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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),
(®), or (©).

Company:

Company Agent:
(Typed Name)

(Title)

Signature Date
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STATEMENT OF DATA CONFIDENTIALITY CLAIMS

Information claimed confidential on the basis of its falling within the scope
of PIFRA § 10(d)(1)(A),(B), or (C) has been removed to a confidential appen-
Six, and is cited by cross-reference number in the body of the study.

Company:

Company Agent: (Typed Name)

eeee—————ees
(Title)

Signature Date
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GOOD LABORATORY PRACTICE COMPLIANCE STATEMENT

Ihis study was conducted in compliance with the EPA FIFRA Good Laboratory
ee ndards as set forth in Title 40 of the U.S. Code of Federal
Feiacions pare 160. Any significant deviations from the protocol and/or GLP
Boned os an appendix to this report. There were no deviations from the
ones regulation which affected the quality oc integrity of the study
Si the. Interpretation of the results in this report.

Study Director:

Nes ahofir Hoi 4/2243.
iimalaths Harll. Ph.D. Dire
Mammalian Cytogenetics
Department of Molecular snd Cellular Toxicology

Study Monitor:

Ta

Applicant [Submitters

hw
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QUALITY ASSURANCE STATRAENT

PROJECT TITLE: IN VIVO RAT MIGRONUCLEUS ASSAY

PROJECT NOL: 20996 AssaY No. 15516

PROTOCOL NO.: 36 Eprrion 10: 5

quality Assurance inspections of the study and/or review of the final report
Cy  Carenced project were conducted according to the Standard
Oetnting procedures of the Quality Assurance Unit and according to the
OR equiremenss of the appropriate Good Laboratory Practice regulations.
Es fuente inspect ions and final report review were reported to
Ent and to the study director on the following dates:

Inspection/Date Findings Reported augicor
Harvest-3/4/1993 370471993 5 hullece
Dract Report review/d/14/1993 412472993 5 Mulleee
Pinal Report review!d/23/1953 412312993 W. Mucphy

W S net 23-93
Quablsy Fesurence UM Bite Released

.
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STUDY COMPLIANCE AND CERTIFIGATION

Ihe described study was conducted in compliance wich the Good Laboratory
Thedecribedey a Ce In the’ cose of Fedarai Repulitions
Beetee Toby; che organisation for Economic

enhes of Gao Laboratory Practice C(31)30
opera onan Dee Te Tofiective 1061), To the best of the
Eomhme 2 ee re ns cigniFLcont deviations rom the
eT Ene siaed. protocol. that would acfect the
Ee  terpiotation of the test fests. The caw
ey otRe ome Sredy Director, who certifies that the
aBa be ee soontad herein represents an appropriate

Arend can Ee A eves by tba. Study Director. ALL rev
et reea ete nd a Lom of ths fina] report
aemo Eyiti bo archivad. in the siorage facilities
Bedse For Te Least. one your folloving, submission of
ofHazleton eg or one your period. he Sponsor nay
Er ReTE averials retained 1h the storage factiiries
Le oon Sealtions period of tine. or sent 0 4
aefpnaved by the Sponsor:
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somnry

Mutagenicity Test on T-5710 in an in vivo Rat Micronucless Asssy

Ihe objective of this in vivo assay was to evaluate the ability of the test
oN i T710, to induce micronucle in bone marror polychromatic erythro-
EL Epiapus-bauiey rate. The test acticle was suspended in corn oil.

4 the request of the Sponsor, Trial 1 of the micronucleus study vas conducted
Ane Edita by oral gevage at 1250, 2500, and 5000 mg/kg. Ten animals (five
TE ma Five Females) were fandonly assigned to each dose/harvest tine
Be Sehicre and positive control groups euthanatized approximately 24
Bo rr Goaiog wore. included in the assay. The animals vere dosed with
BE Erciots tna were cuthanatized approximately 24, 48 and 72 hours after
Seine for excraction of the bone marrow. Due to the excessive
imoraaticy in the aninals at a11 dose levels, sapecislly at the 72
Hour harvest. this sassy vas repeated.
After consultation vith the Sponsor, Trial II of the mictonscleus study was
Bercron hosing 1-5710 by oral gavage at 312.5, 625, snd 1250 mg/kg. Again,
Comeima1a. (F150 nates xd Five females) were randonly assigned to each
Snelnameest tine group. Vehicle and positive control groups euchanatized
So  imunety 7e haere after dosing were included in the assay. The animals

mi ulth the rest article and were cuthanstized approxinstely 24, 48
Ema hours after dosing for extraction of the bone marrow.
Ihe test material, 1-3710, id not induce a significant incresse in
TEromse1et tn bone marrow polychromscic erythrocytes under the conditions of
Ee tier. ana is considered negative in the rat bone marrov micronucleus
test

15516-0-454 10
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Mutagenicity Test on T-5710 in an in vivo Micronucleus Assay

I. SPONSOR: 3 Corporation

II. MATERIAL (TEST ARTICLE):

A. Client's Identification: L-10059 (T-5710)

B. Dates Received: February 2¢, 1993; March 11, 1993

©. Physical Description: Cream-colored granular material

D. Genetics Assay No.: 15516

III. TYPE OF ASSAY: In Vivo Rat Micronucleus Assay

Iv. PROTOCOL NO.: 454, Edition S

V. STUDY DATES:

A. Initiation Date: February 24, 1993

B. Experimental Start Date: March 2, 1993

C. Experimental Termination Date: March 30, 1993

VI. SUPERVISORY PERSONNEL:

A. Study Director: Hemalatha Murli, Ph.D.

B. Laboratory Supervisor: José Arriaga, B.S.

VII. OBJECTIVE:

The objective of this in vivo assay was to evaluate the ability of the
test article, 1-5710, to induce micronuclei in bone marrow polychromatic
erythrocytes of Sprague-Dawley rats. This study was conducted using
modifications of the procedures suggested by Heddle et al. (1983).

15516-0454 1
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Dosing Scheme for Trial I of the Micronucleus Assay

4 total of 126 animals was used in this assay.

Number of Animals Assigned

Primary Dose Groups Secondary Dose
Groups*

26 Br 48 Hr 72 Hr

Treatment M FM FM F Male Female
 ——

17-5720
1250mg/kg s 5 5s 5s 5S - -

2500 mg/kg ss 5 5 55 - -

5000mg/kg ss 5s 5 5 5 8 8

Vehicle Control, Corn oil
20ml/kg ss. - - = - -

Positive Control, Cyclophosphamide
60mg/kg 50s. - - = - -

ee

+ The animals assigned to the secondary dose groups were dosed and were
only used to replace animals which died in the primary dose group at the

high dose level. ALL extra snimals not used as replacements were
cuthanatized at the completion of the trial.

The age of the animals at the time of dosing was =8 weeks.

Volumes dosed were 20 ml/kg (except for the positive controls) and were
based upon individual animal weights. The positive control animals
were dosed at 10 ml/kg.

Animal Observations

ALL animals were observed immediately after dosing and
periodically throughout the duration of the assay for toxic
symptoms and/or mortalities. ALL enimals in the vehicle and
positive control groups appeared normal after dosing and remained
healthy until the appropriate harvest times. All test article
dosed groups appeared normal immediately after and approximately &
hours after dosing.

15516-0-454
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Dosing Scheme for Trial II of the Micronucleus Assay

A total of 130 animals was used in this assay.

Number of Animals Assigned

Primary Dose Groups Secondary Dose
Groups

. 24 Be 48 Be 72 HE

Treatment M FM FM F Male Female

ee

17-5710
312.5 mg/kg, ss ss 5s - -

625.0mg/kg ss ss 55 - -

1250 mele ss ss 5s 5s 10 10

vehicle Control, Corn oil
10 ml/kg ss. o- = - - -

Positive Control, Cyclophosphemide
60 mg/kg 505 - - = = - -

 ——

+ The animals assigned to the secondary dose groups were dosed and were
only used to replace animals which died in the primary dose group at the
high dose level. ALL extra animals not used as replacements were
cuthanatized at the completion of the trial.

The age of the animals at the time of dosing vas =8 weeks.

Volumes dosed were 10 ml/kg and were based upon individual animal
weights.

nina) Observations

ALL aninals were observed immediately after dosing and
periodically throughout the duration of the assay for toxic
Symptons and/or mortalities. ALL animals in the vehicle and
positive control groups appeared normal after dosing and remained
Pealthy until the appropriate harvest times. ALL test article
dosed groups appeared normal immediately after dosing.

15516-0-45¢
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Approximately 5 hours after dosing, all animals from the 312.5,
655.0, and 1250 mg/kg dose groups including the secondary dose
group were ataxic.

approximately 23 hours after dosing, 1 male (#6557) from the
155 mg/kg dose and 24 hour harvest group appeared languid. All
remaining animals from the 1250 mg/kg dose group including the
Secondary dose group appeared ataxic. ALL animals from the 312.5
2nd 625.0 mg/kg dose groups appeared normal at this time.

Approximately 47 hours after dosing, all animals fron the
1320 mg/kg dose group including the secondary dose group appeared
ataxic. All animals from the 312.5 and 625.0 mg/kg dose groups
appeared normal at this time.

Approximately 71 hours after dosing, 2 males (#6481, 1250 mg/kg
dose and 72 hour harvest groups #6454 from the secondary dose
group) were found dead. ALL remaining animals from the 1250 mg/kg
ose group including the secondary dose group appeared ataxic.
ALL animals from the 312.5 and 625.0 mg/kg dose groups appeared
normal at this time.

X. BONE MARROW HARVEST, SLIDE PREPARATION AND ANALYSIS:

At the appropriate harvest time, the animals were euthanatized with CO;

and the adhering soft tissue and epiphyses of both tibiae were removed.

The marrow vas aspirated from the bone and mixed in a syringe with
loc1'ml fetal calf serum to form a suspension. The cells vere then
Placed on slides and air-dried, fixed in methanol, end stained in
Vay-Grunwald solution followed by Giemsa (Schmid, 1975). The air-dried

slides were coverslipped using Depex® mounting medium.

The coded slides were then scored for micronuclei and the polychromatic

(PCE) to normochromatic (NCE) cell ratio. Standard forms were used to
focord these data. One thousand PCEs per animal were scored. The fre

quency of micronucleated cells was expressed as percent micronuclested

ells based on the total BCEs present in the scored optic field. The
normal frequency of micronuclei in this rat strain is about 0.0-0.4.

The frequency of PCEs versus NCEs was determined by scoring the number
of BCEs and NCEs observed in the optic fields while scoring the first
1000 erythrocytes.

15516-0-454
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XII. RESULTS AND INTERPRETATION:

he test article, T-5710, induced no significant increases in micro-
ucleated polychromatic erythrocytes over the levels observed in the
Tehicle controls in either sex or at any of the harvest times. The
positive control, CP, induced significant increases in micronucleated
B0Es in both sexes, with means and standard errors of 4.64I # 0.641 and
3.127 £ 0.701 for the males and females, respectively. The data
summarized by dose group are presented in Table 1 and individual animal
data are found in Tables 2 through 4.

XITI. CONCLUSION:

The test material, T-5710, did not induce a significant increase in
micronuclei in bone marrow polychromatic erythrocytes under the
Conditions of this assay and is considered negative in the rat bone
marrow micronucleus test.

XIV. REFERENCES:

Heddle, J.A., Hite, M., Kirkhare, B., Larsen, K., MacGregor, J.T..
Newell, G.W., and Salamone, M.F.: The induction of micronuclei as a
measure of genotoxicity. Mutation Res., 123:61-118, 1983.

Schmid, W.: The micronucleus test. Mutation Res., 31:9-15, 1975.

Schmid, W.: The micronucleus test for cytogenetic analysis. In,
Chemical Mutagens: Principles and Methods for Their Detection, Vol. &
(A. Hollander, ed.). Plenum, pp. 31-53, 1976.

Sokal, R.R. and Rohlf, J.J.: Biometry, Freeman, 1981.

XV. DEVIATION FROM THE SIGNED PROTOCOL:

The following deviation was made from the protocol.

The temperature vas maintained at 71.8 to 80.2°F for Trial I of the
micronucleus assay and not maintained at 72#6°F. This was due to
technical difficulties at the animal facility. This slight deviation
41d not affect the animals in any way.

15516-0-454, 20
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. TABLE 2

MICRONUCLEUS TEST - INDIVIDUAL ANTMAL DATA

SPONSOR: 3 Corporation TEST ARTICLE: T-5710

ASSAY NO.: 15516
MALES 1 FRUALES

Wo. To.
TREATVENT ANDAL BCBS RATIO | ANDWL CEs RATIO

NMBER (1000) PCE:NCE | NMBER (1000) BCE:NCE
—

Vehicle Control 477 1 0.78 | 6476 1 0.58

(24 hour hatvest) sua 1 0.66 | 6687 2 0.32
6508 3 0.99} 6497 o 0.42
6508 ° 108 | 6522 1 0.31
6523 1 0.62 | 6539 2 0.31

Positive Control 6502 36 0.69 1 6467 20 0.38

(24 hour harvest) 6517 Ww 0.72 1 6472 15 0.49
6524 2 0.48 | 6479 5 0.2
6556 65 0.68 | 6527 26 0.33
6582 55 0.95} 6578 ww 0.68

Test Article 6526 o 0.9 | 648 2 0.62

(24 hour harvest) 6528 2 0.69 § 6512 2 0.65
312.5 ng/kg 6561 1 0.48 | 6536 1 0.40

6561 2 0m} 6572 1 0.51
6569 1 07 6584 ° 0.67

625.0 mg/kg, 6462 0 0.78 | 6500 3 0.12
sus ° 0.64 | 6531 o 0.41
6473 2 0.79} 6567 ° 0.62
sis1 o 0.45 1 6568 3 0.30
6571 2 0.64 | 6583 1 05

1250 rgfig 6460 1 0.69 1 suse 1 0.98
6556. 3 0.58 6558 2 0.25
6557 1 0.39 § 6575 0 0.69
6570 o 0.62 | 6577 2 0.57
6579 2 0.62} 6580 1 oz

MN = Micronucleus
PCE = Polychromatic erythrocyte
No. MN PCEs = Micronucleated POEs
NCE = Normochromatic erythrocyte

15516-0-454
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. TABLE 3

MICRONUCLEUS TEST - INDIVIDUAL ANIMAL DATA

SPONSOR: 3M Corporation TEST ARTICLE: T-5710

ASSAY NO.: 15516 HALES t FRuLES
JSNM

To, WY 1 Wo.
TREATMENT DAL CEs RATIO | ANDAL CEs RATIO

NRBER (1000) PCENCE |  NMBER (1000) FCE:NCE
=

Test Article sus 1 0.60 | e193 0 0.47

(48 hour harvest) 648k o 0.23 e511 2 0.40
312.5 ng/kg ese ° 0.70 1 ests ° 0.67

6559 1 0.82 | 6550 2 0.66
e573 1 0.69 | 551 1 0.80

625.0 malig sus? 1 0.60 | 649 ° 0.36
70 o 0.33 sues 0 0.24
ego 5 0.80 6532 3 0.67
6099 o 0.76 | osu 1 0.68
6365 2 0.39 652 o 0.58

1250 mg/kg es 1 0.68 1 sss o 0.22
ees ° 0.10 { 6505 1 0.18

6is6 ° 0.20 6500 ° 0.31
6518 ° voz | 652 ° 0.59
6543 1 oe i ss62 1 0.8

My = micronucleus
BCE = Polychromatic erythrocyte
No. MN PCEs = Micronucleated PCEs
NCE = Normochromatic erythrocyte

15516-0-454
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. TABLE 4

MICRONUCLEUS TEST - INDIVIDUAL ANIMAL DATA

SPONSOR: 3M Corporation TEST ARTICLE: T-5710

ASSAY NO.: 15516
MALES 1 FEMALES

aFO. MW 1 wo. MN

TREATVENT ANTAL PCEs RATIO 1} ANTMAL PCEs RATIO

NRMBER (1000) PCE:NCE | MMBER (1000) PCE:NCE
H

Test Article 6456 2 0.7} 6463 1 0.67

(72 hour harvest) 6503 1 0.66 1 6489 2 0.31

312.5 ng/kg 6534 2 0.50 | 6490 2 0.35

6563 2 0.88} 6507 1 0.37

6581 0 0.9 1 6565 0 0.73

625.0 mg/kg. 6465 2 0.58 6455 1 0.83

6468 “ 1.00 6485 3 0.29

6513 1 0.58 | 6498 1 0.43

6545 1 0.65 1 6524 0 0.22

6574 ° 0.89} 6533 1 0.27

1250 mg/kg suis 2 0.46 } 6495 o 1.00

6452 2 0k 6519 ° 0.40

6492 2 0.54 | 6548 0 0.20

6529 3 0.53} 6555 1 0.55

6564 2 0.68 6585 1 0.43

MN = Micronucleus
PCE = Polychromatic erythrocyte
No. MN PCEs = Micronucleated PCEs
NCE = Normochromatic erythrocyte

15516-0-454
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