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UNITED STATES ENVIRONMENTAL PROTECTION AGENCY (EPA),
MEMORANDUM OF 13 MAy 2003, TECHNICAL REVIEW OF
THE SIX ACUTE TOXICITY STUDIES ON THE SPRAY MIXTURE FOR
ERrapication or ILLiciT Crops IN COLOMBIA

(United States Embassy in Bogotd, 2011)
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May 13, 2003
MEMORANDUM

DP Barcode: D289806

Case No: 296097

Submission: S634325

PC Codes: 103601 Glyphosate, isopropylamine salt

From: Byron T. Backus, Ph.D., Toxicologist
Technical Review Branch
Registration Division (7505C)

To: Jim Tompkins PM 25
Herbicide Branch
Registration Division (7505C)

ACTION REQUESTED: “Please review the acute six pack by the Department of State
for the spray mixture being used by the Department of State for illicit drug crop control
in Columbia.”

BACKGROUND: This package contains the following 6 acute toxicity studies
conducted on test material identified as Spray—Charlie: acute oral LDsg (rat; MRID
45929403), acute dermal LDs, (rat; MRID 45929402), acute inhalation LCs (rat; MRID
45929404) primary eye irritation (rabbit; MRID 45929405); primary skin irritation (rabbit;
MRID 45929406), and dermal sensitization (guinea pig; MRID 45929407). There is
also a study titled “Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)”
in MRID 45929401. All studies were conducted at Springborn Laboratories, Inc. (SLI),
Spencerville, OH.

The material received also includes a label for GLY-41 Herbicide (EPA Reg. No. 524-
475) with a label declaration of 41.0% Glyphosate (as the isopropylamine salt) as sole
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active ingredient, as well as a label (in Spanish) for COSMO-FLUX® 411F. Spray—
Charlie (the end-use spray formulation) is prepared by mixing 44% (by volume) GLY-41
with 55% (by volume) water and 1% (by volume) of the surfactant Cosmo-Flux-411F.

COMMENTS AND RECOMMENDATIONS:

1. All 6 acute toxicity studies have been reviewed and classified as acceptable. The
Data Evaluation Records (DERSs) for each of these 6 studies are included in this
memorandum.

2. The following is the acute toxicity profile for SPRAY-CHARLIE, based on the results
of the acute toxicity studies: ‘

Study Type Tox. Cat. Classification & MRID #

Oral LDs (rat) Tox. Cat. IV Acceptable (MRID 45929403)
Dermal LDsg (rat) Tox. Cat. IV Acceptable (MRID 45929402)
Inhalation LCso(rat) Tox. Cat. IV Acceptable (MRID 45929404)
Eye Irritation (rabbit) Tox. Cat. lll Acceptable (MRID 45929405)
Dermal Irritation (rabbit) Tox. Cat. IV Acceptable (MRID 45929406)

Dermal Sensitization (guinea pig) Non-Sensitizer Acceptable (MRID 45929407)

3. Based on the acute tbxicity profile above, the following would be the appropriate
precautionary labeling for this product, as obtained from the Label Review System:

PRODUCT NAME: SPRAY - CHARLIE

PRECAUTIONARY STATEMENTS
SIGNAL WORD: CAUTION

Hazards to Humans and Domestic Animals:

Causes moderate eye irritation. Avoid contact with eyes or clothing. Wash thoroughly with soap and
water after handling and before eating, drinking, chewing gum, or using tobacco. Wear: Long-sleeved
shirt and long pants, Socks, and Shoes.

First Aid:

If in eyes:

-Hold eye open and rinse slowly and gently with water for 15-20 minutes.
-Remove contact lenses, if present, after the first 5 minutes, then continue rinsing.
-Call a poison control center or doctor for treatment advice.

Have the product container or label with you when calling a poison control center or doctor or going for
treatment. You may also contact 1-800-xxx-xxxx for emergency medical treatment information.

4. The above labeling is consistent with that for GLY-41 Herbicide (EPA Reg. No. 524-
475),
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DATA REVIEW FOR ACUTE ORAL TOXICITY TESTING (870.1100, formerly §81-1)

Product Manager: 25 Reviewer: Byron T. Backus, Ph.D.
MRID No.: 45929403

CITATION: Bonnette, K.L. An Acute Oral Toxicity Study in Rats with Spray—Charlie. SLI Study No.
3596.16. Unpublished study prepared by Springborn Laboratories, Inc. (SLI), Spencerville, OH
45887. Study Compiletion Date: Feb. 20, 2003. MRID 45929403.

STUDY SPONSOR AND SUBMITTER: INL/A U.S. Dept. of State, Washington D.C. 20520

TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI
Study No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID
45929401 the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41
Herbicide; 0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before
use (pre-test?) mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after
use mean percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%.

SPECIES: Rat, Hsd: Sprague Dawley® SD®

AGE(at dosing): “Young adult,” males: approx. 9-10 weeks; females: approx. 8 weeks
WEIGHT (fasted): Males: 294-325 g; Females: 169-188 g

SOURCE: Harlan Sprague-Dawley, Inc., Indianapolis, IN

EXECUTIVE SUMMARY: /n an acute oral toxicity study (MRID 45929403), 5 male & 5 female
fasted (overnight; fasted body wis: males: 294-325 g; females: 169-188 g) young adult
(males: ~9-10 wks; females: ~8 wks) Hsd: Sprague-Dawley®SDP rats (source: Harlan Sprague-
Dawley, Indianapolis), were orally dosed with Spray-Charlie, containing at least 15.2% a.e.
[acid equivalent] glyphosate. The test material (a liquid with a density of 1.08 g/mL) was
administered undiluted at 5000 mg/kg. .

There was no mortality. Symptoms included soft stools (5M & 2F) and fecal stain (4M) on
days 0-1. In addition, there was rough coat (3M), dark material around eyes and/or nose (4M)
and congested breathing with rales (1F). Most symptoms were gone by day 6, although one
male had transient dark material around the eyes on day 9 only. All rats had weight gains
from day 0 to 7, and again from day 7 to 14.

There were no dose-related abnormalities observed at post-sacrifice necropsy.

Oral LD50 Males > 5000 mg/kg (0/5 died at this dose level)
Oral LD50 Females > 5000 mg/kg (0/5 died at this dose level)

Spray-Charlie, a liquid (density of 1.08 g/mL), with at least 15.2% a.e. glyphosate, is in
toxicity category 1V in terms of its oral LD50.

Study Classification: Acceptable

COMPLIANCE: Signed and dated GLP Compliance (p. 3), Quality Assurance (p. 4), and [No] Data
Confidentiality (p. 2) statements are provided. There is no flagging statement.

Procedure (including deviations from 870.1100): The test article was an amber liquid, which was
a pooled sample from five different mixes of Spray—Charlie.
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Results:
Number of Deaths/Number Tested
Dose Dose
(mg/kg) (mL/kg) Males Females Total
5000 4.63 0/5 0/5 0/10

Observations: Symptoms included soft stools (5M & 2F) and fecal stain (4M) on days 0-1. In
addition, there was rough coat (3M), dark material around eyes and/or nose (4M) and congested
breathing with rales (1F). Most symptoms were gone by day 6, although one male had transient
dark material around the eyes on day 9 only. All rats had weight gains from day 0 to 7, and again

from day 7 to 14.

Gross Necropsy: There were no dose-related abnormalities observed at post-sacrifice necropsy.
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DATA REVIEW FOR ACUTE DERMAL TOXICITY TESTING (870.1200, formerly §81-2)

Product Manager: 25 Reviewer: Byron T. Backus, Ph.D.
MRID No.: 45929402

CITATION: Bonnette, K.L. An Acute Dermal Toxicity Study in Rats with Spray—Charlie. SLI Study
No. 3596.17. Unpublished study prepared by Springborn Laboratories, Inc. (SLI), Spencerville, OH
45887. Study Completion Date: Feb. 20, 2003. MRID 45929402.

STUDY SPONSOR AND SUBMITTER: INL/A U.S. Dept. of State, Washington D.C. 20520

TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI
Study No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID
45929401 the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41
Herbicide; 0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before
use (pre-test?) mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after
use mean percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%.

SPECIES: Rat, Hsd: Sprague Dawley® SD®

AGE(at exposure): “Young adult,” approx. 9 weeks old
WEIGHT: Males: 265-290 g; Females: 189-207 g
SOURCE: Harlan Sprague-Dawley, Inc., Indianapolis, IN

EXECUTIVE SUMMARY: In an acute dermal toxicity study (MRID 45929402), 5M & 5F young
adult (~9-week old; males: 265-290 g; females: 189-207 g) Sprague Dawley® SD® rats (source:
Harlan Sprague-Dawley, Indianapolis, IN) were dermally exposed for 24 hrs (occluded
exposure) to 5000 mg/kg of Spray—Charlie, containing at least 15.2% a.e. [acid equivalent]
glyphosate. The test material (a liquid with a density of 1.08 g/mL) was administered
undiluted.

There was no mortality. Systemic symptoms included dark material around the eyes, nose
and/or mouth (10/10 rats), few feces (2F) and soft stools (1M). These symptoms were gone by
day 3. One male lost 1 g between day 7 and 14, and two females with weight gains in the
period from day 0 to day 7 had moderate weight losses (31 g or 13.7% for #A6710 and 26 g or
12.5% for #A6715) between day 7 and 14. However, based on results from other acute dermal
studies with glyphosate, as well as the findings from the oral toxicity study (MRID 45929403)
on Spray—Charlie, it is concluded that these weight losses were not a result of exposure to
the test material. There was dermal irritation (grade “1" erythema and/or edema) in some rats
on day 1, still present in one on day 2, gone by day 3.

There were no significant gross findings at post-sacrifice necropsy.

Dermal LD50 Males > 5000 mg/kg (0/5 died at this dose level)
Dermal LD50 Females > 5000 mg/kg (0/5 died at this dose level)

Spray—-Charlie, a liquid with a density of 1.08 g/mL, with at least 15.2% glyphosate a.e., is in
toxicity category IV in terms of dermal toxicity, based on the LD50 (both sexes) > 5000 mg/kg.

Study Classification: Acceptable
COMPLIANCE: Signed and dated GLP Compliance (p. 3), Quality Assurance (p. 4), and [No] Data
Confidentiality (p. 2) statements are provided. There is no flagging statement.
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Procedure (including deviations from 870.1200): “On day -1, the fur was removed from the dorsal
trunk area of the animals chosen for the limit test... The clipped area was approximately 10% of the
animal’s body surface area (BSA). The region included the scapula (shoulder) to the wing of the
ilium (hipbone) and half way down the flank on each side of the animal... On the following day (day
0), the test article was administered dermally to approximately 10% of the body surface area (or as
large an area as possible). The four corners of this area were delineated in the clipped area with an
indelible marker. The test article was then spread evenly over the delineated test area and held in
contact with the skin with an appropriately sized 4-ply porous gauze dressing backed with a plastic
wrap which was placed over the gauze dressing (occlusive binding). Removal and ingestion of the
test article was prevented by placing an elastic wrap over the trunk and test area. The elastic wrap
was further secured with a tape harness on the cranial end of the trunk and then secured with
adhesive tape around the trunk at the caudal end... Individual doses were calculated based on the
animal’s day O body weight. After an approximate 24-hour exposure period, the binding materials
were removed... Residual test article was removed using gauze moistened with deionized water
followed by dry gauze.”

Results:
Number of Deaths/Number Tested
Dosage (mg/kg) Males Females Combined
5000 0/5 0/5 010

Observations: Systemic symptoms included dark material around the eyes, nose and/or mouth
(10/10 rats), few feces (2F) and soft stools (1M). These symptoms were gone by day 3. One male
lost 1 g between day 7 and 14, and two females with weight gains in the period from day O to day 7
had moderate weight losses (31 g or 13.7% for #A6710 and 26 g or 12.5% for #A6715) between day
7 and 14. However, based on results from other acute dermal studies with glyphosate, as well as
the findings from the oral toxicity study (MRID 45929403) on Spray—Charlie, it is concluded that
these weight losses were not a result of exposure to the test material. There was dermal irritation
(grade “1" erythema and/or edema) in some rats on day 1, still present in one on day 2, gone by day
3.

Gross Necropsy: There were no significant gross findings at post-sacrifice necropsy.
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DATA REVIEW FOR ACUTE INHALATION TOXICITY TESTING (870.1300, formerly §81-3)

Product Manager: 25 Reviewer: Byron T. Backus, Ph.D.
MRID No.: 45929404

CITATION: Bonnette, K.L. An Acute Nose-Only Inhalation Toxicity Study in Rats with Spray—Charlie.
SLI Study No. 3596.18. Unpublished study prepared by Springborn Laboratories, Inc. (SLI),
Spencerville, OH 45887. Study Completion Date: March 14, 2003. MRID 45929404.

STUDY SPONSOR AND SUBMITTER: INL/A U.S. Dept. of State, Washington D.C. 20520

TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI
Study No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID
45929401 the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41
Herbicide; 0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before
use (pre-test?) mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after
use mean percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%.

SPECIES: Rat, Hsd: Sprague Dawley® SD®

AGE(at exposure): “Young adult,” approx. 9 weeks old
WEIGHT(at exposure): Males: 248-275 g; Females: 201-212 g
SOURCE: Harlan Sprague-Dawley, Inc., indianapolis, IN

EXECUTIVE SUMMARY: In an acute inhalation toxicity study (MBRID 45929404), a group of 5
male and 5 female young adult (~9 week old; males 248-275 g; females: 201-212 g) Hsd:
Sprague Dawley® SDP rats (source: Harlan Sprague-Dawley, Indianapolis, IN) received 4-hr
nose-only exposure to an aerosol with a mean time-weighted analytical concentration of 2.60
mg/L of Spray—Charlie, a liquid containing at least 15.2% a.e. [acid equivalent] glyphosate. A
mean of 66% of the particles by weight had an effective cutoff diameter of < 4 um. The MMAD
was 2.9 um, and the GSD was 2.17.

There was no mortality (0/5M & 0/5F died). No symptoms were observed during exposure.
Symptoms after exposure included congested breathing and rales in all rats, with congested
breathing persisting in 3M through day 14. Other symptoms included labored breathing (in
some cases with gasping), no or few feces, dark material around mouth, and decreased food
consumption. Two males and one female lost weight in the period from day 0 to day 7; but
(except for one female which maintained weight) all gained weight in the period from day 0 to
day 14, although overall body weight gains in two males (as well as this one female)
appeared to be reduced.

At post-sacrifice necropsy there were no gross abnormalities.

Inhalation LC50 Males > 2.60 mg/L (0/5 died after 4-hr exposure to this concentration)
Inhalation LC50 Females > 2.60 mg/L (0/5 died after 4-hr exposure to this concentration)

The test material, Spray-Charlie, a liquid containing at least 15.2% a.e. glyphosate, is in
toxicity category IV by the inhalation exposure route.

Study Classification: Acceptable

COMPLIANCE: Signed and dated GLP Compliance (p. 3), Quality Assurance (p. 4), and [No] Data
Confidentiality (p. 2) statements are provided. There is no flagging statement.
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Procedure (including deviations from 870.1300): “Prior to experimental initiation, preliminary
aerosol generation trials were conducted. These trials were performed in order to determine the
most efficient means of generating an aerosol of the appropriate concentration while utilizing
equipment that would reduce the aerodynamic particle size... On day 0, the animals chosen for the
limit test were weighed, placed in a nose-only exposure tube and allowed to acclimate to the
exposure tube for at least 1 hour. Animals that appeared to have been acclimated to the exposure
tube (i.e., minimal struggling and no inversion) were considered to be acceptable, removed from the
exposure tube and returned to their cages until initiation of the aerosol exposure. Animals that did
not...acclimate to the exposure tube were not acceptable...

“The acceptable animals were then placed in exposure tubes, the tubes inserted into the Multi-State
10L nose-only inhalation chamber and the test article aerosolized... The aerosol exposure consisted
of a 3-minute T99 equilibration period, a 240-minute exposure period and a 3-minute de-
equilibration period equal to the T99 equilibration period. After each aerosol exposure, animals were
removed from the exposure tubes and residual test article was removed from the animal’s exterior
surfaces (where practical) by wiping the haircoat with a towel...

“The test aerosol was generated with a Pistol Spraying System and a Master Flex Pump...
Conditioned high pressure external air was used in generating the test atmosphere...”

Results:
Mean Exposure Concentration Number of Deaths/Number Tested
(Analyticalrr\.(gll)l-etermined) Males Females Combined
2.60 0/5 0/5 0/10

The nominal concentration was 70.30 mg/L.

Clinical Observations: No symptoms were observed during exposure. Symptoms following
exposure included congested breathing and rales in all rats, with congested breathing persisting in
3M through day 14. Other symptoms included labored breathing (in some cases with gasping), no
or few feces, dark material around mouth, and decreased food consumption. Two males and one
female lost weight in the period from day 0 to day 7; but (except for one female which only
maintained weight) all gained weight in the period from day 0 to day 14, although overall body
weight gains in two males (as well as this one female) appeared to be reduced.

Gross Necropsy: At post-sacrifice necropsy there were no gross abnormalities.

Chamber Atmosphere

Analytical Conc. (mg/L) MMAD (um) GSD
2.60 2.9 ~ 217

Particle Size Distribution: A 7-stage Cascade Impactor was used to determine particle size
distribution. A mean of 66% of the particles by mass were < 4.0 um.

Chamber Environment
]
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Internal Chamber Volume 0L
Mean Air Flow Rate 24 LPM
Mean Chamber Temperature (range) 68.3-70.7° F
Mean Relative Humidity (range) 68.3-69.3%
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DATA REVIEW FOR PRIMARY EYE IRRITATION TESTING (870.2400, formerly §81-4)

Product Manager: 25 Reviewer: Byron T. Backus, Ph.D.
MRID No.: 45929405

CITATION: Bonnette, K.L. A Primary Eye Irritation Study in Rabbits with Spray—Charlie. SLI Study
No. 3596.19. Unpublished study prepared by Springborn Laboratories, Inc. (SLI), Spencerville, OH
45887. Study Completion Date: February 17, 2003. MRID 45929405.

STUDY SPONSOR AND SUBMITTER: INL/A U.S. Dept. of State, Washington D.C. 20520

TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI Study
No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID 45929401
the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41 Herbicide;
0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before use (pre-test?)
mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after use mean
percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%. pH not reported.

SPECIES: Rabbit, albino, New Zealand White (males only)
AGE: “adult” (approximately 16 weeks)

WEIGHT: 3.172 - 3.607 kg

SOURCE: Myrtle’s Rabbitry, Thompson Station, TN

EXECUTIVE SUMMARY: In a primary eye irritation study (MRID 45929405), 0.1 mL Spray-
Chatrlie, a liquid (pH not reported) containing at least 15.2% a.e. [acid equivalent] glyphosate,
was instilled into the conjunctival sac of one eye of each of three adult (16 week old) male
(3.172-3.607 kg) New Zealand white rabbits (source: Myrtle’s Rabbitry, Thompson Station, TN).

No corneal opacity was observed. All 3 eyes were positive for iritis at 1 hr, but all were
negative (scored zero) for iritis at 24 hrs and subsequently. All eyes were positive for
conjunctival redness (score “2") and chemosis (score “2") at 24 hours, and all 3 eyes were
positive for redness at 48 hrs. One eye was still positive for redness at 72 hrs. All eyes had
cleared (all scores zero) by day 7.

As eye irritation was still present through 72 hours, but had cleared by day 7, the test material,
Spray—Charlie, a liquid containing at least 15.2% a.e. glyphosate, is in toxicity category lll for
eye irritation potential.

Study Classification: Acceptable

COMPLIANCE: Signed and dated GLP Compliance (p. 3), Quality Assurance (p. 4), and [No] Data
Confidentiality (p. 2) statements are provided. There is no flagging statement.

Procedure (including deviations from 870.2400): “A minimum of one hour after preliminary ocular
examination, the test article was instilled...into the conjunctival sac of the right eye of each animal
after gently pulling the lower lid away from the eye. Following instillation, the eyelids were gently held
together for approximately one second in order to limit test article loss...”

10
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Results:
Number scoring positive/total number
Observations 1hr 24 hrs® 48 hrs 72 hrs 7 days

Corneal Opacity 0/3 0/3° 0/3 0/3 0/3
Iritis 3/3 0/3 0/3 0/3 0/3
Conjunctivae:

Redness® 2/3 3/3 3/3 1/3 0/3
Chemosis® 3/3 3/3 1/3 0/3 on
Discharge?® 1/3 1/3 0/3 0/3 01

#Score of 2 or more considered positive.

®Fluorescein examination at 24 hours; all eyes were negative.

No corneal opacity was observed. All 3 eyes were positive for iritis at 1 hr, but all were negative
(scored zero) for iritis at 24 hrs and subsequently. All eyes were positive for conjunctival redness
(score “2") and chemosis (score “2") at 24 hours, and all 3 eyes were positive for redness at 48 hrs.
One eye was still positive for redness at 72 hrs. All eyes had cleared (all scores zero) by day 7.

11
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DATA REVIEW FOR PRIMARY DERMAL IRRITATION TESTING (870.2500, formerly §81-5)

Product Manager: 21 Reviewer: Byron T. Backus, Ph.D.
MRID No.: 45929406

CITATION: Bonnette, K.L. A Primary Skin Irritation Study in Rabbits with Spray—Charlie. SLI Study
No. 3596.20. Unpublished study prepared by Springborn Laboratories, Inc. (SLI), Spencerville, OH
45887. Study Completion Date: February 17, 2003. MRID 45929406.

STUDY SPONSOR AND SUBMITTER: INL/A U.S. Dept. of State, Washington D.C. 20520

TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI Study
No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID 45929401
the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41 Herbicide;
0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before use (pre-test?)
mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after use mean
percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%. pH not reported.

SPECIES: Rabbit, albino, New Zealand White (1 male, 2 femaies)

AGE: “adult’ (approximately 13 weeks)

WEIGHT: Male: 2.723 kg; Females: 2.494-2.814 kg [according to Table 1 p. 15 all 3 rabbits were
female]

SOURCE: Myrtle’s Rabbitry, Thompson Station, TN

EXECUTIVE SUMMARY: In a dermal irritation study (MRID 45929406), 0.5 mL undiluted Spray—
Charlie, a liquid (pH not reported) containing at least 15.2% a.e. [acid equivalent] glyphosate
was applied to a dermal site on each of 3 adult (13 weeks; male: 2.723 kg; females: 2.494 &
2.814 kg) New Zealand white rabbits, with 4-hr semioccluded exposure.

All scores (1, 24, 48 & 72 hrs) for edema were zero. At 1 hour all 3 sites scored “1" for
erythema; at 24 hrs and subsequently all scores for erythema were zero. The primary
irritation index (mean of scores at 1, 24, 48 & 72 hrs) = 0.25. The primary irritation index (mean
of scores at 1, 24, 48 & 72 hrs) = 0.25. At 1 hr 3/3 sites scored “1" for erythema; this was the
only irritation seen in this study as all scores at 24 hrs and subsequently were zero.

The test material, Spray—Charlie, containing at least 15.2% a.e. glyphosate, is in toxicity
category IV in terms of dermal irritation.

Study Classification: Acceptable

COMPLIANCE: Signed and dated GLP Compliance (p. 3), Quality Assurance (p. 4), and [No] Data
Confidentiality (p. 2) statements are provided. There is no flagging statement.

Procedure (including deviations from 870.2500): “On day -1, the animals chosen for use...had the
fur removed from the dorsal area of the trunk... On the following day (day 0), {0.5 mL of] the test
article was applied to a small area of intact skin on each test animal (approximately 1 inch x 1 inch)...
The test article was administered under the [1" x 1" square 4-ply] gauze patch. The gauze patch was
held in contact with the skin...with a nonirritating tape. Removal and ingestion of the test article was
prevented by placing an elastic wrap over the trunk and test area (semi-occlusive binding). The
elastic wrap was the further secured with adhesive tape around the trunk at the cranial and caudal
ends. After dosing, collars were placed on each animal and remained in place until removal on day 3.
After a four-hour exposure period, the binding materials were removed from each animal... Residual
test article was removed using gauze moistened with deionized water, followed by dry gauze.”

12
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Results: All scores (1, 24, 48 & 72 hrs) for edema were zero. At 1 hour all 3 sites scored “1" for
erythema; at 24 hrs and subsequently all scores for erythema were zero. The primary irritation index
(mean of scores at 1, 24, 48 & 72 hrs) = 0.25.
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DATA REVIEW FOR DERMAL SENSITIZATION TESTING (870.2600, formerly §81-6)

Product Manager: 25 Reviewer: Byron T. Backus, Ph.D.
MRID No.: 45929407

CITATION: Bonnette, K.L. A Dermal Sensitization Study in Guinea Pigs with Spray—Charlie. SLI
Study No. 3596.21. Unpublished study prepared by Springborn Laboratories, Inc. (SLI), Spencerville,
OH 45887. Study Completion Date: March 14, 2003. MRID 45929407.

STUDY SPONSOR AND SUBMITTER: INL/A U.S. Dept. of State, Washington D.C. 20520

TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI Study
No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID 45929401
the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41 Herbicide;
0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before use (pre-test?)
mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after use mean
percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%.

SPECIES: Guinea Pig, albino, Hartley-derived

AGE(at initiation of induction): Young adult (males: ~6-7 weeks; females: ~8-9 weeks)
WEIGHT(Day -1): Males: 394 - 464 g; Females: 366 - 420 g

SOURCE: Hilltop Lab Animais Inc., Scottdale, PA

EXECUTIVE SUMMARY: In a dermal sensitization study (MRID 45929407) using a Modified
Buehler Design, 20 (10 male: 7 weeks; 394-464 g [day -1] & 10F: ~9 weeks; 366-420 g [day -1])
albino Hartley-derived guinea pigs received 3 6-hr occluded induction exposures, each to 0.3
mL of undiluted Spray—Charlie, a liquid containing at least 15.2% a.e. glyphosate, on study
days 0, 7 & 14. Two weeks later the test (previously exposed) guinea pigs as well as a naive
control group of 5M & 5F were similarly exposed at a previously unexposed test site. The
concentration of test material in the induction and challenge exposures was based on results
from a preliminary topical range-finding assay.

Following challenge 0/20 previously exposed and 0/10 naive control guinea pigs scored zero
at 24 hours; 2/20 previously exposed and 0/10 naive control guinea pigs scored + (maximum
response observed) at 48 hrs. These results indicate the test material is not a potential
dermal sensitizer.

The report includes a positive control study utilizing alpha-Hexylcinnamaldehyde (HCA); this
study was conducted from September 17, 2002 to October 17, 2002. Results were appropriate.
The in-life study with Spray-Charlie began on December 31, 2002 and ended on January 30,

2003.

Study Classification: Acceptable. The results of this study indicate Spray—Chatrlie, a liquid
containing at least 15.2 a.e. glyphosate, is not a potential dermal sensitizer.

COMPLIANCE: Signed and dated GLP Compliance (p. 3), Quality Assurance (p. 4), and [No] Data
Confidentiality (p. 2) statements are provided. There is no flagging statement.

Procedure: The dosages used for induction and challenge were based on preliminary irritation
studies. For induction: “On the day prior to each dose administration, the guinea pigs had the hair
removed... A dose of 0.3 mL of the test article was placed on a 25 mm Hilltop chamber backed by
adhesive tape (occlusive patch). The chambers were then applied to the clipped surface as quickly

14



Annex 56

as possible... The induction procedure was repeated on study day 7 and on study day 14 so thata
total of three consecutive induction exposures were made to the test animals.”

For challenge: “On the day prior to challenge dose administration, the test and challenge control
animals were weighed and the hair was removed from the right side of the animals. On the day
following...(day 28), chambers were applied... Approximately six hours after chamber application, the
binding materials were removed. The test sites were wiped with gauze moistened in deionized water

Results: Foliowing challenge 0/20 previously exposed and 0/10 naive control guinea pigs scored
zero at 24 hours; 2/20 previously exposed and 0/10 naive control guinea pigs scored + (maximum
response observed) at 48 hrs. These results indicate the test material is not a potential dermal
sensitizer.

The report includes a positive control study utilizing alpha-Hexylcinnamaldehyde (HCA); this study

was conducted from September 17, 2002 to October 17, 2002. Results were appropriate. The in-life
study with Spray—Charlie began on December 31, 2002 and ended on January 30, 2003.
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ACUTE TOX ONE-LINERS

1. DP BARCODE: D289806

2. PC CODES: 103601 Glyphosate, isopropylamine salt
3. CURRENT DATE: May 12, 2003

4. TEST MATERIAL: Sample pooled at SLI from five different mixes of Spray—Charlie. From SLI
Study No. 3596.15 [Purity Analysis for Glyphosate of Spray—Charlie (Active Ingredient)] in MRID
45929401 the five separate mixes were prepared by adding together 0.439-0.44 by volume GLY-41
Herbicide; 0.01 by volume Cosmo Flux-411F; and 0.55-0.551 by volume Lake Water. The before use
(pre-test?) mean for Glyphosate a.e. [acid equivalent] was 16.53% (S.D. 1.35%); and the after use
mean percentage was 15.20% (S.D. 1.54%). Both values are above the expected 14.8%.

Study/Species/Lab
Study #/Date

MRID

Results

Tox.
Cat.

Core
Grade

Acute oral toxicity/rat/
Springborn Labs Inc.
(SLI)/SLI Study No.
3596.16/FEB-20-2003

45929403

LDso(M, F, combined) > 5000 mg/kg (0/5M &
0/5F died after dosage at this level). Only dose
was 5000 mg/kg. Symptoms included soft
stools and fecal stain on days 0-1. Also, there
was rough coat, dark material around eyes
and/or nose and congested breathing with
rales (1F only). Most symptoms were gone by
day 6, although one male had transient dark
material around eyes on day 9 only. All gained
weight from day 0-7 and from day 7-14. No
dose-related abnormalities observed at post-
sacrifice necropsy.

Acute dermal toxicity/rat/
Springborn Labs Inc.
(SLH/SL! Study No.
3596.17/FEB-20-2003

45929402

LDso(M, F, combined) > 5000 mg/kg (0/5M &
0/5F died at this dose level). Symptoms: dark
material around facial area, few feces and soft
stools. One male lost 1 g day 7-14 and 2F
which had gained weight days 0-7 had
moderate wt losses (31 g or 13.7% for one and
26 g or 12.5% for the other) day 7-14. No
significant findings at post-sacrifice necropsy.

Acute inhalation toxicity/
rat/Springborn Labs Inc.
(SLI)/SLI Study No.
3596.18/MAR-14-2003

45929404

Nose-only exposure. LCso(M,F, combined) >
2.6 mg/L (0/5M & 0/5F died). No symptoms
observed during exposure. Symptoms after
included congested breathing and rales in all
rats, with congested breathing persisting in 3M
through day 14. Other symptoms: labored
breathing (in some cases with gasping), no or
few feces, dark material around mouth and
decreased food consumption. 2M & 1F lost wt
from day O to 7; but, except for 1F which
maintained wt, all gained wt day 0 -14, though
overall wt gains in 2M (as well as the 1F) were
reduced. No abnormalities were observed at
post-sacrifice necropsy. 66% of the particles by
mass had an effective cut-off diameter of <4
pum. MMAD was 2.9 um & GSD was 2.17.

Primary eye irritation/
rabbit/Springborn Labs
Inc. (SLI)/SLI Study No.

45929405

3 NZ white rabbit eyes exposed. 0.1 mL test
material instilled. No corneal opacity observed.
3/3 eyes were positive for iridial irritation at 1 hr
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3596.19/FEB-17-2003

but were subsequently clear. All 3 eyes were
positive for conjunctival redness & chemosis at
24 hrs, and all 3 were positive for redness at
48 hrs. 1/3 eyes was still positive for redness at
72 hrs. All eyes had cleared (all scores zero)
by day 7.

Primary dermal irritation/
rabbit/Springborn Labs
Inc. (SLI)/SLI Study No.
3596.20/FEB-17-2003

45929406

3 NZ white rabbits used. Pli (av. of 1, 24, 48 &
72 hr scores) = 0.25; at 1 hr 3/3 sites scored
“1* for erythema (max score for erythema) and
“0" for edema. At 24 hrs & subsequently all
scores were zero.

Dermal sensitization/
guinea pig/Springborn
Labs Inc. (SLI)/SLI Study
No. 3596.21/MAY-30-2002

45929407

Modified Buehler test. 20 (10M & 10F) Hartley-
derived albino guinea pigs received 1/week for
3 weeks induction exposures to 0.3 mL
undiluted test material, with challenge 2 weeks
after last induction treatment. At challenge 0/20
induced and 0/10 naive controls scored zero at
24 hrs; 2/20 induced scored + at 48 hrs with ali
other scores zero. Results indicate a
nonsensitizer. Positive control study used HCA,
was within 6 months & was acceptable.

Non-
Sensi-
tizer

Core Grade Key: A =Acceptable, S = Supplementary, U = Unacceptable, V = Self Validated
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Six Acute Toxicrry STUupIES witH SPRAY-CHARLIE, SLI STupy N° 3596.16,
20 FEBRUARY 2003

(United States Embassy in Bogota, 2011)
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Author

Kimberly L. Bonnette, M.S., LATG

Study Completed on
February 20, 2003
Performing Laboratory
Springborn Laboratories (SLI),
a division of Charles River Company, Inc.
640 North Elizabeth Street
Spencerville, Ohio 45887

SL/ Study No.

3596.16

Submitted to
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U.S. Department of State
2201 C St. NW SA4
Washington, DC 20520
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SLI Study No. 3596.16 2)

1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date

Title Signature
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SLI Study No. 3596.16 3)

2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

Kimberly L. Bonnette, M.S., LATG
Study Director/Author
Springborn Laboratories, Inc.

e

) e -
/ — g T o P i /,;; f // .
- 7‘&5% A /é_@ Date & %»fé# o2
Rogers Woolfolk

Senior Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Department of State
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SLI Study No. 3596.16 (4)

3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLl's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 10/07/02

Necropsy 12/30/02

Data Audit 01/21/03

Draft Report Review 01/21/03

Final Report Review 02/20/03

Reports to Study Director 01/21/03, 02/20/03

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

;

/

C//,’/M/(ﬂ/ L) e/ %/;,./ Date &2 /fw/ﬂf 5
Jennifer D/McGue
Quality Assurance Auditor

({/mﬂw 97/ ) /Eﬂ?ﬁﬁ&ﬁ,{m Date 9@’;14,/93
Anita M. Bosau, RQAP-GLP 7/
Senior Director, Compliance Assurance
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SLI Study No. 3596.16 @)

6. SUMMARY

The single-dose oral toxicity of Spray--Charlie was evaluated in Sprague Dawley
rats. A limit test was performed in which one group of five male and five female
rats received a single oral administration of the test article at a dose of
5000 mg/kg body weight. Following dosing, the limit test rats were observed
daily and weighed weekly. A gross necropsy examination was performed on all
limit test animals at the time of scheduled euthanasia (day 14).

No mortality occurred during the limit test. Clinical abnormalities observed during
the study included transient incidences of soft stools, fecal staining, rough coat,
congested breathing, rales and dark material around the facial area. Body
weight gain was noted for all animals during the test period. No significant gross
internal findings were observed at necropsy on study day 14.

Under the conditions of this test, the acute oral LD50 of Spray--Charlie was
estimated to be greater than 5000 mg/kg in the rat.
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SLI Study No. 3596.16 (8)

7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Charlie in
Sprague Dawley rats when administered by gavage as a single oral dose. This
study was intended to provide information on the potential health hazards of the
test article with respect to oral exposure. Data from this study may serve as a
basis for classification and/or labeling of the test article. This study was
performed in accordance with the US EPA, Health Effects Test Guidelines,
OPPTS 870.1100, Acute Oral Toxicity, August 1998. This study was performed
at Springborn Laboratories (SLI), a division of Charles River Laboratories, Inc.
553 North Broadway, Spencerville, Ohio. The protocol was signed by the Study
Director on October 9, 2002 (GLP initiation date). The in-life phase of the study
was initiated with test article administration on December 16, 2002 (day 0) and
concluded with necropsy on December 30, 2002.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration
ID SLIID Description Date Date
Spray--Charlie® S02.003.3596 Amber liquid 12/09/02 None
provided
Ingredients:’
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/29/02 provided

#Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
bIngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, analyzed the test article
for the glyphosate (a.e.) which is presented in SLI Study No. 3596.15.
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SLI Study No. 3596.16 9)

8.2. Retention Sample

A 1 mL retention sample of each of the 5 test article mixtures (top/middle/bottom,
maintained separately for a total of 15, 1 mL samples) was collected and
maintained at SLI at room temperature. Also, a 10 mL retention sample of the
pooled test article sample (from the 5 test article mixtures) was collected and
maintained at SLI at room temperature. These samples serve as the retention
samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test articles were pooled and dispensed as received fresh on the day of
dosing. The density of the test article was 1.08 g/mL. The test article
preparation was stirred continuously during the dosing procedure.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Young adult, Hsd: Sprague Dawley® SD® rats were received from Harlan
Sprague Dawley, Inc., Indianapolis, IN. Upon receipt, metal ear tags displaying
unique identification numbers were used to individually identify the animals.
Cage cards displaying at least the study number, animal number and sex were
affixed to each cage. The animals were housed individually in suspended
stainless steel cages. All housing and care were based on the standards
recommended by the Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 71-74°F
(22-23°C) and 33-53%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.

8.5.3. Food

PMI Certified Rodent Chow #5002 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study (except during fasting). The lot number and
expiration date of each batch of diet used during the study were recorded. The
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feed was analyzed and certified by the supplier for nutritional components and
environmental contaminants. Dietary limitations for various environmental
contaminants, including heavy metals, pesticides, polychlorinated biphenyls and
total aflatoxin are set by the manufacturer. Within these limits, contaminants
which may have been present were not expected to compromise the purpose of
this study. Results of the dietary analyses (Certificates of Analysis) are provided
by the manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with metal ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were randomly selected from healthy stock
animals using a computerized random numbers table to avoid potential bias. All
animals received a detailed pretest observation prior to dosing. Only healthy
animals were chosen for study use. Females were nulliparous and nonpregnant.
The male animals were approximately 9-10 weeks of age and weighed
325-356 g prior to fasting. The female animals were approximately 8 weeks of
age and weighed 190-208 g prior to fasting.

9. EXPERIMENTAL PROCEDURES

9.1. Dosing

On day -1, the animals chosen for the limit test were weighed and fasted
overnight. On day 0, the test article was administered orally as a single dose
using a ball tipped stainless steel gavage needle attached to a syringe at the
following level:
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SLI Study No. 3596.16 (11)
Dose Level Concentration Dose Volume No. of Animals
(mg/kg) (%) (mL/kg) Male Female
5000 100° 4.63° 5 5

®Pooled test article.
®Adusted based on a density of 1.08 g/mL.

Individual doses were calculated based on the animal's fasted (day 0) body
weight. Animals were returned to ad libitum feeding after dosing.

9.2. Clinical Observations

The animals were observed for clinical abnormalities a minimum of two times on
study day 0 (post-dose) and daily thereafter (days 1-14). A general
health/mortality check was performed twice daily (in the morning and in the
afternoon).

9.3. Body Weights

Individual body weights were obtained for the animals prior to fasting (day -1),
prior to dosing on day 0 and on days 7 and 14.

9.4. Gross Necropsy

All animals were euthanized by carbon dioxide inhalation at study termination
(day 14) and were necropsied. Body cavities (cranial, thoracic, abdominal and
pelvic) were opened and examined. No tissues were retained.

9.5. Protocol Deviations
No protocol deviations occurred during this study.

10. DATA ACQUISITION AND ELECTRONIC RECORDS

Electronic data were recorded on a Compaq Alpha Server DS10 utilizing the
Toxicology Analysis System Customized, Acute Toxicology Module, Version
1.0.0 or higher. The SLI study number assigned to this study is 3596.16. The
computer study number used to collect data for the study phases was 359616.
The tables within the report display the applicable computer number.
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11. ANALYSIS OF DATA

Data from the study were analyzed and an LD50 value estimated as follows:

< 50% Mortality: LD50 was estimated as greater than the administered dose.
= 50% Mortality: LD50 was estimated as equal to the administered dose.

> 50% Mortality: LD50 was estimated as less than the administered dose.

Body weight means and standard deviations were calculated separately for
males and females.

12. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and electronic records were transferred to
the SLI archives for a period of 10 years. The Sponsor will be contacted prior to
final disposition of these items.

13. RESULTS

13.1. Mortality
Individual Data: Table 1

No mortality occurred during the limit test.

13.2. Clinical Observations
Individual Data: Table 1
Clinical abnormalities observed during the study included transient incidences of

soft stools, fecal staining, rough coat, congested breathing, rales and dark
material around the facial area.

13.3. Body Weight Data
Individual Data: Table 2

Body weight gain was noted for all animals during the test period.
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13.4. Gross Necropsy
Individual Data: Table 3

No significant gross internal findings were observed at necropsy on study day 14.

Note: A hernia of the diaphragm was observed for 1/5 test males. However, this
finding is congenital and common in this strain of rat and therefore, is not
considered to be significant.

14. CONCLUSION

Under the conditions of this test, the acute oral LD50 of Spray--Charlie was
estimated to be greater than 5000 mg/kg in the rat.

<&\\7§>“ n“i/\"‘j«!z—“ Date 2 LQO \\}\3)
K.mberl“\l_ Bonnette, M.S., LATG | ]
Study Director

15. REPORT REVIEW
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16. REFERENCE

1. Guide for the Care and Use of Laboratory Animals, DHHS Publication No.
(NIH) 96-03, 1996.

36



Annex 56-A

(19)

Ivd3Ly119=9  LH9IY=d  1437=1 IN3STdd=d 3IFY3IAIS=€  3ILVY3IAON=Z¢  LHOIIS=T  :-300D IAVY9
d (S)3A3 ANNOYY TVIYIALYN Mdva
d 1v0D H9NoY
NIVLS Tvo3d
S700.1S 140S
d VISYNVHLNT @3TNd3IHIS 9v99v

a -

d 3SON ANNOYY TVIYILVYN Mdvd
d 1v0D HONOYH
NIVLS 7vO3d
S1001S 140S
d VISVYNVYHLN3 d37INA3IHOS 8E99V

a -

d d 3ISON ANNOYY TYIY3LYN Mdva
d (S)3A3 ANNOYY TVI¥ILYN Muva
d S7001S 140S

d VISYNVHLNI Q31NA3HOS  OV99V

d 3SON ANNOYY TVIYILVYN MNdvd
d d 1v0D HONOH
T NIV1S 1vO3d
d VISVYNVYHLN3 d37INA3IHOS 9299V

NIVLS TvO3d
S1001S 140S
d VISVNVHLN3 d3TINA3IHOS T9OS9V

a -

9N/9N 0005 ER
(SONIANI4 IAILISOd)
SNOILVAY3SE0 TYOINITO TYNAIAIONT

S1vd NI AQNLS ALIDIXOLl Tvd0 31NJV NV

T 31avl
31VIS 40 ININLYVY43a SN “v/INI

T 39vd 9T96SE *"ON AdNLS

37



(16)

Annex 56-A

Ivy3lviig=4g 1HOIY=Y 14371="1 1N3S3dd=d JY3IAIS=¢€ 31vd3don=¢ 1HOITS=T ©3000 3avyo
d ST001S 140S
d VISVYNVYHLN3 d37NA3HOS 8TL9V

d ST001S 140S
d VISVYNVHLNI @37Nd3HOS  ¥T.L9V

S3vY
d ONIH1Vv3y¥d d31S3ON0D
d VISVYNVYHLN3 d37NQ3HOS ETL9V

[aBga

d VISVYNVHLNT d31NA3IHOS <CTL9V

d VISYNVHLNG d37NdIHOS  TTLOV

OM/9N 000S  SITVWIH
(SONIANI4 IAILISOd)
SNOILVAYISE0 TYOINITO TYNAIAIONT

S1vd NI AQNLS ALIDIXOL TTvd0 31NV NV
T 31gvl

31V1S 40 LINIWL¥vd3d sn “v/INI
¢ 39vd 9T96SE 7 ON AdNLS

38



Annex 56-A

(17)

¢ ST
08¢

8.€
Sov
v.iE
8.€
o€

S g N

L2t 172t "a's

€0g  gee NYIW A
v6z  9z¢ 9v99Y

gze  9s€ 8£99Y

TOE  9g€ 0v99Y

662  OEE 9299v

g6z SzE 1959V

0 T- #HIYNINY

T 39vd

(SNVY9) SLHOIIM AQOg TVNAIAIANI

S1vd NI

AQNLS ALIDIXOLl Tvd0 31NJV NV

¢ 31davl

OM/9N 0005 STV

31VIS 40 ININLYVY43a SN “v/INI
9T96SE *"ON AdNLS



(18)

Annex 56-A

S S S S N
€76 56 €. 679 "a-s
vze 0Tz 9.1 86T NVaN
44 6T2 8.T T0Z 8TL9V
siord 9Tz 88T 802 PTLOV
0zz €12 S/T 16T €TLOV
912 S6T 69T 06T ZTL9V
112 102 2Lt ¥6T TTLOV

(AVQ) HlvIA 1V ¥T A 0 T- #IVNINY

OM/9N 000S ST TVWI-
(SNVY¥9) SLHOIIM AQOg TVNAIAIANI

S1vd NI AdNLS ALIDIXOLl TTvd0 31NJV NV
¢ 31gvl

31VLS 40 ININLYVHIA SN “V/INI
¢ 39vd 9T96SE 7 ON AdNLS

40



Annex 56-A

(19)

VISVYNVYHLNI d371NA3HOS SLINIT TVIWHON NIHLIM S3nssIL 171V vi ¢0-03d-0¢€ 999V

ALIAVO JIOVHOHL OLNI SAN3LX3 ANV NIdVHSSIN 39071 d3AIT]
IVIA3IN 40 NOILYOd ‘WD ¥°0 X S°0 “NOILYOd SNONIANILOTINISNW

VISVYNVYHLNI d371NA3HOS ANISIYd “VINYIH :WOVHHAVIA Vi ¢0-03d-0¢€ 8€99V
VISVNVHLNI d371Nd3HOS SLINIT TTYWYON NIHLIM S3INSSIL TV vi ¢0-03d-0€  0O¥99v
VISVNVHLNI d371NA3HOS SLINTT TVIWHON NIHLIM S3nssiL 17V vl ¢0-03d-0¢ 9299V
VISVYNVYHLNI d371NA3HOS SLINIT TVNHON NIHLIM S3nssSIL 17V vi 20-03d-0¢€ T9G9V
J1vd NOI1VYAY3ISd0 Avd H1v3d HIVNINY

AQnLs 40 Avad

OM/9N 0005 SERL
SNOILVAYISA0 ASHOYO3IN SSOHO IVNAIAIANI

S1vd NI AQNLS ALIDIXOLl Tvd0 31NJV NV

€ 31dvl
31VIS 40 ININLYVYH3a SN “V/INI

T 39vd 9T96SE *"ON AdNLS

41



Annex 56-A

(20)

VISVNVHLNI d371Nd3HOS

VISVYNVYHLNI d371NA3HOS

VISVNVHLNI d371Nd3HOS

VISVNVHLNI d371NA3HOS

VISVNVHLNI d371Nd3HOS

¢ 39vd

SLINTT TVINHON

SLINIT TVINHON

SLINIT TTYINYON

SLINIT TVINHON

SLINIT TTYINYON

NIHLIM S3NSSIL 17V

NIHLIM S3nssSIL 717V

NIHLIM S3NSSIL 11V

NIHLIM S3NsSIL 17V

NIHLIM S3NSSIL 11V

SNOILVYAYISA0 ASHOHO3IN SSOHO IVNAIAIANI

S1vd NI AQNLS ALIDIXOL TTvd0 31NV

€ 37dvl

NV

vi

71

vi

Avd
AdnLs

¢0-03d-0€  8TL9V

¢0-03d-0€  ¥TLOV

¢0-03d-0¢ €TL9V

¢0-03d-0€  ¢TL9V

¢0-03d-0¢€ TT.9v

H1v3d #IVNINY

40 Avd

OM/9N 0005 S3ITVYN3IS

31VLS 40 ININLYVHIA SN “V/INI

9T96SE 7 ON AdNLS

42



Annex 56-A

SLI Study No. 3596.16 21)

APPENDIX A

SLI Personnel Responsibilities

43



Annex 56-A

SLI Study No. 3596.16 (22)

SLI PERSONNEL RESPONSIBILITIES

Kimberly L. Bonnette, M.S., LATG

Dawn D. Rodabaugh, B.S.
Malcolm Blair, Ph.D.

Joseph C. Siglin, Ph.D., DABT
Jason W. Smedley, B.S.

Pamela S. Smith, ALAT
Christina L. Zehender, B.S.
Delores P. Knippen

Steven H. Magness, B.S., LATG
Anita M. Bosau, RQAP-GLP
Cheryl Bellamy

Deanna M. Talerico, RQAP-GLP
J. Dale Thurman, D.V.M., M.S., DACVP

Kathy M. Gasser

44

Study Director/Director, Acute
Toxicology

Alternate Contact/Toxicologist
Managing Director Emeritus

General Manager

Assistant Toxicologist

Study Supervisor, Acute Toxicology
Primary Technician/Acute Technician |
Supervisor, Pharmacy

Senior Supervisor, Pathology

Senior Director, Compliance Assurance
Senior Supervisor, Report Writing
Senior Supervisor, Quality Assurance
Senior Director, Pathology

Archivist



AN ACUTE DERMAL TOXICITY STUDY
IN RATS WITH SPRAY--CHARLIE

FINAL REPORT

OPPTS Guideline

870.1200

Author

Kimberly L. Bonnette, M.S., LATG

Study Completed on

February 20, 2003

Performing Laboratory
Springborn Laboratories (SLI),
a division of Charles River Company, Inc.
640 North Elizabeth Street
Spencerville, Ohio 45887
SLI Study No.
3596.17
Submitted to
INL/A
U.S. Department of State
2201 C St. NW SA-4
Washington, DC 20520

Page 1 of 29

45

Annex 56-A



Annex 56-A

SLI Study No. 3596.17

1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

K\M\M ‘ Date __ ol !&0106

Kimberly L.\Bonnette, M.S., LATG
Study Director/Author
Springborn Laboratories, Inc.

W Date 5 FE8 803

Rogérs Woolfolk i
Senior Aviation Advisor
Sponsor/Submitter

INL/A :

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLl's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 10/07/02

Dosing 12/19/02

Data Audit 01/23/03

Draft Report Review 01/23/03

Final Report Review 02/20/03

Reports to Study Director 01/23/03, 02/20/03

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

/}KXWA(% ( /) /7/ Q/Z(/; Date @'Z/é‘-/)/[}ﬁ

ehnifer D/McGue
allty Adsurance Auditor

(rta I [ gac Date wﬂ/f-;wﬁs
Anita M. Bosau, RQAP-GLP 77
Senior Director, Compliance Assurance
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6. SUMMARY

The single-dose dermal toxicity of Spray--Charlie was evaluated in Sprague
Dawley rats. A limit test was performed in which one group of five male and five
female rats received a single dermal administration of the test article at a dose of
5000 mg/kg body weight. Following dosing, the limit test rats were observed daily
and weighed weekly. A gross necropsy examination was performed on all
animals at the time of scheduled euthanasia (day 14).

No mortality occurred during the limit test. Clinical abnormalities observed during
the study included transient incidences of dark material around the facial area
and decreased defecation. Dermal irritation was noted at the site of test article
application. Body weight loss was noted in one male and two females during the
study day 7 to 14 body weight interval. Body weight gain was noted for all other
animals during the test period. No significant gross internal findings were
observed at necropsy on study day 14.

Under the conditions of this test, the acute dermal LD50 of Spray--Charlie was
estimated to be greater than 5000 mg/kg in the rat.
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7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Charlie in
Sprague Dawley rats when administered by a single dermal dose. This study
was intended to provide information on the potential health hazards of the test
article with respect to dermal exposure. Data from this study may serve as a
basis for classification and/or labeling of the test article. This study was
performed in accordance with the US EPA, Health Effects Test Guidelines,
OPPTS 870.1200, Acute Dermal Toxicity, August 1998. This study was
performed at Springborn Laboratories (SLI), 553 North Broadway, Spencerville,
Ohio. The protocol was signed by the Study Director on October 9, 2002 (GLP
initiation date). The in-life phase of the study was initiated with test article
administration on December 19, 2002 (day 0), and concluded with necropsy on
January 2, 2003.

8. MATERIALS AND METHODS

8.1. Test Article

The test article was received from the Sponsor and identified as follows:

Assigned Physical Receipt Expiration
Sponsor’s ID SLI ID Description Date Date
Spray—Charlie® S02.003.3596 Amber 12/09/02 None
liquid provided
Ingredients:”
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/20/02 provided

“Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
bIngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to
40 CFR 160.105 and 40 CFR 792.105. Springborn Laboratories, Inc. analyzed
the test article for the glyphosate (a.e.) which is presented in
SLI Study No. 3596.15.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The test article was returned to the Sponsor following completion of all studies
with the test article.

8.4. Method of Test Article Preparation

The test articles were pooled and administered as received from the Sponsor
and dispensed fresh on the day of dosing. The test articles were stirred
continuously during dosing. The density of the test article was determined to be
1.08 g/mL.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Adult, Hsd: Sprague Dawley® SD® rats were received from Harlan Sprague
Dawley, Inc., Indianapolis, IN. Upon receipt, metal ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 71-74°F
(22-23°C) and 40-53%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.

8.5.3. Food

PMI Certified Rodent Chow #5002 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study. The lot number and expiration date of each
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batch of diet used during the study were recorded. The feed was analyzed and
certified by the supplier for nutritional components and environmental
contaminants.  Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) were provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with metal ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were randomly selected from healthy stock
animals using a computerized random numbers table to avoid potential bias. All
animals received a detailed pretest observation prior to dosing. Only healthy
animals were chosen for study use. Females were nulliparous and nonpregnant.
The male animals were approximately 9 weeks of age and weighed 265-290 g
prior to dosing. The female animals were approximately 9 weeks of age and
weighed 189-207 g prior to dosing.
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9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Procedures

On day -1, the fur was removed from the dorsal trunk area of the animals chosen
for the limit test using an animal clipper. The clipped area was approximately
10% of the animal's body surface area (BSA). The region included the scapula
(shoulder) to the wing of the ilium (hipbone) and half way down the flank on each
side of the animal. Care was taken to avoid abrading the skin during the clipping
procedure.

9.2. Dosing

On the following day (day 0), the test article was administered dermally to
approximately 10% of the body surface area. The four corners of this area were
delineated in the clipped area with an indelible marker. The test article was then
spread evenly over the delineated test area and held in contact with the skin with
an appropriately sized 4-ply porous gauze dressing backed with a plastic wrap
which was placed over the gauze dressing (occlusive binding). Removal and
ingestion of the test article was prevented by placing an elastic wrap over the
trunk and test area. The elastic wrap was further secured with a tape harness on
the cranial end of the trunk and then secured with adhesive tape around the trunk
at the caudal end.

The test article was administered at the following level:

No. of Animals

Dose Level Dose Volume Concentration
(mg/kg) (mL/kg) (%) Male Female
5000 4.63° 100° 5 5

“Adjusted based on a density of 1.08 g/mL.
®Pooled test article.

Individual doses were calculated based on the animal’'s day 0 body weight. After
an approximate 24-hour exposure period, the binding materials were removed
and the corners of the test site were re-delineated using a marker. Residual test
article was removed using gauze moistened with deionized water followed by dry
gauze.

9.3. Dermal Observations

The test animals were examined for erythema and edema following patch
removal and the responses scored on study day 1 and daily thereafter
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(days 2-14) according to the Macroscopic Dermal Grading System provided in
Appendix A which is based on Draize [2]. The dermal test sites were reclipped
as necessary to allow clear visualization of the skin.

9.4. Clinical Observations

The animals were observed for clinical abnormalities two times on study day 0
(postdose) and daily thereafter (days 1-14). A mortality check was performed
twice daily, in the morning and afternoon.

9.5. Body Weights

Individual body weights were obtained for the animals prior to dosing on day 0
and on days 7 and 14.

9.6. Gross Necropsy

All animals were euthanized by carbon dioxide inhalation at study termination
(day 14) and necropsied. Body cavities (cranial, thoracic, abdominal and pelvic)
were opened and examined. No tissues were retained.

9.7. Protocol Deviations

On study day 1, edema was inadvertently not recorded for Animal No. A6709.
This occurrence was considered to have had no adverse effect on the outcome
of this study.

10. DATA ACQUISITION AND ELECTRONIC RECORDS

Electronic data were recorded on a Compaq Alpha Server DS10 utilizing the
Toxicology Analysis System Customized, Acute Toxicology Module, Version
1.0.0 or higher. The SLI study number assigned to this study is 3596.17. The
computer study number used to collect data for the study phases was 359617.
The tables within the report will display the applicable computer number.

11. ANALYSIS OF DATA
Data from the study were analyzed and an LD50 value estimated as follows:
< 50% Mortality: LD50 was estimated as greater than the administered dose.

=50% Mortality: LD50 was estimated as equal to the administered dose.
> 50% Mortality:  LD50 was estimated as less than the administered dose.
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Body weight means and standard deviations were calculated separately for
males and females.

12. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and electronic records were transferred to
the SLI archives for a period of 10 years. The Sponsor will be contacted prior to
final disposition of these items.

13. RESULTS

13.1. Mortality
Individual Data: Table 1

No mortality occurred during the limit test.

13.2. Clinical/Dermal Observations
Individual Data: Table 1
Clinical abnormalities observed during the study included transient incidences of

dark material around the facial area and decreased defecation. Dermal irritation
was noted at the site of test article application.

13.3. Body Weight Data
Individual Data: Table 2
Body weight loss was noted in one male and two females during the study day 7

to 14 body weight interval. Body weight gain was noted for all other animals
during the test period.

13.4. Gross Necropsy
Individual Data: Table 3

No significant gross internal findings were observed at necropsy on study day 14.
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14. CONCLUSION

Under the conditions of this test, the acute dermal LD50 of Spray--Charlie was
estimated to be greater than 5000 mg/kg in the rat.

< m‘wﬂ Date Q,X 20 ! 03

Kimberly [\. Bonnette, M.S., LATG ]
Study Director

15. REPORT REVIEW

P P ey Date 2~20-¢3
Rusty E. Rush, M.S., LATG
Director, Neurotoxicity and Transgenics
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APPENDIX A

Macroscopic Dermal Grading System
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MACROSCOPIC DERMAL GRADING SYSTEM

ERYTHEMA AND EDEMA OBSERVATIONS

OBSERVATION DEFINITION CODE
Erythema — Grade 0 | No erythema 0
Erythema — Grade 1 | Very slight erythema (barely perceptible) 1
Erythema — Grade 2 | Well-defined erythema 2
Erythema — Grade 3 | Moderate to severe erythema 3
Erythema — Grade 4 | Severe erythema (beet redness) 4
Maximized Grade 4 Notable dermal lesions (see below) M-4

(see below)
Edema — Grade 0 No edema 0
Edema — Grade 1 Very slight edema (barely perceptible) 1
Edema — Grade 2 Sl!ght edema (edges of area well defined by definite 2
raising)
Edema — Grade 3 Moderate edema (raised approximately 1 millimeter) 3
Edema — Grade 4 Severe edema (raised more than 1 millimeter and 4

extends beyond the area of exposure)

NOTE: Each animal was assigned an erythema and edema score. The most severely affected
area within the test site was graded. If eschar, blanching, ulceration and/or necrosis greater
than grade 1 was observed, then the “Maximized Grade 4" was assigned to the test site in
place of the erythema score and the type of notable dermal lesion(s) (e.g., eschar - grade 2,
blanching - grade 3, ulceration - grade 4, etc.) was noted. The presence of any other dermal
changes (e.g., desquamation, fissuring, eschar exfoliation, etc.) was also recorded.
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MACROSCOPIC DERMAL GRADING SYSTEM

Annex 56-A

NOTABLE DERMAL LESIONS

OBSERVATION CODE DEFINITION

Eschar — Grade 1 ES-1 Focal and/or pinpoint areas up to 10% of test site.

Eschar — Grade 2 ES-2 > 10% < 25% of test site.

Eschar — Grade 3 ES-3 > 25% < 50% of test site.

Eschar — Grade 4 ES-4 > 50% of test site.

Blanching — Grade 1 BLA-1 Focal and/or pinpoint areas up to 10% of test site.

Blanching — Grade 2 BLA-2 > 10% < 25% of test site.

Blanching — Grade 3 BLA-3 > 25% < 50% of test site.

Blanching — Grade 4 BLA-4 > 50% of test site.

Ulceration — Grade 1 U-1 Focal and/or pinpoint areas up to 10% of test site.

Ulceration — Grade 2 u-2 > 10% < 25% of test site.

Ulceration — Grade 3 U-3 > 25% < 50% of test site.

Ulceration — Grade 4 uU-4 > 50% of test site.
o NEC-1 Focal and/or pinpoint areas up to 10% of test site

Necrosis — Grade 1 (color) (Note color of necrosis).

Necrosis — Grade 2 ’;choICo-j > 10% < 25% of test site (Note color of necrosis).
. NEC-3 . .

Necrosis — Grade 3 (color) > 25% < 50% of test site (Note color of necrosis).
. NEC-4 o . .

Necrosis — Grade 4 (color) > 50% of test site (Note color of necrosis).
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MACROSCOPIC DERMAL GRADING SYSTEM

ADDITIONAL DERMAL FINDINGS

OBSERVATION

DEFINITION

CODE

Desquamation

Characterized by scaling or flaking of
dermal tissue with or without denuded
areas.

DES

Fissuring

Characterized by cracking of the skin with
or without moist exudate. Fissuring should
be checked prior to removing the animal
from the cage and manipulating the test
site.

FIS

Eschar Exfoliation

The process by which areas of eschar
flake off the test site.

EXF

Test Site Staining

Skin located at test site appears to be
discolored, possibly due to test article
(note color of staining).

TSS
(color)

Erythema Extends Beyond
the Test Site

The erythema extends beyond the test
site. Note: A study director should be
contacted for erythema extending beyond
the test site.

ERB

Superficial Lightening

Characterized by pale area(s) (almost a
burn-like appearance) in the test site.
However, erythema may still be observed
through the pale area. Note: This
observation may affect the overall
erythema score of the test site. This
observation may progress to other
observations resulting in notable dermal
lesions, but SL itself will not be considered
a notable dermal lesion that will result in a
dermal score to be maximized since it
does not result in any in-depth injury. To
be coded using an area designation (see
below).

Superficial Lightening -
Grade 1

Focal and/or pinpoint areas up to 10% of
the test site

SL-1

Superficial Lightening -
Grade 2

> 10% < 25% of test site

SL-2

Superficial Lightening -
Grade 3

> 25% < 50% of test site

SL-3

Superficial Lightening -

Grade 4

> 50% of test site

SL-4
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MACROSCOPIC DERMAL GRADING SYSTEM

ADDITIONAL FINDINGS

OBSERVATION DEFINITION CODE
Noticeable irritation outside of test site
Dermal Irritation - Outside of | probably due to the binding tape material. IT
the Test Site This notation will only be made for

reactions greater than what are normally
observed from tape removal which do not
interfere with the scoring of the test site.
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APPENDIX B

SLI Personnel Responsibilities
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:
Company Agent: Date
Title Signature
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2. COMPLIANCE STATEMENT

. This study was conducted in compliance with the Good Laboratory Practice
_ Standards as described by the EPA (40 CFR Parts 160 and 792).

INCDA NN A Date f:\g i‘% E\ @S
Kimberly L. Bonnette, M.S., LATG v
Study Director/Author

orn Laboratories

W pate S/ MR O Z

Senior Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLl's
Standard Operating Procedures as follows:

Phase Date
Protocol Review 10/07/02
Animal Receipt 01/02/03
Clinical Observations 01/17/03
Analytical Chemistry Review 01/27/03
Analytical Chemistry Report Review 01/27/03
Data Audit 03/10/03
Draft Report Review 03/10/03
Final Report Review 03/14/03
Reports to Study Director 01/02/03, 03/10/03,
and Management 03/14/03

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

. /
0, P ‘, )il S A
[Wooeea O Jitene pate_7//4/03
Rebecca A. Young  / J/ /

Quality Assurance Team Leader

~H . 7 i
e Za 729 rran e Date .3/ +/0 =
Anita M. Bosau, RQAP-GLP 4
Senior Director, Compliance Assurance
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6. SUMMARY

The four-hour nose-only inhalation toxicity of Spray--Charlie was evaluated in
Sprague Dawley rats. A limit test was performed in which a group of five male
and five female rats received a four-hour nose-only inhalation exposure to a time-
weighted average aerosol concentration (analytically determined) of 2.60 mg/L.
The mass median aerodynamic diameter and geometric standard deviation of the
sampled particles were 2.9 y + 2.17. The percentage of particles < 4.0 y was
determined to be 66%. Following the exposure, the limit test rats were observed
daily and weighed weekly. A gross necropsy examination was performed on all
limit test animals at the time of scheduled euthanasia (day 14).

No mortality occurred during the study. The most notable clinical abnormalities
observed during the study included breathing abnormalities, no/decreased
defecation, urine staining, rough haircoat, dark material around the facial area
and decreased food consumption. Body weight loss was noted in two males and
one female during the day 0 to 7 body weight interval. Body weight gain was
noted for all other animals during the test period. At study termination, the
animals had exceeded/maintained their initial body weight. No gross internal
findings were observed at necropsy on study day 14.

Under the conditions of this test, the acute inhalation LC50 of Spray--Charlie was

estimated to be greater than 2.60 mg/L in the rat (which was well above the EPA-
required 2.00 mg/L).
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7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Charlie in
Sprague Dawley rats when administered by a four-hour nose-only inhalation
exposure. This study was intended to provide information on the potential health
hazards of the test article with respect to inhalation exposure. Data from this
study may serve as a basis for classification and/or labeling of the test article.
This study was conducted in accordance with the US EPA, Health Effects Test
Guidelines, OPPTS 870.1300, Acute Inhalation Toxicity, August, 1998. This
study was performed at Springborn Laboratories (SLI), 553 North Broadway,
Spencerville, Ohio. The protocol was signed by the Study Director on
October 9, 2002 (GLP initiation date). The in-life phase of the study was initiated
with test article administration on January 14, 2003 (day 0) and concluded with
terminal euthanasia on January 28, 2003.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Assigned Physical Receipt Expiration
Sponsor’s ID SLI ID Description Date Date
Spray--Charlie® S02.003.3596 Amber 12/09/02 None
liquid provided
Ingredients:
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/29/02 provided

®Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
bIngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to
40 CFR 160.105 and 40 CFR 792.105. Springborn Laboratories analyzed the
test article for the (glyphosate (a.e.) which is presented in
SLI Study No. 3596.15.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The test article was returned to the Sponsor following completion of all studies
with the test article.

8.4. Method of Test Article Preparation

The test articles were pooled and administered as received from the Sponsor
and dispensed fresh on the day of dosing. The pooled test article was stirred
approximately 10 minutes prior to dispensation and stirred continuously during
dosing.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Young adult, Hsd: Sprague Dawley® SD® rats were received from Harlan
Sprague Dawley, Inc., Indianapolis, IN. Upon receipt, metal ear tags displaying
unique identification numbers were used to individually identify the animals.
Cage cards displaying at least the study number, animal number and sex were
affixed to each cage. The animals were housed individually in suspended
stainless steel cages. All housing and care were based on the standards
recommended by the Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 64-68°F
(18-20°C) and 37-55%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.

8.5.3. Food

PMI Certified Rodent Chow #5002 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study (except during the time that the animals were
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acclimated to the exposure tubes and maintained in the inhalation room for the
exposure procedure). The lot number and expiration date of each batch of diet
used during the study were recorded. The feed was analyzed and certified by the
supplier for nutritional components and environmental contaminants. Dietary
limitations for various environmental contaminants, including heavy metals,
pesticides, polychlorinated biphenyls and total aflatoxin are set by the
manufacturer. Within these limits, contaminants which may have been present
were not expected to compromise the purpose of this study. Results of the
dietary analyses (Certificates of Analysis) are provided by the manufacturer for
each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study (except during the time that the animals were acclimated to
the exposure tubes and maintained in the inhalation room for the exposure
procedure). The purified water was supplied by an automatic watering system.
Monitoring of the drinking water for contaminants is conducted by SLI and the
records are available for inspection.  Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with metal ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were randomly selected from healthy stock
animals using a computerized random numbers table to avoid potential bias. All
animals received a detailed pretest observation prior to dosing. Only healthy
animals were chosen for study use. Females were nulliparous and nonpregnant.
The male animals were approximately 9 weeks of age and weighed 248-275 g on
the day of exposure. The female animals were approximately 9 weeks of age
and weighed 201-212 g on the day of exposure.
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9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Procedures

9.1.1. Test Article Volatility Determination

The volatility of the test article relative to a distilled water standard was
determined prior to experimental initiation. This procedure was performed in
order to determine if the test article had sufficiently low volatility to allow for an
accurate gravimetric determination of the aerosol concentration. A known
quantity of the test article was placed on a preweighed filter disk and was allowed
to evaporate for a total of ten minutes. The test article weight was determined
each minute and the amount of evaporation of the test article was then
determined. The results of this volatility trial indicated that the test article
evaporation rate (0.82 mg/minute) was only slightly higher than the SLI
determined distilled water evaporation rate (0.55 mg/minute); therefore was
considered to not be volatile.

9.1.2. Preliminary Aerosol Generation Trials

Prior to experimental initiation, preliminary aerosol generation trials were
conducted. These trials were performed in order to determine the most efficient
means of generating an aerosol of the appropriate concentration while utilizing
equipment that would reduce the aerodynamic particle size. Data obtained
during the preliminary aerosol generation trials are presented in Appendix A.

9.2. Limit Test

9.2.1. Aerosol Generation Equipment

The test aerosol was generated with a Pistol Spraying System and a Master Flex
Pump and Pump Heads 77200-60 and 7523-30. Conditioned high pressure
external air was used in generating the test atmosphere. The aerosol was blown
through a 5L Elutriator, the Multi-Stage 10L nose-only inhalation chamber and
then vented from the chamber to an air treatment system which consisted of a
prefilter, a HEPA filter, a charcoal bed and a water scrubbing tower (see
Figure 1).

9.2.2. Dosing

On day 0, the animals chosen for the limit test were weighed, placed in a nose-
only exposure tube and allowed to acclimate to the exposure tube for at least
1 hour. Animals that appeared to have been acclimated to the exposure tube
(i.e., minimal struggling and no inversion) were considered to be acceptable,
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removed from the exposure tube and returned to their cages until initiation of the
aerosol exposure. Animals that did not appear to acclimate to the exposure tube
were not acceptable, removed from the exposure tube and returned to their
cages.

The acceptable animals were then placed in exposure tubes, the tubes inserted
into the Multi-Stage 10L nose-only inhalation chamber and the test article
aerosolized at the following level:

Exposure Level No. of Animals

(mg/L) Male Female

2.60 5 5

The aerosol exposure consisted of a 3-minute T99 equilibration period, a
240-minute exposure period and a 3-minute de-equilibration period equal to the
T99 equilibration period. After each aerosol exposure, animals were removed
from the exposure tubes and residual test article was removed from the animal's
exterior surfaces (where practical) by wiping the haircoat with a towel. The
animals were then returned to ad libitum feed and water. The following
parameters were measured during the exposure.

9.2.2.1. Chamber Air Flow

Air flow readings were recorded at the initiation of the T99 equilibration period, at
approximate 30-minute intervals during the aerosol exposure and at the
conclusion of the de-equilibration period.

9.2.2.2. Aerosol Concentration

The aerosol concentration was measured at the beginning of the aerosol
exposure (after equilibration), at approximate 30-minute intervals during the
aerosol exposure and at the conclusion of the aerosol exposure (before de-
equilibration). The concentration of the test article aerosol was collected in the
inhalation chamber by gravimetric technique. A 5 L sample of the aerosol was
drawn from the breathing zone of the chamber through a preweighed glass fiber
filter. The change in weight of the filter (mg) was then determined and this value
was divided by the volume of chamber atmosphere sampled (L) to yield the
gravimetric concentration (mg/L). The average time-weighted gravimetric
concentration of the test atmosphere was then calculated for the exposure. For
the analytical concentration, the gravimetrically obtained samples were analyzed
by Springborn Laboratories for the glyphosate component, a non-volatile
component of the test article. These analyses were performed in order to
determine the analytical (actual) concentrations of the aerosol in the chamber for
each sampling period. The average time weighted analytical concentration of the
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test atmosphere was then calculated for the exposure. Chemistry methods and
results are detailed in the Analytical Chemistry Report (Appendix B).

9.2.2.3. Chamber Temperature and Humidity

The chamber temperature and humidity were measured electronically and
recorded at approximate 30-minute intervals during the aerosol exposure using a
Vaisala HMI 41 Thermometer.

9.2.2.4. Aerosol Aerodynamic Particle-Size Distribution

The aerosol aerodynamic particle-size distribution was determined three times
during the aerosol exposure using the ITP 7 Stage Cascade Impactor. Each
stage of the impactor was fitted with a preweighed glass fiber filter. Five liters
per minute of the chamber air were drawn through the impactor and the change
in weight of each filter was then determined and recorded. The mean particle-
size distribution was subsequently determined using an Excel computer
adaptation of the manual method. The Mass Median Aerodynamic Diameter,
Geometric Standard Deviation and percentage of particles < 4.0 u were then
determined. At least one hour passed between each aerosol particle-size
analysis.

9.2.2.5. Chamber Oxygen

Chamber oxygen content was measured and recorded at approximate 30-minute
intervals during the aerosol exposure using a GC-501 Oxygen Sensor.

9.2.3. Clinical Observations

The limit test animals were observed for clinical abnormalities during each
aerosol exposure, two times on study day 0 (post-exposure) and daily thereafter
(days 1-14). A general health/mortality check was performed twice daily (in the
morning and in the afternoon).

9.2.4. Body Weights

Individual body weights were obtained for the limit test animals prior to dosing on
day 0 and on days 7 and 14.

9.2.5. Gross Necropsy

All limit test animals were euthanized by carbon dioxide inhalation at study
termination (day 14) and necropsied. Body cavities (cranial, thoracic, abdominal
and pelvic) were opened and examined. No tissues were retained.
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9.3. Protocol Deviations

The temperature of the animal room [64-68°F (18-20°C)] exceeded the preferred
range [66-77°F (19-25°C)] during this study. This occurrence was considered to
have had no adverse effect on the outcome of this study.

10. ANALYSIS OF DATA
Data from the limit tests were analyzed and an LC50 value estimated as follows:

< 50% Mortality: LC50 was estimated as greater than the administered dose.
=50% Mortality: LC50 was estimated as equal to the administered dose.
> 50% Mortality: LC50 was estimated as less than the administered dose.

Body weight means and standard deviations were calculated separately for
males and females. The aerodynamic particle-size distribution of the test article
aerosol was plotted using an Excel computer adaptation of the three cycle
logarithmic probability paper as per the ITP Cascade Impactor instruction
manual. The Mass Median Aerodynamic Diameter, Geometric Standard
Deviation and particles < 4.0 y were determined based on the plotted distribution.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and electronic encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

12. RESULTS

12.1. Aerosol Generation and Chamber Environmental Data

12.1.1. Aerosol Generation Data

Individual Data: Table 1

The average time-weighted analytical concentration for the aerosol exposure was
determined to be 2.60 mg/L. The mass median aerodynamic diameter and

geometric standard deviation of the sampled particles were 2.9y £ 2.17. The
percentage of particles < 4.0 y was determined to be 66%.
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12.1.2. Chamber Environmental Data
Individual Data: Table 1

Chamber temperature and relative humidity for the aerosol exposure ranged from
68.3-70.7°F and 68.3-69.3%, respectively. Oxygen content was maintained at
20.9% throughout the exposure.

12.2. Limit Test Data

12.2.1. Mortality
Individual Data: Table 2

No mortality occurred during the study.

12.2.2. Clinical Observations
Individual Data: Table 2

No positive findings were noted at the time of observation during the 4-hour
exposure period. The most notable clinical abnormalities observed during the
study included breathing abnormalities, no/decreased defecation, urine staining,
rough haircoat, dark material around the facial area and decreased food
consumption.

12.2.3. Body Weight Data

Individual Data: Table 3

Body weight loss was noted in two males and one female during the day 0 to 7
body weight interval. Body weight gain was noted for all other animals during the

test period. At study termination, the animals had exceeded/maintained their
initial body weight.

12.2.4. Gross Necropsy
Individual Data: Table 4

No gross internal findings were observed at necropsy on study day 14.
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13. CONCLUSION

Under the conditions of this test, the acute inhalation LC50 of Spray--Charlie was
estimated to be greater than 2.60 mg/L in the rat (which was well above the EPA-
required 2.00 mg/L).

/ —~

. ) _ .
ﬁ&%ﬁ)’)\/\ﬁﬂ& Date (7'\! ‘d(\ D‘\B
Kimberly L. Bonnette, M.S., LATG { {
Study Director
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Dawn D. Rodabaugh, B.S.
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APPENDIX A

Preliminary Aerosol Generation Trials
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1. PRELIMINARY AEROSOL GENERATION TRIALS

Prior to experimental initiation, preliminary aerosol generation trials were
conducted. These trials were performed to determine the appropriate means of
generating the aerosol exposure atmosphere of the test article at the targeted
gravimetric/analytical concentration of (2.00 mg/L, initially) and the aerodynamic
particle size (1-4 microns Mass Median Aerodynamic Diameter). The type of
equipment used during each trial procedure is presented in the table that follows.

It was determined that since the gravimetric concentration was proportional to the
analytical concentration it could be used as a “real time” estimate for the actual
analytical concentration thus allowing for changes during the exposure. The
results of the trials indicated that the equipment utilized during Trials # 1-7
produced an analytical concentration greater than 2.00 mg/L utilizing a pump
speed of 1.2 mL/minute or greater. In addition, the aerodynamic particle size
distribution was determined using the ITP 7 Stage Cascade Impactor during
Trial # 2 and was acceptable (3.0 + 1.78 u). Therefore, this equipment design
was used for the study exposure.

Note: The ability to generate a target gravimetric concentration of > 0.5 mg/L
(Trials # 8-10) were also explored. These trials revealed that the gravimetric
concentrations were also proportional to the analytical concentration at lower
concentrations. The trials provide an indication of the settings necessary to
achieve the target analytical concentration and that the gravimetric
concentrations could be used as a “real time” estimate of the analytical
concentration at lower concentrations in case additional levels would have been
required.
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA

TRIAL 2
Effective
Cutoff Filter Weights (mg) Difference Cumulative
Stage Diameter Pre-sample Post-sample Weights % of Total % <ECD
1 10.00 103.2 103.3 0.1 1.4 98.6
2 6.11 102.9 103.7 0.8 11.4 87.1
3 3.70 103.6 105.0 1.4 20.0 67.1
4 2.22 103.4 106.1 27 38.6 28.6
5 1.39 103.1 104.5 1.4 20.0 8.6
6 0.79 103.5 104.0 0.5 71 1.4
7 0.50 103.8 103.9 0.1 1.4 0.0
Filter - 103.6 103.6 0.0 0.0
Total of Difference Weights: 7.0
Mass Median Aerodynamic Diameter = 3.0 microns
Geometric Standard Deviation = 1.78
Percentage < 4.0 microns = 70 %
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1. SPRAY--CHARLIE ANALYSIS

The analytical method for the analysis of the glyphosate component of Spray--
Charlie was validated prior to the analytical chamber concentration analyses

performed at Springborn Laboratories, Inc.

This method was utilized to

determine the inhalation chamber concentration during the Acute Nose-Only
Inhalation Toxicity Study.

1.1. Experimental System

1.1.1.

Pump:
Injector:
Detector:
Data System:
Precolumn
Column:
Mobile Phase:

Gradient:

Injection Volume:
Flow Rate:
Detection:

1.1.2. Apparatus

Balance:
Glassware:
Filters:

Shaker:
Oven:
Pipet:

pH Meter

HPLC System

Waters 600E System Controller

Waters WISP 717

Waters 2487

HP 3396B Integrator

Phenomenex, SecurityGuard, C18, 4.0 x 3.0 mm ID
Phenomenex, Spherex, C18, 5y, 250 x 4.6 mm ID

A: 0.05 M HCO2NH4, pH 3.6/5% Acetonitrile

B: 100% HPLC Acetonitrile

100% A, hold for 6 minutes; linear change to 25% A/75%
B over 1 minute; hold for 5 minutes; linear change to
100% A over 1 minute; hold at 100% A for 15 minutes

10 uL

1.0 mL/min

500nm; 0.4000 AUFS

Mettler AG 245, accuracy of 0.0001 gram

Assorted volumetric glassware

Gelman, glass fiber, Whatman Puradisc 25PP, 0.45 um;
0.2 u Nylon-66 filter

Labline, Multi-Wrist Shaker

Boekel, Model 107905

Mettler-Toledo 100-1000 L, 500 — 5000 uL

Corning 320
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1.1.3. Solutions and Reagents

1.1.3.1. Reagents

Water, Fisher, HPLC Grade, Lot # 023349

Acetonitrile, J.T. Baker, HPLC Grade, Lot # M15811
NBD-Chloride, Aldrich, Lot # 10926 TO

Hydrochloric Acid, A.C.S. Grade, Lot # 012161

Potassium Tetraborate Tetrahydrate, Aldrich, Lot # 15325DI
Ammonium Formate, Fisher, Certified Grade, Lot # 990125
Formic Acid, Fisher, Laboratory Grade, Lot # 003630
Methanol, Fisher, HPLC Grade, Lot # 023883

1.1.3.2. Solutions

0.37M Borate Solution: Prepared by dissolving approximately 11.44 g of
potassium tetraborate tetrahydrate in 100 mL of HPLC grade water. The
resulting solution was mixed thoroughly and was stable for 6 months post-
preparation at room temperature.

1.2 N HCI: Prepared by diluting 10 mL of HCI in 90 mL of HPLC grade water.
The resulting solution was mixed thoroughly and was stable for 6 months post-
preparation at room temperature.

25 mM NBD-CI: Prepared by dissolving approximately 2.5 g of NBD-CI in
500 mL of HPLC grade methanol. The resulting solution was mixed thoroughly
and was stable for 6 months post-preparation at room temperature.

Mobile Phase A: Prepared by dissolving approximately 1.57 g of ammonium
formate in 950 mL of HPLC grade water. The pH of the resulting solution was
adjusted to approximately 3.6 with formic acid. Then, 50 mL of HPLC grade
acetonitrile was added. The resulting solution was mixed thoroughly, filtered
through a 0.2 um Nylon-66 filter, and degassed by helium sparging prior to use.
Different volumes were also prepared using the same ratio of components.

Mobile Phase B: 100% HPLC grade acetonitrile used as received.

Diluent: 100% HPLC grade water used as received.

Stock Standard Solution (Trial Work): Prepared by dissolving 116.8 mg of Spray-
-Charlie in a 25 mL flask with diluent.
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Standard Solutions (Trial Work): Prepared by serially diluting the stock standard
solution with diluent. The final concentrations of the solutions were in the range
of approximately 0.47 to 3.3 mg/mL. These solutions were then filtered through
Whatman Puradisc 25PP 0.45 um filters and diluted with HPLC water at a ratio of
1:10 prior to the derivatization.

Stock Standard Solution (Exposure #1): Prepared by dissolving 100.2 mg of
Spray--Charlie in a 25 mL flask with diluent.

Standard Solutions (Exposure #1): Prepared by serially diluting the stock
standard solution with diluent. The final concentrations of the solutions were in
the range of approximately 0.4 to 1.6 mg/mL. These solutions were then filtered
through Whatman Puradisc 25PP 0.45 um filters and diluted with HPLC water at
a ratio of 1:10 prior to the derivatization.

Chamber Concentration Solutions: Prepared by placing the weighed glass

fiber filter used for gravimetric concentration determination in a capped container
with 10 mL of diluent. The solutions were then agitated mechanically for
15 minutes and filtered through Whatman Puradisc 25PP 0.45 um filters. The
sample solutions were then diluted at a ratio of 1:10 with HPLC water prior to
derivatization.

Precolumn Derivatization: In order to analyze the glyphosate component, a
precolumn derivatization was performed by adding 1.2 mL of the appropriate
control, standard, or sample solution to a labeled scintillation vial. Both 0.8 mL of
the borate solution and 2.4 mL of the NBD-CI solution were added to each vial.
The vials were then capped and shaken by hand prior to being heated in an oven
at 80° C for 30 minutes. After removal from the oven, the vials were allowed to
cool for 10 minutes followed by the addition of 0.9 mL of the HCI solution. After
the vials were again shaken by hand, they were allowed to stand for 10 minutes
in order for incipient precipitation to occur. These solutions were then transferred
to injection vials.

1.2. Analytical Procedures

1.2.1. Standard Curve Analysis

The peak areas of the glyphosate component of each standard were determined,
measured, and plotted as a function of concentration to generate a standard
curve. The actual values used for the calculations are shown in Chemistry
Tables 1 and 2.
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1.2.2. Sample Analysis

The peak areas of the glyphosate component of each sample were measured
and the concentration was determined by linear fit to the standard curve. The
actual values used for the calculations are shown in Chemistry Tables 1 and 2.

1.3. Results and Conclusions
The actual sample results of the trial work are shown in Chemistry Table 1. The

individual sample results of the analytical chamber analysis are shown in
Chemistry Table 2.

M %\MQA&N»«(\ foaninrt_. Date: = /1y /Zw‘_i
M. Gardner Clemons, B.A. I
Manager of Analytical Chemistry

and Pharmacy
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Chemistry Table 1

Standard Curve and Sample Analysis Values for Trial Work

Theoretical Conc. Analytical Chamber
Sample No. (mg/L) Peak Area Conc. (mg/L)
Std 1 0.9344 31125 NA
Std 2 2.804 97258 NA
Std 3 4.672 170507 NA
Std 4 6.540 249444 NA
Trial # 2 NA 179632 4.829
Trial # 3 NA 174130 4.688
Trial # 6 NA 114911 3.169
Trial # 6 NA 105992 2.940
Trial #9 NA 38278 1.202
Trial # 10 NA 42531 1.311

NA — Not Applicable
Correlation coefficient = 0.9992
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Chemistry Table 2
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Standard Curve and Sample Analysis Values for Exposure #1

Theoretical Conc. Analytical Chamber
Sample No. (mg/L) Peak Area Conc. (mg/L)

Std 1 0.8016 25636 NA

Std 2 1.603 51542 NA

Std 3 2.404 70695 NA

Std 4 3.206 98772 NA

#1 NA 81029 2.654
#2 NA 62864 2.044
#3 NA 85271 2.797
#4 NA 87625 2.876
#5 NA 79437 2.601
#6 NA 80738 2.645
#7 NA 80393 2.633
#8 NA 77142 2.524
#9 NA 82645 2.709

NA — Not Applicable

Correlation coefficient = 0.998
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Chamber Environmental Data
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2.60 mg/L Exposure Level
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
CHAMBER ENVIRONMENTAL DATA
EXPOSURE: 2.60 MG/L

TIME TEMPERATURE RELATIVE HUMIDITY ~ OXYGEN CONTENT
(MIN.) (°F) (%) (%)
0 69.4 69.3 20.9
30 68.3 68.7 20.9
60 69.3 68.8 20.9
90 69.7 68.4 20.9
120 69.8 68.6 20.9
150 70.3 68.3 20.9
180 70.2 68.5 20.9
210 70.6 69.0 20.9
240 70.7 68.9 20.9
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
TIME WEIGHTED ANALYTICAL CONCENTRATION
ANALYTICAL EXPOSURE: 2.60 MG/L

Mean Time
Aerosol Concentration Interval Weighted
Sample Sample Concentration  Per Interval Length Concentration
No. Time (min.) (mg/L) (mg/L) (min.) Per Interval
1 0 2.65
2.35 30.00 70.35
2 30 2.04
2.42 30.00 72.60
3 60 2.80
2.84 30.00 85.20
4 90 2.88
2.74 30.00 82.20
5 120 2.60
2.63 30.00 78.75
6 150 2.65
2.64 30.00 79.20
7 180 2.63
2.58 30.00 77.25
8 210 2.52
2.62 30.00 78.45
9 240 2.71
TOTAL 240.00 624.00
TIME WEIGHTED MEAN ANALYTICAL CONCENTRATION (MG/L) 2.60
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA
SAMPLE NO. A
ANALYTICAL EXPOSURE: 2.60 MG/L

Effective

Cutoff Filter Weights (mg) Difference Cumulative

Stage Diameter Pre-sample Post-sample Weights % of Total % <ECD
1 10.00 102.0 102.2 0.2 8.0 92.0
2 6.11 102.2 102.4 0.2 8.0 84.0
3 3.70 102.1 102.5 0.4 16.0 68.0
4 2.22 102.7 103.7 1.0 40.0 28.0
5 1.39 103.5 103.9 0.4 16.0 12.0
6 0.79 103.7 103.9 0.2 8.0 4.0
7 0.50 103.3 103.4 0.1 4.0 0.0

Filter - 102.7 102.7 0.0 0.0
Total of Difference Weights: 2.5
Mass Median Aerodynamic Diameter = 3.1 microns
Geometric Standard Deviation = 2.10
Percentage < 4.0 microns = 63 %
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA
SAMPLE NO.: B
ANALYTICAL EXPOSURE: 2.60 MG/ML

Effective
Cutoff Filter Weights (mg) Difference Cumulative

Stage Diameter Pre-sample Post-sample Weights % of Total % <ECD

1 10.00 101.7 102.2 0.5 10.4 89.6

2 6.11 103.7 104.0 0.3 6.2 83.3

3 3.70 101.9 102.8 0.9 18.7 64.6

4 2.22 103.0 104.4 1.4 29.2 354

5 1.39 102.3 103.1 0.8 16.7 18.8

6 0.79 102.0 102.2 0.2 4.2 14.6

7 0.50 102.1 102.7 0.6 12,5 2.1
Filter - 102.3 102.4 0.1 2.1

Total of Difference Weights: 4.8

Mass Median Aerodynamic Diameter = 2.8 microns
Geometric Standard Deviation = 2.47
Percentage < 4.0 microns = 65 %
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA
SAMPLE NO.: C
ANALYTICAL EXPOSURE: 2.60 MG/L

Effective
Cutoff Filter Weights (mg) Difference Cumulative
Stage Diameter Pre-sample Post-sample  Weights % of Total % <ECD
1 10.00 102.7 102.9 0.2 4.4 95.6
2 6.11 103.4 103.7 0.3 6.7 88.9
3 3.70 103.2 103.9 0.7 15.6 73.3
4 2.22 102.8 104.3 1.5 33.3 40.0
5 1.39 102.7 103.8 1.1 24.4 15.6
6 0.79 102.9 103.5 0.6 13.3 2.2
7 0.50 103.0 103.1 0.1 2.2 0.0
Filter - 103.6 103.6 0.0 0.0

Total of Difference Weights: 4.5

Mass Median Aerodynamic Diameter = 2.8 microns
Geometric Standard Deviation = 1.95
Percentage < 4.0 microns = 71 %
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA

ANALYTICAL EXPOSURE: 2.60 MG/L

Effective Cutoff Cumulative % less than indicated size
Stage Diameter Sample A Sample B Sample C

1 10.00 92.0 89.6 95.6

2 6.11 84.0 83.3 88.9

3 3.70 68.0 64.6 73.3

4 2.22 28.0 354 40.0

5 1.39 12.0 18.8 15.6

6 0.79 4.0 14.6 2.2

7 0.50 0.0 2.1 0.0

Mean

Mass Median Aerodynamic Diameter 3.1 2.8 2.8 2.9
Geometric Standard Deviation 2.10 2.47 1.95 217
Percentage < 4.0 microns 63 65 7" 66
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date:

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792) with the
following exception:

The dose preparations used during the range-finding study were not analyzed to
confirm test article concentration, stability or homogeneity.

K\Lm M“\/‘{\/\jﬁ» Date 7‘3‘) iq ! 05

Kimberly L\ Bonnette, M.S., LATG
Study Director/Author
Springborn Laboratories

- 2 S \/ Gl 224 Date 2/ /@/{ﬁ:)’

Senior Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLlI's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 10/07/02

Body Weight 12/30/02

Data Audit 02/18/03

Draft Report Review 02/18/03

Final Report Review 03/14/03

Reports to Study Director 02/18/03, 03/14/03

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

;/;} // - X Y
KD fber s (/,f - 0y Date _KE/::’ \}'//é,ﬁ}
RebeccaA.Young /  / r
Quality Assurance Team Leader

(/:Z)L{/Z’w Pre %ﬁ%ﬁ/mw Date .3/ 4/e =
Anita M. Bosau, RQAP-GLP 77
Senior Director, Compliance Assurance
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6. SUMMARY

The dermal sensitization potential of Spray--Charlie was evaluated in
Hartley-derived albino guinea pigs. Ten male and ten female guinea pigs were
topically treated with 100% Spray--Charlie, once per week, for three consecutive
weeks. Following a two-week rest period, a challenge was performed whereby
the 20 test and 10 previously untreated (naive) challenge control guinea pigs
were topically treated with 100% Spray--Charlie. Challenge responses in the test
animals were compared with those of the challenge control animals.

6.1. Spray--Charlie

Following challenge with 100% Spray--Charlie, dermal reactions in the test and
challenge control animals were limited to scores of 0 to . Group mean dermal
scores were noted to be similar in the test animals as compared with the
challenge control animals.

6.2. HCA

Using o-Hexylcinnamaldehyde (HCA) as a positive control, Springborn
Laboratories, Inc., Spencerville, Ohio, has completed a study during the past six
months which provided historical control data for contact sensitization to this
agent utilizing the test system described herein (Modified Buehler Design).
Following induction at 5% w/v HCA in ethanol and challenge at levels of 2.5%
and 1% w/v HCA in acetone, a contact sensitization response was observed,
thereby demonstrating the susceptibility of the test system to this sensitizing
agent.

6.3. Conclusion

Based on the results of this study, Spray--Charlie is not considered to be a
contact sensitizer in guinea pigs. The results of the HCA historical control study
demonstrated that a valid test was performed and indicated that the test design
would detect potential contact sensitizers.
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7. INTRODUCTION

This study was performed to assess the dermal sensitization potential (delayed
contact hypersensitivity) of Spray--Charlie in Hartley-derived albino guinea pigs
when administered by multiple topical applications. This study was intended to
provide information on the potential health hazards of the test article with respect
to dermal exposure. Data from this study may serve as a basis for classification
and/or labeling of the test article. This study was performed in accordance with
the US EPA, Health Effects Test Guidelines, OPPTS 870.2600, Skin
Sensitization, August 1998. This study was performed at Springborn
Laboratories, 553 North Broadway, Spencerville, Ohio. The protocol was signed
by the Study Director on October 9, 2002 (GLP initiation date). The in-life phase
of the main sensitization study was initiated with test article administration on
December 31, 2002 (day 0) and concluded with final scoring on
January 30, 2003.

Prior to initiation of the main sensitization study, a topical range-finding study was
conducted in guinea pigs to aid in the selection of dosage levels. The in-life
phase of the range-finding study was initiated with test article administration on
December 17, 2002 and concluded on December 19, 2002. The experimental
methods and results of the range-finding study are included in Appendix A.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration
ID SLIID Description Date Date
Spray--Charlie® S02.003.3596 Amber liquid 12/09/02 None
provided
Ingredients:®
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/29/02 provided

#Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
bIngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.
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The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories analyzed the test article
for the glyphosate (a.e.) which is presented in SLI Study No. 3596.15.

8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test article was utilized at 100% (Induction and Challenge). The test article
was dispensed fresh on each day of dosing

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Young adult, Hartley-derived albino guinea pigs were received from Hilltop Lab
Animals, Inc., Scottdale, PA. Upon receipt, plastic ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 58-72°F
(14-22°C) and 19-71%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The room
temperature and relative humidity were recorded a minimum of once daily.
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8.5.3. Food

PMI Certified Guinea Pig Chow #5026 (Purina Mills, Inc.) was provided ad libitum
to the animals throughout the study. The lot number and expiration date of each
batch of diet used during the study were recorded. The feed was analyzed and
certified by the supplier for nutritional components and environmental
contaminants. Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) are provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with plastic ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were arbitrarily selected from healthy stock
animals to avoid potential bias. All animals received a detailed pretest
observation prior to dosing. Only healthy animals were chosen for study use.
Females were nulliparous and nonpregnant. The male animals were
approximately 7 weeks of age and weighed 394-464 g on the day prior to
Induction 1 dosing. The female animals were approximately 9 weeks of age and
weighed 366-420 g on the day prior to Induction 1 dosing.

135



Annex 56-A

SLI Study No. 3596.21 (11)

9. EXPERIMENTAL PROCEDURES

9.1. Study Design

This study consisted of a topical range-finding group, a test group and a
challenge control group [2]. A rechallenge control group was maintained on this
study; however, the rechallenge procedure was not required since the challenge
results were definitive.

9.2. Sensitization Study

9.2.1. Preliminary Procedures

On the day prior to each dose administration, the guinea pigs had the hair
removed with a small animal clipper. Care was taken to avoid abrading the skin.

9.2.2. Dosing

A dose of 0.3 mL of the test article was placed on a 25 mm Hilltop chamber
backed by adhesive tape (occlusive patch). The chambers were then applied to
the clipped surface as quickly as possible.

Following chamber application, the trunk of the animal was wrapped with elastic
wrap which was secured with adhesive tape to prevent removal of the chamber
and the animal was returned to its cage.

9.2.2.1. Induction

On the day prior to the first induction dose administration (day -1), all test and
control animals were weighed and the hair was removed from the left side of the
test animals. On the day following clipping (day 0), chambers were applied as
follows:

Induction Concentration® Test No. of Animals
Group Material No. (%) Site No. Male Female
Test Spray--Charlie 1 100 1 10 10
2 100 1
3 100 1

*Pooled test article.

The induction procedure was repeated on study day 7 and on study day 14 so
that a total of three consecutive induction exposures were made to the test
animals.
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9.2.2.2. Challenge

On the day prior to challenge dose administration, the test and challenge control
animals were weighed and the hair was removed from the right side of the
animals. On the day following clipping (day 28), chambers were applied as
follows:

Concentration® Test Site No. of Animals
Group Material (%) No. Male Female
Test Spray--Charlie 100 2 10 10
Challenge Control Spray--Charlie 100 2 5 5

¥Pooled test article.

9.2.3. Test Article Removal

Approximately six hours after chamber application, the binding materials were
removed. The test sites were wiped with gauze moistened in deionized water,
followed by dry gauze, to remove test article residue. The animals were then
returned to their cages.

9.2.4. Dermal Observations

The test sites were graded for irritation at approximately 24 and 48 hours
following chamber application (induction) or chamber removal (challenge) using
the Dermal Grading System presented in Appendix B.

9.2.5. Clinical Observations

Any unusual observations and mortality were recorded. The animals were
observed for general health/mortality twice daily, once in the morning and once in
the afternoon.

9.2.6. Body Weights

Individual body weights were obtained for all sensitization study animals on the
day prior to the first induction (day -1) and for the appropriate test and challenge
control animals on the day prior to challenge dosing.

9.2.7. Scheduled Euthanasia

All sensitization study animals were euthanized by carbon dioxide inhalation
following each animal's final scoring interval. Gross necropsy examinations were
not required for these animals.

137



Annex 56-A

SLI Study No. 3596.21 (13)

9.3. Protocol Deviations

The animal room temperature and relative humidity ranges [58-72°F (14-22°C)
and 19-71%, respectively] exceeded the preferred ranges [63-73°F (17-23°C)
and 30-70%, respectively] during this study. These occurrences were
considered to have had no adverse effect on the outcome of this study.

10. ANALYSIS OF DATA

The sensitization potential of the test article was based on the dermal responses
observed on the test and control animals at challenge. Generally, dermal scores
of 21 in the test animals with scores of 0 to + noted in the controls are considered
indicative of sensitization. Dermal scores of 1 in both the test and control
animals are generally considered equivocal unless a higher dermal response
(= grade 2) is noted in the test animals. Group mean dermal scores were
calculated for challenge.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and electronic records were transferred to
the SLI archives for a period of 10 years. The Sponsor will be contacted prior to
final disposition of these items.

12. RESULTS

12.1. Topical Range-Finding Study
Individual Topical Range-Finding Data: Appendix A
The results of the range-finding study indicated that a test article concentration of

100% was considered appropriate for induction and challenge since it was the
highest possible concentration which was nonirritating.

12.2. Sensitization Study
Individual Data: Tables 1-2

Following challenge with 100% Spray--Charlie, dermal reactions in the test and
challenge control animals were limited to scores of 0 to £. Group mean dermal
scores were noted to be similar in the test animals as compared with the
challenge control animals.
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12.3. Body Weights
Individual Body Weight Data: Appendix C

The sensitization study animals gained weight during the test period and
generally appeared in good health.

12.4. Historical Control
HCA Historical Control Data: Appendix D

Using a-Hexylcinnamaldehyde (HCA) as a positive control, Springborn
Laboratories, Inc., Spencerville, Ohio, has completed a study during the past six
months which provided historical contro! data for contact sensitization to this
agent utilizing the test system described herein (Modified Buehler Design).
Following induction at 5% w/v HCA in ethanol and challenge at levels of 2.5%
and 1% w/v HCA in acetone, a contact sensitization response was observed,
thereby demonstrating the susceptibility of the test system to this sensitizing
agent.

13. CONCLUSION

Based on the results of this study, Spray--Charlie is not considered to be a
contact sensitizer in guinea pigs. The results of the HCA historical control study
demonstrated that a valid test was performed and indicated that the test design
would detect potential contact sensitizers.

KLW%EM%% Date 5%%4 E 3

Kimberly L. Bonnette, M.S., LATG
Study Director

14. REPORT REVIEW

\C\M "V\\\K\@i‘\( ﬁi\mﬁ{iﬂ l Date 3““!( 03
Dawn D. Rodabauah B.S.
Toxicologist
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APPENDIX A

Topical Range-Finding Study
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1. TOPICAL RANGE-FINDING STUDY

This appendix provides the experimental procedures and results of a topical
range-finding study in guinea pigs with Spray--Charlie. The procedures for
animal husbandry were similar to those described for the main sensitization study
animals. The male animals were approximately 8 weeks of age and weighed
420-473 g; the female animals were approximately 9 weeks of age and weighed
385-420 g on the day prior to dosing.

1.1. Method of Test Article Preparation

The test article was utilized at 100% and at 75%, 50% and 25% w/v in deionized
water for the range-finding study. The test article was prepared and dispensed
fresh on the day of dosing. The dosing preparations were stirred continuously
during dosing.

1.2. Dosing

On the day prior to dose administration, four topical range-finding guinea pigs
were weighed and the hair removed from the right and left side of the animals
with a small animal clipper. Care was taken to avoid abrading the skin during
clipping procedures.

On the following day, four concentrations of the test article were prepared and
each concentration was applied to the clipped area of each topical range-finding
animal as indicated below:

Concentration Test Site Amount
Group Material (%) No. Applied Patch Design®
Topical Spray-- 100° 1 0.3 mL 25 mm Hilltop Chamber
Range- Charlie . .
Finding 75 2 0.3mL 25 mm Hilltop Chamber
50° 3 0.3mL 25 mm Hilltop Chamber
25° 4 0.3 mL 25 mm Hilltop Chamber

?Occlusive patch.
®Pooled test article.
“The vehicle used was deionized water.

The chambers were applied to the clipped surface as quickly as possible. The
trunk of the animal was wrapped with elastic wrap which was secured with
adhesive tape to prevent removal of the chambers and the animal was returned
to its cage.
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Approximately six hours after chamber application, the binding materials were
removed. The test sites were then wiped with gauze moistened in deionized
water, followed by dry gauze, to remove test article residue and the animals
returned to their cages.

1.3. Dermal Observations

The test sites of the topical range-finding animals were graded for irritation at
approximately 24 and 48 hours following chamber application using the Dermal
Grading System in Appendix B.

1.4. Clinical Observations

Any unusual observations and mortality were recorded. The topical range-finding
animals were observed for general health/mortality twice daily, once in the
morning and once in the afternoon.

1.5. Body Weights

Individual body weights were obtained for the topical range-finding animals on
the day prior to dosing.

1.6. Scheduled Euthanasia

Following the 48-hour scoring interval, all topical range-finding animals were
euthanized by carbon dioxide inhalation. Gross necropsy examinations were not
required for these animals.

1.7. Results

The results of the range-finding study indicated that a test article concentration of
100% was considered appropriate for induction and challenge since it was the
highest possible concentration which was nonirritating.
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APPENDIX B

Dermal Grading System
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DERMAL GRADING SYSTEM

Annex 56-A

ERYTHEMA AND EDEMA OBSERVATIONS
OBSERVATION DEFINITION CODE
Erythema — Grade 0 | No reaction 0
Erythema — Grade + | Slight patchy erythema +
Erythema — Grade 1 | Slight, but confluent or moderate patchy erythema 1
Erythema — Grade 2 | Moderate, confluent erythema 2
Erythema — Grade 3 | Severe erythema with or without edema 3
Maximized Grade 3 Notable dermal lesions M -3
(see below)
Edema — Grade 1 Very slight edema (barely perceptible) ED-1
Edema — Grade 2 SI!g_ht edema (edges of area well defined by definite ED-2
raising)
Edema — Grade 3 Moderate edema (raised approximately 1 millimeter) ED-3
Edema — Grade 4 Severe edema (raised more than 1 millimeter and ED-4
extends beyond the area of exposure)
An erythema code was assigned to each test site. An edema code was assigned only if edema
was present at the test site. If notable dermal lesion(s) (> grade 1) were present, then the
“Maximized Grade 3” was assigned to the test site in gz)lace of the erythema score and the type
of the notable dermal lesion(s) was noted (e.g., M-355).
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DERMAL GRADING SYSTEM

NOTABLE DERMAL LESIONS

OBSERVATION CODE DEFINITION

Eschar — Grade 1 ES-1 Focal and/or pinpoint areas up to 10% of test site.

Eschar — Grade 2 ES-2 > 10% < 25% of test site.

Eschar — Grade 3 ES-3 > 25% < 50% of test site.

Eschar — Grade 4 ES-4 > 50% of test site.

Blanching — Grade 1 BLA-1 Focal and/or pinpoint areas up to 10% of test site.

Blanching — Grade 2 BLA-2 > 10% < 25% of test site.

Blanching — Grade 3 BLA-3 > 25% < 50% of test site.

Blanching — Grade 4 BLA-4 > 50% of test site.

Ulceration — Grade 1 U-1 Focal and/or pinpoint areas up to 10% of test site.

Ulceration — Grade 2 U-2 > 10% < 25% of test site.

Ulceration — Grade 3 U-3 > 25% < 50% of test site.

Ulceration — Grade 4 u-4 > 50% of test site.

Necrosis — Grade 1 NEC-1 Focal and/or pinpoint areas up to 10% of test site (note

(color) color of necrosis).

. NEC-2 . .

Necrosis — Grade 2 (color) > 10% < 25% of test site (Note color of necrosis).
. NEC-3 o o . .

Necrosis — Grade 3 (color) > 25% < 50% of test site (Note color of necrosis).
. NEC-4 o . .

Necrosis — Grade 4 (color) > 50% of test site (Note color of necrosis).

150



SLI Study No. 3596.21 (26)

DERMAL GRADING SYSTEM
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ADDITIONAL DERMAL FINDINGS
OBSERVATION DEFINITION CODE
Desquamation C_haracterlzed by scaling or flaking of dermal tissue or DES
without denuded areas.
Characterized by cracking of the skin with or without
. . moist exudate. Fissuring should be checked prior to
Fissuring . . . . FIS
removing the animal from the cage and manipulating the
test site.
Eschar Exfoliation l—i?: process by which areas of eschar flake off the test EXF
Test Site Stainin Skin located at test site appears to be discolored, TSS
9 possibly due to test article (note color of staining). (color)
Erythema Extends The erythema extends beyond the test site. Note: A
. study director should be contacted for erythema ERB
Beyond the Test Site . :
extending beyond the test site.
Characterized by pale area(s) (almost a burn-like
appearance) in the test site. However, erythema may
still be observed through the pale area. Note: This
observation may affect the overall erythema score of the
Superficial Liahtenin test site. This observation may progress to other _
P 9 9 observations resulting in notable dermal lesions, but SL
itself will not be considered a notable dermal lesion that
will result in a dermal score to be maximized since it
does not result in any in-depth injury. To be coded
using an area designation (see below).
gl:gggﬂgzlal Lightening - Focal and/or pinpoint areas up to 10% of the test site SL-1
Superficial Lightening - |, 440, < 259, of test site SL-2
Grade 2
Superficial Lightening - o o .
Grade 3 > 25% < 50% of test site SL-3
Superficial Lightening - > 50% of test site SL-4
Grade 4
Noticeable irritation outside of test site probably due to
. the binding tape material. This notation will only be
Dermal Irritation - -
. . made for reactions greater than what are normally IT
Outside of the Test Site : : )
observed from tape removal which do not interfere with
the scoring of the test site.
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APPENDIX C

Individual Body Weight Data
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APPENDIX D

HCA Historical Control Data
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SPRINGBORN LABORATORIES, INC.
MODIFIED BUEHLER HISTORICAL CONTROL DATA
USING a-HEXYLCINNAMALDEHYDE
(SLI Study No. 999.176)

1. OBJECTIVE

This study was performed to assess the dermal sensitization potential of
a-Hexylcinnamaldehyde (HCA) when administered by multiple topical
applications. This study may be used to provide information on the ability of the
test system to detect potential contact sensitizers and to update the historical
positive control of the testing facility. The protocol was signed by the Study
Director on September 6, 2002 (GLP initiation date). The in-life phase of the
study was initiated with test article administration on September 17, 2002, and
concluded with final scoring on October 17, 2002.

2. TEST ARTICLE

The test article was received from the manufacturer, TCl America, and identified
as follows:

SLI Assigned
Supplier’s Assigned Physical Receipt Expiration
ID SLIID Description Date Dates
HCA S02.004.N Pale yellow 02/11/02 02/11/04

Lot No.: GJO1 liquid

The bulk compound was stored desiccated, protected from light, at room
temperature. The manufacturer provided a Certificate of Analysis for the test
article which is presented as Attachment 1 of this Appendix.

The HCA was mixed with ethanol or acetone to produce the appropriate
concentrations for dose administration. For the sensitization study, the test
article concentrations utilized were 5% w/v in ethanol (induction) and 1% and
2.5% wi/v in acetone (challenge).
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3. EXPERIMENTAL PROCEDURES [1]

Young adult Hartley-derived albino guinea pigs were received on
September 12, 2002, from Hilltop Lab Animals, Inc., Scottdale, PA. The guinea
pigs were uniquely identified by ear tag, individually housed in suspended
stainless steel cages and received Purina Certified Guinea Pig Chow #5026 and
water purified by reverse osmosis ad libitum. The animals were acclimated for a
minimum of 5 days prior to experimental initiation. The male guinea pigs were
approximately 6 weeks of age and weighed 380-437 g; the female guinea pigs
were approximately 8 weeks of age and weighed 320-391 g on the day prior to
Induction | dosing.

On the day prior to the first induction dose administration (day -1), the hair was
removed from the left side of the twenty test animals. On the following day, 0.3
mL of 5% w/v HCA in ethanol was placed on a Hilltop chamber and applied to the
clipped area of each animal’s back. The trunk of each animal was wrapped with
elastic wrap which was secured with adhesive tape to prevent removal of the
chamber. Approximately six hours after chamber application, the binding
materials were removed. The test sites were wiped with gauze moistened with
deionized water, followed by dry gauze, to remove test article residue. The test
sites were graded for irritation at approximately 24 and 48 hours following
chamber application using the Dermal Grading System. The induction procedure
was repeated on study day 8 and on study day 15 so that a total of three
induction exposures were made to the animals.

On the day prior to challenge dose administration, the hair was removed from the
right side of the twenty test and ten challenge control animals. On the following
day (day 28), 0.3 mL of 1% and 2.5% w/v HCA in acetone was placed on a
25 mm Hilltop chamber and applied to the clipped area of each animal’s back.
Wrapping, unwrapping and rinsing procedures were the same as those utilized
for the induction phase. The test sites were graded for irritation at approximately
24 and 48 hours following chamber removal.

Any unusual observations and/or mortality were recorded. Body weights were
recorded for the test, challenge control and rechallenge control animals on the
day prior to first induction (day -1) and for the test and challenge control animals
on the day prior to challenge dosing. All sensitization study animals were
euthanized by carbon dioxide inhalation following each animal's final scoring
interval. Gross necropsy examinations were not required for these animals.
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Note: The animal room temperature range [64-74°F (18-23°C)] exceeded the
preferred range [63-73°F (17-23°C)] during this study. This occurrence was
considered to have had no adverse effect on the outcome of this study.

4. RESULTS
Individual Data: Tables 1-2

Following challenge with 2.5% w/v HCA in acetone, dermal scores of 1 were
noted in 5/20 test animals at the 24-hour scoring interval and 4/20 test animals at
the 48-hour scoring interval. Dermal reactions in the remaining test and
challenge control animals were limited to scores of 0 to . Group mean dermal
scores were noted to be higher in the test animals as compared with the
challenge control animals.

Following challenge with 1% w/v HCA in acetone, dermal scores of 1 were noted
in 1/20 test animals at the 24-hour scoring interval. Dermal reactions in the
remaining test and challenge control animals were limited to scores of 0 to +.
Group mean dermal scores were noted to be higher in the test animals as
compared with the challenge control animals.

5. CONCLUSION

The results of this a-Hexylcinnamaldehyde positive control study demonstrated
that a valid test was performed and indicated that the test design would detect
potential contact sensitizers. Based on the results of this study,
a-Hexylcinnamaldehyde is considered to be a contact sensitizer in guinea pigs.

6. REFERENCE

1. E.V. Buehler, Occlusive Patch Method for Skin Sensitization in Guinea Pigs:
The Buehler Method, Fd. Chem. Toxic., Vol. 32, No. 2, pp. 97-101, 1994.

158



Annex 56-A

'S9P02 JO UoiuYap 40} g XIpuaddy 89S :8JON
"siaqwieyo dojliH 8y} JO WLl BU} YIM PBJeIooSSE Sem |-/ g JO 8100S YL,
‘JouByle Sem SjoIyaA 8y,

(34)

SLI Study No. 3596.21

1-aat 1-a3¢ 1-aa1-viah 1-a31vieh ¥ + 4/0¢209
1-aat 1-a3 +-1s€ 1-a3 ‘(Ngz-oan ‘1-s3 1yt W 1-a3 ‘(Ngz-oan zv1aE N + + 4/65109
¥ 1-azb 1-a3 zviae W z-a3 zviet W 0 0 4125100
4 1-aat 1-a3 ‘Naz-oan 1-v1aE N z-a3 zviat W + + 4719109
1-aat 1-aat 1-a3 ‘z-s31v1aE W z-s3'1-a3 vt W arviat a3 1via 4%5109
1-aat 1-aa 1-aa1viah z-a3 1viah 0 ut 412109
1-aat 1-aat 1-aa b u-aat * ut 4197109
+ z-aa¢ 1-a3 ‘Na)i-oan zviaE N z-a3 ‘zvie® W * ut 4/07109
1-aat 1-a3 ,<.._wN 2-a3 (Ng@)z-03N ‘ya® W 2-a3 (Ng)z-03N 4v1aE W a1viat £,<._mH d4/€¥109
1-a3 ‘1-v18¢ p-18 'z-a3 ‘1-v1aC z-a3 ‘(N@)-oan ‘z-saE W z-a3 (N@z-oan 1-v1aE W ai-aa‘iviaT ai-aa ‘et d4/12€109
1ozt 1-03 ‘=15 "1-v18% 1-aai-viah 1-a31vieh * + W/LLLOO
(NG)-oaN ,N.<._mm“ﬁ_u\m z-a3 ‘(Na)-oan ‘zvigS N 1-03 ‘(Ng)1-oan ‘e-s3& N 1-a3 ‘e-s3 ‘1-vig€ N + + W/9L109
4 z-aa¢ 1-a3 ‘(Ng) +-03n 153 ‘zv1aE W 1-a3 ‘(N@)i-oan zvgs W + + W/G2109
+ 1-aat 1-aai-viah 1-a31viah 0 ut W/v.L109
z-a31via z-a3 1718 2-a3 (Ng) 1-0an ‘z-s3 €W 1-a3Na)z-oan ‘v W + + W/eL109
RERE L z-a31viah 1-a3 z-s3& W 1-s31-a3b ai-a3‘i-viat ai-aa‘iviah W/2L109
+ 1-aat + 1-azb arviaT aiviaT W/LL109
0 + byt vt arviat ai-aa‘iviah W/0L109
Vvt z-a31viah * + + + /69109
Vvt RERE L 1-a3‘z-via z-sat W z-s3'z-a3 ‘zvia® W + + /89109 1soL
IH 8% IH 2 IH 8% IH 2 IH 8% IH 2 Xag dnoig
%S e %08 %S /'ON lewluy

$8100G [BWIS( € uonoNnpu|

$8100G [BWIB( ¢ uononpu|

$8100G [BWJS( | uononpu|

| 39vd

(3AAHIATYINYNNIOTAXIH-0)
V1va NOILONANI T¥NAIAIANI

I 31gvl

SOId VANINO NI AQNLS NOILVZILISNIS TVING3A vV

9/1°666 "ON AANLS

TOYLNOD TVOIJOLSIH ITS

159



'S9P02 JO uouyap Jo) g xipuaddy 885  'G'Q = F ‘uonenojed jo asodind 8y} JO4 :SSION
"8u0ja0e Sem SJ0IYsA 8y ],

(35)

™
=}
<
o
<
=}
0
=}

ues\

4/02209
4/65109
4/26109
4/19109
4/75109
4/.v109
4/9%7109
4/0¥109
4/€¥109
4/.€109
WN/LLLOO
N/9L1L0O
WN/GL1L0O
W/YL109
N/ELL0O
N/2LL0O
W/LLL0D
N/0L10O
N/69109
N/89109 }sal

E [=
E

=

=
OO OO v~ vO v +HH~+HHO H H HO— +H

/@ HoOo H~o HHo H+HHAHHO +HHO H H
e
I
$00+IO\—‘—O+I+IO\—+I+IOO+I+IO\— +

QOO+IO+I+IO+IOO+I+I+IOO+I+IO+IO

[
I

[
I

XS dnoug

—
I
<
N

el e%SC /'ON lewiuy

$8100S |ewIa(

SLI Study No. 3596.21

Annex 56-A

(3AAHIATYINYNNIOTAXIH-0)
V1va IONITIVHO TYNAIAIANI 9/1'666 "ON AAQNLS
L 39Vd S9Id VANIND NI AQNLS NOILVZILISNIS TvNY3A v TOYLNOD TVOIYOLSIH I1S
Zz3iavl

160



Annex 56-A

(36)

SLI Study No. 3596.21

'S9P09 JO uoniulap Joy g xipuaddy 89S :8)0N
"8U0}90E SeM BJOIYBA Y],

00 00 00 00 ues|y
0 0 0 1,0 4/52209
0 0 0 0 4/%2209
0 0 0 .0 4/€2209
0 0 0 0 4122209
0 0 0 0 /12209
0 1,0 0 0 IN/281L09D
0 0 0 0 /18109
0 0 0 0 IN/08L0D
0 0 0 0 IN/621L0D [o5u0D
0 10 0 0 IN/8LL0D abusjleyd
IH 8¥ JH v H 8¥ JH v2 x8g dnoig
%l %S'T /"ON [ewiuy
$8.100S |ewlad
(3AAHAATYIWYNNIOTAXIH-0)
V.1va IONITIVHO TVNAIAIANI 9/1°666 "ON AQNLS
Z 39vd S9Id VANIND NI AQNLS NOILVZILISNIS TYWY3a v TOY1INOD TVOIHOLSIH TS

¢dnavi

161



Annex 56-A

SLI Study No. 3596.21 (37)

ATTACHMENT 1

Certificate of Analysis
(Provided by the Manufacturer)
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00

AMERICA

CERTIFICATE OF ANALYSIS

HO685 ALPHA-N-HEXYLCINNAMALDEHYDE
Lot GJO1 :

CAS# 101-86-0

Appearance: ' Yellow clear:liquid
SG(20/20): 0.958"
n(20/D): 1.550
Assay(GC): 93.6%

9211N. Harborgate St. Portland, OR 97203  Phone: (503)283-1681 (800)423-8616 Fax: (503)283-1987
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APPENDIX E

SLI Personnel Responsibilities
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date:

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

! Y\g-[)«\ Mér!f? »\‘ u..\m-«s
E\L’\*‘i\r”)\\i\;}tw UVU\AL Date © “ [ Mu}‘&
Kimberly L. Bonnette, M.S., LATG v
Study Director/Author
Springborn Laboratories, Inc.

Rogéfs Woolfolk

Senior Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLlI's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 10/07/02

Animal Receipt 11/11/02

Ocular Observations 12/23/02

Data Audit 01/22/03

Draft Report Review 01/22/03

Final Report Review 02/17/03

Reports to Study Director 11/11/02, 01/22/03,
and Management 02/17/03

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

/}”//i/}’ ,U/ 14 D (/' 7/7 C;@y/&( / Date 27// 7 / 03
Jehnifer D) McGue
Quality Assurance Auditor

7/
;/Anlta M. Bosau RQAP’ GLP /’ !
Senior Director, Compliance Assurance
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6. SUMMARY

The potential irritant and/or corrosive effects of Spray--Charlie were evaluated on
the eyes of New Zealand White rabbits. Each of three rabbits received a 0.1 mL
dose of the test article in the conjunctival sac of the right eye. The contralateral
eye of each animal remained untreated and served as a control. Test and
control eyes were examined for signs of irritation for up to seven days following
dosing.

Exposure to the test article produced iritis in 3/3 test eyes at the 1-hour scoring
interval which resolved completely in all test eyes by the 24-hour scoring interval.
Conjunctivitis (redness, swelling and discharge) was noted in 3/3 test eyes at the
1-hour scoring interval. The conjunctival irritation resolved completely in all test
eyes by study day 7. An additional ocular finding of slight dulling of normal luster
of the cornea was noted in 1/3 test eyes.

Based on the Kay and Calandra, Spray--Charlie is considered to be a moderate
irritant to the ocular tissue of the rabbit.
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7. INTRODUCTION

This study was performed to assess the irritant and/or corrosive effects of
Spray--Charlie in New Zealand White rabbits when administered by a single
ocular dose. This study was intended to provide information on the potential
health hazards of the test article with respect to ocular exposure. Data from this
study may serve as a basis for classification and/or labeling of the test article.
This study was conducted in accordance with the US EPA, Health Effects Test
Guidelines, OPPTS 870.2400, Acute Eye Irritation, August 1998. This study was
performed at Springborn Laboratories (SLI), a division of Charles River
Laboratories, Inc., 553 North Broadway, Spencerville, Ohio. The protocol was
signed by the Study Director on October 9, 2002 (GLP initiation date). The in-life
phase of the study was initiated with test article administration on
December 23, 2002 (day 0), and concluded with final scoring on
December 30, 2002.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration
ID SLIID Description Date Date
Spray--Charlie® S02.003.3596 Amber liquid 12/09/02 None
provided
Ingredients:”
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/29/02 provided

@Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
blngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to the identity, strength, purity,
composition, stability and method of synthesis of the test material according to
40 CFR 160.105 and 40 CFR 792.105. Springborn Laboratories, Inc. analyzed
the test article for the glyphosate (a.e.) which is presented in SLI Study
No. 3596.15.

173



Annex 56-A

SLI Study No. 3596.19 (9)

8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor at the completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test articles were pooled and administered as received from the Sponsor
and dispensed fresh on the day of dosing. The test articles were stirred
continuously during dosing.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Adult, New Zealand White rabbits were received from Myrtle's Rabbitry,
Thompson Station, TN. Upon receipt, plastic ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 71-75°F
(22-24°C) and 42-50%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.

8.5.3. Food

PMI Certified Rabbit Chow #5322 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study. The lot number and expiration date of each
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batch of diet used during the study were recorded. The feed was analyzed and
certified by the supplier for nutritional components and environmental
contaminants.  Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) are provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with plastic ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were arbitrarily selected from healthy stock
animals to avoid potential bias. All animals received a detailed pretest
observation prior to dosing. Only healthy animals were chosen for study use.
The male animals were approximately 16 weeks of age and weighed 3.2-3.6 kg
prior to dosing.

9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Examination

On day 0 prior to dosing, both eyes of each animal provisionally selected for test
use were examined macroscopically for ocular irritation with the aid of an
auxiliary light source. In addition, the corneal surface was examined using
fluorescein sodium dye. One drop of a fluorescein/physiological saline mixture
was gently dropped onto the superior sclera of each eye. Following an
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approximate 15 second exposure, the eyes were thoroughly rinsed with
physiological saline. The corneal surface was then examined for dye retention
under a long-wave UV light source. Animals exhibiting ocular irritation,
preexisting corneal injury or fluorescein dye retention were not used on study. All
animals found to be acceptable for test use were returned to their cages until
dosing.

9.2. Dosing

A minimum of one hour after preliminary ocular examination, the test article was
instilled as follows:

Concentration No. of Animals
Group (%) Amount Instilled Male
No Rinse 100° 0.1 mL 3

#Pooled test article.

The test article was instilled into the conjunctival sac of the right eye of each
animal after gently pulling the lower lid away from the eye. Following instillation,
the eyelids were gently held together for approximately one second in order to
limit test article loss and the animal was returned to its cage. The contralateral
eye remained untreated to serve as a control.

9.3. Ocular Observations

The eyes were macroscopically examined with the aid of an auxiliary light source
for signs of irritation at 1, 24, 48 and 72 hours and up to 7 days after dosing
according to the Ocular Grading System presented in Appendix A which is based
on Draize [2]. Following macroscopic observations at the 24-hour scoring
interval, the fluorescein examination procedure was repeated on all test and
control eyes and any residual test article was gently rinsed from the eye at this
time (if possible) using physiological saline. If any fluorescein findings were
noted at 24 hours, a fluorescein exam was conducted on the affected eyes at
each subsequent interval until a negative response was obtained and/or until all
corneal opacity had cleared, or as directed by the Study Director.

9.4. Clinical Observations

Any unusual observations and/or mortality were recorded. General
health/mortality checks were performed twice daily (in the morning and in the
afternoon).
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9.5. Body Weights
Individual body weights were obtained for each animal prior to dosing on day 0.

9.6. Scheduled Euthanasia

Each animal was euthanized by an intravenous injection of sodium pentobarbital
following its final observation interval. Gross necropsy examinations were not
required for these animals.

9.7. Protocol Deviations

On two occasions, the temperature of the animal room [71-75°F (22-24°C),
respectively] exceeded the preferred range [63-73°F (17-23°C), respectively]
during this study. These occurrences are considered to have had no adverse
effect on the outcome of this study.

10. ANALYSIS OF DATA

For each group, the ocular irritation score for each parameter (i.e., corneal
opacity x area, iritis and conjunctival redness + swelling + discharge) was
multiplied by the appropriate factor (i.e., corneal injury x 5, iritis x 5, conjunctivitis
x 2) and the totals added for each animal/interval. The group mean irritation
score was then calculated for each scoring interval based on the number of
animals initially dosed in each group. The calculated group mean ocular irritation
scores for each interval were used to classify the test article according to the
Ocular Evaluation Criteria [3] presented in Appendix B.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.
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12, RESULTS

12.1. Ocular Observations

Exposure to the test article produced iritis in 3/3 test eyes at the 1-hour scoring
interval which resolved completely in all test eyes by the 24-hour scoring interval.
Conjunctivitis (redness, swelling and discharge) was noted in 3/3 test eyes at the
1-hour scoring interval. The conjunctival irritation resolved completely in all test
eyes by study day 7. An additional ocular finding of slight dulling of normal luster

of the cornea was noted in 1/3 test eyes.

No corneal opacity, iritis or conjunctivitis was observed in the control eyes.

13. CONCLUSION

Based on the Kay and Calandra, Spray--Charlie is considered to be a moderate

irritant to the ocular tissue of the rabbit.

KumtSerly L Bonnatte, M.S. LATG
Study Director

14. REPORT REVIEW

\‘k W 1\@\54 &@\(}m

Dawn D. Rodabaugh, B.S.
Toxicologist
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APPENDIX A

Ocular Grading System
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OCULAR GRADING SYSTEM

(O) CORNEAL OPACITY—DEGREE OF DENSITY
(AREA MOST DENSE TAKEN FOR READING)

OBSERVATION CODE
No ulceration or opacity 0
Scattered or diffuse areas of opacity (other than slight dulling of normal luster), details of 1*
iris clearly visible

Easily discernible translucent area, details of iris slightly obscured 2*
Nacreous (opalescent) area, no details of iris visible, size of pupil barely discernible 3
Opaque cornea, iris not discernible through opacity 4*

(A) AREA OF CORNEA INVOLVED
(TOTAL AREA EXHIBITING ANY OPACITY, REGARDLESS OF DEGREE)

OBSERVATION CODE
No ulceration or opacity 0
One quarter (or less) but not zero 1
Greater than one quarter, but less than half 2
Greater than half, but less than three quarters 3
Greater than three quarters, up to whole area 4
Cornea Score =0 xAx5 Total Maximum = 80

() IRITIS

OBSERVATION CODE
Normal 0

Markedly deepened rugae (folds above normal), congestion, swelling, moderate
circumcorneal hyperemia or injection, any or all of these or combination of any thereof, iris 1*
is still reacting to light (sluggish reaction is positive)

No reaction to light, hemorrhage, gross destruction (any or all of these) 2

Iris Score =1x 5 Total Maximum = 10

*Starred figures indicate positive effect.
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(R) CONJUNCTIVAL REDNESS

(REFERS TO PALPEBRAL AND BULBAR CONJUNCTIVAE EXCLUDING CORNEA AND IRIS)
OBSERVATION CODE
Blood vessels normal 0
Some blood vessels definitely hyperemic (injected) above normal (slight erythema) 1
Diffuse, crimson color, individual vessels not easily discernible (moderate erythema) 2
Diffuse beefy red (marked erythema) 3*
(S) CONJUNCTIVAL SWELLING

(LIDS AND/OR NICTITATING MEMBRANE)

OBSERVATION CODE
No swelling 0
Any swelling above normal (includes nictitating membrane, slightly swollen) 1
Obvious swelling with partial eversion of lids 2
Swelling with lids about half closed 3
Swelling with lids more than half closed 4*
(D) CONJUNCTIVAL DISCHARGE

OBSERVATION CODE
No discharge 0
Any amount different from normal (does not include small amounts observed in inner 1
canthus of normal animals)

Discharge with moistening of the lids and hairs just adjacent to lids 2
Discharge with moistening of the lids and hairs and considerable area around the eye 3

Conjunctival Score = (R+ S + D) x 2 Total Maximum = 20

*Starred figures indicate positive effect.
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CORNEAL NEOVASCULARIZATION

OBSERVATION CODE DEFINITION

Neovascularization — VAS-1 Total area of vascularized corneal tissue is < 10% of corneal
Very Slight surface

Neovascularization — VAS-2 Total area of vascularized corneal tissue is > 10% but < 25% of
Mild corneal surface

Neovascularization — VAS-3 Total area of vascularized corneal tissue is > 25% but < 50% of
Moderate corneal surface

Neovascularization — VAS-4 Total area of vascularized corneal tissue is > 50% of corneal

Severe

surface

SECONDARY OCULAR FINDINGS

OBSERVATION

CODE

DEFINITION

Sloughing of the
corneal epithelium

SCE

Corneal epithelial tissue is observed to be peeling off the corneal
surface.

The entire corneal surface appears to be protruding outward further

Corneal bulging CB
than normal.
Slight dulling of normal SDL The normal shiny surface of the cornea has a slightly dulled
luster of the cornea appearance.
Raised area on the A defined area on the corneal surface that is raised above the rest
RAC | of the cornea. This area is generally associated with
corneal surface o )
neovascularization and has an off-white to yellow color.
Corneal edema CE The cornea has a swollen appearance.
Test article present in TAE Apparent residual test article is observed on the eye or in the
eye conjunctival sac/inner canthus.
Observation confirmed oCs A slit lamp examination was performed to confirm the initial
by slit lamp observation.
. - Small white or off-white crystals that are observed in the corneal
Corneal mineralization CM

tissue.
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FLUORESCEIN EXAMINATION OF CORNEA

OBSERVATION CODE
Fluorescein Dye Retention

Fluorescein dye retention associated with the area of corneal opacity FAO
Fluorescein dye retention is not associated with any other finding FNF
Negative Results

No fluorescein retention is observed (-)
Secondary Ocular Findings

Superficial mechanical abrasion to the cornea observed during the fluorescein M
examination period ST
Fine stippling on the cornea observed during the fluorescein examination procedure

POST-DOSE CLINICAL OBSERVATIONS

OBSERVATION CODE
Animal vocalized following dosing VOC
Animal excessively pawed test eye following dosing PAW
Animal exhibited excessive hyperactivity following dosing HYP
Animal exhibited excessive head tilt following dosing HT
Animal exhibited excessive squinting of test eye following dosing SQ
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Ocular Evaluation Criteria
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Maximum Mean Maximum Persistence of Individual
Score (Days 0-3) Mean Score Scores Descriptive Rating and Class
24 hours =0 Non-Irritating 1
0.00-0.49
24 hours >0 Practically Non-irritating 2
24 hours =0 Non-Irritating 1
0.50 - 2.49
24 hours >0 Practically Non-irritating 2
48 hours =0 Slight Irritant 3
2.50 - 14.99
48 hours > 0 Mild Irritant 4
72 hours =0 Mild Irritant 4
15.00 — 24.99
72 hours > 0 Moderate Irritant 5
> half of day 7 scores < 10 Moderate Irritant 5
7 day <20 > half of day 7 scores > 10, but Moderate Irritant 5
no score > 20
25.00 — 49.99
> half of day 7 scores > 10, and .
Severe Irritant 6
any score > 20
7 day > 20 Severe Irritant 6
> half of day 7 scores < 30 Severe Irritant 6
7 day <40 > half of day 7 scores > 30, but Severe Irritant 6
no score > 60
50.00 — 79.99
> half of day 7 scores > 30, and .
Very Severe Irritant 7
any score > 60
7 day > 40 Very Severe Irritant 7
> half of day 7 scores < 60 Very Severe Irritant 7
7 day < 80 > half of day 7 scores > 60, but Very Severe Irritant 7
no score > 100
80.00 — 99.99
> half of day 7 scores > 60, and .
Extremely Severe Irritant 8
any score > 100
7 day > 80 Extremely Severe Irritant 8
7 day < 80 Very Severe Irritant 7
100.00 — 110.00
7 day > 80 Extremely Severe Irritant 8
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

~{ Ny A t
NS A VUYWL Date 0 l lU\}
Kimberly L. Bonnette, M.S., LATG
Study Director/Author

Springborn Laboratories, Inc.

/ / x/
) - /
4( i it ’% A e M/ Date
Rogefs Woolfolk
Senior Aviation Advisor
Sponsor/Submitter
INL/A
U.S. Department of State

(/W
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLl's
Standard Operating Procedures as follows:

Phase Date
Protocol Review 10/07/02
Animal Receipt 12/02/02
~ Dose Preparation 12/20/02
Data Audit 01/21/03
Draft Report Review 01/21/03
Final Report Review 02/17/03
Reports to Study Director 12/02/02, 01/21/03,
and Management 02/17/03

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

N /.) 7 / o oy
e (1 bty Date r}~// [7 /gj 1
Rebecca A. Young J 7
Quality Assurance Team Leader

A s N M /,A, / .
W) %Jf/&// D W7€<}/ //;«‘L/ Date )71 03
Adlita M. Bo$au, RQAP-GLP
Senior Director, Compliance Assurance
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6. SUMMARY

The potential irritant and/or corrosive effects of Spray--Charlie were evaluated on
the skin of New Zealand White rabbits. Each of three rabbits received a 0.5 mL
dose of the test article as a single dermal application. The dose was held in
contact with the skin under a semi-occlusive binder for an exposure period of four
hours. Following the exposure period, the binder was removed and the
remaining test article was wiped from the skin using gauze moistened with
deionized water followed by dry gauze. Test sites were subsequently examined
and scored for dermal irritation for up to 72 hours following patch application.

Exposure to the test article produced very slight erythema on 3/3 test sites at the
1-hour scoring interval. The dermal irritation resolved completely on all test sites
by the 24-hour scoring interval.

Under the conditions of the test, Spray--Charlie is considered to be a slight

irritant to the skin of the rabbit. The calculated Primary Irritation Index for the test
article was 0.25.
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7. INTRODUCTION

This study was performed to assess the potential irritant and/or corrosive effects
of Spray--Charlie in New Zealand White rabbits when administered by a single
dermal dose. This study was intended to provide information on the potential
health hazards of the test article with respect to dermal exposure. Data from this
study may serve as a basis for classification and/or labeling of the test article.
This study was conducted in accordance with the US EPA, Health Effects Test
Guidelines, OPPTS 870.2500, Acute Dermal Irritation, August 1998. This study
was performed at Springborn Laboratories (SLI), a division of Charles River
Laboratories, Inc., 553 North Broadway, Spencerville, Ohio. The protocol was
signed by the Study Director on October 9, 2002 (GLP initiation date). The in-life
phase of the study was initiated with test article administration on
December 20, 2003 (day 0) and concluded with final scoring on
December 23, 2002.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration
ID SLIID Description Date Date
Spray--Charlie® S02.003.3596 Amber liquid 12/09/02 None
provided
Ingredients:”
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/29/02 provided

@Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
blngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, Inc. analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.15.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article sample (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test articles were pooled and administered as received from the Sponsor.
The test article was dispensed fresh on the day of dosing and stirred
continuously during dosing.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Adult, New Zealand White rabbits were received from Myrtle’s Rabbitry,
Thompson Station, TN. Upon receipt, plastic ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 71-72°F (22°C)
and 46-55%, respectively. Environmental control equipment was monitored and
adjusted as necessary to minimize fluctuations in the animal room environment.
Light timers were set to maintain a 12-hour light/12-hour dark cycle and room
ventilation was set to produce 10-15 air changes/hour. The animal room
temperature and relative humidity were recorded a minimum of once daily.

8.5.3. Food

PMI Certified Rabbit Chow #5322 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study. The lot number and expiration date of each
batch of diet used during the study were recorded. The feed was analyzed and
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certified by the supplier for nutritional components and environmental
contaminants.  Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) were provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with plastic ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were arbitrarily selected from healthy stock
animals to avoid potential bias. All animals received a detailed pretest
observation prior to dosing. Only healthy animals were chosen for study use.
Females were nulliparous and nonpregnant. The male animal was
approximately 13 weeks of age and weighed 2.7 kg prior to dosing. The female
animals were approximately 13 weeks of age and weighed 2.5-2.8 kg prior to
dosing.

9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Procedures

On day -1, the animals chosen for use on the primary skin irritation study had the
fur removed from the dorsal area of the trunk using an animal clipper. Care was
taken to avoid abrading the skin during the clipping procedure.
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9.2. Dosing

On the following day (day 0), the test article was applied to a small area of intact
skin on each test animal (approximately 1 inch x 1 inch) as indicated below:

Concentration Amount No. of Animals
(%) Applied Patch Design Male Female
100° 0.5mL ~1” x 1” square 4-ply gauze patch 1 2

#Pooled test article.

The test article was administered under the gauze patch. The gauze patch was
held in contact with the skin at the cut edges with a nonirritating tape. Removal
and ingestion of the test article was prevented by placing an elastic wrap over the
trunk and test area (semi-occlusive binding). The elastic wrap was then further
secured with adhesive tape around the trunk at the cranial and caudal ends.
After dosing, collars were placed on each animal and remained in place until
removal on day 3. After a four-hour exposure period, the binding materials were
removed from each animal and the corners of the test site delineated using a
marker. Residual test article was removed using gauze moistened with
deionized water, followed by dry gauze.

9.3. Dermal Observations

Animals were examined for signs of erythema and edema and the responses
scored at 1 hour after patch removal and 24, 48 and 72 hours after patch
application according to the Macroscopic Dermal Grading System presented in
Appendix A which is based on Draize [2].

9.4. Clinical Observations

Any unusual observations and/or mortality were recorded. General
health/mortality checks were performed twice daily (in the morning and in the
afternoon).

9.5. Body Weights
Individual body weights were obtained for each animal prior to dosing on day 0.

9.6. Scheduled Euthanasia

Each animal was euthanized by an intravenous injection of sodium pentobarbital
following its final scoring interval. Gross necropsy examinations were not
required for these animals.
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9.7. Protocol Deviations
No protocol deviations occurred during this study.

10. ANALYSIS OF DATA

The 1-, 24-, 48- and 72-hour erythema and edema scores for all animals were
added and the total divided by the number of test sites x 4. The calculated
Primary irritation index (P.I.I.) was classified according to the Dermal Evaiuation
Criteria [3] presented in Appendix B.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and electronic encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

12. RESULTS

12.1. Dermal Observations
Individual Data: Table 1

Exposure to the test article produced very slight erythema on 3/3 test sites at the
1-hour scoring interval. The dermal irritation resolved completely on all test sites
by the 24-hour scoring interval.

13. CONCLUSION

Under the conditions of the test, Spray--Charlie is considered to be a slight
irritant to the skin of the rabbit. The calculated Primary Irritation Index for the test
article was 0.25.

‘<m}/\f%ﬂf Date o) [

Kimberly L\ Bonnette, M.S., LATG
Study Director

2l
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14. REPORT REVIEW

]

gm ol mQ iﬂwa\/\ pate | 1 7/02

—
Dawn D. Rodabaugh, B.S.

Toxicologist

202



Annex 56-A

SLI Study No. 3596.20 (14)
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APPENDIX A

Macroscopic Dermal Grading System
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MACROSCOPIC DERMAL GRADING SYSTEM

ERYTHEMA AND EDEMA OBSERVATIONS

extends beyond the area of exposure)

OBSERVATION DEFINITION CODE
Erythema — Grade 0 | No erythema 0
Erythema — Grade 1 | Very slight erythema (barely perceptible) 1
Erythema — Grade 2 | Well-defined erythema 2
Erythema — Grade 3 | Moderate to severe erythema 3
Erythema — Grade 4 | Severe erythema (beet redness) 4
Maximized Grade 4 Notable dermal lesions (see below) M-—4
(see below)
Edema — Grade 0 No edema 0
Edema — Grade 1 Very slight edema (barely perceptible) 1
Edema — Grade 2 Sl!ght edema (edges of area well defined by definite 2
raising)
Edema — Grade 3 Moderate edema (raised approximately 1 millimeter) 3
Edema — Grade 4 Severe edema (raised more than 1 millimeter and 4

area within the test site was graded.

NOTE: Each animal was assigned an erythema and edema score. The most severely affected
If eschar, blanching, ulceration and/or necrosis greater
than grade 1 was observed, then the “Maximized Grade 4" was assigned to the test site in
place of the erythema score and the type of notable dermal lesion(s) (e.g., eschar - grade 2,
blanching - grade 3, ulceration - grade 4, etc.) was noted. The presence of any other dermal
changes (e.g., desquamation, fissuring, eschar exfoliation, etc.) was also recorded.
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NOTABLE DERMAL LESIONS

OBSERVATION CODE DEFINITION
Eschar — Grade 1 ES-1 Focal and/or pinpoint areas up to 10% of test site.
Eschar — Grade 2 ES-2 > 10% < 25% of test site.
Eschar — Grade 3 ES-3 > 25% < 50% of test site.
Eschar — Grade 4 ES-4 > 50% of test site.
Blanching — Grade 1 BLA-1 Focal and/or pinpoint areas up to 10% of test site.
Blanching — Grade 2 BLA-2 > 10% < 25% of test site.
Blanching — Grade 3 BLA-3 > 25% < 50% of test site.
Blanching — Grade 4 BLA-4 > 50% of test site.
Ulceration — Grade 1 U-1 Focal and/or pinpoint areas up to 10% of test site.
Ulceration — Grade 2 u-2 > 10% < 25% of test site.
Ulceration — Grade 3 U-3 > 25% < 50% of test site.
Ulceration — Grade 4 u-4 > 50% of test site.

o NEC-1 Focal and/or pinpoint areas up to 10% of test site (note
Necrosis — Grade 1 (color) color of necrosis).

. NEC-2 o o . .
Necrosis — Grade 2 (color) > 10% < 25% of test site (note color of necrosis).

. NEC-3 . .

- (o] (o] .

Necrosis — Grade 3 (color) > 25% < 50% of test site (note color of necrosis)

. NEC-4 o . .
Necrosis — Grade 4 (color) > 50% of test site (note color of necrosis).
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MACROSCOPIC DERMAL GRADING SYSTEM

ADDITIONAL DERMAL FINDINGS

OBSERVATION DEFINITION CODE
Desquamation Characterized by scaling or flaking of dermal tissue or DES
without denuded areas.
Characterized by cracking of the skin with or without
Fissuring moist exudate. Fissuring should be checked prior to FIS
removing the animal from the cage and manipulating the
test site.
Eschar Exfoliation ;I'iTee process by which areas of eschar flake off the test EXF
Test Site Staining Skin located at test site appears to be discolored, TSS
possibly due to test article (note color of staining). (color)
Erythema Extends The erythema extends beyond the test site. Note: A
Beyond the Test Site study director should be contacted for erythema ERB
extending beyond the test site.
Characterized by pale area(s) (almost a burn-like
appearance) in the test site. However, erythema may
still be observed through the pale area. Note: This
observation may affect the overall erythema score of the
Superficial Lightening test site. This observation may progress to other _
observations resulting in notable dermal lesions, but SL
itself will not be considered a notable dermal lesion that
will result in a dermal score to be maximized since it
does not result in any in-depth injury. To be coded
using an area designation (see below).
gl:ggé'ﬂ?al Lightening - Focal and/or pinpoint areas up to 10% of the test site SL-1
Superficial Lightening - | , 440, < 259, of test site SL-2
Grade 2
Superficial Ligtening - 559 < 50% of test site SL-3
Superficial Lightening - > 50% of test site SL-4
Grade 4
Noticeable irritation outside of test site probably due to
Dermal Irritation - the binding tape material. This notation will only be
made for reactions greater than what are normally IT

Outside of the Test Site

observed from tape removal which does not interfere
with the scoring of the test site.
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APPENDIX B

Dermal Evaluation Criteria
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DERMAL EVALUATION CRITERIA
Primary Irritation Index Irritation Rating
(P.1L)

0.00 Nonirritant
0.01-1.99 Slight Irritant
2.00-5.00 Moderate Irritant
5.01-8.00 Severe Irritant
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J. Dale Thurman, D.V.M., M.S., Senior Director, Pathology
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SLI Study No. 3596.15 4) Report Amendment No. 1

3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLl's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 10/09/02

Mobile Phase and Standard Preparations 12/12/02

Data Audit 03/17/03

Draft Report Review 03/17/03

Protocol Amendment Review 03/20/03

Final Report Review 03/21/03

Amended Final Report Review 03/27/03

Reports to Study Director 03/17/03, 03/21/03,
and Management 03/27/03

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

[J/{);,ég{/g{? gf:,; /;/{'f%ﬂ,m j;,» Date wf;f//éw/jﬁf}

Rebecca A. Young
Quality Assurance Team Leader

e Mo vate_/97/03

+1VAnita M. Bosau, RQAP-GLP

i

() Senior Director, Compliance Assurance

Page
No. Revision Reason for Change
4 Mobile Phase and Standard Preparations date should To correct a typographical
12/12/02 instead of 12/12/03. error.
17 Replace the entire table Incorrect table.

g

k g i i 'rj ’ i ‘tﬁ;/‘ . E Py
i<‘\w AN i}\iw\m / Date: 27 bki 103
Kimberly L. Bonnette, M.S., LATG e
Study Director
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Chemistry Table 2
Sample Analysis Value and % Error Based on Theoretical Value Before Use Purity Analysis
Average % | Average % | Overall
% Glyphosate | Glyphosate | Average % Average Average
Test Mix | Sample | Glyphosate| (a.e.) by (a.e.) by | Glycosate % Error by | % Error by
No. Type (a.e.) Sample Type| Test Mix (a.e.) % Error| Sample Type| Test Mix
1 Top 18.70 16.53 26.4
1 Top* 16.80 17.75 13.5 19.9
1 Middle 16.66 12.6
1 Middle* 15.41 16.04 4.1 8.3
1 Bottom 16.98 14.7
1 Bottom* 16.98 16.98 16.92 14.7 14.7 14.3
2 Top 16.48 11.4
2 Top* 15.79 16.14 6.7 9.0
2 Middle 16.36 10.5
2 Middle* 14.69 15.53 0.7 5.6
2 Bottom 17.33 17.1
2 Bottom* 17.26 17.30 16.32 16.6 16.9 10.5
3 Top 17.66 19.3
3 Top* 16.49 17.08 11.4 15.4
3 Middle 16.98 14.7
3 Middle* 18.45 17.72 24.7 19.7
3 Bottom 18.88 27.6
3 Bottom* 19.24 19.06 17.95 30.0 28.8 21.3
4 Top 13.98 5.5
4 Top* 13.52 13.75 8.6 7.1
4 Middle 15.75 6.4
4 Middle* 15.21 15.48 2.8 4.6
4 Bottom 15.79 6.7
4 Bottom* 17.81 16.80 15.34 20.3 13.5 8.4
5 Top 15.72 6.2
5 Top* 15.77 15.75 6.6 6.4
5 Middle 16.31 10.2
5 Middle* 16.13 16.22 9.0 9.6
5 Bottom 15.46 4.5
5 Bottom* 17.40 16.43 16.13 17.6 11.0 9.0
* = Duplicate
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SLI Study No. 3596.17 4 Report Amendment No. 1

4. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLl's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 10/07/02

Dosing 12/19/02

Data Audit 01/23/03

Draft Report Review 01/23/03

Final Report Review 02/20/03

Amended Report Review 03/17/03

Reports to Study Director 01/23/03, 02/20/03,
and Management 03/17/03

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

s ~ N 7 n e /s L
{»*/ A fé’( . L (7/ 7/ KMO/%/I( v Date xu:)/z// / /2&5)
Jénnifer 2’ McGue
Quality Assurance Auditor
ot D9 /Dy cacc Date __ 3/ 2/ =

Anita M. Bosau, RQAP-GLP
Senior Director, Compliance Assurance

Page No. | Revision Reason For Change

8 8.1. Test Article. In the table, change the lot | Correct a typographical error
number for Surfactant: Cosmo Flux-411F from “Lot
No.: Manufactured 11/20/02" to “Lot No.:
Manufactured 11/29/02".

”’/ . a . ;’
ﬁ%!%ﬂﬂmﬂﬂ Date _° \ 37& 05
Kimberly 1.. Bonnette, M.S., LATG ! I
Director, Acute Toxicology
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7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Charlie in
Sprague Dawley rats when administered by a single dermal dose. This study
was intended to provide information on the potential health hazards of the test
article with respect to dermal exposure. Data from this study may serve as a
basis for classification and/or labeling of the test article. This study was
performed in accordance with the US EPA, Health Effects Test Guidelines,
OPPTS 870.1200, Acute Dermal Toxicity, August 1998. This study was
performed at Springborn Laboratories (SLI), 553 North Broadway, Spencerville,
Ohio. The protocol was signed by the Study Director on October 9, 2002 (GLP
initiation date). The in-life phase of the study was initiated with test article
administration on December 19, 2002 (day 0), and concluded with necropsy on
January 2, 2003.

8. MATERIALS AND METHODS

8.1. Test Article

The test article was received from the Sponsor and identified as follows:

Assigned Physical Receipt Expiration
Sponsor’s ID SLI ID Description Date Date
Spray—Charlie® S02.003.3596 Amber 12/09/02 None
liquid provided
Ingredients:”
Herbicide: GLY-41 None
Lot No.: Manufactured 10/20/02 provided
Surfactant: Cosmo Flux-411F None
Lot No.: Manufactured 11/29/02 provided

®Sample pooled at SLI from five different mixes of Spray--Charlie (top/middle/bottom).
bIngredients used in the five Spray--Charlie mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to
40 CFR 160.105 and 40 CFR 792.105. Springborn Laboratories, analyzed the
test article for the (glyphosate (a.e.) which is presented in
SLI Study No. 3596.15.
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1)

PURITY ANALYSIS FOR GLYPHOSATE OF SPRAY--CHARLIE
(ACTIVE INGREDIENT)

PROTOCOL AMENDMENT NO. 1

PART TO BE CHANGED/REVISED (EFFECTIVE OCTOBER 21, 2002):
4.3.2. SLlI Identification Number

CHANGE/REVISION:

Replace this section with the following:

R02.002.3596

REASON FOR CHANGE/REVISION:

To correct the SLI Identification Number for the reference standard.

PART TO BE CHANGED/REVISED (EFFECTIVE OCTOBER 21, 2002):
4.3.3. Lot Number

CHANGE/REVISION:

Replace this section with the following:

42K3650

REASON FOR CHANGE/REVISION:

To correct the lot number for the reference standard.

219



Annex 56-A

SLI Study No. 3596.15 Page 2 of 2

PURITY ANALYSIS FOR GLYPHOSATE OF SPRAY~-CHARLIE
(ACTIVE INGREDIENT)

PROTOCOL AMENDMENT NO. 1

Kimberly I'. Bonnette, M.S., LATG
Study Directar (SLI)

éﬁ% ( ﬂﬂ/’?f\md;\~ Date: ?)\‘:Q L\\ DA

fhica foffors w4/ 27

Quality Assurance Unit (SLI)

Date: &7 V03

Rogérs Wooifolk
Sponsor's Representative
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date Date

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the ‘Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

- 7 Date .
Kimberly L. Bonnette, M.S., LATG = ﬁ‘\*ﬁ-\—&

Study Director/Author
Springborn Laboratories, Inc.

-7~ 4 oste_ 252

Rogers Woolfolk -
Senlor Aviation Advisor ' :

. Sponsor/Submitter o B
INL/A L

U.8. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLlI's

Standard Operating Procedures as follows:

Phase

Protocol Review

Dermal Observations

Data Audit

Draft Report Review
Protocol Amendment Review
Final Report Review

Reports to Study Director
and Management

Date

03/31/02
06/26/02
08/22/02
08/22/02
08/28/02
09/03/02

08/22/02, 09/03/02

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

Quumidsn  DNEP 50
Jenhifer D.\McGue
Quality Assurance Auditor

A@;M/m\ﬂ( /%

nita M. Bosau, RQAP-GLP
Senior Director, Compliance Assurance
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6. SUMMARY

The single-dose dermal toxicity of Spray--Alpha was evaluated in Sprague
Dawley rats. A limit test was performed in which one group of five male and five
female rats received a single dermal administration of the test article at a dose of
5000 mg/kg body weight. Following dosing, the limit test rats were observed daily
and weighed weekly. A gross necropsy examination was performed on all
animals at the time of scheduled euthanasia (day 14).

No mortality occurred during the limit test.  Clinical abnormalities observed
during the study included dark material around the facial area and red ocular
discharge. Minor/transient dermal irritation was noted at the site of test article
application. Body weight loss was noted in two males and two females during
the study day 0 to 7 body weight interval which is routinely observed in this study
type due to experimental manipulation. Body weight gain was noted for all other
animals during the test period. All animals exceeded their initial body weight by
study termination (day 14). No significant gross internal findings were observed
at necropsy on study day 14.

Under the conditions of this test, the acute dermal LD50 of Spray--Alpha was
estimated to be greater than 5000 mg/kg in the rat.
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7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Alpha in
Sprague Dawley rats when administered by a single dermal dose. This study
was intended to provide information on the potential health hazards of the test
article with respect to dermal exposure. Data from this study may serve as a
basis for classification and/or labeling of the test article. This study was
performed in accordance with the US EPA, Health Effects Test Guidelines,
OPPTS 870.1200, Acute Dermal Toxicity, August 1998. This study was
performed at Springborn Laboratories, Inc., 553 North Broadway, Spencerville,
Ohio. The protocol was signed by the Study Director on April 30, 2002 (GLP
initiation date). The in-life phase of the study was initiated with test article
administration on June 25, 2002 (day 0), and concluded with necropsy on
July 9, 2002.

8. MATERIALS AND METHODS

8.1. Test Article

The test article was received from the Sponsor and identified as follows:

Assigned Physical Receipt Expiration
Sponsor’s ID SLI ID Description Date Date
Spray—Alpha® S02.001.3596 Light amber 05/13/02 None
liquid provided
Ingredients®
Herbicide:Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301

aSample pooled at SLI from five different mixes of Spray--Alpha (top/middle/bottom).
Ingredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, Inc., analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.1.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The test article was returned to the Sponsor following completion of all studies
with the test article.

8.4. Method of Test Article Preparation

The test article was administered as received from the Sponsor and dispensed
fresh on the day of dosing. The density of the test article was determined to be
1.08 g/mL.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Adult, Hsd: Sprague Dawley® SD® rats were received from Harlan Sprague
Dawley, Inc., Indianapolis, IN. Upon receipt, metal ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 70-75°F
(21-24°C) and 37-57%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.

8.5.3. Food

PMI Certified Rodent Chow #5002 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study. The lot number and expiration date of each
batch of diet used during the study were recorded. The feed was analyzed and
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certified by the supplier for nutritional components and environmental
contaminants. Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) were provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with metal ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were randomly selected from healthy stock
animals using a computerized Alpha DS-10 AcuTox) random numbers table to
avoid potential bias. All animals received a detailed pretest observation prior to
dosing. Only healthy animals were chosen for study use. Females were
nulliparous and nonpregnant. The male animals were approximately 11 weeks of
age and weighed 335-374 g prior to dosing. The female animals were
approximately 11 weeks of age and weighed 226-249 g prior to dosing.

9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Procedures

On day -1, the fur was removed from the dorsal trunk area of the animals chosen
for the limit test using an animal clipper. The clipped area was approximately
10% of the animal’'s body surface area (BSA). The region included the scapula
(shoulder) to the wing of the ilium (hipbone) and half way down the flank on each
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side of the animal. Care was taken to avoid abrading the skin during the clipping
procedure.

9.2. Dosing

On the following day (day 0), the test article was administered dermally to
approximately 10% of the body surface area. The four corners of this area were
delineated in the clipped area with an indelible marker. The test article was then
spread evenly over the delineated test area and held in contact with the skin with
an appropriately sized 4-ply porous gauze dressing backed with a plastic wrap
which was placed over the gauze dressing (occlusive binding). Removal and
ingestion of the test article was prevented by placing an elastic wrap over the
trunk and test area. The elastic wrap was further secured with a tape harness on
the cranial end of the trunk and then secured with adhesive tape around the trunk
at the caudal end.

The test article was administered at the following level:

No. of Animals

Dose Level Dose Volume Concentration
(mg/kg) (mL/kg) (%) Male Female
5000 4.63° 100° 5 5

®Adjusted based on a density of 1.08 g/mL.
®Pooled test article.

Individual doses were calculated based on the animal’s day 0 body weight. After
an approximate 24-hour exposure period, the binding materials were removed.
Residual test article was removed using gauze moistened with deionized water
followed by dry gauze.

9.3. Dermal Observations

The test animals were examined for erythema and edema following patch
removal and the responses scored on study day 1 and daily thereafter (days 2-
14) according to the Macroscopic Dermal Grading System provided in Appendix
A which is based on Draize [2]. The dermal test sites were reclipped as
necessary to allow clear visualization of the skin.

9.4. Clinical Observations

The animals were observed for clinical abnormalities a minimum of two times on
study day O (postdose) and daily thereafter (days 1-14). A mortality check was
performed twice daily, in the morning and afternoon.
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9.5. Body Weights

Individual body weights were obtained for the animals prior to dosing on day 0
and on days 7 and 14.

9.6. Gross Necropsy

All animals were euthanized by carbon dioxide inhalation at study termination
(day 14) and necropsied. Body cavities (cranial, thoracic, abdominal and pelvic)
were opened and examined. No tissues were retained.

9.7. Protocol Deviations

No protocol deviations occurred during this study.

10. ANALYSIS OF DATA

Data from the study were analyzed and an LD50 value estimated as follows:

< 50% Mortality:  LD50 was estimated as greater than the administered dose.
= 50% Mortality:  LD50 was estimated as equal to the administered dose.
> 50% Mortality:  LD50 was estimated as less than the administered dose.

Body weight means and standard deviations were calculated separately for
males and females.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.
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12. RESULTS

12.1. Mortality
Individual Data: Table 1

No mortality occurred during the limit test.

12.2. Clinical/Dermal Observations
Individual Data: Table 1

Clinical abnormalities observed during the study included dark material around
the facial area and red ocular discharge. Minor/transient dermal irritation was
noted at the site of test article application.

12.3. Body Weight Data
Individual Data: Table 2

Body weight loss was noted in two males and two females during the study day 0
to 7 body weight interval which is routinely observed in this study type due to
experimental manipulation. Body weight gain was noted for all other animals
during the test period. All animals exceeded their initial body weight by study
termination (day 14).

12.4. Gross Necropsy
Individual Data: Table 3
No significant gross internal findings were observed at necropsy on study day 14.

Blood clots observed in one animal at necropsy were thought to have been
caused by a possible accidental injury prior to euthanasia.
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13. CONCLUSION

Under the conditions of this test, the acute dermal LD50 of Spray--Alpha was
estimated to be greater than 5000 mg/kg in the rat.

Kol o 413D

Kimberly L. Bonnette, M.S., LATG
Study Director

14. REPORT REVIEW

Ol oo 41503

Dawn D. Rodabaugh, B.S.
Associate Toxicologist
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APPENDIX A

Macroscopic Dermal Grading System

246



SLI Study No. 3596.3 (25)

MACROSCOPIC DERMAL GRADING SYSTEM

Annex 56-B

ERYTHEMA AND EDEMA OBSERVATIONS

OBSERVATION DEFINITION CODE
Erythema — Grade 0 | No erythema 0
Erythema — Grade 1 | Very slight erythema (barely perceptible) 1
Erythema — Grade 2 | Well-defined erythema 2
Erythema — Grade 3 | Moderate to severe erythema 3
Erythema — Grade 4 | Severe erythema (beet redness) 4
Maximized Grade 4 | Notable dermal lesions (see below) (se,;/l b_eéllow)
Edema — Grade 0 No edema 0
Edema — Grade 1 Very slight edema (barely perceptible) 1
Edema — Grade 2 Sli.g.ht edema (edges of area well defined by definite 2

raising)
Edema — Grade 3 Moderate edema (raised approximately 1 millimeter) 3
Edema — Grade 4 Severe edema (raised more than 1 millimeter and 4

extends beyond the area of exposure)

NOTE: Each animal was assigned an erythema and edema score. The most severely affected

area within the test site was graded.

If eschar, blanching, ulceration and/or necrosis greater

than grade 1 was observed, then the “Maximized Grade 4" was assigned to the test site in
place of the erythema score and the type of notable dermal lesion(s) (e.g., eschar - grade 2,
blanching - grade 3, ulceration - grade 4, etc.) was noted. The presence of any other dermal

changes (e.g., desquamation, fissuring, eschar exfoliation, etc.) was also recorded.

247




Annex 56-B

SLI Study No. 3596.3

(26)

MACROSCOPIC DERMAL GRADING SYSTEM

NOTABLE DERMAL LESIONS

OBSERVATION CODE DEFINITION
Eschar — Grade 1 ES-1 Focal and/or pinpoint areas up to 10% of test site.
Eschar — Grade 2 ES-2 > 10% < 25% of test site.
Eschar — Grade 3 ES-3 > 25% < 50% of test site.
Eschar — Grade 4 ES-4 > 50% of test site.
Blanching — Grade 1 BLA-1 Focal and/or pinpoint areas up to 10% of test site.
Blanching — Grade 2 BLA-2 > 10% < 25% of test site.
Blanching — Grade 3 BLA-3 > 25% < 50% of test site.
Blanching — Grade 4 BLA-4 > 50% of test site.
Ulceration — Grade 1 U-1 Focal and/or pinpoint areas up to 10% of test site.
Ulceration — Grade 2 U-2 > 10% < 25% of test site.
Ulceration — Grade 3 U-3 > 25% < 50% of test site.
Ulceration — Grade 4 u-4 > 50% of test site.

. NEC-1 Focal and/or pinpoint areas up to 10% of test site

- color, ote color of necrosis).

Necrosis — Grade 1 (color) (Not lor of )
Necrosis — Grade 2 ,;lclf)%; > 10% < 25% of test site (Note color of necrosis).

. NEC-3 . .

- 0 0 .
Necrosis — Grade 3 (color) > 25% < 50% of test site (Note color of necrosis)
ecrosis — Grade > % of test site (Note color of necrosis).

Necrosis — Grade 4 ';'C'i% 50% of test site (Note color of is)
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MACROSCOPIC DERMAL GRADING SYSTEM

Annex 56-B

ADDITIONAL DERMAL FINDINGS

OBSERVATION

DEFINITION

CODE

Desquamation

Characterized by scaling or flaking of
dermal tissue with or without denuded
areas.

DES

Fissuring

Characterized by cracking of the skin with
or without moist exudate. Fissuring should
be checked prior to removing the animal
from the cage and manipulating the test
site.

FIS

Eschar Exfoliation

The process by which areas of eschar
flake off the test site.

Test Site Staining

Skin located at test site appears to be
discolored, possibly due to test article
(note color of staining).

TSS
(color)

Erythema Extends Beyond
the Test Site

The erythema extends beyond the test
site. Note: A study director should be
contacted for erythema extending beyond
the test site.

ERB

Superficial Lightening

Characterized by pale area(s) (almost a
burn-like appearance) in the test site.
However, erythema may still be observed
through the pale area. Note: This
observation may affect the overall
erythema score of the test site. This
observation may progress to other
observations resulting in notable dermal
lesions, but SL itself will not be considered
a notable dermal lesion that will result in a
dermal score to be maximized since it
does not result in any in-depth injury. To
be coded using an area designation (see
below).

Superficial Lightening -
Grade 1

Focal and/or pinpoint areas up to 10% of
the test site

SL-1

Superficial Lightening -
Grade 2

> 10% < 25% of test site

SL-2

Superficial Lightening -
Grade 3

> 25% < 50% of test site

SL-3

Superficial Lightening -
Grade 4

> 50% of test site

SL-4
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MACROSCOPIC DERMAL GRADING SYSTEM

ADDITIONAL FINDINGS

Dermal Irritation - Outside of
the Test Site

This notation will only be made for
reactions greater than what are normally
observed from tape removal which do not
interfere with the scoring of the test site.

OBSERVATION DEFINITION CODE
Noticeable irritation outside of test site
probably due to the binding tape material. IT
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APPENDIX B

SLI Personnel Responsibilities
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SLI PERSONNEL RESPONSIBILITIES

Kimberly L. Bonnette, M.S., LATG Study Director/Director, Acute Toxicology

Dawn D. Rodabaugh, B.S. Alternate Contact/Associate Toxicologist

Robert C. Springborn, Ph.D. Chairman, President and CEO

Malcolm Blair, Ph.D. Senior Vice President, Managing Director
Emeritus

Joseph C. Siglin, Ph.D., DABT Vice President, Managing Director

Jason W. Smedley, B.S. Assistant Toxicologist

Pamela S. Smith, ALAT Supervisor of Acute Toxicology

Kathy A. Pugh, ALAT Primary Technician/Team Leader

Delores P. Knippen Supervisor of Pharmacy

Steven H. Magness, B.S., LATG Senior Supervisor of Gross and Fetal
Pathology

Anita M. Bosau, RQAP-GLP Senior Director, Compliance Assurance

Deanna M. Talerico, RQAP-GLP Senior Supervisor of Quality Assurance

J. Dale Thurman, D.V.M., M.S., DACVP Senior Director, Pathology

Kathy M. Gasser Supervisor of Archives
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1. STATEMENT OF NODATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:
Company Agent: Date
Title Signature
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2. CDMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

&fmmmﬁ_—. ‘ Date ;l l g 2'[2& :
Kimberly L. Bonnette, M.S., LAGT

Study Director/Author
Springborn Laboratories, Inc.

Date &% J2

- Senior Aviation Advisor
' Sponsor/Submitter
INL/A ,
U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inepected by'the Qua‘hty Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLI's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 103/31/02

Dose Preparation 06/06/02

Data Audit 08/27/02

Draft Report Review 08/27/02
Analytical Chemistry Report Review 08/27/02

Protocol Amendment Review 08/28/02

Final Report Review 09/03/02

Reports to Study Director : 08/27/02, 09/03/02

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

I%ﬁéﬁ . W’ﬁ : Date v?/f /0(;)—
Rebecca A. Young / 77
Quality Assurance Team Leader

vDate | QZZ/J 2

Anita M. Bosau, RQAP-GLP
Senior Director, Compliance Assurance
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6. SUMMARY

The four-hour nose-only inhalation toxicity of Spray--Alpha was evaluated in
Sprague Dawley rats. A limit test was performed in which a group of five male
and five female rats received a four-hour nose-only inhalation exposure to a time-
weighted average aerosol concentration @nalytically determined) of 3.27 mg/L.
Following the exposure, the limit test rats were observed daily and weighed
weekly. A gross necropsy examination was performed on all limit test animals at
the time of scheduled euthanasia (day 14).

No mortality occurred during this study. The most notable clinical abnormalities
observed during the study included decreased/no defecation, soft stools, feces
small in size, rough coat, breathing abnormalities, decreased food consumption
and dark material around the facial area. Body weight loss was noted for one
male and one female during the study day 0-7 body weight interval. Body weight
gain was noted for all other animals during the test period. All animals exceeded
their initial body weight by study termination (day 14). No significant gross
internal findings were observed at necropsy on study day 14.

Under the conditions of this test, the acute inhalation LC50 of Spray--Alpha was
estimated to be greater than 3.27 mg/L in the rat.
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7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Alpha in
Sprague Dawley rats when administered by a four-hour nose-only inhalation
exposure. This study was intended to provide information on the potential health
hazards of the test article with respect to inhalation exposure. Data from this
study may serve as a basis for classification and/or labeling of the test article.
This study was conducted in accordance with the US EPA, Health Effects Test
Guidelines, OPPTS 870.1300, Acute Inhalation Toxicity, August 1998. This
study was performed at Springborn Laboratories, Inc., 553 North Broadway,
Spencerville, Ohio. The protocol was signed by the Study Director on
April 30, 2002 (GLP initiation date). The in-life phase of the study was initiated
with test article administration on June 6, 2002 (day 0) and concluded with
terminal euthanasia on June 20, 2002.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Assigned Physical Receipt Expiration
Sponsor’s ID SLI ID Description Date Date
Spray--Alpha® S02.001.3596 Light amber 05/13/02 None
liquid provided
Ingredients’
Herbicide:Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301
@Sample pooled at SLI from five different mixes of Spray —-Alpha (top/middle/bottom).
Ingredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, Inc., analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.1.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test article was utilized as received from the Sponsor and dispensed fresh
on the day of dosing. The test article was stirred continuously during exposure.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Young adult, Hsd: Sprague Dawley® SD® rats were received from Harlan
Sprague Dawley, Inc., Indianapolis, IN. Upon receipt, metal ear tags displaying
unique identification numbers were used to individually identify the animals.
Cage cards displaying at least the study number, animal number and sex were
affixed to each cage. The animals were housed individually in suspended
stainless steel cages. All housing and care were based on the standards
recommended by the Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 71-74°F (22-
23°C) and 35-61%, respectively.  Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.
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8.5.3. Food

PMI Certified Rodent Chow #5002 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study (except during the time that the animals were
acclimated to the exposure tubes and maintained in the inhalation room for the
exposure procedure). The lot number and expiration date of each batch of diet
used during the study were recorded. The feed was analyzed and certified by the
supplier for nutritional components and environmental contaminants. Dietary
limitations for various environmental contaminants, including heavy metals,
pesticides, polychlorinated biphenyls and total aflatoxin are set by the
manufacturer. Within these limits, contaminants which may have been present
were not expected to compromise the purpose of this study. Results of the
dietary analyses (Certificates of Analysis) are provided by the manufacturer for
each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study (except during the time that the animals were acclimated to
the exposure tubes and maintained in the inhalation room for the exposure
procedure). The purified water was supplied by an automatic watering system.
Monitoring of the drinking water for contaminants is conducted by SLI and the
records are available for inspection.  Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with metal ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were randomly selected from healthy stock
animals using a computerized (Alpha DS-10 AcuTox) random numbers table to
avoid potential bias. All animals received a detailed pretest observation prior to
dosing. Only healthy animals were chosen for study use. Females were
nulliparous and nonpregnant. The male animals were approximately 10 weeks of
age and weighed 248-293 g on the day of exposure. The female animals were
approximately 10 weeks of age and weighed 170-190 g on the day of exposure.
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9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Procedures

9.1.1. Test Article Volatility Determination

The volatility of the test article relative to a distiled water standard was
determined prior to experimental initiation. This procedure was performed in
order to determine if the test article had sufficiently low volatility to allow for an
accurate gravimetric determination of the aerosol concentration. A known
quantity of the test article was placed on a preweighed filter disk and was allowed
to evaporate for a total of ten minutes. The test article weight was determined
each minute and the amount of evaporation of the test article was then
determined. The results of this volatility trial indicated that the test article
evaporation rate (0.45 mg/minute) was comparable to the SLI determined
distilled water evaporation rate (0.55 mg/minute); therefore, was considered to
not be volatile.

9.1.2. Preliminary Aerosol Generation Trials

Prior to experimental initiation, preliminary aerosol generation trials were
conducted. These trials were performed in order to determine the most efficient
means of generating an aerosol of the appropriate concentration while utilizing
equipment that would reduce the aerodynamic particle size. Data obtained
during the preliminary aerosol generation trials are presented in Appendix A.

9.2. Limit Test

9.2.1. Aerosol Generation Equipment

The test aerosol was generated with a Pistol Spraying System. Conditioned high
pressure external air was used in generating the test atmosphere. The aerosol
was blown through the 5L Elutriator, the nose-only inhalation chamber and then
vented from the chamber to an air treatment system which consisted of a
prefilter, a HEPA filter, a charcoal bed and a water scrubbing tower (see
Figure 1).
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9.2.2. Dosing

On day 0, the animals chosen for the limit test were weighed, placed in a nose-
only exposure tube and allowed to acclimate to the exposure tube for at least 1
hour. Animals that appeared to have been acclimated to the exposure tube (i.e.,
minimal struggling and no inversion) were considered to be acceptable and
removed from the exposure tube and returned to their cages until initiation of the
aerosol exposure. Animals that did not appear to acclimate to the exposure tube
were not acceptable and were removed from the exposure tube and returned to
their cages.

The acceptable animals were then placed in exposure tubes and the tubes
inserted into the Multistage 10L nose-only inhalation chamber and the test article
aerosolized at the following level:

Exposure Level No. of Animals

(mg/L) Male Female
3.27 5 5

The aerosol exposure consisted of a 3minute T99 equilibration period, a 240-
minute exposure period and a 3-minute de-equilibration period equal to the T99
equilibration period. After each aerosol exposure, animals were removed from
the exposure tubes and residual test article was removed from the animal's
exterior surfaces (where practical) by wiping the haircoat with a towel The
animals were then returned to ad libitum feed and water. The following
parameters were measured during the exposure.

9.2.2.1. Chamber Air Flow

Air flow readings were recorded at the initiation of the T99 equilibration period, at
approximate 30-minute intervals during the aerosol exposure and at the
conclusion of the de-equilibration period.

9.2.2.2. Aerosol Concentration

The aerosol concentration was measured at the beginning of the aerosol
exposure (after equilibration), at approximate 30-minute intervals during the
aerosol exposure and at the conclusion of the aerosol exposure (before de-
equilibration). The concentration of the test article aerosol was collected in the
inhalation chamber by gravimetric technique. A 5 L sample of the aerosol was
drawn from the breathing zone of the chamber through a preweighed glass fiber
filter. The change in weight of the filter (mg) was then determined and this value
was divided by the volume of chamber atmosphere sampled (L) to yield the
gravimetric concentration (mg/L). The average time-weighted gravimetric
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concentration of the test atmosphere was then calculated for the exposure. For
the analytical concentration, the gravimetrically obtained samples were analyzed
by Springborn Laboratories, Inc. for the glyphosate component, a non-volatile
component of the test article. These analyses were performed in order to
determine the analytical (actual) concentrations of the aerosol in the chamber for
each sampling period. The average time weighted analytical concentration of the
test atmosphere was then calculated for the exposure. Chemistry methods and
results are detailed in the Analytical Chemistry Report (Appendix B).

9.2.2.3. Chamber Temperature and Humidity

The chamber temperature and humidity were measured electronically and
recorded at approximate 30-minute intervals during the aerosol exposure.

9.2.2.4. Aerosol Aerodynamic Particle-Size Distribution

The aerosol aerodynamic particle-size distribution was determined three times
during the aerosol exposure using the ITP 7 Stage Cascade Impactor. Each
stage of the impactor was fitted with a preweighed glass fiber filter. Five liters
per minute of the chamber air were drawn through the impactor and the change
in weight of each filter was then determined and recorded. The mean particle-
size distribution was subsequently plotted using an Excel computer adaptation of
the manual method. The Mass Median Aerodynamic Diameter, Geometric
Standard Deviation and percentage of particles < 4.0 u were then determined. At
least one hour passed between each aerosol particle-size analysis.

9.2.2.5. Chamber Oxygen

Chamber oxygen content was measured and recorded at approximate 30-minute
intervals during the aerosol exposure.

9.2.3. Clinical Observations

The limit test animals were observed for clinical abnormalities during each
aerosol exposure, two times on study day 0 (post-exposure) and daily thereafter
(days 1-14). A general health/mortality check was performed twice daily (in the
morning and in the afternoon).

9.2.4. Body Weights

Individual body weights were obtained for the limit test animals prior to dosing on
day 0 and on days 7 and 14.

9.2.5. Gross Necropsy

All limit test animals were euthanized by carbon dioxide inhalation at study
termination (day 14) and necropsied. Body cavities (cranial, thoracic, abdominal
and pelvic) were opened and examined. No tissues were retained.
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9.3. Protocol Deviations

No protocol deviations occurred during this study.

10. ANALYSIS OF DATA

Data from the limit tests were analyzed and an LC50 value estimated as follows:

< 50% Mortality:  LC50 was estimated as greater than the administered dose.
=50% Mortality:  LC50 was estimated as equal to the administered dose.
> 50% Mortality:  LC50 was estimated as less than the administered dose.

Body weight means and standard deviations were calculated separately for
males and females. The aerodynamic particle-size distribution of the test article
aerosol was plotted using an Excel computer adaptation of the three cycle
logarithmic probability paper as per the ITP Cascade Impactor instruction
manual. The Mass Median Aerodynamic Diameter, Geometric Standard
Deviation and particles < 4.0 p was determined based on the plotted distribution.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

12. RESULTS

12.1. Aerosol Generation and Chamber Environmental Data

12.1.1. Aerosol Generation Data
Individual Data: Table 1

The average time-weighted analytical concentration for the aerosol exposure was
determined to be 3.27 mg/L. The mass median aerodynamic diameter and
geometric standard deviation of the sampled particles were 2.6 y £+ 1.8. The
percentage of particles < 4.0 p was determined to be 77%.
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12.1.2. Chamber Environmental Data
Individual Data: Table 1

Chamber temperature and relative humidity for the aerosol exposure ranged from
72.6-73.7°F and 65.7-69.3%, respectively. Oxygen content was maintained at
20.9% throughout the exposure.

12.2. Limit Test Data

12.2.1. Mortality
Individual Data: Table 2

No mortality occurred during this study.

12.2.2. Clinical Observations
Individual Data: Table 2

The most notable clinical abnormalities observed during the study included
decreased/no defecation, soft stools, feces small in size, decreased food
consumption and rough coat. Clinical abnormalities also observed during the
study included transient incidences of breathing abnormalities and dark material
around the facial area, which were findings consistent with dosing an inhalation
study. No positive findings were noted at the time of observation during the 4-
hour exposure period.

In addition, the dose level actually conducted was significantly higher (3.27
mg/kg) than the required dose level (2.0 mg/L) and did not result in any
mortality.

12.2.3. Body Weight Data

Individual Data: Table 3

Body weight loss was noted for one male and one female during the study day 0-
7 body weight interval. Body weight gain was noted for all other animals during

the test period. All animals exceeded their initial body weight by study
termination (day 14).
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12.2.4. Gross Necropsy
Ind:vndual Data Table 4
No significant gross internal fi ndlngs were observed at necropsy on study day 14.

One animal was observed to have a thin area of the diaphragm which was not '
considered to be test article-related. :

" 13. CONCLUSION

Under the conditions of this test, the acute mhalatuon LC50 of Spray—AIpha was
L -estlmated to be greater than 3.27 mg/L in the rat

\ , ‘ Date Q \5\ 0 Q‘
Kimberty L.JBonnette, M.S., LATG P
Study Director

14. REPORT REVIEW

mmw%&@\mﬂat\ ‘ Dt 9[3[0a

Dawn D. Rodabaugh, B.S.
Assoclate Toxicologist
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APPENDIX A

Preliminary Aerosol Generation Trials
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1. PRELIMINARY AEROSOL GENERATION TRIALS

Prior to experimental initiation, preliminary aerosol generation trials were
conducted. These procedures were performed in order to determine the most
efficient means of generating an aerosol of the test article. The type of
equipment used during each aerosol trial procedure is presented in Trial Table 1.
In each trial, attempts were made to generate the highest concentration of the
test article while utilizing equipment that would minimize the aerodynamic particle
size of the aerosol.

The results indicated that the equipment design/pump speed utilized during
Trial #7 produced an analytical aerosol concentration > 2.00 mg/L. Using the
equipment design determined by the aerosol generation trials, the aerosol
aerodynamic particle-size distribution was then determined utilizing the ITP 7
Stage Cascade Impactor. The aerodynamic particle size was acceptable.
Therefore, this equipment design was used for the LC50 study exposure.
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1. SPRAY--ALPHA ANALYSIS

The analytical method for the analysis of the glyphosate component of Spray--Alpha
was validated prior to the analytical chamber concentration analyses performed at
Springborn Laboratories, Inc. This method was utilized to determine the inhalation
chamber concentration during the Acute Nose -Only Inhalation Toxicity Study.

1.1. Experimental System

1.1.1. HPLC System

HPLC Model: Waters

Pump: Waters 600E

Injector: Waters WISP 717

Detector: Waters 2487

Data System: H-P 3396B Integrator

Precolumn:  Phenomenex, SecurityGuard, C18, 4.0 x 3.0 mm ID
Column: Phenomenex, Spherex, C18, 5, 250 x 4.6 mm ID
Temperature: Ambient

Detection: 500 nm, 0.4000 AUFS

Mobile Phase: A: 0.05 M HCO;NH4, pH 3.6/5% ACN; B: 100% ACN
Gradient: 100% A hold for 6 minutes; linear change to 25% A/75% B over 1

minute; hold for 5 minutes; linear change to 100% A over 1 minute; hold
at 100% A for 15 minutes.

Flow Rate: 1.0 mL/min
Injection Volume: 10 nL

1.1.2. Apparatus

Balance: Mettler AG 245, accuracy of 0.0001 gram
Glassware: Assorted volumetric glassware

Filters: Gelman, glass fiber; Millipore 0.2 Nylon-66; Whatman Puradisc 25PP
0.45um

Shaker: Labline, Multi-Wrist Shaker

Oven: Boekel Model 107905
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1.1.3. Solutions and Reagents

1.1.3.1. Reagents

Water, Fisher, HPLC Grade, Lot # 024948

Acetonitrile, Fisher, HPLC Grade, Lot # 011777

Methanol, Fisher, HPLC Grade, Lot # 011803

NBD Chloride, Aldrich, 98%, Lot #12214L1

Hydrochloric Acid, Fisher, ACS Grade, Lot # 012161

Potassium Tetraborate Tetrahydrate:, Aldrich, 99%, Lot # 15325D1
Formic Acid, Fisher, Laboratory Grade, Lot # 003630

Ammonium Formate, Fisher, Lot # 990125

1.1.3.2 Solutions

0.37 M Borate Solution: Prepared by dissolving approximately 11.44 g of potassium
tetraborate tetrahydrate in 100 mL of water. The resulting solution was stable for 6
months under ambient storage conditions.

1.2 N HCI: Prepared by dissolving 10 mL of HCI in 90 mL of water. The resulting
solution was stable for 6 months under ambient storage conditions.

25 mM NBD-CI: Prepared by dissolving approximately 2.5 g of NBD-CI in 500 mL of
methanol. The resulting solution was stable for 6 months under ambient storage
conditions.

Mobile Phase A: Prepared by dissolving approximately 1.58 g of ammonium formate in
950 mL of water. The pH was adjusted to approximately 3.6 with formic acid. Added 50
ml of acetonitrile. The resulting solution was mixed thoroughly, filtered through a 0.2
Nylon-66 filter and degassed by helium sparging prior to use.

Mobile Phase B: Acetonitrile used 100% as received.

Diluent: All standards and samples were diluted in water.

Stock Standard Solution (Trial- mg/L): Prepared by dissolving 101.9 mg of the
Spray--Alpha formulation in a 25 mL flask with diluent.

Stock Standard Solution (Exposure #1- mg/L): Prepared by dissolving 236.0 mg of
Spray--Alpha formulation in a 25 mL flask with diluent.
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Standard Solutions: Prepared by serially diluting the stock standard solution with water.
The final concentrations of the solutions were in the range of approximately 0.4 to 2.9
mg/mL (trial) and 0.9 to 4.7 mg/mL (Exposure # 1). These solutions were then further
diluted in diluent at a ratio of 1:10 and filtered through Whatman Puradisc 25PP 0.45um
filters prior to derivatization.

Chamber Concentration Solutions: Prepared by placing the weighed glass fiber filter
used for gravimetric concentration determination in a capped container with 10 mL of
diluent. The solutions were then agitated mechanically for 5 minutes further diluted in
diluent at a ratio of 1:10 and filtered through Whatman Puradisc 25PP 0.45 um filters
prior to derivatization.

Derivatization Procedure: In order to analyze the glyphosate component, a precolumn
derivatization was performed by adding 1.2 mL of the appropriate control, standard, or
sample solution to a labeled scintillation vial. Both 0.8 mL of the borate solution and
2.4 mL of the NBD-CI solution were added to each vial. The vials were then capped
and shaken by hand prior to being heated in an oven at 80° C for 30 minutes. After
removal from the oven, the vials were allowed to cool for 10 minutes followed by the
addition of 0.9 mL of the HCI solution. After the vials were again shaken by hand, they
were allowed to stand for 10 minutes in order for incipient precipitation to occur. These
solutions were then transferred to injection vials.

1.2. Analytical Procedures

1.2.1. Standard Curve Analysis

The peak area of the glyphosate acid component of each standard were determined,
measured, combined, and plotted as a function of concentration to generate a standard
curve. The actual values used for the calculations are shown in Chemistry Tables 1
and 2.

1.2.2. Sample Analysis

The peak areas of the glyphosate acid component of each sample were measured and
combined and then the concentration was determined by linear fit to the standard curve.
The actual values used for the calculations are shown in Chemistry Tables 1 and 2.
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1.3. Results and Conclusions

1.3.1. Analytical Chamber Concentration

The actual sample results of the trial work are shown in Chemistry Table 1. The actual
sample results of the analytical chamber analysis are shown in Chemistry Table 2.

Date

M. Gardner Clemons, B.A.
Manager of Analytical Chemistry
And Pharmacy.
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Chemistry Table 1

Standard Curve and Sample Analysis Values for Trial Work

Theoretical Conc. Analytical Chamber
Sample No. (mg/L) Peak Area Conc. (mg/L)
Std 1 0.8152 25090 NA
Std 2 2.446 77738 NA
Std 3 4.076 131263 NA
Std 4 5.706 182542 NA
Trial # 1 NA 118551 3.707
Trial # 2 NA 132259 4.132
Trial # 4 NA 37811 1.204
Trial #5 NA 36312 1.158

* Correlation coefficient = 0.99997
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Chemistry Table 2

Standard Curve and Sample Analysis Values for Exposure #1

Annex 56-B

Theoretical Conc. Analytical
Sample No. (mg/L) Peak Area Chamber Conc.
(mg/L)

Std 1 1.888 47622 NA

Std 2 3.776 114022 NA

Std 3 5.664 169206 NA

Std 4 7.552 225528 NA

Std 5 9.440 251583 NA

#1 NA 111887 3.857

#2 NA 107931 3.714

#3 NA 90648 3.085

#4 NA 93185 3.178

#5 NA 92333 3.147

#6 NA 89526 3.045

#7 NA 94131 3.212

#8 NA 97391 3.330

#9 NA 91642 3.121

#10 NA 102623 3.521

#11 NA 100109 3.429

* Correlation coefficient = 0.991
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APPENDIX C

Individual Aerosol Generation and
Chamber Environmental Data
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3.27 mg/L Exposure Level
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
CHAMBER ENVIRONMENTAL DATA
EXPOSURE: 3.27 MG/L

TIME TEMPERATURE RELATIVE HUMIDITY ~ OXYGEN CONTENT
(MIN.) (°F) (%) (%)
0 72.6 69.3 20.9
30 72.8 65.7 20.9
60 72.7 67.6 20.9
20 72.9 68.0 20.9
120 73.4 66.7 20.9
150 73.1 67.5 20.9
180 735 67.6 20.9
210 735 67.7 20.9
240 73.7 67.3 20.9
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS

TIME WEIGHTED ANALYTICAL CONCENTRATION
ANALYTICAL EXPOSURE: 3.27 MG/L

Mean Time
Aerosol Concentration Interval Weighted
Sample Sample Concentration  Per Interval Length Concentration
No. Time (min.) (mg/L) (mg/L) (min.) Per Interval
1 0 3.86
3.79 14.00 52.99
2 14 3.7
3.40 7.00 23.80
3 21 3.09
3.14 9.00 28.22
4 30 3.18
3.17 30.00 94.95
5 60 3.15
3.10 30.00 93.00
6 90 3.05
3.13 30.00 93.90
7 120 3.21
3.27 30.00 98.10
8 150 3.33
3.23 30.00 96.75
9 180 3.12
3.32 30.00 99.60
10 210 3.52
3.47 30.00 104.10
11 240 342
TOTAL 240.00 785.41
TIME WEIGHTED MEAN ANALYTICAL CONCENTRATION (MG/L) 3.27
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA
SAMPLE NO.: A
ANALYTICAL EXPOSURE: 3.27 MG/L

Effective
Cutoff Filter Weights (mg) Difference Cumulative

Stage Diameter Pre-sample Post-sample Weights % of Total % <ECD

1 10.00 102.4 102.4 0.0 0.0 100.0

2 6.11 102.7 102.9 0.2 5.4 94.6

3 3.70 102.7 103.3 0.6 16.2 78.4

4 2.22 103.2 104.7 1.5 40.5 37.8

5 1.39 103.6 104.6 1.0 27.0 10.8

6 0.79 104.4 104.8 0.4 10.8 0.0

7 0.50 103.4 103.4 0.0 0.0 0.0
Filter - 102.6 102.6 0.0 0.0

Total of Difference Weights: 3.7

Mass Median Aerodynamic Diameter = 2.6 microns
Geometric Standard Deviation = 1.67
Percentage < 4.0 microns = 80 %
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA
SAMPLE NO.: B
ANALYTICAL EXPOSURE: 3.27 MG/L

Effective
Cutoff Filter Weights (mg) Difference Cumulative

Stage Diameter Pre-sample Post-sample  Weights % of Total % <ECD

1 10.00 103.0 103.0 0.0 0.0 100.0

2 6.11 103.5 103.9 0.4 8.7 91.3

3 3.70 103.1 104.0 0.9 19.6 71.7

4 2.22 103.8 105.5 1.7 37.0 34.8

5 1.39 103.3 104.4 1.1 23.9 10.9

6 0.79 103.5 103.8 0.3 6.5 43

7 0.50 102.7 102.8 0.1 2.2 2.2
Filter - 103.1 103.2 0.1 2.2

Total of Difference Weights: 4.6

Mass Median Aerodynamic Diameter = 2.6 microns
Geometric Standard Deviation = 2.00
Percentage < 4.0 microns = 74 %
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA
SAMPLE NO.: C
ANALYTICAL EXPOSURE: 3.27 MG/L

Effective
Cutoff Filter Weights (mg) Difference Cumulative

Stage Diameter  Pre-sample Post-sample  Weights % of Total % <ECD

1 10.00 103.4 103.4 0.0 0.0 100.0

2 6.11 103.5 103.8 0.3 7.5 92.5

3 3.70 103.3 104.1 0.8 20.0 72.5

4 2.22 103.7 105.1 14 35.0 37.5

5 1.39 103.2 104.1 0.9 225 15.0

6 0.79 103.4 103.9 0.5 12.5 2.5

7 0.50 103.3 103.4 0.1 25 0.0
Filter - 104.2 104.2 0.0 0.0

Total of Difference Weights: 4.0

Mass Median Aerodynamic Diameter = 2.6 microns
Geometric Standard Deviation = 1.82
Percentage < 4.0 microns = 76 %
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AN ACUTE NOSE-ONLY INHALATION TOXICITY STUDY IN RATS
AERODYNAMIC PARTICLE SIZE DATA

ANALYTICAL EXPOSURE: 3.27 MG/L

Effective Cutoff Cumulative % less than indicated size
Stage Diameter Sample A SampleB  Sample C
1 10.00 100.0 100.0 100.0
2 6.11 94.6 91.3 92.5
3 3.70 78.4 71.7 72.5
4 2.22 37.8 34.8 37.5
5 1.39 10.8 10.9 15.0
6 0.79 0.0 4.3 2.5
7 0.50 0.0 2.2 0.0
Mean
Mass Median Aerodynamic Diameter 2.6 2.6 2.6 2.6
Geometric Standard Deviation 1.67 2.00 1.82 1.83
Percentage < 4.0 microns 80 74 76 77
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SLI PERSONNEL RESPONSIBILITIES

Kimberly L. Bonnette, M.S., LAGT Study Director/Director, Acute
Toxicologist

Dawn D. Rodabaugh, B.S. Alternate Contact/Associate
Toxicologist

Robert C. Springborn, Ph.D. Chairman, President and CEO

Malcolm Blair, Ph.D. Senior Vice President, Managing

Director Emeritus

Joseph C. Siglin, Ph.D., DABT Vice President, Managing Director

M. Gardner Clemons, B.A. Manager of Analytical Chemistry and
Pharmacy

Pamela S. Smith, ALAT Supervisor of Acute Toxicology

Kevin V. Weitzel, A.S. Primary Technician/Inhalation Team
Leader

Delores P. Knippen Supervisor of Pharmacy

Steven H. Magness, B.S., LATG Senior Supervisor of Gross and Fetal
Pathology

Anita M. Bosau, RQAP-GLP Senior Director, Compliance Assurance

Deanna M. Talerico, RQAP-GLP Senior Supervisor of Quality Assurance

J. Dale Thurman, D.V.M., M.S., DACVP Senior Director, Pathology

Kathy M. Gasser Supervisor of Archives
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date:

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice -
Standards as described by the EPA (40 CFR Parts 160 and 792) with the
foltowung exception:

The dose preparatlons used during the range-ﬁndmg study were not analyzed to
confirm test article concentration, stability or homogenetty

pate I ) '095

09/03/02

imberly L. Bonnette, M:S., LATG
Study Director/Author
Sprmgborn Laboratories, lnc

Date

Semor Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Depariment of State
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3. QUALITY ASSURANCE STATEMENT

This st'udy was inspected by the Quality’ Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLI's
Standard Operating Procedures as follows: :

Phase - Date

Protocol Review 04/25/02

Animal Receipt ; 06/06/02

Dermal Observations 06/21/02

Data Audit 09/01/02

Draft Report Review 09/01/02

Protocol Amendment Review 09/01/02

Final Report Review 09/03/02

Reports to Study Director 06/06/02, 09/01/02,
and Management 09/03/02

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

%M/A O C/M@ bate ?// 5’//& P

‘Rebecca A. Young
Quality Assurance Team Leader

Date 7/ 3/p2
nita M. Bosau, RQAP-GLP .
Senior Director, Compliance Assurance
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6. SUMMARY

The dermal sensitization potential of Spray--Alpha was evaluated in Hartley-
derived albino guinea pigs. Ten male and ten female guinea pigs were topically
treated with 100% Spray--Alpha, once per week, for three consecutive weeks.
Following an approximate two-week rest period, a challenge was performed
whereby the twenty test and ten previously untreated (naive) challenge control
guinea pigs were topically treated with 100% Spray--Alpha. Challenge
responses in the test animals were compared with those of the challenge control
animals.

6.1. Spray--Alpha

Following challenge with 100% Spray--Alpha, dermal reactions in the test and
challenge control animals were limited to scores of 0. Group mean dermal
scores were noted to be the same in the test animals as compared with the
challenge control animals.

6.2. HCA

Using a-Hexylcinnamaldehyde (HCA) as a positive control, Springborn
Laboratories, Inc., Spencerville, Ohio, has completed a study during the past six
months which provided historical control data for contact sensitization to this
agent utilizing the test system described herein (Modified Buehler Design).
Following induction at 5% w/v HCA in ethanol and challenge at levels of 2.5%
and 1% w/v HCA in acetone, a contact sensitization response was observed,
thereby demonstrating the susceptibility of the test system to this sensitizing
agent.

Based on the results of this study, Spray--Alpha is not considered to be a contact
sensitizer in guinea pigs. The results of the HCA historical control study
demonstrated that a valid test was performed and indicated that the test design
would detect potential contact sensitizers.
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7. INTRODUCTION

This study was performed to assess the dermal sensitization potential (delayed
contact hypersensitivity) of Spray--Alpha in Hartley-derived albino guinea pigs
when administered by multiple topical applications. This study was intended to
provide information on the potential health hazards of the test article with respect
to dermal exposure. Data from this study may serve as a basis for classification
and/or labeling of the test article. This study was performed in accordance with
the US EPA, Health Effects Test Guidelines, OPPTS 870.2600, Skin
Sensitization, August 1998. This study was performed at Springborn
Laboratories, Inc., 553 North Broadway, Spencerville, Ohio. The protocol was
signed by the Study Director on April 30, 2002 (GLP initiation date). The in-life
phase of the main sensitization study was initiated with test article administration
on June 13, 2002 (day 0), and concluded with final scoring on July 12, 2002.

Prior to initiation of the main sensitization study, a topical range-finding study was
conducted in guinea pigs to aid in the selection of dosage levels. The in-ife
phase of the range-finding study was initiated with test article administration on
June 10, 2002, and concluded on June 12, 2002. The experimental methods
and results of the range-finding study are included in Appendix A.

8. MATERIALS AND METHODS

8.1. Test Article

The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration

ID SLI ID Description Date Date

Spray—Alpha® S02.001.3596 Light amber 05/13/02 None
liquid Provided

Ingredients”

Herbicide: Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301
aSample pooled at SLI from five different mixes of Spray--Alpha (top/middle/bottom).
bIngredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
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stability and method of synthesis of the test material according to 40 CFR
160.105, 40 CFR 792.105. Springborn Laboratories, Inc., analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.1.

8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test article was utilized at 100% (induction and challenge). The test article
was dispensed fresh on each day of dosing.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Young adult, Hartley-derived albino guinea pigs were received from Hilltop Lab
Animals, Inc., Scottdale, PA. Upon receipt, plastic ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 63-74°F (17-
23°C) and 48-82%, respectively.  Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The room
temperature and relative humidity were recorded a minimum of once daily.
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8.5.3. Food

PMI Certified Guinea Pig Chow #5026 (Purina Mills, Inc.) was provided ad libitum
to the animals throughout the study. The lot number and expiration date of each
batch of diet used during the study were recorded. The feed was analyzed and
certified by the supplier for nutritional components and environmental
contaminants.  Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) are provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with plastic ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were arbitrarily selected from healthy stock
animals to avoid potential bias. All animals received a detailed pretest
observation prior to dosing. Only healthy animals were chosen for study use.
Females were nulliparous and nonpregnant. The male animals were
approximately 7 weeks of age and weighed 375-458 g on the day prior to
Induction 1 dosing. The female animals were approximately 8 weeks of age and
weighed 346-389 g on the day prior to Induction 1 dosing.
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9. EXPERIMENTAL PROCEDURES

9.1. Study Design

This study consisted of a topical range-finding group, a test group and a
challenge control group [2]. A rechallenge control group was maintained on this
study; however, the rechallenge procedure was not required since the challenge
results were definitive.

9.2. Sensitization Study

9.2.1. Preliminary Procedures

On the day prior to each dose administration, the guinea pigs had the hair
removed with a small animal clipper. Care was taken to avoid abrading the skin.

9.2.2. Dosing

A dose of 0.3 mL of the test article was placed on a 25 mm Hilltop chamber
backed by adhesive tape (occlusive patch). The chambers were then applied to
the clipped surface as quickly as possible.

Following chamber application, the trunk of the animal was wrapped with elastic
wrap which was secured with adhesive tape to prevent removal of the chamber
and the animal was returned to its cage.

9.2.2.1. Induction

On the day prior to the first induction dose administration (day -1), all test and
control animals were weighed and the hair was removed from the left side of the
test animals. On the day following clipping (day 0), chambers were applied as
follows:

Induction Concentration Test Site No. of Animals
Group Material No. (%) No. Male Female
Test Spray-- 1 100° 1 10 10
Alpha 2 100° 1
3 100° 1

?Pooled test article.

The induction procedure was repeated on study day 7 and on study day 14 so
that a total of three consecutive induction exposures were made to the test
animals.
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9.2.2.2. Challenge

On the day prior to challenge dose administration, the test and challenge control
animals were weighed and the hair was removed from the right side of the
animals. On the day following clipping (day 27), chambers were applied as
follows:

Concentration Test Site No. of Animals
Group Material (%) No. Male Female
Test Spray--Alpha 100° 2 10 10
Challenge Control Spray--Alpha 100° 2 5 5

?Pooled test article.

9.2.3. Test Article Removal

Approximately six hours after chamber application, the binding materials were
removed. The test sites were wiped with gauze moistened in deionized water,
followed by dry gauze, to remove test article residue. The animals were then
returned to their cages.

9.2.4. Dermal Observations

The test sites were graded for irritation at approximately 24 and 48 hours
following chamber application (induction) or chamber removal (challenge) using
the Dermal Grading System presented in Appendix B.

9.2.5. Clinical Observations

Any unusual observations and mortality were recorded. The animals were
observed for general health/mortality twice daily, once in the morning and once in
the afternoon.

9.2.6. Body Weights

Individual body weights were obtained for all sensitization study animals on the
day prior to the first induction (day -1) and for the appropriate test and challenge
control animals on the day prior to challenge dosing.

9.2.7. Scheduled Euthanasia

All sensitization study animals were euthanized by carbon dioxide inhalation
following each animal's final scoring interval. Gross necropsy examinations were
not required for these animals.
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9.3. Protocol Deviations

The animal room temperature and relative humidity ranges [63-74°F (17-23°C)
and 48-82%] exceeded the preferred ranges [63-73°F (17-23°C) and 30-70%,
respectively] but were corrected on the same day. These occurrences were
considered to have had no adverse effect on the outcome of this study.

10. ANALYSIS OF DATA

The sensitization potential of the test article was based on the dermal responses
observed on the test and control animals at challenge. Generally, dermal scores
of >1 in the test animals with scores of 0 to + noted in the controls are considered

indicative of sensitization. Dermal scores of 1 in both the test and control
animals are generally considered equivocal unless a higher dermal response (>
grade 2) is noted in the test animals. Group mean dermal scores were
calculated for challenge.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

12. RESULTS

12.1. Topical Range-Finding Study
Individual Topical Range-Finding Data: Appendix A
The results of the range-finding study indicated that a test article concentration of

100% was considered appropriate for induction and challenge since it was the
highest possible concentration which was nonirritating.

12.2. Sensitization Study
Individual Data: Tables 1-2
Following challenge with 100% Spray--Alpha, dermal reactions in the test and
challenge control animals were limited to scores of 0. Group mean dermal

scores were noted to be the same in the test animals as compared with the
challenge control animals.
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12.3. Clinical Observations/Body Weights
Individual Body Weight Data: Appendix C

The sensitization study animals gained weight during the test period and
generally appeared in good health.

12.4. Historical Control
HCA Historical Control Data: Appendix D

Using a-Hexylcinnamaldehyde (HCA) as a positive control, Springborn
Laboratories, Inc., Spencerville, Ohio, has completed a study during the past six
months which provided historical control data for contact sensitization to this
agent utilizing the test system described herein (Modified Buehler Design).
Following induction at 5% w/v HCA in ethanol and challenge at levels of 2.5%
and 1% w/v HCA in acetone, a. contact sensitization response was observed,
thereby demonstrating the susceptibility of the test system to this sensitizing
agent.

13. CONCLUSION

Based on the results of this study, Spray--Alpha is not considered to be a contact
sensitizer in guinea pigs. The results of the HCA historical control study
demonstrated that a valid test was performed and indicated that the test design
would detect potential contact sensitizers.

ome_4[3/02

Kimberly L. Bonnette, M.S., LATG
Study Director

14. REPORT REVIEW

el umMo/o% e 3108

Dawn D. Rodabaugh, B.S.
Associate Toxicologist
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Topical Range-Finding Study
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1. TOPICAL RANGE-FINDING STUDY

This appendix provides the experimental procedures and results of a topical
range-finding study in guinea pigs with Spray--Alpha. The procedures for animal
husbandry were similar to those described for the main sensitization study
animals. The male animals were approximately 7 weeks of age and weighed
405-458 g; the female animals were approximately 11 weeks of age and weighed
480-481 g on the day prior to dosing.

1.1. Method of Test Article Preparation

The test article was utilized at 100% and at 75%, 50% and 25% w/v in deionized
for the range-finding study. The test article was prepared and dispensed fresh
on the day of dosing. The dosing preparations were stirred continuously during
dosing.

1.2. Dosing

On the day prior to dose administration, four topical range-finding guinea pigs
were weighed and the hair removed from the right and left side of the animals
with a small animal clipper. Care was taken to avoid abrading the skin during
clipping procedures.

On the following day, four concentrations of the test article were prepared and
each concentration was applied to the clipped area of each topical range-finding
animal as indicated below:

Concentration Test Site Amount
Group Material (%) No. Applied Patch Design®
Topical Spray-- 100° 1 0.3mL 25 mm Hilltop Chamber
Range- Alpha b .
Finding 75> °¢ 2 0.3 mL 25 mm Hilltop Chamber
50°° 3 0.3 mL 25 mm Hilltop Chamber
250 4 0.3 mL 25 mm Hilltop Chamber

#Occlusive patch.
®Pooled test article
°The vehicle was deionized water.

The chambers were applied to the clipped surface as quickly as possible. The
trunk of the animal was wrapped with elastic wrap which was secured with
adhesive tape to prevent removal of the chambers and the animal was returned
to its cage.
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Approximately six hours after chamber application, the binding materials were
removed. The test sites were then wiped with gauze moistened in deionized
water, followed by dry gauze, to remove test article residue and the animals
returned to their cages.

1.3. Dermal Observations

The test sites of the topical range-finding animals were graded for irritation at
approximately 24 and 48 hours following chamber application using the Dermal
Grading System in Appendix B.

1.4. Clinical Observations

Any unusual observations and mortality were recorded. The topical range-finding
animals were observed for general health/mortality twice daily, once in the
morning and once in the afternoon.

1.5. Body Weights

Individual body weights were obtained for the topical range-finding animals on
the day prior to dosing.

1.6. Scheduled Euthanasia

Following the 48-hour scoring interval, all topical range-finding animals were
euthanized by carbon dioxide inhalation. Gross necropsy examinations were not
required for these animals.

1.7. Results

The results of the range-finding study indicated that a test article concentration of
100% was considered appropriate for induction and challe nge since it was the
highest possible concentration which was nonirritating.
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APPENDIX B

Dermal Grading System
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DERMAL GRADING SYSTEM
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ERYTHEMA AND EDEMA OBSERVATIONS
OBSERVATION DEFINITION CODE
Erythema — Grade 0 | No reaction 0
Erythema — Grade = | Slight patchy erythema +
Erythema — Grade 1 | Slight, but confluent or moderate patchy erythema 1
Erythema — Grade 2 | Moderate, confluent erythema 2
Erythema — Grade 3 | Severe erythema with or without edema 3
Maximized Grade 3 Notable dermal lesions M-3
(see below)
Edema — Grade 1 Very slight edema (barely perceptible) ED-1
Edema — Grade 2 Slight edema (edges of area well defined by definite ED-2
raising)
Edema — Grade 3 Moderate edema (raised approximately 1 millimeter) ED-3
Edema — Grade 4 Severe edema (raised more than 1 millimeter and ED-4
extends beyond the area of exposure)
An erythema code was assigned to each test site. An edema code was assigned only if edema
was present at the test site. If notable dermal lesion(s) (> grade 1) were present, then the
“Maximized Grade 3” was assigned to the test site |n glace of the erythema score and the type
of the notable dermal lesion(s) was noted (e.g., M- 3F
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DERMAL GRADING SYSTEM
NOTABLE DERMAL LESIONS
OBSERVATION CODE DEFINITION
Eschar — Grade 1 ES-1 Focal and/or pinpoint areas up to 10% of test site.
Eschar — Grade 2 ES-2 > 10% < 25% of test site.
Eschar — Grade 3 ES-3 > 25% < 50% of test site.
Eschar — Grade 4 ES-4 > 50% of test site.
Blanching — Grade 1 BLA-1 Focal and/or pinpoint areas up to 10% of test site.
Blanching — Grade 2 BLA-2 > 10% < 25% of test site.
Blanching — Grade 3 BLA-3 > 25% < 50% of test site.
Blanching — Grade 4 BLA-4 > 50% of test site.
Ulceration — Grade 1 U-1 Focal and/or pinpoint areas up to 10% of test site.
Ulceration — Grade 2 U-2 > 10% < 25% of test site.
Ulceration — Grade 3 U-3 > 25% < 50% of test site.
Ulceration — Grade 4 U-4 > 50% of test site.
Necrosis — Grade 1 NEC-1 Focal and/or pinpoint areas up to 10% of test site (note

(color) color of necrosis).

. NEC-2 . .
Necrosis — Grade 2 (color) > 10% < 25% of test site (Note color of necrosis).
. NEC-3 o o . .

Necrosis — Grade 3 (color) > 25% < 50% of test site (Note color of necrosis).
Necrosis — Grade 4 NEC-4 > 50% of test site (Note color of necrosis).

(color)
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ADDITIONAL DERMAL FINDINGS
OBSERVATION DEFINITION CODE
Desquamation Characterlzed by scaling or flaking of dermal tissue or DES
without denuded areas.
Characterized by cracking of the skin with or without
Fissuring moist 'exudate. . Fissuring should be checlfed prior to FIS
removing the animal from the cage and manipulating the
test site.
Eschar Exfoliation ;Tg process by which areas of eschar flake off the test EXF
. - Skin located at test site appears to be discolored, TSS
Test Site Staining possibly due to test article (note color of staining). (color)
The erythema extends beyond the test site. Note: A
Erythema Extends' study director should be contacted for erythema ERB
Beyond the Test Site . -
extending beyond the test site.
Characterized by pale area(s) (almost a burn-like
appearance) in the test site. However, erythema may
still be observed through the pale area. Note: This
observation may affect the overall erythema score of the
T ; test site. This observation may progress to other _
Superficial Lightening observations resulting in notable dermal lesions, but SL
itself will not be considered a notable dermal lesion that
will result in a dermal score to be maximized since it
does not result in any in-depth injury. To be coded
using an area designation (see below).
gl:ggg'?al Lightening - Focal and/or pinpoint areas up to 10% of the test site SL-1
Superficial Lightening - | 400, < 250 of test site SL-2
Grade 2
Superficial Lightening - | 550, < 500 of test site SL-3
Grade 3
Superficial Lightening - | _ 50% of test site SL4
Grade 4
Noticeable irritation outside of test site probably due to
Dermal Irritation - the binding tapg material. This notation will only be
; ; made for reactions greater than what are normally IT
Outside of the Test Site . : .
observed from tape removal which do not interfere with
the scoring of the test site.
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APPENDIX C

Individual Body Weight Data
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HCA Historical Control Data
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SPRINGBORN LABORATORIES, INC.
MODIFIED BUEHLER HISTORICAL CONTROL DATA
USING a-HEXYLCINNAMALDEHYDE
(SLI Study No. 999.171)

1. OBJECTIVE

This study was performed to assess the dermal sensitization potential of a-
Hexylcinnamaldehyde (HCA) when administered by multiple topical applications.
This study may be used to provide information on the ability of the test system to
detect potential contact sensitizers and to update the historical positive control of
the testing facility. The protocol was signed by the Study Director on
February 6, 2002 (GLP initiation date). The inlife phase of the study was
initiated with test article administration on March 13, 2002, and concluded with
final scoring on April 12, 2002.

2. TEST ARTICLE

The test article was received from the manufacturer, TClI America, and identified
as follows:

SLI Assigned
Supplier's Assigned Physical Receipt Expiration
ID SLI ID Description Date Date
HCA S01.008.N Clear yellow 08/21/01 08/21/03

Lot No.: GFO1 liquid

The bulk compound was stored desiccated, protected from light, at room
temperature. The manufacturer provided a Certificate of Analysis for the test
article which is presented as Attachment 1 of this Appendix.

The HCA was mixed with ethanol or acetone to produce the appropriate
concentrations for dose administration. For the sensitization study, the test
article concentrations utilized were 5% w/v in ethanol (induction) and 1% and
2.5% wilv in acetone (challenge).
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3. EXPERIMENTAL PROCEDURES [1]

Young adult Hartley-derived albino guinea pigs were received on March 7, 2002,
from Hilltop Lab Animals, Inc., Scottdale, PA. The guinea pigs were uniquely
identified by ear tag, individually housed in suspended stainless steel cages and
received Purina Certified Guinea Pig Chow #5026 and water purified by reverse
osmosis ad libitum. The animals were acclimated for a minimum of 5 days prior
to experimental initiation. The male guinea pigs were approximately 7 weeks of
age and weighed 370-463 g; the female guinea pigs were approximately 8 weeks
of age and weighed 336-396 g on the day prior to Induction | dosing.

On the day prior to the first induction dose administration (day -1), the hair was
removed from the left side of the twenty test animals. On the following day, 0.3
mL of 5% w/v HCA in ethanol was placed on a Hilltop chamber and applied to the
clipped area of each animaks back. The trunk of each animal was wrapped with
elastic wrap which was secured with adhesive tape to prevent removal of the
chamber. Approximately six hours after chamber application, the binding
materials were removed. The test sites were wiped with gauze moistened with
deionized water, followed by dry gauze, to remove test article residue. The test
sites were graded for irritation at approximately 24 and 48 hours following
chamber application using the Dermal Grading System. The induction procedure
was repeated on study day 7 and on study day 14 so that a total of three
induction exposures were made to the animals.

On the day prior to challenge dose administration, the hair was removed from the
right side of the twenty test and ten challenge control animals. On the following
day (day 28), 0.3 mL of 1% and 2.5% w/v HCA in acetone was placed on a 25
mm Hilltop chamber and applied to the clipped area of each animaks back.
Wrapping, unwrapping and rinsing procedures were the same as those utilized
for the induction phase. The test sites were graded for irritation at approximately
24 and 48 hours following chamber removal.

Any unusual observations and/or mortality were recorded. Body weights were
recorded for the test, challenge control and rechallenge control animals on the
day prior to first induction (day -1) and for the test and challenge control animals
on the day prior to challenge dosing. All sensitization study animals were
euthanized by carbon dioxide inhalation following each animal's final scoring
interval. Gross necropsy examinations were not required for these animals.

Note: The temperature and relative humidity of the animal room [64-75°F (18-
24°C)] exceeded the preferred ranges [63-73°F (17-23°C) and 30-70%] during
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this study. These occurrences were considered to have had no adverse effect
on the outcome of this study.

4. RESULTS
Individual Data: Tables 1-2

Following challenge with 2.5% w/v HCA in acetone, dermal scores of 1 were
noted in 8/20 test animals at the 24-hour scoring interval. At the 48-hour scoring
interval, dermal scores of 1 were noted in 4/20 test animals. Dermal reactions in
the remaining test and challenge control animals were limited to scores of 0 to +.
Group mean dermal scores were noted to be higher in the test animals as
compared with the challenge control animals.

Following challenge with 1% w/v HCA in acetone, dermal scores of 1 were noted
in 5/20 test animals at the 24-hour scoring interval. At the 48-hour scoring
interval, dermal scores of 1 were noted in 2/20 test animals. Dermal reactions in
the remaining test and challenge control animals were limited to scores of 0 to +.
Group mean dermal scores were noted to be higher in the test animals as
compared with the challenge control animals.

5. CONCLUSION

The results of this a-Hexylcinnamaldehyde positive control study demonstrated
that a valid test was performed and indicated that the test design would detect
potential contact sensitizers. Based on the results of this study, o-
Hexylcinnamaldehyde is considered to be a contact sensitizer in guinea pigs.

6. REFERENCE

1. E.V. Buehler, Occlusive Patch Method for Skin Sensitization in Guinea Pigs:
The Buehler Method, Fd. Chem. Toxic., Vol. 32, No. 2, pp. 97-101, 1994.
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Certificate of Analysis
(Provided by the Manufacturer)
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AMERICA

CERTIFICATE OF ANALYSIS
HO685 © ALPHA-N-HEXYLCINNAMALDEHYDE
Lot GFO1 .

CAS# 101-86-0

Appearance: Yellow clear liquid

SG(20/20): ‘ 0.96
n(20/D): : ’ 1.55
Assay(GCY). 92%

9211N. Harborgate St. Portland, OR 97203  Phone: (503)283-1681 (800)423-8616 Fax: (503)283-1987
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APPENDIX E

SLI Personnel Responsibilities
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date:

Title Signature
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2. COMPLIANCE STATEMENT

Annex 56-B

AUG 16 2002

" This study was conducted in comphance with the Good Laboratory Practice :
v Standards as described by the EPA (40 CFR Parts 160 and 792). '

~ Kimberly L. Bonnette M. S, LATG

- Study Director/Author
‘Springborn Laboratories, Inc.

'RefGers | Wroolfolk
Senior Aviation Advasor :
Sponsor/Submitter
INL/A . , '
U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were’
submitted to management and the Study Director in accordance with SLI's
Standard Operating Procedures as follows:

‘Phase Date

Protocol Review 03/31/02

Ocular Observations 06/12/02

Data Audit . 07/15/02

Draft Report Review 07/15/02

Protocol Amendment Review 07/25/02

Final Report Review 08/28/02

Reports to Study Director : 07/15/02, 08/28/02

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

: Date S }QQS [62
Jenpifer D{McGue -
Quality Assurance Auditor '

(et Tn (Broas Date 5%&5 '
“Anita M. Bosau, RQAP-GLP L '

Senior Director, Compliance Assurance
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6. SUMMARY

The potential irritant and/or corrosive effects of Spray--Alpha were evaluated on
the eyes of New Zealand White rabbits. Each of three rabbits received a 0.1 mL
dose of the test article in the conjunctival sac of the right eye. The contralateral
eye of each animal remained untreated and served as a control. Test and
control eyes were examined for signs of irritation for up to 7 days folowing
dosing.

Exposure to the test article produced conjunctivitis (redness, swelling and
discharge) in 3/3 test eyes at the 1-hour scoring interval. The conjunctival
irritation resolved completely in all test eyes by study day 7. An additional ocular
finding of slight dulling of normal luster of the cornea was noted in 2/3 test eyes.

Based on the no rinse group, Spray--Alpha is considered to be a mild irritant to
the ocular tissue of the rabbit.
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7. INTRODUCTION

This study was performed to assess the irritant and/or corrosive effects of
Spray--Alpha in New Zealand White rabbits when administered by a single ocular
dose. This study was intended to provide information on the potential health
hazards of the test article with respect to ocular exposure. Data from this study
may serve as a basis for classification and/or labeling of the test article. This
study was conducted in accordance with the US EPA, Health Effects Test
Guidelines, OPPTS 870.2400, Acute Eye Irritation, August 1998. This study was
performed at Springborn Laboratories, Inc., 553 North Broadway, Spencerville,
Ohio. The protocol was signed by the Study Director on April 30, 2002 (GLP
initiation date). The in-life phase of the study was initiated with test article
administration on June 11, 2002 (day 0), and concluded with final scoring on
June 18, 2002.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration

ID SLI ID Description Date Date

Spray—Alpha® S02.001.3596 Light amber 05/13/02 None
liquid Provided

Ingredients”

Herbicide:Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301
“Sample pooled at SLI from five different mixes of Spray --Alpha (top/middle/bottom).
bIngredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluatons related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, Inc., analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.1.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor at the completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test article was administered as received from the Sponsor and dispensed
fresh on the day of dosing.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Adult, New Zealand White rabbits were received from Myrtle's Rabbitry,
Thompson Station, TN. Upon receipt, plastic ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 71-74°F (22-
23°C) and 41-75%, respectively.  Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.
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8.5.3. Food

PMI Certified Rabbit Chow #5322 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study. The lot number and expiration date of each
batch of diet used during the study were recorded. The feed was analyzed and
certified by the supplier for nutritional components and environmental
contaminants.  Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) are provided by the
manufacturer for each lot ofdiet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with plastic ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were arbitrarily selected from healthy stock
animals to avoid potential bias. All animals received a detailed pretest
observation prior to dosing. Only healthy animals were chosen for study use.
The male animals were approximately 16 weeks of age and weighed 3.6 kg prior
to dosing.
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9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Examination

On day 0 prior to dosing, both eyes of each animal provisionally selected for test
use were examined macroscopically for ocular irritation with the aid of an
auxiliary light source. In addition, the corneal surface was examined using
fluorescein sodium dye. One drop of a fluorescein/physiological saline mixture
was gently dropped onto the superior sclera of each eye. Following an
approximate 15 second exposure, the eyes were thoroughly rinsed with
physiological saline. The corneal surface was then examined for dye retention
under a long-wave UV light source. Animals exhibiting ocular irritation,
preexisting corneal injury or fluorescein dye retention were not used on study. All
animals found to be acceptable for test use were returned to their cages until
dosing.

9.2. Dosing

A minimum of one hour after preliminary ocular examination, the test article was
instilled as follows:

Concentration No. of Animals
Group (%) Amount Instilled Male
No Rinse 1002 0.1 mL 3

3Pooled test article.

The test article was instilled into the conjunctival sac of the right eye of each
animal after gently pulling the lower lid away from the eye. Following instillation,
the eyelids were gently held together for approximately one second in order to
limit test article loss and the animal was returned to its cage. The contralateral
eye remained untreated to serve as a control.

9.3. Ocular Observations

The eyes were macroscopically examined with the aid of an auxiliary light source
for signs of irritation at 1, 24, 48 and 72 hours and up to 7 days after dosing
according to the Ocular Grading System presented in Appendix A which is based
on Draize [2]. Following macroscopic observations at the 24-hour scoring
interval, the fluorescein examination procedure was repeated on all test and
control eyes and any residual test article was gently rinsed from the eye at this
time (if possible) using physiological saline. If any fluorescein findings were
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noted at 24 hours, a fluorescein exam was conducted on the affected eyes at
each subsequent interval until a negative response was obtained and/or until all
corneal opacity had cleared, or as directed by the Study Director.

9.4. Clinical Observations

Any unusual observations and/or mortality were recorded. General
health/mortality checks were performed twice daily (in the morning and in the
afternoon).

9.5. Body Weights
Individual body weights were obtained for each animal prior to dosing on day 0.

9.6. Scheduled Euthanasia

Each animal was euthanized by an intravenous injection of sodium pentobarbital
following its final observation interval. Gross necropsy examinations were not
required for these animals.

9.7. Protocol Deviations

On one occasion, the animal room temperature and relative humidity ranges
(71-74°F and 41-75%) exceeded the preferred ranges (63-73°F and 30-70%
respectively) during this study. These occurrences are considered to have had
no adverse effect on the outcome of this study.

10. ANALYSIS OF DATA

For each group, the ocular irritation score for each parameter (i.e., corneal
opacity x area, iritis and conjunctival redness + swelling + discharge) was
multiplied by the appropriate factor (i.e., corneal injury x 5, iritis x 5, conjunctivitis
x 2) and the totals added for each animal/interval. The group mean irritation
score was then calculated for each scoring interval based on the number of
animals initially dosed in each group. The calculated group mean ocular irritation
scores for each interval were used to classify the test article according to the
Ocular Evaluation Criteria [3] presented in Appendix B.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.
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12. RESULTS

12.1. Ocular Observations

Individual Data: Table 1

Exposure to the test article produced conjunctivitis (redness, swelling and
discharge) in 3/3 test eyes at the 1-hour scoring interval. The conjunctival

irritation resolved completely in all test eyes by study day 7. An additional ocular
finding. of slight dulling of normal luster of the cornea was noted in 2/3 test eyes.

No corneal opacity, iritis or conjunctivitis was observed in the control eyes.

13. CONCLUSION

Based on the no rinse group, Spray--Alpha is considered to be a mild irritant to
the ocular tissue of the rabbit.

‘<\—®ﬁ) M Date i@l&
Kimberly L. Bonnette, M.S., LATG
Study Director '

14. REPORT REVIEW

" oate_B19R]0 A

Dawn D. Rodabaugh B. S
Associate Toxicologist
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APPENDIX A

Ocular Grading System
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OCULAR GRADING SYSTEM

(O) CORNEAL OPACITY—DEGREE OF DENSITY
(AREA MOST DENSE TAKEN FOR READING)

OBSERVATION CODE
No ulceration or opacity 0
Scattered or diffuse areas of opacity (other than slight dulling of normal luster), details of 1
iris clearly visible

Easily discernible translucent area, details of iris slightly obscured 2*
Nacreous (opalescent) area, no details of iris visible, size of pupil barely discernible 3*
Opaque cornea, iris not discernible through opacity 4*

(A) AREA OF CORNEA INVOLVED
(TOTAL AREA EXHIBITING ANY OPACITY, REGARDLESS OF DEGREE)

OBSERVATION CODE
No ulceration or opacity 0
One quarter (or less) but not zero 1
Greater than one quarter, but less than half 2
Greater than half, but less than three quarters 3
Greater than three quarters, up to whole area 4
Cornea Score =0 xA x5 Total Maximum = 80

() IRITIS

OBSERVATION CODE
Normal 0

Markedly deepened rugae (folds above normal), congestion, swelling, moderate
circumcorneal hyperemia or injection, any or all of these or combination of any thereof, iris 1*
is still reacting to light (sluggish reaction is positive)

No reaction to light, hemorrhage, gross destruction (any or all of these) 2

Iris Score =1x 5 Total Maximum = 10

*Starred figures indicate positive effect.
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OCULAR GRADING SYSTEM

Annex 56-B

(R) CONJUNCTIVAL REDNESS

(REFERS TO PALPEBRAL AND BULBAR CONJUNCTIVAE EXCLUDING CORNEA AND IRIS)
OBSERVATION CODE
Blood vessels normal 0
Some blood vessels definitely hyperemic (injected) above normal (slight erythema) 1
Diffuse, crimson color, individual vessels not easily discernible (moderate erythema) 2*
Diffuse beefy red (marked erythema) 3
(S) CONJUNCTIVAL SWELLING

(LIDS AND/OR NICTITATING MEMBRANE)

OBSERVATION CODE
No swelling 0
Any swelling above normal (includes nictitating membrane, slightly swollen) 1
Obvious swelling with partial eversion of lids 2*
Swelling with lids about half closed 3*
Swelling with lids more than half closed 4*
(D) CONJUNCTIVAL DISCHARGE

OBSERVATION CODE
No discharge 0
Any amount different from normal (does not include small amounts observed in inner 1
canthus of normal animals)

Discharge with moistening of the lids and hairs just adjacent to lids 2
Discharge with moistening of the lids and hairs and considerable area around the eye 3

Conjunctival Score = (R+S + D) x 2 Total Maximum = 20

*Starred figures indicate positive effect.
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CORNEAL NEOVASCULARIZATION

OBSERVATION CODE DEFINITION

Neovascularization — VAS-1 Total area of vascularized corneal tissue is < 10% of corneal
Very Slight surface

Neovascularization — VAS-2 | Total area of vascularized corneal tissue is > 10% but < 25% of
Mild corneal surface

Neovascularization — VAS.3 | Total area of vascularized corneal tissue is > 25% but < 50% of
Moderate corneal surface

Neovascularization —
Severe

VAS-4

Total area of vascularized corneal tissue is > 50% of corneal
surface

SECONDARY OCULAR FINDINGS

OBSERVATION

CODE

DEFINITION

Sloughing of the
corneal epithelium

SCE

Corneal epithelial tissue is observed to be peeling off the corneal
surface.

The entire corneal surface appears to be protruding outward further

Corneal bulging CB
than normal.
Slight dulling of normal SDL The normal shiny surface of the cornea has a slightly dulled
luster of the cornea appearance.
Raised area on the A defined area on' the cor.neal surface that |.s ralseq above the rest
RAC | of the cornea. This area is generally associated with
corneal surface o ;
neovascularization and has an off-white to yellow color.
Corneal edema CE The cornea has a swollen appearance.
Test article present in TAE Apparent residual test article is observed on the eye or in the
eye conjunctival sac/inner canthus.
Observation confirmed ocs A slit lamp examination was performed to confirm the initial
by slit lamp observation.
Corneal mineralization cM Small white or off-white crystals that are observed in the corneal

tissue.
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OCULAR GRADING SYSTEM

FLUORESCEIN EXAMINATION OF CORNEA

OBSERVATION CODE
Fluorescein Dye Retention

Fluorescein dye retention associated with the area of corneal opacity FAO

Fluorescein dye retention is not associated with any other finding FNF

Negative Results
No fluorescein retention is observed )

Secondary Ocular Findings
Superficial mechanical abrasion to the cornea observed during the fluorescein M
examination period ST
Fine stippling on the cornea observed during the fluorescein examination procedure

POST-DOSE CLINICAL OBSERVATIONS

OBSERVATION CODE
Animal vocalized following dosing VOC
Animal excessively pawed test eye following dosing PAW
Animal exhibited excessive hyperactivity following dosing HYP
Animal exhibited excessive head tilt following dosing HT
Animal exhibited excessive squinting of test eye following dosing SQ
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OCULAR EVALUATION CRITERIA

Maximum Mean Maximum Persistence of Individual
Score (Days 0-3) Mean Score Scores Descriptive Rating and Class
24 hours =0 Non-Irritating 1
0.00-0.49
24 hours >0 Practically Non-irritating 2
24 hours =0 Non-Irritating 1
0.50 - 2.49
24 hours > 0 Practically Non-irritating 2
48 hours =0 Slight Irritant 3
2.50 — 14.99
48 hours >0 Mild Irritant 4
72 hours = 0 Mild Irritant 4
15.00 — 24.99
72 hours > 0 Moderate Irritant 5
> half of day 7 scores < 10 Moderate Irritant 5

> half of day 7 scores > 10, but

7 day < 20 Moderate Irritant 5
25.00 — 49.99 no score > 20
> half of day 7 scores > 10, and Severe Irritant 6
any score > 20
7 day > 20 Severe lrritant 6
> half of day 7 scores < 30 Severe Irritant 6
7 day < 40 > half of day 7 scores > 30, but Severe Irritant 6
50.00 — 79.99 no score > 60
> half of day 7 scores > 30, and Very Severe Irritant 7
any score > 60
7 day > 40 Very Severe Irritant 7
> half of day 7 scores < 60 Very Severe Irritant 7
7 day < 80 > half of day 7 scores > 60, but Very Severe Irritant 7
80.00 — 99.99 no score > 100
> half of day 7 scores > 60, and Extremely Severe Irritant 8
any score > 100
7 day > 80 Extremely Severe Irritant 8
7 day < 80 Very Severe Irritant 7
100.00 — 110.00
7 day > 80 Extremely Severe Irritant 8
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SLI PERSONNEL RESPONSIBILITIES

Kimberly L. Bonnette, M.S., LATG Study Director/Director, Acute
Toxicology

Dawn D. Rodabaugh, B.S. Alternate Contact/Associate
Toxicologist

Robert C. Springborn, Ph.D. Chairman, President and CEO

Malcolm Blair, Ph.D. Senior Vice President, Managing

Director Emeritus

Joseph C. Siglin, Ph.D., DABT Vice President, Managing Director

Christopher W. Wilson, B.S. Associate Toxicologist

Pamela S. Smith, ALAT Supervisor of Acute Toxicology

Kevin V. Weitzel, A.S. Primary Technician/Inhalation Team
Leader

Delores P. Knippen Supervisor of Pharmacy

Steven H. Magness, B.S., LATG Senior Supervisor of Gross and Fetal
Pathology

Anita M. Bosau, RQAP-GLP Senior Director, Compliance Assurance
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1. STATEMENT OF NODATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliancé with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792).

{ el oate_4| 302

Kimberly L. Bonnette, M.S., LATG
Study Director/Author
Springborn Laboratories, Inc.

Date /A fey 259
Rogérs Woolfolk ; 4

Senior Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT
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This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLI's

Standard Operating Procedures as follows:

Phase

Protocol Review

Necropsy

Data Audit

Draft Report Review
Protocol Amendment Review
Final Report Review

Reports to Study Director
and Management

Date

03/31/02
06/18/02
07/16/02
07/16/02
07/25/02
09/03/02

07/16/02, 09/03/02

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

Qi O EP) 0

Jenpifer D. MEGue
Quiality Assurance Auditor

Anita M. Bosau, RQAP-GLP
Senior Director, Compliance Assurance
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6. SUMMARY

The single-dose oral toxicity of Spray-Alpha was evaluated in Sprague Dawley
rats. A limit test was performed in which one group of five male and five female
rats received a single oral administration of the test article at a dose of
5000 mg/kg body weight. Following dosing, the limit test rats were observed
daily and weighed weekly. A gross necropsy examination was performed on all
limit test animals at the time of scheduled euthanasia (day 14).

No mortality occurred during the limit test. No significant dinical abnormalities
were observed during the study. Body weight gain was noted for all animals
during the test period. No significant gross internal findings were observed at
necropsy on study day 14.

Under the conditions of this test, the acute oral LD50 of Spray--Alpha was
estimated to be greater than 5000 mg/kg in the rat.
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7. INTRODUCTION

This study was performed to assess the short-term toxicity of Spray--Alpha in
Sprague Dawley rats when administered by gavage as a single oral dose. This
study was intended to provide information on the potential health hazards of the
test article with respect to oral exposure. Data from this study may serve as a
basis for classification and/or labeling of the test article. This study was
performed in accordance with the US EPA, Health Effects Test Guidelines,
OPPTS 870.1100, Acute Oral Toxicity, August 1998. This study was performed
at Springborn Laboratories, Inc., 553 North Broadway, Spencerville, Ohio. The
protocol was signed by the Study Director on April 30, 2002 (GLP initiation date).
The in-life phase of the study was initiated with test article administration on
June 4, 2002 (day 0) and concluded with necropsy on June 18, 2002.

8. MATERIALS AND METHODS

8.1. Test Article

The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration
ID SLI ID Description Date Date
Spray—Alpha® S02.001.3596 Light amber 05/13/02 None
liquid provided
Ingredients’
Herbicide:Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301
aSample pooled at SLI from five different mixes of Spray--Alpha (top/middle/bottom).
Ingredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, Inc., analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.1.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test article was administered as received from the Sponsor and dispensed
fresh on the day of dosing. The density of the test article was determined to be
1.08 g/mL.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Young adult, Hsd: Sprague Dawley® SD® rats were received from Harlan
Sprague Dawley, Inc., Indianapolis, IN. Upon receipt, metal ear tags displaying
unique identification numbers were used to individually identify the animals.
Cage cards displaying at least the study number, animal number and sex were
affixed to each cage. The animals were housed individually in suspended
stainless steel cages. All housing and care were based on the standards
recommended by the Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 61-74°F (16-
23°C) and 35-61%, respectively. Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.
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8.5.3. Food

PMI Certified Rodent Chow #5002 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study (except during fasting). The lot number and
expiration date of each batch of diet used during the study were recorded. The
feed was analyzed and certified by the supplier for nutritional components and
environmental contaminants. Dietary limitations for various environmental
contaminants, including heavy metals, pesticides, polychlorinated biphenyls and
total aflatoxin are set by the manufacturer. Within these limits, contaminants
which may have been present were not expected to compromise the purpose of
this study. Results of the dietary analyses (Certificates of Analysis) are provided
by the manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of tis study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with metal ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were randomly selected from healthy stock
animals using a computerized (Alpha DS-10) random numbers table to avoid
potential bias. All animals received a detailed pretest observation prior to dosing.
Only healthy animals were chosen for study use. Females were nulliparous and
nonpregnant. The male animals were approximately 10 weeks of age and
weighed 249-259 g prior to fasting. The female animals were approximately 12
weeks of age and weighed 218-242 g prior to fasting.
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9. EXPERIMENTAL PROCEDURES

9.1. Dosing

On day -1, the animals chosen for the limit test were weighed and fasted
overnight. On day 0, the test article was administered orally as a single dose
using a ball tipped stainless steel gavage needle attached to a syringe at the
following level:

No. of Animals

Dose Level Dose Volume Concentration
(mg/kg) (mL/kg) (mg/mL) Male Female
5000 4.63 1000° 5 5

¥Pooled test article.

Individual doses were calculated based on the animal’s fasted (day 0) body
weight. Animals were returned to ad libitum feeding after dosing.

9.2. Clinical Observations

The animals were observed for clinical abnormalities two times on study day O
(post-dose) and daily thereafter (days 1-14). A general health/mortality check
was performed twice daily (in the morning and in the afternoon).

9.3. Body Weights

Individual body weights were obtained for the animals prior to fasting (day -1),
prior to dosing on day 0 and on days 7 and 14.

9.4. Gross Necropsy

All animals were euthanized by carbon dioxide inhalation at study termination
(day 14) and necropsied. Body cavities (cranial, thoracic, abdominal and pelvic)
were opened and examined. No tissues were retained.

9.5. Protocol Deviations

On one occasion, the animal room temperature range (61-74°F) exceeded the
preferred range (66-77°F) during this study. This occurrence is considered to
have had no adverse effect on the outcome of this study.
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10. ANALYSIS OF DATA

Data from the study were analyzed and an LD50 value estimated as follows:

< 50% Mortality:  LD50 was estimated as greater than the administered dose.
= 50% Mortality:  LD50 was estimated as equal to the administered dose.

> 50% Mortality:  LD50 was estimated as less than the administered dose.

Body weight means and standard deviations were calculated separately for
males and females.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

12. RESULTS

12.1. Mortality
Individual Data: Table 1

No mortality occurred during the limit test.

12.2. Clinical Observations
Individual Data: Table 1

No significant clinical abnormalities were observed during the study.

12.3. Body Weight Data
Individual Data: Table 2

Body weight gain was noted for all animals during the test period.
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12.4. Gross Necropsy
Individual Data: Table 3

No significant gross internal findings were observed at necropsy on study day 14.

13. CONCLUSION

Under the conditions of this test, the acute oral LD50 of Spray--Alpha was
estimated to be greater than 5000 mg/kg in the rat.

Kilex@ounitt. Q\\fa\‘o&

Kimberly L.'Bonnette, M.S., LATG
Study Director

14. REPORT REVIEW

TN b e 913[03

Dawn D. Rodabaugh, B.S.
Associate Toxicologist
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15. REFERENCE

1. Guide for the Care and Use of Laboratory Animals, DHHS Publication No.
(NIH) 96-03, 1996.
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in comphance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 180 and 792). :

NAVAAY]
Kimberly L.\Bonnette, M.S., LATG
Study Director/Author
Springborp Laboratories, inc.

{ %ﬁ %% , ' Dyt /ﬂézdl. v
"RoGe oolfolk : ‘ o

Senior Aviation Advisor
Sponsor/Submitter
INU/A ‘

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality‘ Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLI's
Standard Operating Procedures as follows:

Phase Date’

Protocol Review 03/31/02

Body Weights ' 06/06/02

Data Audit : - 07/15/02

Draft Report Review 07/15/02
Protocol Amendment Review 07/25/02

Final Report Review : 09/03/02

Reports to Study Director 07/15/02, 9/03/02

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

Date Q’?u IAQ

Jemnifer DUMcGue
Quality Assurance Auditor

W daet o ' - 4,[3/0;

Anita M. Bosau, RQAP-GLP
Senior Director, Compliance Assurance
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6. SUMMARY

The potential irritant and/or corrosive effects of Spray--Alpha were evaluated on
the skin of New Zealand White rabbits. Each of three rabbits received a 0.5 mL
dose of the test article as a single dermal application. The dose was held in
contact with the skin under a semi-occlusive binder for an exposure period of four
hours. Following the exposure period, the binder was removed and the
remaining test article was wiped from the skin using gauze moistened with
deionized water followed by dry gauze. Test sites were subsequently examined
and scored for dermal irritation for up to 7 days following patch application.

Exposure to the test article produced very slight erythema and very slight edema
on 2/3 and 1/3 test sites, respectively, at the 1-hour scoring interval. The dermal
irritation resolved on 2/3 test sites by the 24 hour scoring interval and the
remaining test site by study day 7.

Under the conditions of the test, Spray--Alpha is considered to be a slight irritant

to the skin of the rabbit. The calculated Primary Irritation Index for the test article
was 0.50.

396



Annex 56-B

SLI Study No. 3596.6 (8)

7. INTRODUCTION

This study was performed to assess the potential irritant and/or corrosive effects
of Spray--Alpha in New Zealand White rabbits when administered by a single
dermal dose. This study was intended to provide information on the potential
health hazards of the test article with respect to dermal exposure. Data from this
study may serve as a basis for classification and/or labeling of the test article.
This study was conducted in accordance with the US EPA, Health Effects Test
Guidelines, OPPTS 870.2500, Acute Dermal Irritation, August 1998. This study
was performed at Springborn Laboratories, Inc., 553 North Broadway,
Spencerville, Ohio. The protocol was signed by the Study Director on
April 30, 2002 (GLP initiation date). The in-life phase of the study was initiated
with test article administration on June 6, 2002 (day 0) and concluded with final
scoring on June 13, 2002.

8. MATERIALS AND METHODS

8.1. Test Article
The test article was received from the Sponsor and identified as follows:

Sponsor’s Assigned Physical Receipt Expiration

ID SLIID Description Date Date

Spray—Alpha® S02.001.3596 Light amber  05/13/02 None
liquid Provided

Ingredients”

Herbicide:Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301
@Sample pooled at SLI from five different mixes of Spray--Alpha (top/middle/bottom).
bIngredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105. Springborn Laboratories, Inc., analyzed the test
article for the glyphosate (a.e.) which is presented in SLI Study No. 3596.1.
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8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The remaining test article was returned to the Sponsor following completion of all
studies with the test article.

8.4. Method of Test Article Preparation

The test article was administered as received from the Sponsor and dispensed
fresh on the day of dosing.

8.5. Animals and Animal Husbandry

8.5.1. Description, Identification and Housing

Adult, New Zealand White rabbits were received from Myrtle’s Rabbitry,
Thompson Station, TN. Upon receipt, plastic ear tags displaying unique
identification numbers were used to individually identify the animals. Cage cards
displaying at least the study number, animal number and sex were affixed to
each cage. The animals were housed individually in suspended stainless steel
cages. All housing and care were based on the standards recommended by the
Guide for the Care and Use of Laboratory Animals [1].

8.5.2. Environment

The animal room temperature and relative humidity ranges were 70-74°F (21-
23°C) and 42-75%, respectively.  Environmental control equipment was
monitored and adjusted as necessary to minimize fluctuations in the animal room
environment. Light timers were set to maintain a 12-hour light/12-hour dark cycle
and room ventilation was set to produce 10-15 air changes/hour. The animal
room temperature and relative humidity were recorded a minimum of once daily.
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8.5.3. Food

PMI Certified Rabbit Chow #5322 (Purina Mills, Inc.) was provided ad libitum to
the animals throughout the study. The lot number and expiration date of each
batch of diet used during the study were recorded. The feed was analyzed and
certified by the supplier for nutritional components and environmental
contaminants.  Dietary limitations for various environmental contaminants,
including heavy metals, pesticides, polychlorinated biphenyls and total aflatoxin
are set by the manufacturer. Within these limits, contaminants which may have
been present were not expected to compromise the purpose of this study.
Results of the dietary analyses (Certificates of Analysis) were provided by the
manufacturer for each lot of diet. These are maintained by SLI.

8.5.4. Water

Municipal tap water treated by reverse osmosis was available ad libitum
throughout the study. The purified water was supplied by an automatic watering
system. Monitoring of the drinking water for contaminants is conducted by SLI
and the records are available for inspection. Within generally accepted limits,
contaminants which may have been present were not expected to compromise
the purpose of this study. The water meets the standards specified under the
EPA National Drinking Water Regulations (40 CFR Part 141).

8.5.5. Acclimation

Upon receipt, the animals were removed randomly from the shipping cartons,
examined by qualified personnel, identified with plastic ear tags and then
acclimated to the laboratory conditions for a minimum of five days. The animals
were observed daily for overt physical or behavioral abnormalities, general
health/moribundity and mortality.

8.5.6. Animal Selection

The animals chosen for study use were arbitrarily selected from healthy stock
animals to avoid potential bias. All animals received a detailed pretest
observation prior to dosing. Only healthy animals were chosen for study use.
The male animals were approximately 12 weeks of age and weighed 2.6-2.9 kg
prior to dosing.
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9. EXPERIMENTAL PROCEDURES

9.1. Preliminary Procedures

On day -1, the animals chosen for use on the primary skin irritation study had the
fur removed from the dorsal area of the trunk using an animal clipper. Care was
taken to avoid abrading the skin during the clipping procedure.

9.2. Dosing

On the following day (day 0), the test article was applied to a small area of intact
skin on each test animal (approximately 1 inch x 1 inch) as indicated below:

Concentration Amount No. of Animals
(%) Applied Patch Design Male
100° 0.5mL ~1” x 1” square 4-ply gauze patch 3

#Pooled test article.

The test article was administered under the gauze patch. The gauze patch was
held in contact with the skin at the cut edges with a nonirritating tape. Removal
and ingestion of the test article was prevented by placing an elastic wrap over the
trunk and test area (semi-occlusive binding). The elastic wrap was then further
secured with adhesive tape around the trunk at the cranial and caudal ends.
After dosing, collars were placed on each animal and remained in place until
removal on day 3. After a four-hour exposure period, the binding materials were
removed from each animal and the corners of the test site delineated using a
marker. Residual test article was removed using gauze moistened with
deionized water, followed by dry gauze.

9.3. Dermal Observations

Animals were examined for signs of erythema and edema and the responses
scored at 1 hour after patch removal and 24, 48 and 72 hours and up to 7 days
after patch application according to the Macroscopic Dermal Grading System
presented in Appendix A which is based on Draize [2]. The dermal test sites
were reclipped as necessary to allow clear visualization of the skin.

9.4. Clinical Observations

Any unusual observations and/or mortality were recorded. General
health/mortality checks were performed twice daily (in the morning and in the
afternoon).

400



Annex 56-B

SLI Study No. 3596.6 (12)

9.5. Body Weights
Individual body weights were obtained for each animal prior to dosing on day 0.

9.6. Scheduled Euthanasia

Each animal was euthanized by an intravenous injection of sodium pentobarbital
following its final scoring interval. Gross necropsy examinations were not
required for these animals.

9.7. Protocol Deviations

On one occasion, the animal room temperature and relative humidity ranges
(70-74°F and 42-75%, respectively) exceeded the preferred ranges (63-73°F and
30-70%, respectively) during this study. These occurrences are considered to
have had no adverse effect on the outcome of this study.

10. ANALYSIS OF DATA

The 1-, 24-, 48- and 72-hour erythema and edema scores for all animals were
added and the total divided by the number of test sites x 4. The calculated
Primary Irritation Index (P.l.l.) was classified according to the Dermal Evaluation
Criteria [3] presented in Appendix B.

11. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

12. RESULTS

12.1. Dermal Observations

Individual Data: Table 1

Exposure to the test article produced very slight erythema and very slight edema
on 2/3 and 1/3 test sites, respectively, at the 1-hour scoring interval. The dermal

irritation resolved on 2/3 test sites by the 24 hour scoring interval and the
remaining test site by study day 7.
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13. CONCLUSION

Under the conditions of the test, Spray--Alpha is considered to be a élight irritant
to the skin of the rabbit. The calculated Primary Irritation Index for the test article
was 0.50.

, Date 9 L ) ‘“g
Kimberly L. Bonnette, M.S., LATG ,

Study Director

14. REPORT REVIEW

NIT x/\/\&\\@)(gd\mu Date 0// 2N

Dawn D. Rodabaugh, B.S.

Associate Toxicologist :
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15. REFERENCES

1.

Guide for the Care and Use of Laboratory Animals, DHHS Publication No.
(NIH) 96-03, 1996.

Draize, J.H., Appraisal of the Safety of Chemicals in Foods, Drugs and
Cosmetics, The Association of Food and Drug Officials of the United States,
49-51, 1959.

Pesticide Assessment Guidelines, Subdivision F, Hazard Evaluation: Human
and Domestic Animals-Addendum 3 on Data Reporting, US EPA, 1988.

403



Annex 56-B

(15)

e JbIS = 050

Xapu| UONei| Aletilig

"S9PO0D JO uoniulep Jo} ¥ Xipuaddy 995 :8JoN

0 0 sinoH z.

0 0 SINoH gy

0 0 SINOH ¢ G162

0 0 4noH | /S9LeH

0 0 skea.

0 I sinoH g/

0 I SINOH gy

0 L SINOH 2 11872

L L dnoH | /L9l

0 0 SINOHZ.

0 0 SINoH gy

0 0 SINOH 2 G6SC

0 L dnoH | /912y

ewsp3 ewayhig  easul  (BY) ybisp Apog

sjuswwo) mc_._oow X9G/'ON |ewliuy

| 39Vvd

(VHAIV--AVYHdS)
SIHODS NOILYLINYI TYINEIA TvNAIAIANI
SL199vY NI AQNLS NOILYLIMYI NIMS AYVININC V
L 37avl

3JLV1S 40 ININLYVL3A SN V/INI “LNIINO
9'969€ 'ON AANLS ITS

404



Annex 56-B

SLI Study No. 3596.6 (16)

APPENDIX A

Macroscopic Dermal Grading System
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MACROSCOPIC DERMAL GRADING SYSTEM

ERYTHEMA AND EDEMA OBSERVATIONS

extends beyond the area of exposure)

OBSERVATION DEFINITION CODE
Erythema — Grade 0 | No erythema 0
Erythema — Grade 1 | Very slight erythema (barely perceptible) 1
Erythema — Grade 2 | Well-defined erythema 2
Erythema — Grade 3 | Moderate to severe erythema 3
Erythema — Grade 4 | Severe erythema (beet redness) 4
Maximized Grade 4 Notable dermal lesions (see below) M-—4
(see below)
Edema — Grade 0 No edema 0
Edema — Grade 1 Very slight edema (barely perceptible) 1
Edema — Grade 2 Sl!ght edema (edges of area well defined by definite 2
raising)
Edema — Grade 3 Moderate edema (raised approximately 1 millimeter) 3
Edema — Grade 4 Severe edema (raised more than 1 millimeter and 4

area within the test site was graded.

NOTE: Each animal was assigned an erythema and edema score. The most severely affected
If eschar, blanching, ulceration and/or necrosis greater
than grade 1 was observed, then the “Maximized Grade 4" was assigned to the test site in
place of the erythema score and the type of notable dermal lesion(s) (e.g., eschar - grade 2,
blanching - grade 3, ulceration - grade 4, etc.) was noted. The presence of any other dermal
changes (e.g., desquamation, fissuring, eschar exfoliation, etc.) was also recorded.
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MACROSCOPIC DERMAL GRADING SYSTEM

Annex 56-B

NOTABLE DERMAL LESIONS

OBSERVATION CODE DEFINITION
Eschar — Grade 1 ES-1 Focal and/or pinpoint areas up to 10% of test site.
Eschar — Grade 2 ES-2 > 10% < 25% of test site.
Eschar — Grade 3 ES-3 > 25% < 50% of test site.
Eschar — Grade 4 ES-4 > 50% of test site.
Blanching — Grade 1 BLA-1 Focal and/or pinpoint areas up to 10% of test site.
Blanching — Grade 2 BLA-2 > 10% < 25% of test site.
Blanching — Grade 3 BLA-3 > 25% < 50% of test site.
Blanching — Grade 4 BLA-4 > 50% of test site.
Ulceration — Grade 1 U-1 Focal and/or pinpoint areas up to 10% of test site.
Ulceration — Grade 2 uU-2 > 10% < 25% of test site.
Ulceration — Grade 3 U-3 > 25% < 50% of test site.
Ulceration — Grade 4 U-4 > 50% of test site.

o NEC-1 Focal and/or pinpoint areas up to 10% of test site (note
Necrosis — Grade 1 (color) color of necrosis).

) NEC-2 o o . .
Necrosis — Grade 2 (color) > 10% < 25% of test site (note color of necrosis).

. NEC-3 o o . .
Necrosis — Grade 3 (color) > 25% < 50% of test site (note color of necrosis).

: NEC-4 o . .
Necrosis — Grade 4 (color) > 50% of test site (note color of necrosis).
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MACROSCOPIC DERMAL GRADING SYSTEM

ADDITIONAL DERMAL FINDINGS

OBSERVATION DEFINITION CODE
Desquamation Characterized by scaling or flaking of dermal tissue or DES
without denuded areas.
Characterized by cracking of the skin with or without
Fissuring moist exudate. Fissuring should be checked prior to FIS
removing the animal from the cage and manipulating the
test site.
Eschar Exfoliation l—i?: process by which areas of eschar flake off the test EXF
Test Site Staining Skin located at test site appears to be discolored, TSS
possibly due to test article (note color of staining). (color)
Erythema Extends The erythema extends beyond the test site. Note: A
Beyond the Test Site study director should be contacted for erythema ERB
extending beyond the test site.
Characterized by pale area(s) (almost a burn-like
appearance) in the test site. However, erythema may
still be observed through the pale area. Note: This
observation may affect the overall erythema score of the
Superficial Lightening test site. This observation may progress to other _
observations resulting in notable dermal lesions, but SL
itself will not be considered a notable dermal lesion that
will result in a dermal score to be maximized since it
does not result in any in-depth injury. To be coded
using an area designation (see below).
gl:gggﬂgzlal Lightening - Focal and/or pinpoint areas up to 10% of the test site SL-1
Superficial Lightening - | 440, < 259, of test site SL-2
Grade 2
Superficial Ligtening - 559 < 50% of test site sL-3
Superficial Lightening - > 50% of test site SL-4
Grade 4
Noticeable irritation outside of test site probably due to
Dermal Irritation - the binding tape material. This notation will only be
made for reactions greater than what are normally IT

Outside of the Test Site

observed from tape removal which does not interfere
with the scoring of the test site.
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APPENDIX B

Dermal Evaluation Criteria
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DERMAL EVALUATION CRITERIA
Primary Irritation Index Irritation Rating
(P.1L)

0.00 Nonirritant
0.01-1.99 Slight Irritant
2.00-5.00 Moderate Irritant
5.01-8.00 Severe Irritant
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1. STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS

No claim of confidentiality is made for any information contained in this study on
the basis of its falling within the scope of FIFRA §10(d)(1)(A), (B), or (C).

Company:

Company Agent: Date

Title Signature
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2. COMPLIANCE STATEMENT

This study was conducted in compliance with the Good Laboratory Practice
Standards as described by the EPA (40 CFR Parts 160 and 792) with the
following exception:

Since the test article mixtures were prepared in the field, the test article mixtures
and the sample collection by the Sponsor were not performed according to GLP
guidelines.

t\@\rjﬁmmb pate _|() \I D \l 0z

Kimberly L. Bonnette, M.S., LATG
Study Director/Author
Springborn Laboratories, Inc.

-

—

T -
f MQJM Date / 5 %/‘Z

Rogérs Woolfolk 7
Senior Aviation Advisor
Sponsor/Submitter

INL/A

U.S. Department of State
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3. QUALITY ASSURANCE STATEMENT

This study was inspected by the Quality Assurance Unit and reports were
submitted to management and the Study Director in accordance with SLI's
Standard Operating Procedures as follows:

Phase Date

Protocol Review 03/31/02
Analytical Chemistry — Solution Preparation 05/08/02
Analytical Chemistry — Derivatization Procedure 05/22/02

Data Audit 09/06/02
Draft Report Review 09/06/02
Protocol Amendment Review 09/06/02
Final Report Review 10/03/02
Reports to Study Director 09/06/02, 10/03/02

and Management

The final report has been reviewed to assure that it accurately describes the
materials and methods, and the reported results accurately reflect the raw data.

a{{ éfi»{’/fm ’/r 4 /uﬁ/ Date /J//&i/OJ~

Rebecca A. Young
Quality Assurance Team Leader

o /émx Date /o/,,a/a 2
Anita M. Bosau, RQAP-GLP 4
Senior Director, Compliance Assurance
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6. SUMMARY

The objective of this study was to assess the concentration(s) of glyphosate
(active ingredient) in the Spray--Alpha formulation.

Five test article mixtures were prepared in the field by the Sponsor. Three 500
mL samples of each mixture were collected at the top/middle/bottom (or
beginning/middle/end) of Hoppers PNC 3065 (Test Article Mixtures 1 and 4),
PNC 2070 (Test Article Mixtures 2 and 5), and PNC 3077 (Test Article Mixture 3).
Test Article mixtures were prepared as follows:

Ingredient Amount Added (gallons)
Herbicide:
Fuente-SL (MON 2139) 87.9
Surfactant:
Cosmo Flux-411F 2.0
Well water 1101

Mixing time: 10 minutes in flight.

Test article mixtures were prepared on two separate days (May 2, 2002, for Test
Article Mixtures 1 and 2, and May 3, 2002 for Test Article Mixtures 3, 4, and 5).

The overall concentration of the Spray--Alpha was 16.3 [in terms of % glyphosate
(a.e.)] before use at SLI and 15.5 [in terms of % glyphosate (a.e.)] after use at
SLlI, indicating that the test material was stable during use at SLI.

The overall result (~16.3% glyphosate a.e.) was slightly higher than the
anticipated 14.80% glyphosate (a.e.), but well within acceptable error of mixing
conditions in the field. Therefore, since the results of the analysis were
appropriate (and would provide conservative results for toxicity, irritation and
sensitization since they were slightly higher than expected), approximately
400 mL of each sample were pooled into a single container for use in the
remaining studies.
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7. INTRODUCTION

This study was performed to assess the concentrations of glyphosate (active
ingredient) in Spray--Alpha. This study was performed to support studies
conducted under the US EPA, Health Effects Test Guidelines. This study was
performed at Springborn Laboratories, Inc., 553 North Broadway, Spencerville,
Ohio. The protocol was signed by the Study Director on April 17, 2002 (GLP
initiation date). The test article mixtures were analyzed for glyphosate (a.e.)
initially on May 22, 2002, prior to all other studies and again on August 12, 2002,
after all studies were complete for purposes of stability.

8. MATERIALS AND METHODS

8.1. Test Article

The test article was received from the Sponsor and identified as follows:

Assigned Physical Receipt Expiration

Sponsor’s ID SLI ID Description Date Date

Spray—Alpha® S02.001.3596 Light amber 05/13/02 None
liquid Provided

Ingre:dientsb

Herbicide: Fuete-SL None
Lot No.: 02-01-02 Provided
Surfactant: Cosmo Flux-411F 10/2003

Lot No.: 244301

“Sample pooled at SLI from five different mixes of Spray --Alpha (top/middle/bottom).
Ingredients used in the five Spray--Alpha mixes that were prepared by the Sponsor.

The test article was stored at room temperature. The Sponsor was responsible
for any necessary evaluations related to identity, strength, purity, composition,
stability and method of synthesis of the test material according to 40 CFR
160.105 and 40 CFR 792.105.

8.2. Retention Sample

An approximate 1 mL retention sample of each test article mixture sample
(top/middle/bottom, maintained separately for a total of fifteen 1 mL samples)
was taken and stored at SLI at room temperature. In addition, a 10 mL retention
sample of the pooled test article samples (from the 5 test article mixtures) was
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collected and stored at SLI at room temperature. These samples serve as the
retention samples for all studies conducted with this material.

8.3. Test Article Disposition

The test article was returned to the Sponsor following completion of all studies
with the test article.

8.4. Method of Test Article Preparation

The test article containers were hand shaken and dispensed fresh on the day of
analysis. The samples were stirred continuously until diluted for analysis.

9. EXPERIMENTAL PROCEDURE

9.1. Sample Collection

Samples were collected from the prepared test article mix using pre-labeled
containers provided by SLI as follows:

Test Article Mix 1 500 mL Beginning
500 mL Middle
500 mL End
Test Article Mix 2 500 mL Beginning
500 mL Middle
500 mL End
Test Article Mix 3 500 mL Beginning
500 mL Middle
500 mL End
Test Article Mix 4 500 mL Beginning
500 mL Middle
500 mL End
Test Article Mix 5 500 mL Beginning
500 mL Middle
500 mL End

Five test article mixtures were prepared in the field by the Sponsor. Three 500
mL samples of each mixture were collected from the top/middle/bottom (or
beginning/middle/end) of Hoppers PNC 3065 (Test Article Mixtures 1 and 4),
PNC 2070 (Test Article Mixtures 2 and 5), and PNC 3077 (Test Article Mixture 3).
The Test Article mixtures were prepared as follows:
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Ingredient Amount Added (gallons)
Herbicide:
Fuente-SL (MON 2139) 87.9
Surfactant:
Cosmo Flux-411F 2.0
Well water 1101

Mixing time: 10 minutes in flight.

Test article mixtures were prepared on two separate days (May 2, 2002, for Test
Article Mixtures 1 and 2, and May 3, 2002 for Test Article Mixtures 3, 4, and 5).

A total of fifteen 500 mL samples were collected. The individual (Robert
Derosier, Fixed Wing Standards Pilot, American Embassy, Bogota, Unit 5127,
APO AA 34038) collecting samples completed the SLI provided form upon
collection including signature and date when collected at San Jose del Guaviare,
Columbia. Samples were maintained under ambient conditions.

10. ANALYTICAL CHEMISTRY

The samples were analyzed in terms of the active ingredient for concentration
determination prior to any dosing (Before Use-Purity) and again after completion
of all studies for stability determination (After-Use Purity). All analytical dilutions
were performed in duplicate (either the same day or over two days).

The analytical method was a previously validated method for the analysis of
glyphosate in solution. Purity analysis of the test article was performed in
duplicate by comparison of the test article with supplied reference standards of
known concentrations.

11. SPRAY--ALPHA ANALYSIS

The analytical method for the analysis of the glyphosate component of Spray--
Alpha was validated prior to the purity analyses performed at Springborn
Laboratories, Inc. This method was utilized to determine both the purity and the
stability of the Spray--Alpha test material before and after use at SLI.

11.1. Experimental System

11.1.1. High Performance Liquid Chromatography (HPLC) System

HPLC Model: Waters
Pump: Waters 600E
Injector: Waters WISP 717
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Detector: Waters 2487

Data System: H-P 3396B Integrator

Precolumn:  Phenomenex, SecurityGuard, C18, 4.0 x 3.0 mm ID

Column: Phenomenex, Spherex, C18, 5, 250 x 4.6 mm ID

Temperature: Ambient

Detection: 500 nm, 0.4000 AUFS

Mobile Phase: A: 0.05 M HCO2;NHy4, pH 3.6/5% ACN; B: 100% ACN

Gradient: 100% A hold for 6 minutes; linear change to 25% A/75% B over 1
minute; hold for 5 minutes; linear change to 100% A over 1
minute; hold at 100% A for 15 minutes.

Flow Rate: 1.0 mL/min

Injection Volume: 10 uL

11.1.2. Apparatus

Balance: Mettler AG 245, accuracy of 0.0001 gram

Glassware: Assorted volumetric glassware

Filters: Gelman, glass fiber; Millipore 0.2 Nylon-66; Whatman Puradisc
25PP 0.45um

Shaker: Labline, Multi-Wrist Shaker

Oven: Boekel Model 107905

11.1.3. Solutions and Reagents

11.1.3.1. Reagents

Water, Fisher, HPLC Grade, Lot # 024471, 025012

Acetonitrile, Fisher, HPLC Grade, Lot # 011777

Acetonitrile, J.T. Baker, HPLC Grade, Lot # M13828

Methanol, Fisher, HPLC Grade, Lot # 011803

NBD Chloride, Aldrich, 98%, Lot #12214L1

Hydrochloric Acid, Fisher, ACS Grade, Lot # 012161

Potassium Tetraborate Tetrahydrate:, Aldrich, 99%, Lot # 15325D1
Formic Acid, Fisher, Laboratory Grade, Lot # 003630

Ammonium Formate, Fisher, Lot # 990125

Glyphosate, Sigma, Lot # 71K36491

11.1.3.2. Solutions

0.37 M Borate Solution: Prepared by dissolving approximately 11.44 g of
potassium tetraborate tetrahydrate in 100 mL of water. The resulting solution
was stable for 6 months under ambient storage conditions.
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1.2 N HCI: Prepared by dissolving 10 mL of HCI in 90 mL of water. The resulting
solution was stable for 6 months under ambient storage conditions.

25 mM NBD-CI: Prepared by dissolving approximately 2.5 g of NBD-CI in 500
mL of methanol. The resulting solution was stable for 6 months under ambient
storage conditions.

Mobile Phase A: Prepared by dissolving approximately 2.36 g of ammonium
formate in 1425 mL of water. The pH was adjusted to approximately 3.6 with
formic acid prior to the addition of 75 ml of acetonitrile. The resulting solution
was mixed thoroughly, filtered through a 0.2u Nylon-66 filter and degassed by
helium sparging prior to use. Larger volumes were also prepared using the same
ratio of components.

Mobile Phase B: Acetonitrile used 100% as received.

Diluent: All standards and samples were diluted in water.

Stock Standard Solution: Prepared by dissolving approximately 30 mg of
glyphosate standard in a 100 mL flask with diluent.

Standard Solutions: Prepared by serially diluting the stock standard solution with
water. The final concentrations of the solutions were in the range of
approximately 0.02 to 0.14 mg/mL. These solutions were sonicated and then
further diluted in diluent at a ratio of 3:10 and filtered through Whatman Puradisc
25PP 0.45um filters prior to derivatization.

Purity Solutions: Prepared by diluting 1.2 mL aliquots of each sample to a final
volume of 100 mL with diluent. The solutions were further diluted in diluent first
at a ratio of 4:100 and then at a ratio of 4:10. The resulting solutions were then
filtered through Whatman Puradisc 25PP 0.45 um filters prior to derivatization.
These preparations were performed in duplicate for each sample.

Derivatization Procedure: In order to analyze the glyphosate component, a
precolumn derivatization was performed by adding 1.2 mL of the appropriate
control, standard, or sample solution to a labeled scintillation vial. Both 0.8 mL of
the borate solution and 2.4 mL of the NBD-CI solution were added to each vial.
The vials were then capped and shaken by hand prior to being heated in an oven
at 80° C for 30 minutes. After removal from the oven, the vials were allowed to
cool for 10 minutes followed by the addition of 0.9 mL of the HCI solution. After
the vials were again shaken by hand, they were allowed to stand for 10 minutes
in order for incipient precipitation to occur. These solutions were then transferred
to injection vials.
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11.2. Analytical Procedures

11.2.1. Standard Curve Analysis

The peak area of the glyphosate acid component of each standard were
determined, measured, combined, and plotted as a function of concentration to
generate a standard curve. The actual values used for the calculations are
shown in Chemistry Tables 1 and 2.

11.2.2. Sample Analysis

The peak areas of the glyphosate acid component of each sample were
measured and combined and then the concentration was determined by linear fit
to the standard curve. The actual values used for the calculations are shown in
Chemistry Tables 1 and 2.

12. STATISTICAL ANALYSIS

A statistical analysis was conducted on the average results of the % glyphosate
(a.e.) for each test article mixture as compared to the theoretical value [14.80%
glyphosate (a.e.) as calculated by the Sponsor] and for the combined results of
all test article mixture samples as compared to the theoretical value using one
way analysis of variance (ANOVA).

13. PROTOCOL DEVIATIONS

No protocol deviations occurred during this study.

14. MAINTENANCE OF RAW DATA AND RECORDS

All original raw data, the final report and magnetically encoded records were
transferred to the SLI archives for a period of 10 years. The Sponsor will be
contacted prior to final disposition of these items.

15. RESULTS

15.1. Analytical Chemistry Results
Individual Data: Tables 1-5
The actual sample results of the initial purity analyses are shown in Chemistry

Tables 1, 2 and 3. These samples were analyzed over two separate days
(Before-Use Purity). The actual sample results of the final purity analyses (After-
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Use Purity for stability purposes) are shown in Chemistry Tables 4 and 5. These
samples were all analyzed on the same day. All concentration values are
reported in terms of the acid equivalent (a.e.) of the glyphosate. The overall
concentration of Spray--Alpha was 16.3 [in terms of % glyphosate (a.e.)] before
use at SLI and 15.5 [in terms of % glyphosate (a.e.)] after use at SLI, indicating
that the test material was stable during use at SLI. The average % error for
Before-Use (and After-Use) indicate that the Test Article Mix 3 was significantly
higher in concentration then the other 4 mixes.

15.2. Statistical Analysis
Individual Data: Appendix A

Results of the Before-Use statistical analysis indicate that Test Article Mixture 4
(18.4% glyphosate a.e.) and test article mixture 2 (16.2% glyphosate a.e.) were
significantly higher than the theoretical value (14.8% glyphosate a.e.). However,
since these values were within the possible error rate of field mixing and since
these samples were to be part of a pooled sample for dosing the remaining
studies, these samples were included. Overall, the results of all mixtures for the
pooled sample (16.3% glyphosate a.e.) were significantly higher than the
theoretical value (14.8% glyphosate a.e.). This was considered within possible
field mixing error and would provide a conservative estimate of toxicity, irritation
and sensitization for the remaining studies. Therefore, the pooled sample was
considered to be acceptable for use.

16. CONCLUSION

The overall result (~16.3% glyphosate a.e.) was slightly higher than the
anticipated 14.80% glyphosate (a.e.), but well within acceptable error of mixing
conditions in the field. Therefore, since the results of the analysis were
appropriate (and would provide conservative results for toxicity, irritation and
sensitization since they were slightly higher than expected), approximately
400 mL of each sample were pooled into a single container for use in the
remaining studies.

Date

Kimberly L. Bonnette, M.S., LATG
Study Director
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17. REPORT REVIEW

_\

\l * LJ)Lf{l ?/t ”ff/ Date D/S//OQ

Dawn L) Rodabaugh B. S
Toxicologist

/'4- WG//M (,M Date 1032002
M. Gardner Clemons, B.S.

Senior Supervisor of Analytical Chemistry
and Pharmacyv
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Chemistry Table 1

Standard Curve and Sample Analysis Values for the Before Use Purity Analyses

(5/22/2002)
Theoretical Actual Conc.
Sample Type. Conc. Peak Area [% Glyphosate
(mg/mL) (a.e.)]

Std 1 0.008580 36729 NA

Std 2 0.01716 74954 NA

Std 3 0.02574 110393 NA

Std 4 0.03432 152099 NA

Std 5 0.04290 191914 NA

Test Mix# 1, B NA 134276 15.84
Test Mix#1, M NA 139682 16.46
Test Mix# 1, E NA 133783 15.77
Test Mix# 2, B NA 122717 14.50
Test Mix #2, M NA 177523 13.90
Test Mix# 2, E NA 115833 13.71
Test Mix# 3, B NA 146078 17.20
Test Mix # 3, M NA 149827 17.63
Test Mix# 3, E NA 142745 16.81
Test Mix# 3, B* | NA 140800 18.26
Test Mix # 3, M* | NA 145972 18.92
Test Mix# 3, E* | NA 151078 19.56
Test Mix#4, B*™ | NA 114166 14.91
Test Mix #4, M NA 112720 13.35
Test Mix#4, E NA 116564 13.79
Test Mix # 5, B NA 118306 13.99
Test Mix #5, M NA 122335 14.46
Test Mix#5, E NA 116804 13.82

Correlation coefficient = 0.9996

Note: B = Beginning; M = Middle; E = End; NA = Not Applicable

* These samples were re-analyzed on 5/23/2002 to verify the original results.

** The original value generated for this sample on 5/22/2002 was not reported due to it's
deviation from the mean.
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Chemistry Table 2
Standard Curve and Sample Analysis Values for the Before Use Purity Analyses

(5/23/2002)
(Duplicate Samples)

Theoretical Actual Conc.
Sample Type. Conc. Peak Area [% Glyphosate
(mg/mL) (a.e.)]

Std 1 0.008550 32585 NA

Std 2 0.01710 65919 NA

Std 3 0.02565 99885 NA

Std 4 0.03420 136969 NA

Std 5 0.04275 173829 NA

Test Mix# 1, B’ NA 140334 18.21
Test Mix# 1, M’ NA 138656 17.99
Test Mix# 1, E’ NA 132930 17.27
Test Mix# 2, B’ NA 122491 15.96
Test Mix #2, M’ NA 118147 15.41
Test Mix# 2, E’ NA 123855 16.13
Test Mix# 3, B’ NA 151318 19.59
Test Mix # 3, M’ NA 147145 19.07
Test Mix# 3, E’ NA 145996 18.92
Test Mix# 4, B’ NA 113519 14.83
Test Mix#4, M’ NA 117864 15.38
Test Mix# 4, E’ NA 118768 15.49
Test Mix# 5, B’ NA 122705 15.99
Test Mix # 5, M’ NA 118657 15.48
Test Mix# 5, E’ NA 136909 17.77

Correlation coefficient = 0.9997

"= Duplicate
Note: B = Beginning; M = Middle; E = End; NA = Not Applicable
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