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Background

In the metabolism study in rats (MRID # 429186-55), of the
metabolites tested in the following mutagenicity studies, only MB
45950 and RPA 200766 were isolated from the urine and/or feces.

DATA SUMMARIES

1) Salmonella typhimurium mammallan/mlcrosome mutagen1c1ty assay -
MRID # 432917-16 . .

Materjial Tested: MB 45950 (98.9% a.i.)

In two independent microbial gene mutation assays, Salmonella
typhimurium strains TA1%35, TA1537, TA98 and TAl100 were exposed to
10, 25, 50, 100 or 250 pug/plate MB 45950 in the absence or presence
of S9 activation. The 59 fraction was derived from Aroclor 1254~
induced rat livers and the test materlal was delivered to the test

system in dimethyl sulfoxide. '

Test material-insolubility and cytotoxicity were observed at 250
pg/plate +/-59; the nonactivated test material was also cytotoxic
toward the majority of strains at. 100 ug/plate. There was,
however, no evidence of a mutagenic response at any dose either
“with or without 89 activation in either trial. All strains
responded in the expected manner to the corresponding nonactlvated
and S9-activatéd positive controls.

Tom - .

Classification: Acceptable

2) Salmonella typhlmurlumrmammallan/mlcrosome mutagen1c1ty assay -
MRID # 432917-17 o

Material Tested: RPA 200766 (>98% a.i.)

In two independent microbial gene mutation assays, Salmonella
typhimurium strains TA1535, TA1537, TA1538, TA98 and TA100 were.
exposed to 50, 100, 250, 500 or 1000 ug/plate or 50, 100, 250, 500,
1000 or 2500 ug/plate RPA 200766 in the absence or presence of 59
‘activation, respectively (initial trial) or 50-1000 ug/plate +/-S9
{(confirmatory trial). The S9 fraction was derived from Aroclor
' 1254-induced rat livers and the test material was dellvered to the
test system in dimethyl sulfoxide.

Test material insolubility wasrobserved at 1000 ug/plate -S9 and at
>500 ug/plate +S9; cytotoxicity was not demonstrated at any dose
with or without S$9 activation. There was alsc no aevidence of a
mutagenic response at any dose either with or without 89 activation
‘in either trial. All strains responded in the expected manner to
the correspondlng nonactivated and SQ-actlvated posxtlve controls.



‘classification: Acceptable

' 3) Salmohella typhimurium mammalian/microsome mutagenicity assay -
MRID # 432917-21. :

Material Tested: MB 46513 (98.6% a.i.)

In two independent microbial gene mutation assays, Salmonella
typhimurium strains TA1535, TA1537, TA1538, TA%8 and TAl00 were
exposed to 10, 25, 59, 100 or 250 ug/plate MB 46513 in the absence
or presence of SQ actlvatlon. The S9 fraction was derived from
Aroclor 1254-induced rat livers and the test material was delivered
to the test system in dimethyl sulfoxlde. :

Test materlal 1nsolub111ty and cytotox1c1ty were observed at 250
ug/plate with or without S9 activation; compound prec1p1tatlon was
also present at 100 ug/plate +/-S9. There was, however, no

avidence of a mutagenic response at any dose either with or without

89 activation in either trial. All strains responded in the
expected manner to-the corresponding nonactivated and S9-activated
positive controls. .

Classification: Acceptable

4) Salmonella typhlmurlum mammallan/mxcrosome mutagenicity assay -
MRID # 432917-22

Material Tested: RPA 104615 (94.7% a.i.)

In two 1ndependent microbial gene mutatlon assays, Salmonella
typhimurium strains TA1535, TA1537, TA1538, TA98 and TAl00 were
exposed to 250, 500, 1000, 2500 oxr 5000 ug/plate RPA 104615 in the
absence or presence of S9 activation. The S9 fraction was derived
from Aroclor 1254-induced rat livers and the test material was
'dellvered to the test system in dimethyl sulfoxide.

" The test material was- soluble and noncytotoxic at all levels.
. There was also no evidence of a mutagenic response at any dose
either with or without 89 activation in either trial. All strains
responded in the expected manner to the corresponding nonactivated
and S9-activated positive controls. _

Classification: Acceptable’

'5) Salmonella typhlmurlum mammallan/mlcrosome mutagenlcxty assay -
MRID # 434011-02 _

Materlal Tested: RPA 105048 (98 6% a.i.)

In  two 1ndependent microbial gene mutation assays, Salmonella

typhimurium strains TA1535, TA1537, TA98 and TA100 were exposed to
250, 500, 1000, 2500 or 5000 pg/plate RPA 105048 in the absence or

i
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presenée of S9 activation. The S9 fraction was derived from
Aroclor 1254-induced rat livers and the test material was delivered
to the test system in dimethyl sulfoxide.

Test material insolubility was observed at 5000 ug/plate +59;
cytotoxicity toward the majority of strains was also seen at the -
high dose with or without $9 activation. There was, however, no
evidence of a mutaqenic response at any dose either with or without
89 activation in either trial. All strains responded in the

expected manner to the correspondlnq nonactivated and S9-activated
positive controls. A

Classification: Acceptable
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FIPROMIL - SALMONELLA
EPA Reviewer: Nancy McCarroll Signature: /lw, f-jc M
‘'Review Section IIJI, ‘ . Y
‘Toxicology Branch II/HED 7509C Date: ,&,(g//ﬁ’ .
EPA Section Head: J . Rowe «D. ' Signature: =y ]
Review Section III, . .

Toxicology Branch II/HED 7509C Date: §/4’/Q S

DATA EVALUATION REPCRT

STUDY TYPE: Salmonella typhimurium mammalian/microsome mutagenicity assay
DP_BARCODE: D214544 |
SUBMISSION NO,: 5480413

PC CODE: 129121 .
MRID NUMBER: 432917-16
IEST MATERIAL: MB 45950

SYNONYM(S): Pipronil; I1H-Pyrazole-3-carbonitrile,S-amino-1-(2,6~dichloro—4-
(trifluoromethylphenyl)-4~{(triflucromethyl)thio); C.HCLFNS

STUDY NUMBER(S}: SA 93305
SPONSOR: Rhéne-Poulenc, Lyon, France

TESTING FACILITY: Rhéne-Poulenc \c"..ntr'. de Recherche, Sophia Antipolis, France
TITLE OF REPORT: MB 45950 Salmonella tvphimyrium Reverse Mutation Assay (Ames
Test) ' e e

AUTHOR(S): A. Percy
REPORT ISSURD: Study completion date: Pebruary 17, 1994

W: .In two independent micrcbial gcn. mutation
"assays (MRID No. 432917-16}, Salponella typhimurium strains TA1535, TA1537, TASE8
and TA100 were exposed to 10, 25, 50, 100 or 250 ug/plate MB 45950 in the absence
or presence of 89 activation. The S9 fraction was derived from Arcclor 1254—
induced: rat livers and the telt utcrial was delivered to the tut system i.n
dimethyl sulfoxide. , .

Test material insolubility and cytotosicity were oburved at 250 pg/platn
+/=8%; the nonactivated test material was also cytotoxic toward the majority of
gtrains at 100 ug/plate. There was, however, no evideance of a mutagenic response
at any dose sither with or without $% activation in either trial. All strains
responded in the expected manner to the correspending nonactivated and §9-
. activated positive controls.

WS Acceptable

The study Ls classified as uccptnhlc and satisfiaes tho guidnli.m roquirmnt for
a micrebial gm mutation assay (84-2). _

1 - R " May 4, 1995



FIPRONIL ' . ' - SALMONELLA

A. MATERIALS:

1.

3.

Test Material: MB 45950

Description: Slightly yellow powder

Lot/ batch number: OP5502

Purity: 98.9% a.i.

Receipt date: Not listed

Stability: Not provided

CAS number: -120067-83-6

Structure: Not provided

Solvent used: Dimethyl sulfoxide (DMSQ)

Other comments: The test material was stored at room temporaturo,
protected from light. Dosing solutions were prepared immediately
prior to use; actual concentrations were not verified analytically.

Control Materials:

Negative: None .
Scolvent/final concentration: DMSO--0.1 ml/plate

' Positiveé Nonactivation:

Sodium azide _1 pug/plate TA100, TA1535

2=Nitrofluorens -1 ug/plate TA98 : ,

9=-Aminoacridine 50 pug/plate TA1537 ' : :

Other: ' .

Activation:

2-Aminocanthracens (2-nnthralinc) 2 yg/platn 111 strains.

Activation: 59 derived from Sprague-Dawley OFA mlc (unspecifiod weight or

age)

X  Aroclor 1254 __;__ induced X rat X liver

phenobarbital _____ noninduced, ______ mouse lung .
none hamster - other -m
other _ o .. other ‘

The rat liver S9 homogenate (Lot no. 38} was obtained coﬁm.réially from
Iffa Credo, France; protsin and cytochrome P450 content was detsrmined but

‘not reported. The composition of the S9-~cofactor mix was as follows:

Sodium phosphate buffer (pH 7.4} © 100 mM
‘Glucose 6-phosphate : 5 mit
NAD®» : 4 mM
MgCl, 8 mM
KC1l 33 mM
s9 _ 10%
+ 8. tvohimuriyg straine o
______TAS7 _x TA9S X TA100 ______ TA1D2 TAL04
X TAIS3S __;;_,151537 —____ TAl538; list any others:

Test organilml were properly maintained: Yesg .
Checked for appropriat. genstic markers (rfa nutation, R factor}s Xas-

2 e May 4, 1995



FIPRONIL _ ' ' S SALMONELLA

5. 1ITest Compound Congentrations Used:

(a) Preliminary cytotoxicity ageay: Nine levels (1, 10, 50, 100, 250,
500, .1000, 2500 and 5000 ug/plate) were evaluated with and without 859
activation using strain TAl00. Duplicate plates were prepared per
dose par condition. _ : ,

(b) Mutation assays:

Injitial agsay: Five doses (10, 25, 50, 100 and 250 Lg/plate) were
evaluated with and without S9 activation using all tester strains.
Triplicate plates were prepared per dose per strain per condition. A
repeat test was conducted with strain TA1537 using ccmparablo
nonactivated levels of the test material.

Confirmatory assav: As above.

B. TEST PERFORMANCE:
1. Ivpe of Salmonella Assays: Standard plate test
. Pre-incubation {( } minutes
*Prival” modification
Spot test '
Other (described).

HI +

(s) Preliminary Cvtotoxicity / Mutation Assavs: Similar procedures were
used for the preliminary cytotoxicity and mutation assays. To tubes
containing 2.5 ml of molten top agar, 0.1 mi of a 10-hour broth
culture (10°-10" cells/ml} of the appropriats tester strain and 0.1 ml
of the appropriate test material dose, solvent, or positive controls
were added: For the S%-activated phase of testing, the agar volume was
reduced to 2.0 ml and 0.5 ml of the S9-cofactor mix were added. The
contents of each tube were mixed;) poured over minimal-glucose medium,
and incubated at 37°C for =721 hours. As part of sach mutation test,

- the viability ‘and genetic characteristics of each strain were .
verified. Sterility checks were also performed on the S9-cofactor mix
and the highest test material -solution. At the end of incubation, the
background lawn of growth was examined and revertant colonies were
counted. Means and standard deviations were calculated for the.
mutation assays. ‘ . Co '

(b)l_nm:is.a_emm:""._‘ : - S

(1) Assay validity: The assay was considersd valid if the following
- criteria were met: (1)} The S9-cofactor mix and highest test
material dosing solution were sterxile; (2) the presence of the
appropriate genetic markers was verified for each strain; (3)
bacterial suspensions contained 10°-10"* viable cells/ml; (4) the
number of spontanecus revertants of each strain fell within the
. reporting laboratory‘s aecoptahlc ranges) and (5) the numbar of
histidine revertants (his*) induced by the positive controls were.
within the oxpoctné ranges of the reporting laboratory.

{2) Positive response: The test material was conlidgrnd positive if
it caused a reproducible, dose-related. zz-fo.ld i.ncr-m in

. ravertant colonies of any ttrtin.

C. REPORTED RESULTS: ' |
1. Preliminary Cvtotoxicity Assav: Levels of 1 to 5000 ug/plate +/-89 were
evaluated for cytotoxic effocts on -tra:l.n TA100. Compound precipitation

3 S  May 4, 199%
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FIPRONIL o SALMONELLA

was seen on plates containing 2250 ug/plate +/-39. The nonactivated test
material was cytotexic at insoluble levels; no cytotoxicity was apparent
undex S9-activated conditions. Based on thess findings, the initial
mutation assay was performed with test mtu-ial doses of 10, 25, 50, 100
and 250 pg/plate +/-s9.

2. Mutatjion Assavg: Data from both trials of the mutation assay wers in good
agreement and indicated that MB 45950 was inscluble and cytotoxic at the
high dose (250 ug/plate +/~ 89). Cytotoxicity, as indicated by a reduced
background lawn of growth, was evident for the majority of strains at
nonactivated 100 ug/plate. No evidence of a mutagenic effect was uncovered
at any dose either in the presence or absence of S9 activation. By
contrast to the negative results with the test material, all strains

-responded in the expected manner to the appropriate nonactivated or
S9-activated positive controls. Representative results from the initial
and confirmatory trial are presented in Tables 1 and 2, respactively. '

Based on the overall results, the study author concluded that MB 45950 was
negative in this microbial test qutu.

REVIEWERS' DISCUSSION/CONCLUSIONS: We assess th&t the mutation asSAyS were
properly conducted and that the study author interpreted the data correctly.

MB 45950 was tested t0 an inscluble and cytotoxie level (250 ug/plate) with no
evidence of a mutagenic effect in two independently porfomd trials. The
response of all strains to the appropriate nonactivated and S9-activated
pomitive controls demonstrated the sensitivity of the test system to detect

‘mutagenesis. We concluded, therefore, that the study provided acceptable

evidence that the test material was negative in this microbial gene mutation .
assay. A .

QUALITY ASSURANCE MEASURES: Was test performed under GLPs? = Yes. (A quality
assurance statement was .ign.d and dated rnbtuu:y 17, 1994). :

Lo .

APPENDIX ATTACHED: No.

O . . May &, 1995




PIPRONIL ' , SALMONELLA

TABLE 1. loprumtatwc Results of the lnitinl g_m_u_m Ilutmmmty Asny

with M8 45950
Revertants per Plate of Bacterisl Tester Straina®
’ Acti- Dose per
_Substance vation plate TAS35 TA1S37" TA98 TA100

Solvent Contro

1942.5 1743.9 . 35245.8  135¢6.8

Dimethyl sulfoxide - 6.1 mt S
_ + 0.1mt 17433 15229 4125.8  126¢13.0
Positive Control
Sodium azide . 1 x9 584815.6 -~ -- 8961362
2-Nitrofluorens - 1 xg = - 359+57.3 - --
9-Aminoscridine - 50 xg " - 45721024 -- .-
2-Anthracens + 2 ug 262765 192:7.% 229321260 2012:116.8
Test Materi
M8 45950 - 100 x9° 152105 1243.6" 32071 1259.7°
- 250 ag" 1120.6" - 26272 92410.9"
’ 100 ag® 13264 st 3627.2 11397
+ 250 ag™ 1243.0°  1120.6° 317 118118

Means and standard deviations of counts from triplicate plates.

*Regults from repest nonactivated asssy with this straing initial uuy was sborted due to the poor pcrfor-nu

with the positive control. e =
‘Results for Lowar doses (10, 25 or 50 mplatt +/-593 did -not' suggest a mutagenic effect.

 “Thinning of the background iawn of growth wes observed at this Levei.

'mgheet uuyoddou, compound precipitation reported on the majority of plans cunt:imnu this cmﬂ:ntim.

Note: Data were extracted from the study report, pp. 27-30.

s . May 4, 1998



FIPRONIL SALMONELLA
TABLE 2. Reprssentative Results of the Confirmatory Salmonslla typhisurige Mutagenicity Assay
with MB 45930
Ravertants per Plats of Bacterial Tester Strains*
Acti- Doss per
Substance vation plate TAS3S TA1537 TA9S TAlC0Q
Sclvent Comkrol
Dimethyl sulfoxide - 0.1ml 2023.2 Thed 2 3623.3 14429 4
+- 0.1ml 18:2.8 1612.7 3729.5 121+7.3
Pasit c
Sodius axide - 1 ug 566241.0 - - 783278 .4
2-Ritrofluorens - 1 s - - 340253.7 -
9-Aminoacridine - 50 ug- - 364+123.9 - -—
2-Anthracens 2 g 252525.7 309:43.3 2465x125.9 2162:354.2
Jegy Materisl
MB 45950 - ‘100 e 1624.9% . 8+3.1* . - 33x7.2 115+7.5°
’ - 250 pgt 1423.2% - 2322.9% 11927 .8°
+ 100 pg* 1T26.6 1122. 5 3324, 8 126+2.3
+ 250 pg* 1020.6* 16+2.5° 3622.0 132+27 .0

" *Msans and standard deviations of counts from triplicate platss.
*Results for lower doses (10, 25 or 50 pg/plats +/-89) did not suggest & mi'.u-ﬁ.e sffect.
*Thinming of the background lawm of growth was ohserved at thisulavel, .

“Highsst assayed dose; compound precipitation reported om the -cjarity of phm containing this concentration.

Nots: Data ware oxt.r-ctod from the study roporb. Pp. 3234,
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PIPRONIL ‘ SALMONELLA
EPA Reviewer: Nancy McCarrcll Signature: /‘/ oy 2. A M
Review Section III, : 7 - -
Toxicology Branch II/HED 7509C Date: N 5/’//!5 A

~ EPA Section Head: J . Ph. . Signature: /] rat——
Review Section III, .
Toxicology Branch II/HED 7509¢C Date: ; :5/4'/? ]

_ DATA EVALUATION REPORT :
STUDY TYPE: wnm mamsalian/microscme mutagenicity assay
DP_BARCODE: D214544 ) . |
SUBMISSION NQ.: S480413
'PC_CODE: 129121
MRID NUMBER: 432917-17

TEST MATERIAL: RPA 200766

SYNONYM(S}: Fipronil; 5 -mino-s-carbmyl-l- {2, s-dicbloro-i—trifluoromthyl-
phenyl) -4-trif luoromethylsulf inylpyrazole; C;HCLFNOS

‘STUDY NUMBER(S): SA 93174

SPONSCR: Rhéne-Poulenc, Lyon,- Prgnci | &

IESTING FACILITY: Rhéne-Poulenc Centre de Recherche, Sophia Antipolis, France
".* ﬁPB 200766 Salmonella typhimurium Reverse Mutation Assay

'AUTHOR(S): A. Percy |
REPORT ISSUED: Study completion da.t.. s.ptoub.r 23, 1993
W': In two ind.p.ndcnt microbial gene mutation

assays (MRID No. 432917-17), Salmonells tvphimurium straine TA153S, TA1537,
TA1538, TA98 and TAl0Q were exposed to 50, 100, 250, 500 or 1000 ug/plate or 50,

100, 250, 500, 1000 or 2500 ug/plate RPA 200766 in the absence or presence of 39
activation, respectively (initial trisl) or 50-1000 ug/plate +/-39 (confirmatory
trial). The 89 fraction was derived from Aroclor 1254~induced rat livers and the
test material was delivered to the test lysteu' in dimethyl sulfoxide.

Test material insclubility was observed at 1000 pg/plate -S9 and at 2500 pg/pllt.
+$89; cytotomxicity was not demonstrated at any dose with or without 89 activation.
There was also o svidence of a2 mutagenic response at any dose either with or

without 89 activatios in either trial. All strains responded in the expected
manner to the cor:c:ponding nonactivatod and sg-nctivatod posi.tivo contmlt.

CLASSIPICATION: Acceptable

The ltudy is clasliﬂ..d as Acceptable and latinti-l the gui.dcli.m x-quirmnt fo:
a microbial gonc mutation assay (84-2). ‘

T . May 3, 1998




FIPRONIL - : ; | ' SALMONELLA

A. MATERJALS: ,
1. Test Material: RPA 200766

Description: white solid
Lot/ batch numbers: 57 TDS. 62
Purity: >98% a.di.

Receipt date: Not listed
Stability: Not provided -
CAS number: Not listed
Structure: . y

Solvent used: Dim.thyl sulfoxide (DMSO) .

Other comments: The test material was. stored at 4'c, prot-ctod from
light. Dosing solutions were prepared immediately prior toc use;
actual.concentrationn wera not verified analytically.

2. Contg ateriales

Negative: None i '
Solvent/ finn]-. conc'cntrati.om DMSO~--0.1 ml/plate

Positives Nonactivation:'

Sodium azide . —d ug/plate TA100, ‘TA153%
- 2=Nitrofluorene - 1_ ug/plate TASS, TAIS3S
" 9=Aminocacridine _§Q pglplato TA1537
Other:
Activation:

Z-AMinoanthzaccnc (2-anthrlnine) 2 yg[plg;t all strainl. )
3. Activation: 89 derived from Spraquu-nawler orn m:lc (mnpocifiod woight or

age)
X __ Arcclor 1254 X induced ; rlt X livnr
: phenobarbit&l " e, RONinduced - mouse . — lung
other otlu:

 The rat liver S9 hmgmu (Lot no. 32) was cbtained cosmercially from
"Iffa Credo, Francej protein and cytochrome P45C content was determined but
not upartad The coupositiou of the SB-cotacto: mix was. as followss

Sodivum: pholphm hutt.r (pa 1.4) T 100w
Glucon G-glxolphntc o " ; 5 m
¥gCl, S RN : . -
KCl . : - . . 33 mlt-

4. Mmmms 8 tvphimurium etraine . T -
' TA97  _x TA9S' _ x  TAI0C - . TR10F - - TA104.
—L- TA1S3S . _x ' TAI1S3¥ __x TA1538p 1m my ottm.-n -

Test organim WaTe propcxly maintaineds’ *m SRR
Checked for: apgroepri.nu gonoti.c -rku:l (rtx. mt&t.{m. n ‘fncto:)s Yes.

2z Lyl May3, 1998

4-$uﬁﬁ%g



FIPRON1IL SALMONELLA,
S. Test Compound Concentrationg Uged:

.(a) Preliminary cytotoxjcity assay: Nine levels (i, 10, 50, 100, 250,
500, 1000, 2500 and 5000 ug/plate) were evaluated with and without §9
activation using strain TAl00. Duplicate plates were prepared per
dose per condition.

(b) Mutation assays:
‘ 8 1 Five nonactivated doses (50, 100, 250, 500 and
1000 ug/plate) and six S9-activated doses (50, 100, 250, 500, 1000 and
2500 ug/plate) were evaluated using all tester strains. Triplicate
plates were prepared par dose per astrain per condition.

at : As abaove with the exception that 2500 ug/plate
+59 was not tested.

B. TEST PERFORMANCE:

1. Jype of Salmonells Assay: __x Standard plate test
' - Pre-incubation ( } minutes
" - "Prival” modification
Spot test
— Other (described).
(a) Preliminary Cvtotoxicity / Mutation Agsave: Similar procedures were

used for the preliminary cytotoxicity and mutation assays. To tubes
containing 2.5 ml of molten top agar, 0.1 ml of a 10-hour broth
culture (10°-10" cells/ml) of the appropriate tester strain and 0.1 ml
of the appropriate test material dose, solvent, or positive controls
. were added. PFor the SS-activated phase of testing, the agar volume
was reduced to 2.0 ml and 0.5 al of the S9-cofactor mix were added.
The contents of each tube were mixed, poured over minimal-glucose
madium, and incubated at 37*C for.sf60 bhours. As part of each mutation
test, the viability and genetic charicteristics of each strain were
verified. Sterility checks were also performed on the S$9-cofactor mix
and the highest test-material solution. At the end of incubation, the
background lawn of growth was examined and revertant colonies were
counted. Meana and standard deviations were calculated for the
mutation assays. ' :

(b) Evaluatjon criteria:

(1) Assay validity: The assay was considered valid if the following
criteria wers met: (1} The S9-cofactor mix and highest test
material dosing solution were sterile; (2) the presence of the
appropriate genstic markers was verified for each strain; (3)
bacterial suspensions contained 10°-10"® viable cells/sl; (4) the
number of spontanecus revertants of each strain fell within the
reporting laboratory’s acceptable ranges; and (5) the number of
histidine ravertants (his*) induced by the positive controls were
within the expected ranges of the reporting laboratory.

{2) Posjtive response: The test material wai considered positive if
it caused a reproducible, dose-related 22-~fold increase in
revertant colonies of any strain. ‘

‘C. REPORTED RESULTS: |
1. Preliminarv Cytotoxicity Assay: Levels of 1 to 5000 ug/plate +/-S9 were

- evaluated for cytotoxic effects on strain TAL100. Compound precipitation
was seen on plates containing 21000 ug/plate +/-59; at 1000 Hg/plate +59,

3 .may3, 1995



PIPRONIL = . . SALMONELIA

E.

compound precipitation was reported to be slight. No appreciable decrease
in the number of his" revertant colonies was seen at any nonactivated or
 S9-activated level of the test material. Based on these findings, the
initial mutation assay was performed with test material doses ranging from
50 to 1000 ug/plate -5% and 50 to 2500 ug/plate +89.

2. Mutation Aseays: Data from both trials of the mutation assay were in good
agreemant and indicated that RPA 200766 was insoluble at 1000 ug/plate -89
and at 2 500 ug/plate + S9. The test material was also shown to be neither
cytotoxic nor mutagenic with or without $9 activation. By contrast to the
uniformly negative results with the test material, all strains responded in
the expected manner to the appropriate nconactivated or S9-activated
pesitive controls. Rapresentative results from the initial and
confirmatory trial are presented in Tables 1 and 2, respectively. .

Based on the overall results, the study author concluded that RPA 200766 was
negative in this microbial test system. :

REVIEWERS® DISCUSSION/CONCLUSIONS: We assess that the mutation assays were
properly conducted and that the study author interpreted the data correctly.
RPA 200766 was tested to insoluble levels (1000 ug/plate-89; 2 500 ug/plate +89)
and failed to induce sither a cytotoxic or mutagenic effeact in a well-controlled
study. The response of all strains to the appropriate nonactivated and
S9-activated positive controls demcnstrated the sensitivity of the test system -
to detect mutagenesis. We concluded, therefore, that the study provided
acceptable svidence that the test material was negative in this microbial gane
mutation assay. ; - _ C

QUALITY ASSURANCE MEASURES: Was test performed under GLPs? ¥_!; - (A quality
assurance statement was signed and dated September 23, 1993).

APPENDIX ATTACHED: No. =~ R S

s  May 3, 1998
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TABLE 1, Reprssentative Resuits of the Initial W lhtqmiclty A_nny
with REA 200?66
Revertants per Plate of Bactsrial Tester Strains*
Acti~- " Dose pex ) j
Substancs vation plate TA3335 TA1537 TA1538 TA98 TAL0C H
. ] . :
Solvent Comtrol :
Dimethyl sulfoxide - 0.1ml 1945 1223 1313 28+4 123x14
+ 0.l1mi  13s2 1425 2445 4127 104210 ¢
Sodium aside 1eg 509+69 - - - 694248 :
2-Nitrofluorene - 1ps - - 4035212 39418 -- ’
9-Aminoacridine . - I pg had 250217 - - - -
2-Anthracene + 2 ss 291214 236247 - 1862+92 14952236 18842224
Teat Material ) .
Efk 200766 - 500 pg* ZﬂtiA 13+1 lheh 3324 112+%
1000 pg* 1Azé 9+3 2125 - 3627 11228
+ 250 pp* 1526 - 921 2023 - 299 97+3°
+ 2560 py* 10X 1324 - 23210 33:5 116s11

Means and standard deviations of counts from triplicate platss.

‘Highest solubls lewvel; results foxr lowsr doses (50, 100 ox zsn u/p].lf.- -89 or 50 or 100 pg/plate +39) did not -
suggest a mutagenic effact. 5
‘Highest asssysd concentration; compound. precipitation noted at t.hu doss. Results for intermediste S9-activated =
levels (500 or 1000 pg/plats} wers negative. . : :

Note: Dats were sxtracted from the study report, w. 26-2{3.'

May 3, 1995
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TABLE 2. Reprssentative Resulta of the Conﬁmt.nry W Mutagenicity Assay
- with RPA 200 766

Revertants per Plate of Bacterial Tester Strains*

) Acti~ Dose per ’
Substunce vation plate TAS3S. TA1337 TALS538 TA98 TA100
Selvent Control .

Dimethyl sulfoxide - o 0.1 ml 20:8 14e3 T 1628 2623 122410

. + ~ 0,1 =mlb 1623 92k 1824 3529 10428
Ecsjitive Control

Sodium azide - 1ps 483244 - - - - 734217

Z-Nitrofluorens - 1pg - - - h75%22 2 422229 -

9-Aminoacridine - i 50 pg - A79+51 - -- -

2-Anthracens + 2 88 255246 3522108 1700148 18302192 2183+163

RPA 200766 - ) - 500 pg* 2028 léxé 1826 2425 1209 -
E - 1000 ng* 1824 © 1326 1822 . 31x4 12929

+ - 250 ug* ‘1425 1823 2624 3516 107214

+ 1000 pg‘ 15=1 i 15e4 2022 3218 - 9825

*Mgans and standard deviations of counts from t.r:l.puut.o pllm

"Highest soluble level; resulis for lower doses (50, 190 or 250 pg/plate -5% or 3¢ or 100 u/pl.m +39) did not
suggest a mutagenic effect. % m e -

‘Highest assayed concsmtration; compound prscipitation noted at thkis dose.. Results for the intermediate 39-
activated level (300 pg/plata) were negative.

Note: Data were extracted from the study report, pp. 30-32.
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EPA Reviewer: Nancy McCarzoll Signature: ﬂ/a««z /h M

Review Section III, : '

Toxicology Branch II/HED 7509C Dates {

EPA Section Head: James N. Rowe, Ph.D. Signature:

Review Section III, :

Toxicology Branch II/HED 7509€ Date: j/4-/9.5‘ '
'DATA EVALUATION REPORT '

STUDY TYPE: mmﬂlmhw mmalian/microsom mutagenicity a“ax'

DP_BARCODE: D214544
ws S480413
PC CODE: 129121

MRID NUMBER: 432917-21
TEST MATERIAL: MB 46513

SYRONYM({S}: Fipronil; 5—mina-3-cyano—1-(2 6-di¢h10ro—4-—tri£luorom.thylphenyl}-
4-trifluoromethylpyrazole; C.HCL.FN,

STUDY NUMBER(S): SA 93'1_.35

SPONSOR: Rhéne-Poulenc, Lyon, France.

‘IESTING FACILITY: Rhéne-Poulenc Centre de l!.ehcrch-. Sophia Ant.i.polic, France
3 MB 46513 MIBM a-vorlo Mutation A-lay (Ames

~ a—

Tast)

AUTHOR(S): A. Percy _ |
REPORT ISSURD: Study co.pl.tion date: August 24, 1993

— R 1 In two independent mic:ahitl gens mut:nt;l.on

CONCLUSIONS=-~EXRCUTIVE SUMMARY

assays (MRID No. 432917-21}), Salmpopella typhimurium strains TA1535, TA1537,
TA1538, TA98 and TAl00 were exposed to 10, 25, 59, 100 or 250 ug/plate MB 46513
in the absence or presence of S% activation. The S9 fraction was derived from
Aroclor-1254-induced rat livers and the test material was dc].iv.:nd to the to:t
systan in di-lthyl sulfoxidl.

- Tast material insolubility and cytotoxici.ty ware observed at 250 ug/plate with

or without S¥ ackivation; compound precipitation was alsc present at 100 ug/plats

+/~S9. There was, however, no svidence of a autagenic respoase at any dose
either witk er without 5% act:l.vati.ou in sither trial. All strains responded in
the expected manner to the corresponding nonactivated and S9-activated positiu
cont:ols.

CLASSIFICATION: Acceptable

The study is classified as uccptnhlc and lati.lﬂu thn guidnlim roqui.rmnt for .

a microbial gene mutation .ulay {84-2).

E .- May 4, 1995
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A. MATERIALS:
1. Test Material: MB 46513
Desériptidn: Yellow ;olid
Lot/ batch numbers: - 33 RJO 108
Purity: 98.6% a.i.
""Receipt date: Not listed
Stability: Not provided
CAS number: Not listed
Structure:
’ G'\ “ ! a .
Solvent used: Dim.thyl sulfoxide (DMSO) = o
Other comments: The test material was stored at 4'c. p:otocted from
light. Dosing solutions were prepared immadiately prior to use;
actual concentrations were not verified analytically.
2. Control Materiala:r = o
Negati.v.: None - S e
SOIint/f.i.nal concont:at.tcn: DMso~-0.1 u}.lplntt ' _
Positive: Nonactivation: LT
$odium azide 1 yglplatt-rhloo. 131535
2-Nitrofluorene  _1_ug/plate TA 1538, TA98-
B-Minoacridin. 50  ug/plate TA1537
'Activa.tiom
2 Ami.noanthracem (z-mthrminc) _2_ ugjplat. a.lL l‘ttlmv
3. AEU.!M* 89 dori.vcd fm Spragu.-nawloy om ml&gunspoei.f:hd woi.ght or '
age) - ] . ]
X nroclor 1254 ._..L i.nduc.d : ___g__, r&t , _L lim
phcnabarbital : .noninduced © ______ mouse- ° lung
none .. : S o _;_;___ ha-ntu:‘ — Other
" The rat liver 8% hcnogonatt (Lot no. 32) was cbtained. wially from -
Iffa Credo, Friance; protein and cytochrome P450 content was determined but
not- rtpertc&- The (:oupolz.tion of the s!—eofaetet ni.x: was n: follows:
Sodium phosphate buffer (pl 7. c; o ’
Glum $~phasphate o
- Kgel; T '
KC1 e o -
N sg . . -', ) - ’ .. :|
4L 2 g‘:.':‘ _mh' imuril ;ltram
_...x_

™SI _E  TASE TAIOO: - " mo.t,

Test organim were ptopo:ly m:l.ntnhnds Yew: ;l 7* L6

Checked for amo:rnt- genstic markers. (sfa ""““”f .::f."'?‘“"" ‘ m |
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5.

Test Compound Concentrations Used:
(a) n otoxicit :+ Nine levels (1, 10, 50, 100, 250,
500, 1000, 2500 and 5000 ug/plate) were evaluated with and without 59
activation using strain TA100. Duplicate plates were prepared per
dose per condition. : .

(b) Mutatjion assays:

Initial assay: Pive doses (10, 25, 50, 100 and 250 ug/plate) were
evaluated with and without $9 activation using all tester strains, .
Triplicate plates were prepared per dose per strain per condition.

Confirmatory assay: As above.

Type of Salmonella Assay: _ x Standard plate test -
Pre~incubation { ) minutes
*Privali® modificagipn

e p—
———
it r—
m—p——

Spot tast
Other (described). &
(a) Preliminary Cvtotoxicity / Mutation Assave: Similar procedurss were

used for the preliminary cytotoxicity and mutation assays. To tubes
containing 2.5 ml of molten top agar, 0.1 ml of a 10-hour broth
culture (10°-10" cells/ml) of the appropriate tester strain and 0.1 ml
of the appropriate test material dose, solvent, or positive controls
were added. Por the S59-~activated phase of testing, the agar volumas
was reduced to 2.0 ml and 0.5 ml of the S9-cofactor mix were added.
The contents of each tube were mixed, poured over minimal-glucose
medium, and incubated at 37°C for =60 hours. As part of each mutation
test, the viability and genetic characteristics of each strain were
verified. Sterility checks were alsq performed on the S9-cofactor mix |
and the highest test material solutjon. At the end of incubation, the
background lawn of growth was examined and revertant colonies were
counted. Means and standard deviations were calculated for the
mutation assays. '

(b) Evajuation criteria:

(1) Assay validity: The assay was considered valijd if the following
criteria were met: (1) The S9-cofactor mix and highest: test
material dosing solution were sterile; (2) the presence of the
appropriate genetic markers was verifisd for each strain; (3)
bacterial suspensions contained 10°-10" viable cells/ml; (4) the
numbex of spontanecus revertants of each strain fell within the
reporting laboratory’s acceptable ranges; and (5} the number of .
histidine revertants (his') induced by the positive controls wers
within the expected ranges of the reporting laboratory.

{2) Positive response: The test material was considered p&lit_ivc .if
it caused a reproducible, dose-relatsd 22-fold increass in
revertant colonjes of any strain. = : _

' ©. REPORTED RESULTS:

1‘

Preliminary Cvtotoxicitv Asgay: Levels of 1 to 5000 ug/plate +/-53 were
evaluated for cytotoxic effects on strain TA100. Compound precipitation
was seen on plates containing 2100 ug/plate +/-59. 1Inhibition of the
background lawn of growth was alsc noted at insoluble levels 2250 ug/plate
with or without S9 activation. Based on these findings, the initial

3 S o May 4, 199%
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E.

mutation assay was performed with test mat-rial doses of 10, 25, 50, 100
and 250 ug/plate +/~S9.

2. MMM= Data from both trials of tho mutation assay were in good
agreement and indicated that MB 46513 was insoluble and cytotoxic at the
high dose (250 ug/plate +/- S9). Compound precipitation was alsoc seen on
plates containing 100 ug/plate of the test material under both
conditions.Cytotoxicity, as indicated by a reduced background lawn of
growth, was evident for all strains at 250 ug/plate +/-59. No evidence of
a mutagenic effect was uncoversd at any dose either in the presence or
absence of S9 activation. By contrast to the negative results with the
test material, all strains responded in the expected manner to the
appropriate nonactivated or S9-activated positive controls. Represesntative
results from the initial and confirmatory trial are presented in Tables 1
and 2, respectively.

Based on the overall results, the study author concluded that MB 46513 was
negative in this microbial test system.

L

REVIEWERS® DISCYSSION/CONCLUSIONS: We assess that the mutation assays were
properly conducted and that the study author interpreted the data correctly.
MB 46513 was tested to an inscluble and cytctoxic level (250 ug/plate) with no

- avidence of a mutagenic effect in two independently performed trials. ' Tha
rasponse of all strains to the appropriate nonactivated and SQ-act;Lvatoé.
‘positive controls demonstrated the sensitivity of the test system to detect

mutagenesis.  We concluded, thersfore, that the study provided acceptable
evidence that the test material was negative in this microbial gene mutation
assay.

-

t Was test porfonud under GLPs? Yes. (A quality

QUALITY ASSURANCE MEASURES
assurance statement was sign-d and dated Rugust 24, 1993).

Ve e

APPENDIX ATTACHED: No.

g

i
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TABLE 1. Representative Results of the Tnitial Salmopells *yphimuriugs Mutagenicity Assay
- with MB 46313

Hevartants per Flate of Bacterial Tester Strainst

Acti- Done . :
Substance - vation per plate TA13535 © TA1537 TAl338 TAS3 TA100
Solvent Contzel
Dimethyl sulfoxide - 0.1 mk " 1843 1443 léxk 3224 119419
_ + 0.1ml 15:3 1423 2427 3228 11347
Eositive Gontrol |
Sodium azide - 1 ng 489211 - : - - " £99253
2-Nitrefluorene - 1 - .o 355249 31455 -
9-Amincscridine - 50 ug - 219543 -- - -—
Z-Anthrscens + : ™ 311168 228228 1947¢106  2228:149 22482238
MB 46513 ’ - 0~ 2228 1024 132 3027 - 1362125
- 250" 1927 1223 1723 . 30z 129213
+ s 18+3 11aZ 2729 3223 11046
+ 250° 1828 1623 2642 2926 120216

*Mearia and standard deviations of comtl from triplicate platas.

“Highest scluble dose; results for lowsr doses (1¢ oz 25 pgiplats +I'39) ware ;mally comparable t.n the
corresponding negative control valnes.

“Highest assayed dose; compound precipitation snd thinning of the bsckground Lem ot growth noted at this level
Compound precipitation was alsc sesn at the intomodinto level of 100 pg/plate +I-S!.

Nots: Data were sxtractad from the study report pp.27-29.

s, T May &, 1998
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TABLE 2. Rapressmtative Results of the Confirmatory Wﬂ!ﬂlﬂ Mytagenicity Assny
with MB 46513

Revertants per Plats of Bacterial Tester Strains*

Acti- Dose : ) :
Substance : vation par plate TA1S533 - TAYS37 TA1538 TA9B TA100
Solvent Gogtrol
Dimethyl sulfoxide - 0.1ml 1924 1225 12+3 30£11 11327
+ ) 0.1 n.'l. 2024 15¢3 2hx5 4126 1217
Positive Control
Sodium azide - 1 g FYY¥eT - - . - 641229
2-Nitrofluorens - 1 g -- - 419237 404221, --
9-Aminocacridine - : 50 pg- -- 334241 - Cme -
2~Anthracena ' + 2 g " 236214 237128 _ 19732232 21042243 2155+86
Test Materisl -
MB 463513 _ - 50 1622 1423 1628 326 126213
- . 250 2122 1326 . 1620 27+l 95:2
+ 50 . 18+5 15¢4 . 2529 4627 112212
+ 250 _ 1647 1543 2127 3928 12129

*Means and standard deviations of counts from triplicste plates.

‘Highest soluble dose; ressults for lower dosaes (10 or 235 ug/plate +/-59) were gensrally comparable to the
corresponding negstive comtrol values.

“Highest assaysd dose; compound precipitation and t.hi.nniu of the hackground lswn of growth noted at this level.
Compound precipitation was slso seen st the intermediate level of 1007 sg/plate +/-59.

Nate: Data were extracted from the study report pp. 31-33‘.
' T L J
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EPA Reviewer: Nancy McCarxoll . Signature: /‘é,-q Lﬁ 4«.{/ i
Review Section III, , [ -

. Toxicology Branch II/HED 7509C Date: e ‘5/7/?5

EPA Section Head: James N. Rowe, P Signaturae: ‘ 2 7V /
Review Section III, _
Toxicology Branch II/HED 7509C ' Date: 5?/19/?;3 :

'DATA EVALUATION REPORT

STUDY TYPE: Salmonella typhimurium mammalian/microsome mutagenicity éssay

DP _BARCODE: D214544

SUBMISSION NQ.: $480413
PC CODE: 129121
MRID NUMBER: 432917-22

TEST MATERIAL: RPA 104615

SYNONYM(S): !‘ipronil 5-am.no-3-cyma-1—(2 6-d1chloro-4-tritluoromethylphcnyl)-
pyrazole~4-sulfonic acid, potassium salt; cuH..C3.2F3N.O,SK :

STUDY NUMBER(8): SA 93175 ' : - .
SPONSOR: Rhéne-Poulenc, Lyon, France

TESTING FACILITY: Rhéne-Poulenc Centre de Recherche, prhii‘.mtipolis, France
TITLE OF REPORT: RPA 10461!‘; Salmonella typhimurium Reverse Mutation Assay )
{Ames Test) _ ) ] . A ] - ©

AUTHOR({S): A. Percy
REPORT ISSUED: Study conpl.t.i.on datc- October 12, 1993

Ws‘ In two independent microb:l.al gene sutation
assays (MRID No. 432917-22), Salmonella tvphimyrium strains TA1535, TA1537,
. TA1538, TA98 and TA100 were exposed to 250, 500, 1000, 2500 or 5000 ug/plate.
RPA 104615 in the absence or presence of S9 activation. The §9 fraction was
derived from Aroclor 1254-induced rat livers and the tc-t material was dolivorod
to the test qr.tm in dimethyl sulfoxide.

The test maminl was soluble and noncytotoxic at. a.ll levels. There was also no
evidencs of & mutagenic response at any dose sither with or without 89 activation
in either trial. All strains responded in the expected manner to - the
cortaspondi.ng nonactivated and 39--ncti.vﬂ:.d po:itiv- controls.

WS Acceptable

The study is classified as Aec-ptablo and satisfies tho guidclinc rnqulrement for
a microbial gene mutation assay (84-2).

T . ‘May 9, 1995
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A. MATERIALS:

1.

‘Structure: .

Test Material: RPA 104615

~ Description: White powdery solid

Lot/ batch number: 58 TDS 91
Purity: 94.7% a.i.

Receipt date: Not listed
Stability: Not provided

CAS number: Not listed o

O
| ol T 4 -
Solvent used: Dimethyl sulfoxide (DMSO)

‘Other comments: 7The test material was stored at 4°C, protected from

light. Dosing soluticns were prepared immediately prior to use;
actual concentrations were not verified analytically. :

control Materials:

Negative: None i ' '
Solvent/final concentration: DMSO--0.1 ml/plate
Positive: Nonactivation:r ‘ o
Sodium azide _1_ ug/plate TA100, TA1535

2-Nitrofluorerie = _l_ ug/plate TASS8, TAlS538

. 9=Aminoacridine 50 ug/plate TA1537
Other: .
Activations . ' '

2-Aminocanthracene (2-anthramine) _2_.ug/plate all strains.
Activation: - S9 derived from Spragus-Dawlsy OFA male (unspoci.ﬁ.od waight or

. age . ,

__X__ Aroclor 1254 __ x _ induced X __ra: X liver
phencbarbital noninduced »OGSS. lung
other . - other ‘

The rat liver S% homogenate (Lot no. 32) was cbtained comrcially from

.Iffa Credo, France; protein and cytochrome P450 content was determined but

not reported. The composition of ths SS-cofactor mix wvas as follows:

Sodium phosphate buffer (pH 7.4) . © o 100 oM
Glucose 6~phosphate . oo S oM
. NADP ' 4 mit
MgCl, a8 =
- KC1 33 m:
- 89 108

—_TA97? __x__TA98 —%_. TA100 TAl02 TALI04
—X... TA1S3S _x TA1537 __x__ TR1538; list any cthers: '

Test organisms were properly mnum.d:f

Checked for approprintc_gcnoti.c markers (rfa msutation, R factor): Ias.

2 S " May 9, 199%
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B.

5.

(a)

(b)

(a)

(b)

L} trat 5 Us :

FQto : - Nine levels (1, 10, 50, 100, 250,
500, 1000, 2500 and 5000 ug/plate) were evaluated with and without §9
activation using strain TAl00. Duplicate platés were prepared per
dose per condition. .

Mutation assays:
a : Five doses (250, 500, 1000, 2500 #nd 5000 ug/plate)

were evaluated with and without 89 activation using all tester

gtrains. Triplicate plates were prepared per dose per strain per
condition. . DR

Confirmatory assay: -As dbove.

.TEST PERFORMANCE:
1.

=) Assay: x Standard plate test
Pra—incubation { } minutes
— "Prival" modification .
Spot test
__ Other (describ.d)._

Preliminary Cytotoxicity / Mutation Asgavg: Similar proceduret, wers
used for the preliminary cytotoxicity and mutation assays. To tubes
containing 2.5 ml of molten top agar, 0.1 ml of a 1l0-~hour broth
culture (10°-10" celis/ml) of the appropriate tester strain and 0.1 ml
of the appropriate test material dose, solvent, or positive controls
were added. Por the S9-activated phase of testing, the agar volume
was reduced to 2.0 ml and 0.5 ml of the S9-cofactor mix wera added.
The contents of each tube were mixed, poured over minimal-glucose
medium, and incubated at 37°C for =60 hours. As part of each mutation
test, the viability and genetic .characteristics of each strain were
verifiad. Sterility checks were alsc performed on the S59~cofactor mix
and the highest test material solution. At the end of incubation, the
background lawn of growth was examined and revertant colonies wers
counted. Means and standard devi.ations ware calculated for the
mutation assays. e

Ex;lun;ign,sziss:is=
(1) M: The assiy was considered valid if the following

criteria were met: (1) The S9-cofactor mix and highest test
material dosing solution were sterile; (2) the pressence of the
appropriate genetic markers was verified for each strain; (3}
bacterial suspensions contained 10°-10" viable cells/ml; (4) the

- number of spontaneous revertants of each strain fell within the .

reporting laboratory’'s acceptable ranges; and (5) the number of
histidine revertants {his') induced by the positive controls were
within the expected ranges of the reporting laboratory.

(2) Pocsitive response: The test material was considered positive if

it caused a reproducible, dose-related zzwfold incrnnn in

revertant colonies of any strain.

C. . REPORTED RESULTS:

oto : s  Levels of 1 to 5000 ug/plate +/-89 were

evaluated for cytotoxic effects on strain TAl00. The test material was
soluble and noncytotoxic at all assayed levels with or without S9
activation. Based on these findings, the initial mutat.ton assay was

3 | o May 9, 1995
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QUALITY ASSURANCE MEASURES -
assurance statement was signed and dated October 12, 1993).

performed with test material doses ranging from 250 to 5000 ug/plate +/-§9.

2. Mutation Assays: Data from both trials of the mutation assay were in good
agreement _with the preliminary results and 'indicated that RPA 104615 was
soluble at all concentrations and was neither cytotoxic nor mutagenic in
the presence or absence of 59 activation. By contrast to the uniformly
negative results with the test material, all straine responded in the
expected manner to the appropriata nonactivated or S9-activated positive
controls. Representative results from the initial and confirmatory trial
are presented in Tables 1 and 2, respectively.

Based on the overall results, fhe study author ccncluded.that RPA 104615 was

negative in this microbial test system.

SCUs : We assess that th.'mutation ASRAYS wers

properly conducted and that the study author interpreted the data. correctly.

RPA 104615 was tested to the recommended high dose for a scluble noncytotoxic
compound (5000 ug/plate +/-59) and failed to induce a mutagenic effect in a
waell-controlled study. The response of all strains to the appropriate
ncnactivated and S9-activated positive controls demonstrated the sensitivity of
the test system to detect mutagenesis. We concluded, therefore, that the study
provided acceptable evidence that the test material was negative in- this

microbial gene mutation assay.

: Was test performed under GLPs? Yss. (A quality

~

' APPENDIX ATTACHED: No.

4 S y May 9, 1995

i
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TABLE 1. Representative Results of the Initial MM_M_‘L! Matagenicity Assay -
with RPA 104615

Revartants per Plate of Bacterial Tester Strains*

Acti- . Dose per.

Substance vation plate : TAS335 TA1537 TA1338 TA98 TAluo
Solwv ontro.

Dimethyl sulfoxide - 0.1mL 1923 133 1423 3547 128+5

0.1mi 16k 204 2215 3747 135:20

Pogitive Comtzol

Sodium azide - . 1ag 525246 - - -- 773119

2-Nitrofluorens - ' 1 g - - ’ 427215 417+33 -

9-Aminoacridine - 50 ug - 228167 -— - -—

2-Anthracene + 2 ug 308425 202216 2044267 - 2212474 29284123
o S ‘

RPA 1046135 oo 5000 pg 18+6 1634 1957 - 3726 125¢2

. +

. 5000 p" 1516 177 2714 4123 108214

TAELE 2. Represantative Results of the Contimtcry W mt.uunicir.y Azsay
with RPA 104615

e

Revertants per Plate of Bacterial Tester Strains*

Acti- Dose per i

Subatance vation plate TAS3S . TALS3Z TA1S38  TA98 TAL00
Soiveut Comtrok. . o .

Dimethyl sulfoxide - : o.lml. 189 11:2 1623 3s6 124a12

v 0.1mL 168 1752 | 2428 4122, 98:8

Po  C

Scdium azide .- 18 514257 - - —_ 765229

2-Nitrofluorene - 1ms - - 452424 - 363234 -

9-Amincacridine - 0 - - 31327 e am -

2-Anthracens + C 2 289243 338422 ‘2174219F  2566x364 19342260
Zest Materis]l

RPA 104615 - 5000 pg* 19:8 163 1743 3947 112414

: - + 5000 pg* 20s8. . 21ak 2422 367 11128

*eans and ltcnda:d deviations of cownts from triplicate plates.
Mighest assayesd level; rosult-a for lower doses (250, 500, 1000 ox 2300 u/p}.at.c +/-59} did not lunut -
mutagenic effect.

Note: Data from the inif-:l.l!. trial wers extracted from th. atudy rtport pp. 26-3..
Data form th._cmtimto:y trial wers extractad from the study repert, pp- 30—33. )

5 . : ' May 9, 1995
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EPA Reviewer: Nancy McCagroll Signature: A[‘—-’ZA(M
Review Section III, : ) i -
Toxicology Branch II/HED 7509C . Dates RN Y o o

EPA Section Head: James N. Rowe, Ph. Signature: ’
Review Section III, ‘ -
Toxicology Branch II/HED 7509C Date: ﬁ'léfhs

DATA EVALUATION REPORT

STUDY TYPE: Salmenella tvphimurium mamsalian/microscme mutagenicity assay
' DP_BARCODE: D214544 '

SUBMISSION NO,: S480413
PC COREs - 129121
MRID NUMBER: 434011~-02

TEST MATERIAL: RPA 105048

SYNONYM{S}: Fipronil;1l-(2, S—dichloro-&-trifluoromthylphcnyl)—B—mido-s-amin@-
4-triflucromethylpyrazole; C,HOCLFN,

STUDY NUMBER(§): SA 94009

' SPQNSOR: Rhénc—?dulenc, Lyon, France

: ﬂw: Rhéne~Poulenc Centrs de Recherche, Sophia Antipolis, France
IITLE OF REPORT: RPA 105048 mmm;m Reverse Mutation Assay (Ames

Tast) 7 . o e

AUTHOR(S): A. Parcy -

REPORT ISSUED: Study couylotion datc: my 15, 1994

CONCLUSIONS--EXECUTIVE SUMMARY:  In two independent microbial gene mutation

assays (MRID No. 434011-02), Salmonellsa tvohimurium strains TA153S, TA1537, TASS
and TA10Q were exposed to 250, 500, 1000, 2500 or 5000 ug/plate RPA 105048 in the
absence or presence of 89 activation. The 59 fractiom was derived from Arocleor
1254~induced rat livers and the test ut.tial was delivered to the test ly-t-
in dimethyl nu].fcmid..

Test materiak imluhility was ohscrvcd at 5000 uq/platt +89; cytotoxicity toward

the majority of strains was also seen at the high dose with or without 89

activation. Thare was, howsver, no svidence of a mutagenic rssponse at any dose
either with ox without S9 activation ia either trxial. All strains responded in
the expected mannex to the corr-tponding nonactjivated and S9-activated positiv.
controls.

SLASSIFICATION: Acceptable

The study is classified as m.pmlo and satisties thrwidllim requirement taz

& microbial gene nutation aluy (84~2}).
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A. MATERIALS:

1.

Test Material: RPA 105048

Description: Whit. powder
Lot/ batch number: S57TDS134
Purity: 98.6% a.i.
Receipt date: Not listed
Stability: Not provided
CAS number: Not provided . '
Structure: : :
LY CONHy

Hy N

Lt

Solvent used: Dimethyl sulfoxide (DMSQ) .

Other cooments: The test material was stored with a desiccant at
refrigerator temperatures, protectsd from light. Dosing solutions -
were prepared immediately prior to use; actual conccntrationl ware not .
verifisd analytically. .

control Materials:

Negative: None ‘ .
Solvent/final conc.nt:ati.am - DMSO=-=0.1 ml/plate

Positive: Ronactivation:

Sodium azide -1 ug/plate TA100, TA1S3s
2-Nitrofluorene 1. Hg/plate TAS8 -
9-Aminoacridine S0 ug/plate TAl537
Oother: .

Activation: B

2-Amincanthracens {2-anthxu1m) _z_ pq/platt all strains.
Mms. s dorivod from m;guc—nawloy OFA male (unlp.ciﬁ.ad u-ight or

. age)

— % XAroclor 1284  _ X - induced . —_—t rakt X . liver
phencbarbital _______ noninduced _____ mouse —_ lung

—_— none. ' : _ hamster ____  other
other ‘ o . other

The: zxat liver S9 howogenate (Lot nos. 38 and 39) was obtained commercially
from Iffa Credo, France; protein and cytochrome P450 content was determined
but not reported. The composition of the ss-cofactor mix was as fallowss -

Sodium phosphate buffer (p8 7.4) 100 -
Glucose G-pho.phat. _ 5 mi-
NADP 4 mit-
MgCl,; . 8 mi
KCL 33 mit
10%

2 TN uay 18, 1998
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4, S. typhimurium strains .
TA97 X TA98 % TAlOO TA102 TA104
X% TA153%5 __x  TA1537 | TA1538; 1Ist any others: w

5.

Test organisms were properly maintained: Yeg .
checked for appropriate genetic markers (rfa mutation, R factor): Yeg.

Test Compound Concentrations Us ‘

{a) Preliminary cytotoxicity assav: Nine levels {i, 10, 50, 100, 250,
500, 1000, 2500 and 5000 ug/plate) were evaluated with and without 89
activation using strain TAl00. Duplicate plates were prepared per
dose per condition. :

(b) Mutation assays:

;_Mxé Five doses (250, 500, 1000, 2500 and 5000 yg/platu)
were evaluated with and without 59 activation using all tester
strains. Triplicate plates were prepared per dose per strain per
condition. : : :
Confirmato gsay: As above.
\NCE:
Type of Salmonella Assav: __ x  Standard plate test :
‘ ' — Pre-incubation (___ ) minutes
"Prival® modification
Spot test .
Other (described).

(a)

(b)

¢ Similar procadiu:os were

-Preliminary Cvtotoxjeity / Mutation Agsays
used for the preliminary cytotoxicity and mutation assays. To tubas

containing 2.5 ml of molten top._ agar, 0.1 ml of a 1lO0-~hour broth

culture (10"-10" cells/ml) of the appropriatc tester strain and 0.1 ml-

of the appropriate test material dose, solvent, or positive controls

. were added. For the S9-activated phase of testing, the agar volume was

reduced to 2.0 ml and 0.5 ml of the S9~cofactor mix were added. The
contents of each tube were mixed, poured over minimal-glucose medium,
and incubated at 37°C for =72 hours. As part of each mutation test,
the viability and  genetic characteristics of each strain were
verified. Sterility checks were also performed on the S9-cofactor mix
and the highest teast material solution. At the snd of incubation, the
background lawn of growth was examinsd and revertant colonies wers

counted.. Maans and standard dtviatioao ware calculated for th- '
- matation assays.

Evaluation criteria: ‘
{1} w: The assay was considered valid if the following

criteria were met: (1) The SS-cofactor mix and highest test
material dosing solution were sterile; (2) the presence of the

" appropriate genstic markers was verified for each strainy (3)-

bacterial suspensions contained 10 $~10" viable cells/ml; (4) the
nunber of spontanecus revertants of each strain fell within the
raporting laboratory‘s acceptable ranges; and (5) the number of
histidine revertants {(his*) induced hy the positive controls weras
within the expected ranges af the mporting laboratory.

{2} Mz 'ﬂu test utcri.al was considered positive if

it caused a reproducible, dose-related 22-fold increase in
revertant colonies of any strain.

3 - May 18, 1995 =
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C.

REPORTED RESULIS:

1. Preliminary Cytotoxicity Assay: Leavels of 1 to 5000 ug/plate +/-S9 were
evaluated for cytotoxic effects on strain TAl00. Compound precipitation
wag @een on one of two plates containing the high nonactjvated or §9-
activated dose. There was no evidence of a cytotoxic sffect at any level
with or without 89 activation. Based on these findings, the initial
mutation assay was performed with test material doses ranging from 250 to
5000 ug/plate +/-S9.

2. Hg;g;igg_ggggxgs Data from both trials of the mutation assay were in good
agreement and indicated that the high dose was insocluble under S9-activated
conditiong and induced a slight cytotoxic effect in the majority of tester
strainse both in the presence and absence of 59 activation. However, no
evidence of a mutagenic response was uncovered at any dose either in the
presence or absence of S9 activation. By contrast to the negative results
with the test material, all strains responded in the expected manner to the
appropriate nonactivated or S9-activated positive controls. Representative
results from the initial and confirmatory trial are presented in Tables 1
and 2, respectively.

Based on the overall results, the study author conclndnd that RPA 105048 was
negativ. in this microbial test system.

[ei] NCLUSIO We assess that the mutation assays were.
properly conducted and that the atudy author interpreted the data correctly.
RPA 105048 was tested to a concentration that was insoluble in the presence of
the S9-cofactor mix and slightly cytotoxic both with and without 5SS activation

‘(5000 ug/plate) but failed to induce a mutagenic response in twa independently

performed trials. The response of all strains to the appropriate nonactivated
and S9-activated positive controls demonstrated the sensitivity of the test
system to detect mutagenesis. We concluded, therefore, that the study provided
acceptable svidence that the test material was n.gativ. in this microbial gsns
mutation allay. '

* ow - .

QEAhllluhﬁégﬁéﬂgi_ﬂgéﬁgﬁgi2 Was test performed under GLPs? XYas. (A quality .
assurance statemnnt was signed and dated May 16, 1994).. ‘ .

WS No.
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TABLE 1. Representative Results of the Initial Salmoneltls typhimurium Mutagenicity Assay
' with RPA 105048

Revertants per Plate of Bacterial Tester Strains®

Acti- Dose per

Substance vation plate TAS3S TA1537 . TA9S . TA100
Sotven t

Dimethyl sul foxide - 0.1 ml 1945 1022 2815 115¢10

_ 0.1 ml T 1845 ) 1515 . A3x11 10816

Pogitive gm;m' ¢ '

Sodium azide - Y ag 430443 - - - 580140

2-Nitrofluorene - 1t ag - - 21225 ..

S-Aminoacridine - 50 ug - 232267 - Co- ..

2-Anthracens o+ 2 ag 286161 213z18 2107283 191729
Test Material

RPA 105048 - 5000 ag* 1243* 1024° 2824 8945°

10xt 7:3 3515 856

TABLE 2. l!epruentative Results of the Contirmatory w_t! llutlamcnty Asny
with m 1050-&8

~

‘Revertants par Ptate of Sacterist Tester Straine®

Acti< Dose per : 7
Substance vation plate TAS3S- -~ RAISEE TASS TA100
Solvent Contrel _
Dimethyt sutfoxide - A K 1924 1824 3328 122413
. S.1m - 1212 . 1113 ks 115512
itiy N
Sodium azide - 1as 4TTs35 - - 732818 :
2-Nitrofiuorens - 1 g . -— - 200413 -
9-Aminoacr idine. - SO g - 416288 . - -
~ 2-Anthracens + .2 ne 196413 21282 2105072 20662287
RPA 105048 - 5000 ag® 1524° B 33 345"
+ - 5000 ng" 1218 - . 53~ a7 116"

Ticans and standard devistions of counts from tripli:au plates.
*Highest assayed dose; compound precipitation sesn at this level but only with ﬁ mintin. qulu for tq.a
doses (250, 500, 1008 or 2500 xg/plate +/-59) did not suggest a mutagenie uﬁu:t. .
“Thinning ef th- background tawn of growth obesrved It this dose.

dote: Dats fm the initial asssy wers utractd fm the study report, n. 27-2'!.
Data fram the confirmatory assay were extracted from the stu# repare, po. 31-33.
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