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~~ CHROMOSOMAL ABERRATION TEST RESULTS USING MAMMALIAN CULTURE

CELLS

1. General information _
‘Nomenclatureofnovel {3 AEE
(according to [IUPAC I
nomenclature)

form ol
Structural formula and
empirical formula
‘method when unknown)

Purity of novel chemical Bh If
substance used in the [Lot No. of novel chemical

~ 4 J 1
ofimpurities
CAS No. AV I S| Veporpesue =
Hoke DOT [ince |
Melting point = Appearance at room Brown viscous

‘Stability Unknown

ete. Sovak Shand solvents |
‘Water <50 mg/mL (measured on site) * 1

50 mg/mL (measuredon ste) |=

B om | socom |]
[Note] —_—
Hydrolysisproperty: unknown |
h after preparation (confirmed on site at Hita Works) IR

~
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~ 2. Cell ype and culture conditions
Haman Science

. Shinko Foundation,Cel name cHLIU Acquisition Sinko Foundation,
Bank

[Species |Chinesehamster | Acquisitiondate | April17,2002__|

Serum type and| Newborn calf serum Miko Junyaku KK.
amountadded| _(NBCS). 10% Prodstar for We) 7020859)
Calyele About 15h 196°C

or | Plastic dish of SO am2st | serpin
generation Incubation “Temperature| 37 + 05°C
Norof conditions

chromosomes 5%
(modo) concentration

3.59 mix
1) $9 acquisition, etc.

T-Selfmace
—~ Self-made or acquisition @ Acquisition (Oriental KoboKogyo KX.
[Productiondate| May9.2008 |

03050902

2) $9 preparation
[Awmalwed| Denvaivemmera |
[Specicsorign|RaSD| Name | PBandsePR

[So 1mie| Dow |Abdommaicaviy |
PB 30 mg/kgone tir

: Doscperiod and dosage | pyRSTEsBody weight | 23352845| (@habody weigh) | FPED melke hes ies

(3) $9mix composition
[Component _|’Amountin ImLof $9] Component | Amount in ImLof 9

Nephosphatebutfer| — |
HEPESQH72) |wml|Glucose6SN 5 wi I~ mr

earn .Company Saito, Does no conta V5 it
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(4) $9 mix treatment conditions

® Plate method 2. Flotation cell method 3. Other(
SO (nal concentration) [5%|

$9 protein (final concentration) | Timgml |

[Recoveyame| teh |
* 59 Assay Data (Oriental Kobo Kogyo KX.)

4. Preparation of test substance solution
[NameT Producer |LotNo.|Grade | Purity®) |Solventused | Distilled Tnjectable:omsepokk[ram[PREF]|The test substance was not dissolved0 [sic] 50mg/mLin distilled water orReasons for 500 mg/mL in DMSO and acetone, while 50 mg/mL in distilled water

solvent selection | Showed a good suspension state; furthermore, there was no heat emission or
discoloration at room temperature up t0 2h after preparation, thus distilled

‘water was chosen as the solvent.
Test substance Dissolution _Suspension> Other( )

solution
Method for

— nes,”| timing alone gave a good suspension, thus the Labomixer was used for
iii ‘making the suspension

soluble
Storage time and Within 2 , room temperature
temperatureofthe

solution after
preparation

[ram comenion | va Ge>

—~

Sancarn Company Senltizod. Doesnot contarn TScacay
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1) Conditions for cell growth inhibition test
‘Without metabolism| With metabolism

activation activation

[Shape1Roundplasticdish|Roundplasticdish_|
[See 1Diumeier:60mm|Diameter: 60mm|

Tneubator
[Noofimubwonprdme| 2|5 |

gs |—No.ofinoculatedcells[LSx 107ml|T5x107mL |
coe

[AmountofS9mixadded| — |Osmbdmn |
Treatment[59final concentration|__|5% |
conditions [759protein finalconcenwraion| — |107mgm]
[Teamewime | on on |
|Recoverydme | igh | 18h |

ho
~ Notes

a) Liquid quantity at treatment time. Recovery period [sic; level) after treatment: 5 mL/dish
b) Composition of medium used in the treatmentofthe test substance:

Without metabolism activation:
Medium 2.7 mL (= NBCS 0.3mL + 2-fold concentration MEM (x 2 MEM) 1.35mL +
distilled water 1.05 mL) + test substance solution 0.3 mL.

With metabolism activation:
Medium 2.2mL (= NBCS 0.25mL + x2 MEM 1.125 mL+ distilled water 0.825 mL) +
$9 mix 0.5 mL+test substance solution 0.3 mL

-
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~~ (2) Cell growthandaberrationcell appearance frequenc:itr SEEFo Ue| a Le oT | mrLadod alls SES) eed kl h—y= =

[C0 T7100 abundant| 0 1"210[100[abun | 2|0]

[30a [inion 50] 139.0 T7905 Fr hehe]
[Er[7882 1abundant| no. | no.|781|923 |abundant|mo | mo.[156177051abundant |"no.| no.|156 |864 |abundant| no.| no.|[3137176691abundant| no. | no.|313 | #74 |abundant| no.| no.|[res1750.0T abundant1010[625 |79.1 |abundan| 0 |0][1250 17530 abundant | 6|0 |1250 |753|abundam| 4 | 3 |[25007| 642|abundant 315[os00 [726 |abundan[4 |0]

000”|557| abundant 60 | 5000"|660|sbunaam| 4|0]La
ee mmmSmCLBET sgssnAm

~

~
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~~ Chromosome aberration test conditions

‘Without metabolism| With metabolismor pn[ edmio | Anwomm|Tae][Shape| Roundplastic dish|Foundpasicdish|
[Size|Diameter 60mm |Diameter 60mm|

Noofimbmonperdoe|2 5]
Cells |— No.ofinoculatedcells |15x10%mL__| 15x107mL |.
gg AmowtofSomixaded|_ |OSmiash |
BS Sofmalconcenwation|— | sa |53[Srnacomemesion|=| 7my]SET emai en on

Recoveryme | 18h | ish |
Notes

a) Liquid quantity at treatment time. Recovery period [sic]aftertreatment: 5 mL/dish
'b) Composition of medium used in the treatmentofthetest substance:honmmsoni

Medium 2.7mL (= NBCS 0.3mL + x2 MEM 1.35mL +distilled water 1.05 mL) +
~~ test substance solution 0.3 mL.

‘With metabolism activation:

Medium 2.2 mL (= NBCS 0.25mL + x2MEM 1.125mL + distilledwater 0.825 mL) +
$9 mix 0.5mL + test substance solution 0.3 mL

Cell growth was calculated from the numberofcells counted by electric cell counter (Microcell
Counter CDA-500)

(4) Chromosome aberration test results (Table 1)

‘CompanySanhized.Doesnotcontain TSCA Cayor
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~ 6. Continuous treatment test
(1) Cell growih inhibitiontestconditions
 Tetdwmion| onsen
[Spe|" Roundplasticdish

Se IDiameter60mm |stor| Ci ior Farias
No.of incubators per dosep- No. of inoculated cols isi

SC ebeiondoraion| ams |meme | ATOM OF test substance solution added” 03 mUdh
conditions

Recoveyime | on]
Cellgrowth Number of cells counted by electric cell counterhibition (Microcell Counter CDA-500)
Note
4) Composition of medium used in treatmentoftest substance
Medium 4.5mL (=NBCS0.5mL + x2 MEM 2.25mL + distilled water 1.75 mL)+test substance solution 0.5 mL

—_
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~~ (2) Cellgrowthandaberrationcell appearance frequency

Without metabolism activation (24-0)

Cell | Relative | Incidence| Aberration cll pearance
Dose | growth | splitindex | of split Toqgency? (5)(gm)| S| Pex | con | Numerical

iw] Fan| 0oo iw] eeI J7 Bs[300 ome| gos aman|00[Tots 208 |afew 00](156 82| no mm 56 Tse]EE =
260Toone] ——ee

[250077165| no. |nome| mo. | no |
[50067| 117 | mo. | nome| no. | mo |ETT

b) Calculated by split cells in 500 cells

) abundant: sufficient split cells. rare: very few split cells
afew: few split cells none: no split cells at all

d) 50 cells were observedor nodanimiccscope
~ F: Test substance precipitation occurred at the beginning and end of the treatment,

Note) Upper limit of dosage was set at 5000 g/mL

—_
coe Company Sess Doss et contan750Aot
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~~ (3) Chromosome aberration test conditions

CL amin wom
Swe | Rowdpwuda
[Ske|Damctr60mm |

5 miJdishRoofesto prde
Cll No. of inoculated cells’

:
Amount of test substance solution added™| ____0.5ml/dish|Tram |Tre amentime|

ondtion  Recoveytime | on |
Note

2) Composition of mediumusedin treatment of test substance
Medium 4.5 mL (= NBCS 0.5mL+x2 MEM 2.25mL + distilled water 1.75 mL) +
test substance solution 0.5 mL
Number of cells counted by electric cell counter (Microcell Counter CDA-500) for
cell growth

(4) Chromosome aberration test results (Table 2)

—_ (5) Split index in chromosome aberration test (Table 3)

7 Restoration snd
| rettn
Erm onieyae [reneGame

Reasons for evaluation

‘The evaluation is given because of no chromosomal aberration increase in both thei

~
conn ‘CompanySenlized.DossnotcontainTSCA C1
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—_ ) Notes
1. Reasons for setting dosageoftest substance,

Cell growth inhibition test results

Seem[orm | ston |sompgnnin

In short-term treatment, the maximum dosage for observing mid-term split images
needed for analysisofchromosomal aberrations had an upper limit of 000 g/mL in the
presence or absence of the S9 mix. Bothinthe presence and absenceofthe S9 mix, with a
‘maximum dosage at 5000 ug/ml, and with the appearance of light cell toxicity, 1580 and 500
ng/mL diluted at a nominal ratio [sic]of V10 were set.

In the continuous treatment, the maximum dosage for the observationofthe mid-term
split image needed for analysisof chromosomal aberrations was 78.1 pg/mL. At 78.1 pg/mL,
cell growth was 91.5%, and the relative split index was inhibited to 20.4% of the negative
control, thus a distinct cell toxicity was judged to occur. Thus, the concentration for inhibiting
50% of spit cells in the cell growth inhibition test was about 52 pg/mL; with a maximum dosage

~~ of78.1 pg/mL, 39.1 and 19.5 pg/mL diluted by a nominal ratioof 2 were set.
2. Toxicity evaluation in continuous treatment

AU78.1 pg/mLsetas the maximum dosage used inthecontinuous treatment, the cell
growth in the chromosome aberration test is 86.9%; cell growth inhibition exceeding 50% is not
observed, while a relative split index compared with the negative control is decreased to 38.3%;
thus, iti judged that a distinct cell toxicity needed for evaluating chromosomal aberrations
occurred.
3. Chromosome aberration evaluation standard

A positive judgment is given when the appearance frequencyofcells having structural
‘aberrations and numerical” aberrations increased more than 10% with a dependence on the
dosage or when an increase exceeding 5% is regenerated in the chromosome aberration test and
confirmation test; all others are judged as negative.
4. Figures
Figure 1: Cell growth inhibition test results of short-term treatment usin 3
Figure 2: Chromosome aberration test results of short-term treatment usin
Figure 3: Cell growth inhibition test resulsofcontinuous treatment using
Figure 4; Chromosome aberration test result of continuous treatment usin

~~ *Not certainif“numerical” inthis case indicate the “number”ofsberrations.)

car
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8. Others
Hita Works; Kagaku Busshitsu Heikakenkjukiku

i 3-822 Ishii, Hita, OitaTest facilites aT

Fax 0973 (23) 9800

Principal tester Name. ‘Test Department 3 Yoshikazu Anjimi
[Byerene| yes |

623/03 wo 11/13/03
LLTetNo 777 Reed

—_
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—~ Table 3: Split index in chromosome aberration test (continuous treatment)[Festmentime ) |59mix|Dosage (ug/n) | Relative spit index
Negative control

(distilled water) 100

#0 er ——CorTwo |
Relative split index is calculated based on 100% as the split index of the negative control.
a) Calculated with the observation of 1000 cells per dose.

—~
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Cell growth (%)—

wo
|Te

.
© PY or a

Dose (pg/mL)
- 89 mix

Cell growth (%)~

”Se

»

.
° Py wo Po

Dose (g/mL)
es

Figure 1: Cel growth inhibition test els of shotfem reatnent wo—)

oan
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— Appearance frequency of chromosome aberration cells (5%)%

‘Onumerical aberration
|®structural aberration
|

’ |
|© |

: |To 0 - Soo
Dose (ug/mL)

- $9 mix

Appearance frequency of chromosome aberration cells (%)
~~ * Onumerical aberration

|structural aberration |

®
|

wo.

° |I) 10 on)
Dose (ug/ml)
So mix

Figure 2 Chromosome aberration test results ofshot erm treatment wrf—)~
64747
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Cel growth (%)—_ To

oN

o \L
0 100 L000 10000Dose (ug/ml)

24h treatment
Figure 3 Cell growth inhibition test resultsofcontinuous treatment wnj—)

~
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Appearance frequency of chromosome aberration cells (%)~ 30

O numerical aberration
® structural sberration

’
|

10

o
o 155 391 piDose (ug/ml)

24h treatment
Figure 4: Chromosome aberration test results of continuous treatment in—~~
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Responsibility Chart

‘Title: Chromosomal aberration test-— ‘mammalian cultured cells

Principal tester ‘Test planning, management of overall test, specimenYoshikazu Ajimi observation,results analysis, evaluation, report preparation
Preparation and treatmentof test substance, specimen

g observation
[ShinyaWakaborasi |specmen isrvaion

—~

—
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RELIABILITY WARRANTY

Kagakubusshitsu Heikakenkyukiko
Hita Works

Test Requester: Dupont K.K.
Test Title: Chromosomal aberration test—...‘mammalian cultured cellsTest Code: K06-1022

This test has been auditedor inspected by the QA DivisionofHita Works,Kagakubusshitsu Heikakenkyukiko. Supervisionor inspection dats and dates reported o theprincipal tester and managementre given below.

‘Auditing or inspection tems Auditing or| Auditing or
inspection date | inspection results

report datelest plan documented T7505 gangs]Festsubstancepreparation andtetsare |7772003|77005]“Amendmentof test plan document [722005[7730005]Recording and report draft | 102172003|Tor2172005 |~~ Amendmentofest plan document (2) | 105472005 T001300—][Finalreportdraft review 1 10727003Amendment of test plan document (No.3) 1073072003 103072003[Emal repo drateview |—j0rs0ra000—| opDonatreporTyson]

“This report accurately describes th testing method and procedure and the reported resultsaccurately reflect the raw dataofthe ests.

November 13, 2003
Keiji Shiraishi

Reliability Warranty Officer

Language Services Unit
Phoenix Translations
January 14,2004

—~
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