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VIA CERTIFIED MAIL. RETURN RECEIPT REQUESTED

Document Processing Center (TS-790)
(Attn: Section 8(e) Coordinator)
Office of Toxic Substances 88956008131

U. S. Environmental Protection Agency

401 M Street, SW. ﬁeﬂ?aiﬁs NO CBI

Washington, D.C. 20460
Dear Sir or Madam:

. The enclosed acute oral toxicity study is being submitted on behalf of Crop
Genetics International Corporation (CGI), 10150 Old Columbia Road, Columbia,
Maryland 21046, to the Agency pursuant to Section 8(e) of the Toxic Substances Control
Act.

The study was conducted on an extract of the fermentation beer of Pseudomonas
syringae (ATCC Strain #55090). The extract was prepared by freeze-drying the
fermentation beer, extracting the dry product with methanol, concentrating the extract on
a rotoevaporator, and freeze drying again to remove the methanol. The extract was
research material prepared for field trials to determine the herbicidal activity of the
mixture. CGI believes the principal herbicidal active component of this mixture was
tabtoxinine B-lactam (TBL). The other major components of the mixture were glycerin,
related sugars and various salts.

The acute study showed an LDs, of 5090 mg/kg in male rats and greater than 5050
mg/kg in females. These values, in and of themselves, are unremarkable. The study did
show, however, some neurobehavioral effects (including body tremors, catatonia and
convulsions), although most of these effects did not persist.

Please note that CGI does not know what agent(s) in the extract was responsible
for the observed effects. The most likely agent is TBL itself, which is closely related to
tabtoxin.  Tabtoxin according to literature reports has been shown to cause
neurobehavioral effects. CGI is uncertain of the precise quantity of TBL that would have
been present in the extract, but our best estimate is approximately 2%. Consequently if all
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the observed toxicological effects were due to TBL, the LDso of TBL would be
approximately 100 mg/kg.

The use of this extract has been limited to research personnel trained in the use of
toxic pesticides. No adverse effects have been observed or reported by any scientific
personnel using this compound in experiments. It should also be noted that TBL is not
likely to be stable in the environment, but rather should degrade rapidly to isotabtoxin and
y-TBL (neither of which appears to have any herbicidal, or to CGI's knowledge any
biological, activity).

Simultaneously with the enclosed acute oral study, two other studies were
conducted on this extract. A primary eye irritation study in rabbits showed the extract to
be "mildly and minimally irritating." A primary dermal irritation study in rabbits showed
the extract to be "slightly irritating." Because of these minimal effects, the studies are not
included in this report. If the agency would like copies of these studies, CGI would be
happy to submit them.

At the current time, CGI's research efforts with this extract are minimal. If CGI's
efforts in this area were to increase, the extract would be developed for use as a pesticide
subject to regulation under FIFRA. No other commercial development or use of this
extract is likely.

If you need any additional information concerning this report, please call me at
410-381-3803.

Sincerely,
es H. Davis

ice President of Research
and Development
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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: Ciba-Geigy Corporation -

Company Agent: Date:

Title Signature

These data are the property of Ciba-Geigy Corporation, and as such, are considered to be
confidential for all purposes other than compliance with FIFRA § 10. Submission of these data in
compliance with FIFRA does not constitute a waiver of any right to confidentiality which may exist
under any other statute or in any other country.

STILLMEADOW, Inc.
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GLP COMPLIANCE STATEMENT

This study was designed and performed in STILLMEADOW, Inc.’s AAALAC accredited laboratory
and was conducted in compliance with the following Good Laboratory Practice Standards:

.United States Environmental Protection Agency FIFRA: Good Laboratory Practice Standards,
40 CFR 160

Japan Ministry of Agriculture, Forestry and Fisheries, Notification No. 59 Nohsan 3850, Director-
General of Agricultural Production Bureau, 10 August 1984

Organization for Economic Cooperation and Development’s Principles of Good Laboratory
Practice, Annex 2, C(81)30

with the exception that 40 CFR 160.108, verification of GLP characterization of the test material,
was not provided by the Sponsor.

“@/M_ Dzl 199y .

. Kuhn, Ph.D., D.A.B.T. Date

Signature of Agent of Submitter/Sponsor Date
Name
Submitter/Sponsor: Ciba Plant Protection

Ciba-Geigy Corporation

P.O. Box 18300

Greensboro NC 27419-8300

STILLMEADOW, Inc.
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QUALITY ASSURANCE STATEMENT

Study Number: 1406-94

Test Material: CGA-337155 Technical

Study Title: Acute Oral Toxicity Study in Rats
Protocol No.: S9-FF81-1.C3

Date Reported to Date Reported to
Phase of Study Inspected Date Inspected Study Director Management

Day 9 observations @
5050 mg/kg level 8/12/94 8/15/94 8/17/94
Report/Data Audit t/infed ninged J n/infa¢

The study report accurately describes the methods found in the protocol and in the
STILLMEADOW, Inc. Standard Operating Procedures (SOP), and is an accurate reflection of the
raw data.

I ==13), Ao 12,1979

pu—

Vicki S. Crutchfield Date
Director, Quality Assurange Unit
STILLMEADOW, Inc.

STILLMEADOW, Inc.
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SUMMARY

The test material, CGA-337155 Technical, was evaluated for its acute oral toxicity potential in albino
rats when administered undiluted as a single gavage dose at a level of 5050 mg/kg to males and
fernales, and at additional levels of 4500 and 5500 mg/kg to males. Mortality occurred in one male
at the 4500 mg/L level, three males and one fernale at the 5050 mg/L level, and three males at the
5500 mg/L level. Clinical signs of toxicity included activity decrease, aggression, ataxia, body
tremors, catatonia, convulsions, diarrhea, emaciation, hunching, nasal discharge, ocular discharge,
polyuria, ptosis and salivation, which were no longer evident on Day 14 in surviving animals.
Hypersensitivity and piloerection were observed through Day 14. Body weight gain was apparently
affected in animals surviving to termination. Three males at the 4500 mg/kg level, and two males
and one female at the 5050 mg/kg level lost weight between Days 0 and 7. Abnormal necropsy
findings in the animals dying on test primarily pertained to the discoloration and size of organs,
discoloration of tissues, and contents of the gastrointestinal tract. Except for a finding of stomach
empty in one male, there were no observable abnormalities in animals that survived to termination.

The acute oral LDy, of CGA-337155 Technical was determined to be 5090 mg/kg in males, and
greater than 5050 mg/kg in females. *

INTRODUCTION

The objective of this study was to determine the acute oral toxicity potential of the test material when
administered to rats in accordance with Pesticide Assessment Guidelines, Subdivision F, Hazard
Evaluation: Human and Domestic Animals, Series 81-1, EPA Publication, EPA 540/9-84-014,
November, 1984. This study was conducted for Ciba Plant Protection, Ciba Geigy Corporation,
according to the approved protocol (No. S9-FF81-1.C3) and STILLMEADOW, Inc. SOP’s. There
were no deviations from the protocol which affected the quality or outcome of the study. All
procedures used in this study are in compliance with Animal Welfare Act Regulations. In the
opinion of the Sponsor, the study did not unnecessarily duplicate any previous work. The protocol.
raw data, and a copy of this report are on file in the STILLMEADOW, Inc. archives. The study
was initiated on July 29, 1994, and the animals were treated as follows:

“ Dose ﬂ

Male Treatment I Female Treatment n Termination Dase I
Date Time Males Females

4500 . 8/10/94 . 8/24/94
5050 wn 8/03/94 9:42 AM. 8/03/94 9:45 AM. 8/17/94 8/1794
5500 4.11 8/10/94 11:05 AM. 8/24/94

STILLMEADOW, Inc.




Identification:

Date and Quantity Received:

Physical Description:
Storage:

Treatment Temperature:
Density:

Purity:

Stability:

Records pertaining to stability,
responsibility of the Sponsor.

Experimental Animais
Species:

Strain:

Justification of Species:

Source:

Dates Received:
Acclimation Period:
Quantity and Sex:

Group Identification:
Animal Identification:
Weight on Day of Dosing:
Age:

Animal Husbandry
Cage Type:

Housing:
Environmental Controls
Set to Maintain:

Litter Pan Lining:
Food:

Water Type:
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TEST MATERIAL

CGA-337155 Technical
ID No: FL-941330

July 29, 1994; 300 g
Viscous brown liquid
Frozen

Room temperature
1.3383 g/mL

Not provided by sponsor
Stable

characterization and verification of test material identity are the

TEST SYSTEM

Albino rat

HSD:Sprague-Dawley SD

The rat is a representative rodent species preferred by various
regulatory agencies for use in an acute oral study.

Harlan Sprague Dawley, Inc., Houston, Texas

July 7, 14 and 21, 1994

At least five days

15 males and 5 females (nulliparous and non-pregnant) were
selected for testing

Cage cards

Ear punch

Males (213-261 g); Females (200-227 g)

Young adult

Suspended, wire bottom, stainless steel
1 per cage

Temperature Range of 72° + 5°F

‘Humidity Range of 30-80%

-12-hour light/dark cycle

-10-12 air changes per hour

Paper and aspen bedding; changed three times/week

Purina Formulab Chow #5008; available ad libitum except for
approximately 16 hours before dosing

Municipal water supply, available ad libitum from automatic
water system

Animal husbandry and housing at STILLMEADOW, Inc. comply with standards outlined in the
"Guide for the Care and Use of Laboratory Animals” (NIH Publication No. 86-23, revised 1983).
No contaminants were expected to have been present in the feed or water which would have
interfered with or affected the results of the study.

STILLMEADOW, Inc.
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PROCEDURES

Test Material Administration

Shortly prior to dosing, the test material was thawed to room temperature. The test material was
administered as received and was not diluted. An individual dose was calculated for each animal
based on its fasted body weight and administered by gavage at volumes ranging from 3.36 mL/kg
at the 4500 mg/kg level to 4.11 mL/kg at the 5500 mg/kg level. Each dose was administered using
an appropriately sized syringe and stainless steel ball-tipped intubation needle. The animals were
returned to their cages immediately after dosing.

In-life Observations

Observations for mortality and clinical/behavioral signs of toxicity were made at least three times
on the day of dosing (Day 0) and at least once daily thereafter for 14 days. Individual body weights
were recorded just prior to dosing and on Days 7 and 14, or at the time of discovery after death.

Postmortem Observations

At study termination, each surviving animal was euthanized by an overdose of CO,. All study
animals were subjected to gross necropsy and all abnormalities were recorded.

Statistical Analysis

The LD,, value was calculated by a computer program utilizing probit analysis. No other statistical
analyses were required by the protocol.

RESULTS AND DISCUSSION

Mortality/Estimated LD, Values

Individual mortality data, including time of death, are presented in Table 1. A summary of the
incidence is presented below.

Dose Level Number Dead/Number Treated
(mg/kg)(ml./kg) Males Females Males & Females Combined
4500 3.36 1/5
5050 3.77 3/5 1/5 4/10
5500 4.11 3/5

The estimated acute oral LDy, in male rats, as indicated by the data (Table 4), was determined to
be 5090 mg/kg, with 95% confidence limits of 4474 - 5791 mg/kg. The estimated acute oral LDy
in female rats was determined to be greater than 5050 mg/kg body weight.

STILLMEADOW, Inc.
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RESULTS AND DISCUSSION (cont.)

Clinical Signs

A summary of clinical signs is presented in Table 2, and individual data are presented in Table 3.
Clinical signs of toxicity included activity decrease, aggression, ataxia, body tremors, catatonia,
convulsions, diarrhea, emaciation, hunching, nasal discharge, ocular discharge, polyuria, ptosis and
salivation, which were no longer evident on Day 14 in surviving animals. Hypersensitivity and
piloerection were observed in males through Day 14 at the two lower dose levels, although incidence
and degree were decreasing, and these were not considered sufficient reason for extending the study.

The severity of signs such as oral/ocular/nasal discharge, diarrhea and polyuria, ataxia and ptosis
were generally dose-dependent in males, although signs were similar whether animals died or
survived. Other neurobehavioral signs such as activity decrease, aggression, body tremors,
convulsions and hypersensitivity were present at all or most dose levels, but severity did not
necessarily correlate with dose. Females exhibited clinical signs at 5050 mg/kg that were similar
to those of males, although only one female died.

Body Weights

Individual body weights are presented in Table 1. Body weight gain in surviving animals was
apparently affected by the administration of CGA-337155 Technical. Three males at the 4500 mg/kg
level, and two males and one female at the 5050 mg/kg level lost weight between Days 0 and 7.

Necropsy Findings

Individual necropsy findings are presented in Table 1. Gross necropsy of animals that died on test
revealed signs of chromodacryorrhea, diarrhea, emaciation, lacrimation, nasal discharge, polyuria
and salivation; discoloration of the liver, lungs, lymph nodes, mesentery, and contents of the
gastrointestinal tract; empty stomach; dilated mesentery blood vessels; swollen lungs, lymph nodes
and adrenal glands; and undersized digestive organs. Most of these findings are related to clinical
signs seen in-life or are probable post-mortem changes. Gross necropsy of animals surviving to
study termination revealed no observable abnormalities, except for an empty stomach in one male
in the 5500 mg/kg group.

STILLMEADOW, Inc.
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CONCLUSION

The test material, CGA-337155 Technical, was evaluated for its acute oral toxicity potential in albino
rats when administered undiluted as a single gavage dose at a level of 5050 mg/kg to males and
females, and at additional levels of 4500 and 5500 mg/kg to males. The acute oral LDy of
CGA-337155 Technical, as indicated by the data, was determined to be 5090 mg/kg in males, and
greater than 5050 mg/kg in females.

w2l 1977

O. Kuhn, Ph.D., D.A.B.T. Date
Senjor Toxicologist
SYILLMEADOW, Inc.

Study Director:

STUDY PERSONNEL .
Technical Staff
Lori Leeper, B.A. - Study Coordinator, observations, body weights
Andre Bryan, B.S. - Observations, body weights, necropsy
Michael G. Fagarason, B.S. - Fasting, dosing, observations, body weights
Christine Hinze, A.A. - Observations, body weights, necropsy
Abraham Quezada, M.V.Z., L A.T.G. - Observations
Arcile S. Padilla, B.S. - Fasting, observations, body weights
Data Services
Connie Pavatte - Report preparation

STILLMEADOW, Ine.
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Table 4

LDy Analysis*

ACUTE ORAL TOXICITY STUDY IN RATS
Test Material: CGA-337155 Technical

Group: Males

Dose Level Number Number Percent
(mg’kg) Dead Treated Mortality

4500 1 5 20

5050 3 5 60
5500 3 5 60

Calculated CHF = 0.434 with 1 Degree(s) of Freedom.
Values of T and CHI? for P=.05are: T = 12.7 CHP = 3.84

LD, = 3343 mg/kg .
LD, = 3783 mg/kg

LD,, = 4037 mg/kg

LD, = 4250 mg/kg

LDy = 6096 mg/kg

LDy = 6418 mg/kg

LDy = 6848 mg/kg

LDy = 7749 mg/kg

LD, = 5090 mg/kg with 95% confidence limits of 4474 to 5791 mg/kg

Slope Function (S) = 1.197 with 95% confidence limits of 0.881 to 1.627
Slope = 5.544

* . Litchfield, J.T., Jr., and Wilcoxon, F.: A Simplified Method of Evaluating Dose-Effect
Experiments, J. Pharm. & Exp. Ther., 96, 99-115, 1949.

STILLMEADOW, loc.




Triage of 8(e) Submissions

Date sent to triage: CAP

Submission number: [33‘42’4 TSCA Inventory: Y N @

Study type (circle appropriate):'
Group 1 - Dick Clements (1 copy total)
ECO AQUATO
Group 2 - Ernie Falke (1 copy total)
SBTOX SEN @
Group 3 - Elizabeth Margosches (1 copy each)
STOX CTOX EP! RTOX GTOX

STOX/ONCO CTOX/ONCO IMMUNO CYTO NEUR

Other (FATE, EXPO, MET, etc.):

Notas:

THIS IS THE ORIGINAL 8(e) SUBMISSION; PLEASE REFILE AFTER TRIAGE DATABASE ENTRY

For Contractor Use Only

entire document: @ 1 2 pages_ I, = pages

Notes:

Contractor reviewer : T Date: //24/3¢6
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Acute oral toxicity is of low concern based on an estimated LDsg of 5090 mg/kg in male rats,
and >5050 in females. Mortality and corresponding doses (mg/kg) were 1/5 (4500, males),
3/5 (5050, males), 1/5 (5050, females) and 3/5 (5500, males). Clinical signs of toxicity
included decreased activity, hunching, hypersensitivity, ataxia, aggression, tremors and
convulsions. Gross pathological findings included abnormalities in the liver, lungs, lymph
nodes, mesentery, GI tract and adrenal glands in the decedents.

L

Dermal irritation is of low concerm based on slight irritation in rabbits.

L

Ocular irritation is of low concern based on mild and minimal irritation in rabbits.




