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1. STUDY ORGA.LNrM-kTION

1.1- BRBRA Project-No.

1363/'2,iO

June 1993

1.2. Title

Protocolforchromosome aberrationstudieson variouscoded samples using

culturedChinese hamster ovar.Tcells

1.3. Testingfacilit.v

BIBRA To)dcolog@-InEernational
Woodmansterne Road
Carshalton
Surrev SM5 4DS

UK

1.4. Sponsor

B.A.T.(UK & Export)Ltd
Research & Development Centre

F.eo,ent'sPark Road

Southampton S09 IPE

UK

1.5. Criticaldates

A detailedtiineeableAW be issuedasa protocoladdendum followingreceipt

ofinstructionsfrom thesponsortoproceed.

1.6. Responsible staff

Study Director B.J.Phillips,BSc, PhD, MlBiol.

1.7. Good Laboratory Practice

The stud%-describedin thisprotocolwillbe carriedout to the highest

scientificstandardr-and in accordance with written Standard Operating

Procedure@.z. CD
CD
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1.8. Sponsor representative

The sponsors willappoint a representativeto assure them of the adequate

conduct of the studv and to actas the contactbetween the sponsor and

BIBP,-K

Instructionstomodifvthe studvwillbe acceptedonivfrom thisrepresentative

or an individualnominated inwritingb,,.therepresentative.

1.8.1.Definitionofret)resentative

The sponsor representative%-iUbe:

Dr E.D. Massev
B.A.T.(UK & Export)Ltd
Research & Development Centre
Regent'sPark Road
Southampton S09 IPE
ulK

1.8.2.Accessof representativeto the studv

The sponsorrepresentativeor anv nominated individualwillhave accessat

alltimes withinnormal workinghours (Monday toFriday09.00to 17.00hr)

toallstagesofthe study,alldatageneratedas partof the study and to the

-ccientificstaffresponsibleforitsconduct.

Itisexpectedthat such accesswould normallybe by agreement Aith the

Study Direc,,or.

Access tovariouspartsofthe BIB&K facilitywilldepend upon compliance

with codesof practicerelatinc,to use and safetv.

Contact

The sponsorrepresentativewillbe informed ofthe progressofthe stud%.by.

recei,.ingcopiesof an%.documents passed from BIB&4. to the sponsor

relatingto the conduct ofthe stud%- CD
C:)

C:)
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- any visitsmade (1.8.2.).Ifsuch visitsare made by a nominated

indin-idual,itwillbe the responsibilityofthatindividualto reportto

the sponsorrepresentative

- contactby the most rapidmeans availableshould unexpected events

occur.AU contactswillbe coniirmedinwriting

1.8.4.Inte--ntvofthe stud

In the eventofunexpected occurrencesrequiringaction,BIB&,K willcontact

the sponsorrepresentative(1.8.3.).Shouldtherepresentativenotbe available

or notrespond inreasonabletime,BIBRK willtakethe actionconsideredto

be inthe bestinterestsofthe studv.Detailsofthe reasonand the actionwill

be documented to the repre5entativeand NviUform part ofthe studyrecord.

2. SCI:E..NTIFICOBJECTRVE

To a-csessthe potentialof variouscoded samples to cause chromosome

aberrationsin culturedChinesehamster ovary(CHO) cens.

3. TEST AiNrDCONTROL ARTICLES

3.1. Test articles

The testarticleswillbe variouscodedsamplesprovidedby the sponsorwith

anv relevantdata relatingto stabilityand storageconditions.Unless

othen-.-iseindicated,samples willbe storedat room temperature in the

containersprovided.

3.2. Positive control article

Ethvl methanesulphonate willbe providedby BIBR-4-

3.3. N-egativecontrolarticle

This NN-Mbe the solventused forthe testarticleand willbe providedb,.,

BIBR-K

CD
4-1.
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4. TEST SYSTEM

4.1. CeU line

The Chinese hamster ovarycellline,isolatedby Kao and Puck (Proe.NatL

Acad.Sci.USA, 1967,60,1275) and clonedkv O'Neilletal.( Mutation Res.

1977,145, 91) isde--ignatedCHO-KI-BH,.

4.2. CeU culture

The stockof ceus isstoredin liquidnitrogen.A sample willbe recovered

approximately10 days beforethe startofthe studyand grown inHam's F12

medi=, supplemented with5% foetalbo-,-ineserum and antibiotics.

4.3. Justification

The studi,ofchromosome aberrationsinculturedceushas been widelyused

fordetectingthe potentialofradiationand chemicalstocausegeneticdamage

(e.g.Ishidate,M. Jr.,Harnois,NLC. and Sofuni,T.,Mutation Res. 1988,195,

151).The method describedinthisprotocolisba---edon the recommendations

of the United Kinadom EnNironmental Mutagen Society(Reportof the

UKEMS Sub-Committee on Guidelinesfor,-@lutagenicityTestingPart 1,1989).

5. EXPEREN-IENTAL DESIGN

The followingstudieswillbe conducted on each of the testarticles.

5.1. Preliminarytoxicitytest

A ran,--oftestarticleconcentrationswillbe su-ested by the sponsor.The

effectsofthese concentrationson cellviability%viUbe checked as fouows. A

seriesofcultures%,U be establishedand incubatedfor24 hr. One culturewill

be treated%vitheach ofthe sug.-estedconcentrationsfor2 hr. The cultures

willbe examined -,-L-uallyafter24 hr and 3 dosesselectedforchromosome

aberrationtestson ,hebasisofsufficientmitoticcells. C)
C:)

C:)
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5.2. Chromosome aberrationtest

Sixteencultureswillbe establishedand incubatedfor24 hr.They 'AU then

be treatedas follows:

Number of cultures Treatment

3 Test article- Conc. 1

3 Test article-Coiac.2

3 Test article-Conc. 3

2 Ethvimethanesulphonate
(positivecontrol'?

eSolventusedfortestarticl

.After2 hr,the testsolutionswillbe rer)lacedA-ithfreshmedium.

Slideswillbe prepared(6.1.)24 hr afterthestartoftreatmentand evaluated

under code formitoticindex(6.2.)and chromosome aberrations(6.3.).

6@ PROCEDURES AND OBSERVATIONS

6.1. Preparation of chromosome slides

Starting 2 hr before the designated harvest time. cultures will be incubated

withcoicemid(0.1ijg,/ml)to arrestmitosis.The cellswillthen be suspended,

treatedfor 10min with 0.075KCI and fl%edin severalchanzes of

methanol:aceticacid (3:1v/v). Slideswillbe preparedbv air clr@-ma,and

stainedwith Giemsa solution.

6.2. Evaluation of rrlitoticindex

The slidesfrom each culture will be scanned and the number of mitotic

figuresand interphasenucleirecordedup toa totalof500. The mitoticindex

willbe expressed as the percentage of mitotic cellsin the sample.

CD
C:)

CD
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6.3. Evaluation of chromosome aberrations

A total of 100 weu-spread metaphases, comprising 18-21 chromosomes, willbe

evaluated from the set of slidesfrom each culture. Chromatid and

chromosome gaps, breaks and exchanges will be noted according to a

classificationsystem based on thatrecommended by the UKEMS guidelines

formutagenicitv testing.

The proportion of metaphac-esshowing one or more aberrations(both

includingand excluding gaps)willbe used a---the basicstatisticforevaluation

using the Fisher'sExact testand analysisforlineartrend.

7. REPORTLNG

A reportwillbe prepared which:-

- definesthe responsiblestaff

- definesthe testarticle

- definesthe testsystem

- definesthe procedures used

- su=arizes the findinl--

- evaluatesthe findings

- liststhe data generated

S. PROTOCOL ACCFPTANCF,

I hereby declarethat the study describedin thisprotocolwillbe conducted

under my super-%isionto the hia.,hestscientificstandards and in accordance

A,.ith%vrittenStandard Operatin- Procedures.

Study Director:
B.J.Phillips,BSc. PhD, MlBiol.

@ .-r p1,@. g @4 - 1793j 6--e-.Sic.,nature ................
F ......Date ..................

CD
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