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"This ~dyr_wa~~oo~i;dUded:att aUC4r.z~nc~:miitli Gwd :~boFeCay. Fr~o:~:~equire~rqe.nc*~+ofi:~PA: 40 
CFR ~f6(1:and .79~,:f't~"~~:~CFR ;;~ .and ~:~p~d.:Rt: ~n'_C3oad: Eabora~rv 
Oiibueied :i~i ti,e,C~an#~,aon ~on~~ic:Qaopamtion & :'Q"bpmah r-.(OECD), 4W; tft . Ow 

Test-:a(ticie,;chararizstior+~~s :pr.~t,fded=4caalki .noi:~n~iuq~s~ijfty~: 1n ad~ition, the te~star~Ge : . . . 
i~~~iad~an Was-not pecfor~ri,~d:undec<.lhe>~ooii:.'i:atta~atary:Pr~n 
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MS. Research LabOtAWKIOW 

oft OJtot NUMBER 
TEST AR'Fi!CLE 
SPONSt7R . 

MMID 5675; : . . : .~ . . . . .. . : _ ._
.W.- T-6 

. . . . . . . . . . . . . .. . . . . . . .. . . . . . . . ., . . . 
3M~Ct3RPt)~ITE:~G~iLOGY ~ I~EGi1LA10R1~ 
`sEaui~~s . 

TITLE LocAt LOOP. Node Ass0Y kwo:{ki~ 
PROTOCOL # : 

AR,S31RACr - 
tsea-" Method ~y~topsis: A pteAminat~S!:~etmeLirrit~Ton soO".P WAS cx0rwduded with-Own 

fAmale s;BAlJ -.itNEe-~ .d~teltnine:~_c~np~tra~or~~of the fest; ekti.de~.:,MT.DID:6¢~5.~. 
, in iae vsed in'ttie.deflnitive_Lco~ll:ymph:~d~e.~tu~ly: 'Tt~r{~a~.ltFOecitra~tions:~yb; 5t"i,'°yG : .and 10q7a) 

of the test artiClerwrere1"sfed.(2 .aniMals Par group ~.. These.con~ertd~ot~slurresponded to 
apqfaxin~tely'7~-5gb:1~96 and.2g:~9b ;:of~~F~:a~t~tia r~edie~t :fm~=test arflcie :: ..'fta~,pr:~atY s±creen . 
show no ii~itaftan _at a~nX'~f ttte~onoeri~'aiao~s t~ed i~~ ~. , ;~the ,maxfmum: sti~Zzla: c~~.ofi 
100°/0 . Bas®d:on these:resrilts,-~atli~.~2~'9~::5096~ ;eriQ ~.OQ9;6pf.tb~stesistbidewen3::Cfios~n .fpc.. 

the iieiM it3ve 

Local 

LVmPh (dode~~study by,.t?te;Sti~dy D'vet~oc Fn:4onsSi~GY+ ~i tt5e-spo~~:: 
.. .: . . ;. . : .. : 

Fortlie deffnttiv e strid "y�.;thr~e~sep~icate.:g~aups :4f#~iv`fis~naiiei~C.B~1f~:rpice acumals . per:gmup) were~ 
:valsii~!:~r~i1group . 

of ;five:tnFce:wbsafeated:vDAIFBO:ari~l ;~nolf~ergrOUP :»fiF~ntrii~e,tNas:ueetaa .w~:ttas ::pqsit~re cor~rol, . 
2596~,'~iCA (irtflM30); ir~ the:a~sntme,mwln~r- :".Tha::ha~v+s . .; . . . ;group..was.kft:unb±ea~ed ~o .fxovide: .: :. 

ais 
. : . .: dc~e:~Qroup;:ivhknd~f.itotus~-group... . . . . . , baselicae:va("ues`a~tdto'pi+avide~compaiiso~a~rt~rtOi~~O:~est 

`.a :Vefiicl~i TF~e~tsstarticleso~utibas,vek~ide :callrol; ..end;~twntrolw~re:adrt~inlsterecf::bytop[r~l . , ... 
appiii:ation to the'doisi~:~n'4f eai~.:~*.actce: claiiCy forti~e ~:days 

mic~e weire: :_9 em an Fritr:~petltoneafin,~eCttob ;# ttie-thyr~id.in~;anatog : 5-b~ot~a2'~de~zy:~tuidi :~.Bhdl~) 
: . .. . . . .. ., 

fiye;da~s~±aFlowing the~irn6ai rJase; ecid Av+e :l;mus pcforCos~riff~:: Atsecr~;;i~eauricalat; .lymph:nodes : 
were isolated. si!aqle~o~ifsuspen~~ons~~>Iympli node ;cas:(LNo ware -mid ft WC. 
suspen s~an wa$;ai~aij~Ized by ffoiN.cytornetiyfarri3niU_inc~oiation ~tidai~etotait ~ttmbe~of t.F1C.: 'The 
amntsnt`of protiferataig . (aAtBrdU+) . LNG'vvas dabeMnf~ed as a .~Mtue ~ the FSrol'~6er.86,Ve: response~ of.'tt~ia 
loc~l'Ijrimpli ciade. The stimaiationindex .~Sljyvas'caiculaifis~i-tiydivldirig ;the:pro~fen~ive response,{StdU. 

-o¬aha:vafi9~clo .Cor~oF grot~R;. .or; for i~icorpor~tionj .of eech test articTe:group liy:thec.'pnoEff~atiQe'a~cpon" 
the_14~`ta~t ar6icie:'gPi;iup,: ~Srtiie::prolFf6ra~ve~responseof'the'taahte~cxsntfroi ;~raup.,: 'Testartictes~that' 
yielded a Sit 0 i~ie~ charar.terix+6d as: potentFafly.sen3ldzlng suf~stanoes~ 

, . . _ .. , .. . . . . - . . .. . . 
AFtquots .ofthe_ LNC SLSpension: werc~stairt+ed-;viritY~-~a(rh'tiodfes-for`iiiirtiiunopfienotypirlg:jB:aitid.'T CftIw 
eyaiuatiori ;_ ~;eU~`w~~;wasfiead:,ar~d resuspand~ed in Phpsphate~Buffe.red Balm~s.(PBS) c~antainm~the . . . 

ft djr® ?AAD., Live celts wer~~ena1 ~: ..by. flWw cytomeby to dsF%rrnine 9~B'0slFS:'f* cells; and ihe-viet~l 
B:'f cell :ratio. Test.atti~cies :9ndu+eing.~n irra~se of:z2596 (:T .25rfotd).:over .tfie~reh~:(a(:nariieyconlrol in 
96:8-oens~or:we B'f ratio:arvere ~cnsidered sensi6ung'subs'batyca~s 

. : b%-life phase qf'ttus sfiidy:a nd,eppear+ed ,normal ; exceptfor:one: . Su ; Aft an . ., . . . . .: . .. ., . .. . .. : . . .. .~ :. . . ., . . 
anir~ai in the'10 dose g.noup:: whk~.a paar±ed e~nai~bed:and'~zfiibited.a waCanogeitiiEaF area on Day 6~ , . ., .., . _ .. .~?. . . . . , � ..._, . . . . . . , _ . . .i'. ., ... . . . . . ., .- : :. 

stud ~_ Th~s:an~crial`oautd:~#;6e:in ._ . . . : :wlth~BmiU.; saFympth : n:odesvb0ns.not.harvested. , . . . . of the deStn . itive~ ., ,,, . ,~,, . - . : .:~ ., . ; . ,. . ., . . .~ . .: .. 
The: rra.obsQ+vedin t1~ls.ar~mnaFais not,tSelie6he: ~ti~6e?d;:~ce: alf~era~i~tna ls"In W6. . . . . ~9 . ; . . .-, :_ . . e:Or y~riih.its:~ group e nomie~: . pP~3red .: . . .~ . ., Tbefe:i~.Tiq ., ... : : . . . . . . . . _: . . .. . . _ .. . <. 
to-the~ :dosed ears:, . Bod~i weigliEs~siriges w ere norrnel ;.except folr lhe~.~aniRial~n it~e~ i W%~~i~~gfoUP; whk"hN : 

. :. - .. . . . . . .. . . 
, tBXi (214Q -bb Pb pqa; (g1.6){i"10 . , . . ., . . 8~18l8 

P*0.aot-U 
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I~~olocoi ': F~60M 

AS.SThtACT :(corifd) 

sununary (co0it) : 

. .. . r+ed emar.iated,. :Earsweiling;:rne~athd:andiyjdual.,arnimal otiservaticr~s IOSt,1_.4 :~t~firts;~rld:aPP~: .. . : ::, 
iitdlc~ed.;l3tef non~:: c~T t~e.;tesk; ar6c~e.tieatirientsf esu~ad tn. dwmaklrritation . .~., 3'he.:St ofahw pOSWe . 
~n'tiol. 25~:HG~k:. tiras .1 a~;3;-c.̀dt'isi~tpM'vKiNt aiis6'ot~ic~al:+~ata= Ttm $1 values" fot tw gCticfe N111Jt0' 667~ 

. : °at :25:°10: 509~0 aitd 1.00°6::w~: 0 .8; 2,4 at~d 3,8 ; te5p~liYaly: : 'i7ir~ Sl .:valwe . of 
1:00°~;MTDia SB~)'5~~pared t~`fhal~ra~ontrol group-~ 8 .9. 

. 
"t'heae~k ;afi3cte.:elicif~l a:fokl ; irpae~ss f~ ~B iaelts:lof 1r05 at 2596.~ 1;22:M :50°Ni ~andA91 at .10096; , . . . . :. . . :. : . . , .. . :. ;, . cc .. . . . ta~e;Vetiiclt-oanttpl~ ;aiid:art intioese of 1;B2=folda:liaQ09°.:oorripanDd to thA ha~ oonteul , . mpa!~ed. . . .. _. : 
~ok!°i~ct~ases~i..g:T~raflo;v~ere :4:04:a1; 2~9b,~:1'20 af SO~o. .arid 2 ~1 at 100°~6,carttpaied to~icte, ai~d 
1'.Z~! :ait: t00"!o~ 0uttil3aFeifi to..the-1~Id"`c;ontrol : 

_ i00qo ,. 
. 

OD nataskmt:'.TopicaJ a~i.~lica~OO~"of tlae f~t;arttccte :tUtTD1p 8675, . _ __ . ;. . at 
(29.9~:~,~:acdirearr~~ein0 resutted in::a :stirrrula8ot~ index greafier then 3, (Sl ? 3)~ as well as a >2696 
Inc,~e~se.:in °~B; i~tlsar~d in; the I~:T rado.~mipar'ed i~o dotti'vefiid+e arrd naive controfs': Ther±efio~ ais test ;. 
actide is.:a~d~iarcail:~eri,~taei': f~ t1,~ t:iic~l :l.jirriph Nod~:~lssay; "ffie test'att3de.lia§:a:~}ater! EC3:value 

. 
actiii-e . ngr~dient3:~ B~s9ct oh:ECETOC ciltait,a ; the acthre ingred"~en tent in MTU1D 

BfiT5; . ca~~be~ctassiRed as 6 .tiverik: sernsitizer. 

1781~:weikz:~td,`~ost:.c~ta~ "bo7ia7d; spin~er~fio+Mn~.Pals9B8 . 
fen (M)MG-1816 pt;o~: fixasj ss-6411a i~a~e,4pf 6 z. 
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Projec~~~ ;~ MA:O7 iS9B1:~6 
Protoqoff i M60M 

tQB;IWTNE 
., . . ... . .. . . . . . _ _ . , . , . .; . . _ .,: .. .

.0"'.4"- . . . : . . .. . . . . . . 
. ten~al of a , test s .. ~5!.': : P ... . .: , _ ~s., . Tfiis stud :deslg~ed: to be a . . .. . . 

stiend..~alanealtertta~ve::assay ..faahe-:Byet;it8'~.Gufit~i:-:f~tg . ._ . . . . . ., .. ._ _':. .`: ;Assaydefaie~ttie :.ICCVAM. : , . . 
re 8~ GFR`.~~4R5~;::auij~: EPi?~'He.'',kh Ef( eds:Testi ~fluide OPP7S l~irne;: Portt. . . . : :~s8!Ste~r . . . .. 19 

-~L 
. . . . . , . . . . : . 

87a:2800 final ~uid .eiirn~ ~f(e~tiv~ Mai~cij:2403;: arxl.Oi£CQ`T~;!Qi~deline~~429 . .effedblve ;~lpril'2002': 
,t1 - 

identity 
Taw-CA iticte , :. ... . .. : . . . . . . . , . . , .. 
Gh~ra~teiization : See:Appendix K for .T:eK-Artide. :Ctiat}~cterizaliora an4 C,e"Cate .of Map". . . . . . . . 
Priav~~edby : :3MCarporateToxk:ology :&;R

. 
egolauxYSec!~es: 

Stsbtfity. : NoE.SupPied by the sponsor. 
DaW Re~ed :: a7ios1o7 , 
Stbtne. : Roort1 temperafboa..'Ond humidity 
Deswiptiori : Clear liquid ., . 
Sample Prepara~ion : The test a~~vasa~i . . lecf"as an . . . ppl ~ ` apuoous soluiIdn corttainin; ~9:996 of. 

ff~e~at~1N8 irng'redie~l° , 
It 

rovas 
used 

e8-.ceCeived t~or ih~:10tNNot'ratbn,. 
eW dtiited with the. vafiida; DlrASO,. to appropriate. cohoeritradons^ - : ' : 

fRosinvE coNrRwL. 
Identity ; :PIpha~J)exyictnrramaldehyde., (HCA~ ̀ter,hnical Gr.ade 85~16; . 

Aldtich.l;otlEa'tdi, ~13.1a1?M© 
Pr.ovidsd by : dIIB : Reseach l,aboraOr4es 
Date,.Recelved MOMS 
Ezpiratioil D6k6 : 1-OW 
Sto%age ~ Room MmpemWre, -humidity 
D+esoriptidin : iiellowliquld : 
Seir%pl0Pr.epata#oa z 294 N1=of 85.%HCA .was addad°io74* of DIlASO; Loylaid a ~5~b~sol~ior, 

iIEHICI:E 
ldentity; : i~im~ahjyl : $uffaxlde tOMSO), :Sig.ma~Al~ricl9 Bafichll.ot ~t734ME 

Rese"' ̀~:a~orator.ies t'rovidedBy. : M0 
ReWved Date : Q4130'T 
EViratloa Daft : 04130105: 
Sbrage : Room temperature and humidity . . 
Desdription : Clear liquid 
Sample Preparation : Used asTecelved, 

TGSTAiSTIY'i.G ~ : 

_ ~760~sosd;~,:~f+~FtiootITS, .. .. . : . . paI-Ow, pfiorec=~'l9Sj 6364110 , 
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s:tuayntta : ;u;M~; . 
P~oj~t:t:# ; MB Q7.~!IlS6B1:26 
Pf+~cW : ~OM 

'~ES`T ;DATES 

Study lnikiatan (date.pnot~l.sigineil~, : tl7/1810.~ : .. .. . . 
EXperintentat~Star.t Data 0 stexposti~e~:;'t~sstsubst~ince) : .07M81f~7 

Experimental: .rerm:[~ate : (+ast :ctate::cl~t~ :cotiecCed) : : Q,3~tiQ7 . ,. 
Draft Repo[t~Sig#ieti: {If,appliica:elt'a : (f9~1.2I0~ . .. . . 
2"° Draft Report Siibm'itted (itsPPlic" . 1 .0lD41Q7 . , : 
Finai Report::Signeii : (study comptetjofi) ;, : ~4012t~7' 

EXPERIMENTAL DESIGN 

"test Ant~*rals: . -. .. .. ,. ; . .. 
:tt::Jsckson~t:atu~toi~ies;on.0612610,7 ; 07I10107 :8 0711:T107" . Fernale~i~A/J micew.er~ rerei

. . 
~ed frq 

Fc~wing equ~Gbr-at~on::p~riod`:of;~:.lea :'flire::4lays; thitly,a~c.,nu~pero. .us,. raott-~Pr+e9narttfemale mic.e . 
~re: ase'Igndzt to : tt~ .a!P!P~cabla .~rou~rs-e~s~ng sa: compute~~b;tsed ra~'om :r~urimt~er pt,*arn. 

. .. . . . .. . . . ..-. ., .. . - . 
7.'he;an~nals:were't~orn on : Q~IQ'~lOI;, Q5,1951Ai' t . q512~1a7,.. t~ d.aya, '.T'he.,Dey .1 t:ody, weiglht r~ange=for the ; 
defin'it~re;attid l~ay. t b~djC w~' tile sa~en.:a~iir~als ~xas 
19; .3- 72.O ;g . .r~ns. 'fheweigEat~rac%aiionoftt~ .ariimalsat .study.:init~donnot;exceed:*2t?%:ofthe 
-mean:bodY we . . ..: . .. . . . . , 

. . . . .. . 
'The animals wwe .identified:: ti~ cpge'ti.otatinp:~nd indel;b1e; tell rnarks,.. snd housed- fieage~ in . .suspet~d+pd: . Wit .ages. 6edc~ng:+~:p~laced: :6a-n~'th?a:,~es ::and, :-charygect at tea~t: f~ree tlrrresMr.e~: Frash.PMt 

e~-exctqsively foc rriice OieE::~ia0o~).:aticFwreYerw!re~e';freeiy~~avai~t?te~at:alitiO*s.,. The anjrsae)',roo, .mFmec . : : , . . . 
on ::ac~rQe tesfis, wa5 tempet~ti.ina-cor~ftolled~.haB:~~1~-fiau~ !'~ghtl_darkcycl~:.and was tceptctean :and 
Vetirtit~'free . .- 

'See .AjiWdlsT J for-AnfMala(eaft Pepatt 

- - 'tt4#F~te~aQ:l~esCo~flC0-boz;xiII, a-ftW 0 
. 
M ki,pa18m 

foat; . .~215) S3Bd89fi-'pfi*e: .(213)33O4l16 
. P6ge.6%ot62 . 
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Doslng: 
Irri 6on r i~. : . . 
Come (26_. 

. ronsecxit~te dayss 

~~wr) - . . .5:
.- 

~ . : . 
,~~'~-~ .-. 

. . . . projaCt`~ ~- MB:4T-'1~881.2s' . 

. 
EJCP'ERIMENTAt DESIGN (cont'd). . 

afed C.SAIJ:~nkei2:aiii~iaiis:-iosrcioun) were.tre ,yAj~; Tliro~~raupsofi. . . : ... . . . . . : . . . , . 
MTDID 6.0kand 1~~196:~ ~ 

, . . . . .., - . . -. -, . ..it. 
the;fi,_,_. .; : . ue.~grc~dient art~i 

:tEi~ckne~s8 v.~re'~ari~C:P!!i!~C(::t~n::: 

12Q,:hc sthe :f~~� .rsl;ds~?;an~ 7~ lir s~fEsirtlt~atii 
" n. . C !a9h8e8 in: .~`'tF .tl~ DB~ys-~=,!~aY. ~h~is~b~?. . . . . :. .-. .,. . . . -:. : .. . . . , .. . . . . 
: d,t~ Da 1 . . ~.~ .Eac~ifduiems_cf~ar.~ges:ofCrrivi!et1 .i1.~96'wefe~dered . . . pesCent?of ;. .3f :.-, . .. . :_ 

:Rq aioiogic~~h~rsign~canf .cb~ed on histaric~iE la>~ora~iyda a~ s~nd::~re ot'a 
response., 

D~ti~iitive StCtdV : 'f't1e tsst ;.iMc~e. cOncentrationsused ̀iR 3he ~tieRnnidva tLNA SiUdX wea+e ctibsetf sctdi that . 
the r~sii'ium cocicer~ia~ion :t~sCed wa~s ttie highes~f achie~rebte r,alutio~t of the test-eirttcie as supplied by 

the .sponsor 
,, . , .. ~rsacedd . . 

, . . . 
,: . . . . . : -by! . ZoP7c,al appll~,of tt~..test arq~le : . : SuC gioups;ofi CBi~fJ mioe anlmal~~~r: 9%4p3 vkete~t . 

concecit6ons; vehir,posftn~ oc~nfrol to the.dorsum;of e~ch e~ onoe':-daiiq fo~ tt~e oonseati've days 

(,at,. appmx~mat~ely the sde,oame hr~te.ftct~ day): F~n~erltrattons af ?.~596;.~096 and 1.00% .q f the;#est_a 
corraspandl ng: . ... . .. . to a pproidm~tbl~~ 7.6%, ..,, ; 15!36:.Snd 29:9°~b::of #te: aK~tye-3~t,etlioi~t: were tsbsd. -TFie"test .. . ; .; . . . . : , 
2irficle~sRor,~cenf~abon::pasive:coMroE orveh~ vvas: spce~d ~o~!tkte:~enf~:da.iESai'sur~ce:±of :#he .eaE A 

a: rnicropipet~a'af`25'isU+arrr-.~ A nal~e .gcoup. of-S animala:wa~asit:~u+treated : 'The defaun venide;- , . .,., . . 
Acetoiie;Eyliiii3 0#'4~'f {AUQ) -was no~!~sed.~ao;ia'ck .ot soWb~Y~,Y. of >ie~t:ar,trde. ..l .n _our lab; a?i.d :D.MSD: 
vet%icl~:aias En+odu~ftcoriais"t~rrt :resuits-vi~tliatie;pesillvea~ontrol :.~596:HDA;..asvaa~.vKith`bthsr . 
. .:: . : 

id~rs:anciiioia~sensiti~s:. The-t~st~tcie:dos~ . - wer~.propos.ed~rMB,andapproir MOW 
6,06 "rift =a~p~ . ~7he.liosing;~uiel~tk~w~;, ; ~prto- but:not'ew~sed fha kiit8tion thr. ': 

Dose Groupa. :>, 
Test Sub$ta 

, .;t._ .~ .:..~ , . 
Atlirrial ~'s 

'i :~ 

UBtt~Cie.--(bM9E1}. . . 
; . -. . - : . .. .. . .. . . . . :. . . . . .. 

Positive'..Gbr~trot~-~~2~°~ %HCA} . . . . - :-. ..: . . . ~..;-.~,*,.. ; 
01% 
50% MTDaD:8B75, 

100~b::~ITDID 0BZ~,. 

3:1-~5 

4145 

Type and Fraquency af Obeer+totionas . .. . _, . - ., . : : 
~AU,animalsin thestudywere,obsenred once;darlyti~roug,ijout:tltiQs~c~rfoccliriical sSgns..ei,Ther~f local 
. . . . ; . He . .,:. . ., . . 
~mtation. af the<e~Acation sr of-systernie toxioity;. ai~ fiot~ ma~talitjf. Bodyweightstiu~er :rei~orded :on 
Day. "i,.. immed~ pcior:bo! das~n®,;and on ;Day 8~. Prio~ to: BirdU .coo. . ~af me~u~+e. .meMs:were ken 

ded;ori Do 1, 3j : gnd 8.: from. a1i aniFrals and tew 
1T.6 s.WOM10id:+postMMW=17a;~ 

. Y:b3$4ft0. jphqw. .('115 p,ipg:T;pf,62, . 
' faz: ::¢16j~5~18f6 
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MR Research I:aboratori.es~ 

_ . . . . . . . : 
i~ERt1AENTiQCl.: DE,91!34 (0004 

Celi tJumber Detiermir~tiora : Fgi ce!( num4~' de6errrtilnatioh lot~'anirriai;'s m~asured atiquot offiiced 
. . . . . - 

. . . . . . . . : . . 
cslls:was=:transfe~red;toatite;vciritairiic,i~a~rop~um~dtQe~:, Ttf~niitier:of.i~iisaii.-eacha6q"uot. 
(representin9 .~.~11500diiu~ionof~lfie;Lef~tr~bj~'tiow.cytomefry:: " 

. . .: . :. 
The tofa! . number of cab in the i_~ode vVas d~iried:. . .;.. :rti- . . ing:aaii. ;: otat~t : te ~ ~ esented .. . . ; . . . . . - ; .IY"~Ph . . . . . . . , . . : . . .. .. . " ~! ~! . . .P~. ; . : . : J~ .: . : . . . .. :. . . . 

To cfetet~n~rie~_ e i150~0 di.lutbn factor-= 504); o~1 : � ~.e tota~ 
. 1) (. . . : - . . i . : : ' h::~ode . tWal:"i~. aha : :.-t of'.~e celf nunribef tsfBrdUf<cells: ~;~ Mt!P. :, . . 

st~spensian vras ni~ilHpile~ :bYthe~ Perne~i~ge :of.Ct~Cs:~-E~~ac$d`E- -- - -- 

Eauation 1 : (Mean-#of Ce(Isfn AJIqeiot); ~~ (DM*oii Fa*0.A .Totsit-O ot cetis in Node 
, . , . . . 

ouai`l-4~; ("I~~I#:OfCetEsirtN4de) :X~ Celfsl%. =-#'p_roi~~t'sti,ng ..-.th. .:-_. . .. 
1~' : 

.. . :.. . . .-.. . 
The nieans:and standarddsvIations:vvere; c~aiCU.l~tedfor-eac_h. dv®e:~rOUp: .: 

ArlaJysfs -of, Stimulatianandu Dafg: , , . . . . . . , ._ . . , . - . .. . : . . 
Cak.~riatiohofStim~at rrtr~dex(,$tl: ,',Foreaoh .ar~irryai,:;lymph::n~idet~il:prolifer~tortas :rneasunsdbj±ttte: 
nurnk~er,.of~P~altferatiirtg i :,ymplto~y'be~ was detetmi~ed i~y:fbw.cY~m~1r:Y a~rrct ihe:~r~ea~r~ SD -then : 

.av. ".. . . . :- . . . . . . .. . . Th8:1`nean.nurntier:of ..prviife. . . . . :: . L. . ~n each auni~tal:~vas it~., . caicut&ted for' a~'.g.ro!?P~ . ~'~9.:: `l!Imp~'l~as'"': . 
divided 3iy. thet»~n. nt+tti .of Protiferaitng, t:Yrnphocytes in;ahei:vifiicle.:~ :group: :{Fo~the ;1~0°ti' 
tast articiegro~p; ihe mean° hurr~ber of t~ro~feratfV:_L~rrnphoc~was c[hrided: fry'th~::msan ..r~umtier of . . :. . . . . . ; .. , . . 
8nd_lf~ L.NC iri,~e . .naivecanfrotgro~pstrbc:e: :r~a ~MS~:w~.;tu~ tn`tf~'dcxse:ptdt?aranforttusgraup..) 
This "TestX Co 01 Ratro" Is the"Sthiuk~ioA fndex''(S1) ariit virasl:calculaWfor:eactti animal ac~ot~lfn~ao 
Eqtqatiori 3 hatpuv: ' . 

r: g,uatiw 3: 
mean *of:Pfoiif~lvmphoOft pef anim i~-. = StfmulattoYi: t~id?e~ 1St)., 

-Mean #:Of PCOitteFBting Ljar~phnCytes from ~Vehlde vo~rd-group- pr .ariimai . . 

. . 

hx: (Zt~'f ~536181$ phone:- :(itib7l184;t1 .0 
Pe9er.$,cf6Z . 
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.. 
;M~ Researc~t La:bootfiW'`ies. 

,. . Stud':-M : : : .I.LNA 
p,r~qct:#' :-. MB:QT~5981~8 
Proto~41 : : 6650.M 

. . .. . . : . .-. 
EXPERIME~VTAl.DE1SICiN ('~~t'd), 

E;C3'caku~attort: . . 
u-rule~ion of Tk~e"c:oncen~m;at:wtiich SL.~ 3 (EC3j was:caAoutated:atxording..tathefnlkr~!ing': 

. 

Ecrt~: : Ec3: = o+I(3-dN(b41x(Wc.? 
. 

TestHrfic,le :and b, .d are 51 values at :e=h respecttve cwWn"rion . 
sre :a; c .aii~ the conc:eril~atiorxs of the Test .. . , 

'ibe skTn siaMdiza0on potencymn: be classified according :to tihe~folkywing;aable~: 

. ._ :gg3L%J: 
- . .. 

Ezi~ie . ~0.1 Y... .... 
36[on , ~0:1~1 - - - _ e . 

Z~.<"f 0 
. Weak ~z90=5100: 

. . -- . .. . : , . ; 
DA N'?~ to ~e Decivet<on o#£G3 values ffo~a. Locat lympl:i t~odi 

i . . .. . ., . . . ~iR? ~wranp 
C?oSeR~sponse$+ .~~QPT~(T899).19~6'l.~86 . . . , - -

: _ ~ .:. . . . : ~: :: . . . :- . . . :; .;.; : . . _ , . . _ ::. . . . : 
GetbedclG. G~ A, Ry_.en, PM : .S.; I+Csxnr: R:, :J,., ~~(eat~rian:.1<Kf!i~e~c: ['at~Tc~:~d. D: A~ BaeiCe,er:..~C: cherni~sl . 

47 h " ?eQ~ SQ:(6~2?4?88;.2O,b! sd,0e? ota~erna~lre, . , .,b'sldn;~en~'te~[n~;. :Cor . .. . ~ .ahee~,forev~lua~al. . . : . . .. , .. Cei~nsYoa' ~COtoxrcologY ~-d 
ECE'i'~::Con ' 
~aitd:'PoSdoolo9N~lrG~m~s . EC.ETOG:Tec~niceC E~epat .t±lo. :8 . . . . . 

phcris: :{216) 6*4714 
1'7ifiS,iiiistibe road; ~ ofKae bokw- 1?8,'. ~~tpUu~is~4~;. iis'1SM 

fax : (21$) .5'36J1818 
Pro" .o iffaz 
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~.hztabbirail no MB; ::RpseaEc I bd'~-s 
'TMO 'S.tudy 

rMA4 US 07-11F.WV1.26 

EVER N. IMENTAW.bt.010 406 

immanophenotyping 
'bW .Y. . a . *ith . hath Ai of LNO f- werit ed anil-r W.U" opp . 16A) am g, . . APPP B229 00"Y. (0' . . nvuse.CD3 OfflibOdy., lh Ommw bul%r an 

Ai "eri : **Shed.AM xesuspend 
i 
0 M Pr."ii

.1116 
.k" ;dyqs 

y.'tcCdbWWft- A-bft -% T UWdel %. cob and.ft WT OQ 
r 

ttm.-
raO% 

OrdtiA., vwues* tt t1w I O^-t6M wtcle..-gtWO.v also' c.d7mpired to ft riOlve-w 
Vol* COW 
group,., 

Analy.816 OUIMMUMPOOP041" Am~: 
MU ft-the m6an and. % Inimunophebb 

m .0d lh cal6amn a . ~Peme . ctliew .. . i6b& 9p 4. eyl : ni" 
th!e.8'.T :6611'mtl6" (04'usft- csk~Med. *..cfivkfirwo~ft maim 046 calls by-the mian %7 Calls lbr 

Euuatjipqv -%B22IP4 (8:0611t) 

MearMS LNO fibm* T r;*rWV- lbjd.ctlw9# PA82-20.+ pelPs . 
%M2-o+ LNC ftob'Vehiclo Cbritrol GrOup 

UQqjfiOMr. B-ToWlmtl6,6.reachlgft~uP~s:lm"titOdbY.*-' 

SA: 
Treated Q.3m -Mean .%+ LNOMM. n-:w EkTooDraffo 

8-.T cst.rafio ftomrTresW Gmmp fold Warige MTRatto 
BT raVo ftm Vehick:Controkuroup : 
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: MB: Res"rch Lg4o:raOrclhs 
S¬udy-T~fe . .: . C:i.Nf1 
~?f0~¢~CL;# : IVfH:O~'=15961 ;;26 
Pirotocol : . ~8~0liA 

EXPERIMENTAL; DESI.ON (Oont'd) : 

tnte'pietatiiqit;bfthe Data: . 
. . - : 

A tes~artis~ets consider?ed to;ha_ve;a ser~s~izing :P?ienrfat:NareatFn,entre~ulc5~in..a 3-fold or ore~ter . . . . , . . - : 
`(ricrease id ti~s:LN~:.ptotifeTia° :{'~sshQ~a!n,bY :fot~l;9:rdt~+ :aeils)~±B1~biveto tiiat:oatained i'oxJhe:vehiete : . . . .. . . . . . 
ciorifr~t : TYtdreftita;;aesi :atfiCle~, .th~t y;heid'.a S! -~ ~~are. charac.tier~ed -as p.o,onfla~-*a

. 
rng: substances 

1f a`fest ar!l~di~ .has : art Sl>3`:arrd: s~n.iftOa .nt; ®a.r swetli,rtg, cr;att~t :data' ;n,dicating: .~o.n_. 
:: .. :. . :,-:. .. . . . . 
~rrmmuneriq ng .dat~ can be used i,:?. de:~rmlne. ~er~i;ha.t`test, Wticte:.[s;a senski~r. or urbnt -For ¬Yi'+ . :. 
~irriri~iuna~lieliotypin~g ; : .incr~s:ss'in .the a~6~ :~eits or8;7 ra~io: ofi,_>: :1..26=fold, .:~,?2694~.over uetiicte Epntol~. are 
coi~sidei~i:l piediCtiare, of a .true seiisifizer. . 

Fietentjon Of the _DOW: 

d , d repotts a.r~e;subrr~itteri ;to f he Upon;s~~,ing the finai report, ̀ al{ xaw data,. ;suppor~lng:documlentaaon ~ . , 
fu+cliivisC b:y t~a-Sttady-Diiectot :-'fhe ra~ d~t~'is;i~ed :ai fa1B i~~sea:Ccfi by: projept number The ~rial rep,ort , . . .-. . . ~d MB project:+nu.c~nb;et-is.f~d af kAS:Reseai+ef~:~i spCow, n07% 

- . 
The test :ar~te`A!itl be r.eturrisd td the sulsr~i(tter fallowing : subnilss(cn-: ohlie: report . 

Atnendmerit .ot the Ptcf¬ac+ol : 
- . ,- .: . . . . . 

n.ataereport fie EC3.~ralua~;is :a; repFSSeptatliie of EC3 iwa&,c,a~uiei:ed :~fa;r :thejtest,a :rbcls and inq tuded ;1 
poterrcy . . Ses Appe~dlx a.: Tor proibcp! in tts entire~i, 

. . . . . , 
Deviatlons :to ¬he:Qaob.oratory : RraOlces 

., 
ARk-uwu . c,orn.Rlece.aest:ariaclennt:provldied to'tli;e.study.direotnt pCi~or to study . . . . .. ; , . . : . . . _ . . -. . . . ., . , . . 
tnf 

7d 

corripositiot~anck.ui"tifo~rrii~i ::was pie4id~+cl :, In . t, . ; ..-- . :, .. ..: -,. . :. : .. . , : ., . . . . . 
adt!'~aes~,~rt~cle~hara~tes.rzafion,;airov"fided-~y. tt~'~pcins~ar _prior to>sCudy~: ~infiiatibre,, ; uvas not 
cx~d,, urder ~e.;C~:, ;i:a6oraforjt;.Pr~e~. :Becaus;~ ofthe.sNOrt duradon;. tne-lnf~rmation provMed 

: . . . 
is cered ~ad~qua,b~.~f~r.tii~in'~nts .arrd pucposes~ofi~isstudji, 

+ofiloo ~ox,17$; :w~i!ra~oese,owm;:~.laoes~ 

PaO 13pf52 
fax: : (216)-536-1818 
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_ . . , 
iQra~rieS~ I~IB':-~.eso ~rctc Lab . . - ., . sWdy . 

- . :. ~ . . Proia0cpt : S~Sp~ 

RMILT3.AND DIS. M-0S10N- . . 

TestActiefe :Fo"lati1o6artd DWng:~ 
, . . . . . . . 

The test articto ;formed: ~a, .hontogenous;,ttZi~hue,;in:~e vetiiGe, . C?l1pOQ. .. No :dtf¬~itI~s ~iirere: ezpe~enced. , ,. , 
witi~ the applicat~en of 60 lest aitides~ta tf~e ears°a.r wifh the'ref~ltion' ottest aidcles 6.y'~ the eat-surface 

":Weigthts {AppendiX Aj: 
- 

Body ,weiglit.Etiati~we'e-normal; except for the.ari" 161116 1 Ot)°6.dose.groupr mbicth lost 1- .4 .grarris~ 
and appeac+ed smadated:. 

- 1 .. .'' . . 
IY~ort~iti;y-aad :Syrsteimt: -00o" :,~Ions .(iAp&ODi B): , ._ . . . :> ~ . . .. , 

Ow* 
., . . . . 

. . All aniinats survived: ttie, in-Gfe° phase of huiy arid.apppred.no!mal, expe?t; for one .anima.l..in Ehe 
10094> dase a±ou . . ~: .whic~l . . . . . ; . . . . emaaated,and:e~liib~ted> : p'~et"a~.ogen7tal. :are:a! :.Qri. DaY 6:of;ti.i~. 9 P .~,

iS
~ .

~11A*PXaifI?~~ 
: . p 

11'l
. . . 

Glefini#~e StUf~y; -COU~Id'n0t:b±B .,in~tQd .W~1~. :$FdU
. 

.Y's.b .E~37p..11 . ifOd!" : WeF81Mtt8v, I 961."T21e 
s ns:olis~lvad urthls~aniiral,era.raot .t>citQyed to. :be .fest:art~te~ele~ted sirrc:esa. o:~r eriimst~-~ 
9 . roup..appeaned .norrrlai. . 

Eat SvirRtliteg_ Q 'ablia;1,, .Appetdicss .C & D.):: . , .: , . . . , . 
fl prelirimin!Wyi Qermai irr'ftatton:scr!een Was .perPomled .aitd earsv~ltir~8;)peOsuremeritswq%.us.ed:ao 
assess irritaaon potenti.a.l {See .~kpRet+dix d::for data and`.APpend~c, D ::for diagramj:. Ear;~ess: 
measurements~were :peKormed on.D.ay 1 prior tc. .dosfng; bay-.1 before ; the-third test arric~e.~piication, . 
and on'Oay B before'saex~as... None afthe conoecitcatim :fiesWti rouded,.It.'incn3ases : En ear ttiiplcness . . . 

foretpr,as :~ot: .r~r~sif.ite'e~d :icri~a~~,: i~a~sa.:on.#~~elfmirla.~Y.~ermai giea~than:~96 ;:and~heta 
irritafion . acreetr."utts atldaest .article'soi.ub~ . . . . ..d~: ci~e'r~ions cits`2596 ;-., 5096 and. 't 00°6~-of ~;t~t ' . 
arfkle=wece ed for the defiqitive:.Loeai LymAh. Node Assay; TTmese coi~en6ra#ia~sccirros~ld~d to 
apptcW mately 7 5°%;1.5.°r6:and,29a99&<of'the-acti±reangr±~ient'intha,:~sf artide.. . . : . 

.. . . . . . . .: ~ . . . . : , 
I n the defnitiue "y, none of the M~'DID='S6'~5, , , , � . . . ._eorloenti~aqons, tesied resu~d 
in dermat-mritation . Tiie po~ftive.?eontrol, 25°I ttCA: t~ad a~greater than: 2596:irterea$e in earsw.olling_on 
Day 6; which'fs tonsi.stehfiitrith tlie ftaCure tiis~l:resuits:anid based on ots.g~en~erat:exxperienc.e " . opciarsin aboiut`90°lo ::of,sttld~es.when. usutg 25.°,~ HCA:unthe~vet~ccle DANi$O: : Te>~: r~esutt'is consider~ 
m~1dt,y td rnoderately inttatirag. : 

. . ... . . 
s~+-se�eo;�,~;paiasss 

r>hohs: t~ats~tio >~: {z~sl aas-isis i~:la:oi3u: . '- . 
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MS: fitesearch I;.atuOraitod" 
stuay-....~ :: .urw~w. . 
a~r.~e~ec~ :: wtB:oT-~~~~s 
P~'ot~DCQi :: 565011ft 

RESUMMANO ars+cUSs100 (ooriea) 

TsEblw9 : :Ea.r ;%wa8ittig 

Treafin" . 

', .Now. 

~ . D1111SC1'(Vehk*A 

26% liCA-(Posithce. Conhnl)° 

60°JaMT'DID6575, . 

`i0d9~o IN"T'DiD"8575; 

Nt 
*. 

banT . 
~_ 
~tThi~k~res 

, . .. . .. . . 
s ~i~nt. Chah e : " ! - . . 

Pre-ctodclrtg 
. . . 

4$ ~1t 
4

. 
: .; ,. . . :::

3i Eipdrl3le 
Do . :6 :I*. 9: 

Q.aY:8 - ; 
Day-1 I 

Q.iB: '0:48. 0_1S d:0%. d.0%- 

~;� ,d.39 . 0 :20 0:2d 543°.i; 5 .396 
Q~24 _ 0.26 _-

. . : 
26:3~!''0 38:8°!0~ 

0:10 0:20 : 0.20 5.396 -: 6.3% 
OAS . O:2Q _ 0.20 41,!°/0 11,1% 

s 

a:= a: :te~~:subdance : I 
. 
sad no. to incne~ses in ear thkkness ~t greate~ ~ian 25°y is con*ered lTritauting 

b_= cansid~red:mifdtyao rt:~terabely:arataiing. 

phone: : .(2`Ib} 06,i110 
Pagel.4of~52' 

~ l-~1818 
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MB Research Latiarator_-.ie$ --------r 
. . - ., fratocot _ OW )lul 

. 
aE8L1LT'~ A~N17i: DIfii~:USSttSN (conYdj 

., _ 
Mesn, Ntimbar Aw Porciagof Proliferatfag ..lymp.li.aMode Csils: (Tatile~2): 

, . .: . . . : . . . . 
The total nucsiWof prolifeMthS: lyc+fPhocytsav~is~calculebed.by:!~nul~pljrf~g Eotal c,elt`nu.e~ibe~' byahe 
pe~iceints~e:af the cBAs:that bs~steanccrpoiabeid BrdU . The mean~~otaL.lymphocyte::P.rv(iferafioc~ ior-b of 
the fre~tent grflapO is ~oiedtn ~'able 2 ; 

Table l: AN"-df Piropfer~n~ Catis in tlva Lyi~i Nodaf v:tch Treat~ient;t~toup 

Treatment ,_ �, . .._ ..~ Y. s~hfsf$ 

Mafve 

_ DM3Q (a%hid~}..-- 

2b.% fiCA CposWr4i Cctttrrot)-- 

25°yb . MTD~, ID 6676.1 
50% .MTD1D6675, . 
100%,uTD1D 86T6 ; 

. 
phcns: ~b15si~t10 i+eoc, {21.3)=636-18i8.. 



.p.16 

TSCA SANITIZED 

MR... Retoart.h LAboratoll'O$ 

~RiEsuLTs, AND 1)[SCUSSIOW(cont!d) 

1 dphd -(81f(TikbW.-3jAO hd1OOGE'F&:Q* 00 po :1 
tid, Ord& 'e.1 '~q . 

O~*tob '10.0% tw th , ._ & . p F 
Cal .- -~-' -1 -*--~ '-' - '* "- * - -''I' pyehkieppOW.gro uP 010' . test 

.10 
. 
U fOUP, w 

A. 
A s,aw aoWfi groppis.l.he- 006trol ~69 6A 

a 166id fT'01q--!3 An M'k 3., 
This: Mean 91 W4*4ndard 0 i I R Or t wo.up was 0 caw 

:A e 'r . .pp :W-.kW 4y.,dala and: . . . pOIX. AppeW* I- f . . :Wjwws7..a, potentw sonsi 
. 
fting-M.Spo '(Spe J.b 

.grao) . .. 

Tat"4: Stimulation Index 

VoAftnent st 

.25 

tpo 

6-1- -2-41- 

26% MTOW 607-5., 
~5004 MTOID. 6 67~j 

001d. to.vehide f (4,2.4) 
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NIB RIM EARCH LABtJRIA,TOFt~ES 
STANDARD PROTOCOL 

5,6$bM: 
. . . _ ,. . . . . 

1;0 TITL bF.STUDY: : LOCAL LYMNW tJOOE ..ASSO LN M1EE � (LLNA)` 
. . ., . 

2:0 0.131 C'r1y1? : . ..To detecmi~eaQ sens'ltizing potentyaai .of #ot?icatiy appli,+e¢ fest substarroeB; . ~'1'f~is 
t*LldA~irotocai, .modifled [~siRg. flow cyt<?metry'~ariatysi~, is ddsign~. .i; .o: b~.an,~tiema~as~ay for 
the BiieFiterrfeafllg;Se.ns."~izoitzofi .A$say,'defiined,.ihthe IcC~AM :rc .rC.(83;CFR 37`4Q5~±B; .f.uly , -. 
~f;0 ;:1t~8) and:flle ; LWA as:defiined In,:EPA~4:P~'TS.6.70 2QDO; FanaGGuidel(ne:{I~arr,h 2403~; .and: 
OEM-Test~.u'rct®iine'~4285 effec~ve.,Ap'i1:20o2. 

3;0; TEST`:AR'fIGLE: 
. . . . . 

u ~ . Aii'test arti,de,s~ wiH be sripplied .by . the sponsor, Prior to infflation ofi~re ;stucty; the, : .- : . 
sp~onsot^s~ould. prov&Ie test~autkie characterization to the Study Director. ttiatsciauld,'indpde, it 
Le~ctialica~y fe:ast~e, tthe:name and.quanti~es;oi" urakrtown contamtna~ arid impci'itie~s. . Referi'to 
se~n-13:.~4 :3:ctfthis protoooi for adifitionat in.formafior) . 

.. ., . 
Each teat~arbkk;w111 be identNfedb ., y source, name, andloc.+ooda numt~er, date:o,freoeiptat 

iUtB.t2~at~tr and MB PC~ject Numb~r . 
. ,: . . . 

3,3:: :Tt~e : .testatt~cle witl:be stored at ir©bm temperatur±e and.-hurh tditlr qn.iess otherwise 
spe~ by the Sponsor : 

3 . .4 :: t _Jm'~~: :Sased!~on:fJie .:irtfonxtati,on,provided by the .Sponsor, .appropriate routine safety 
pj*cautitSns w4tt.t5e~exera'isAd te :ilie lienxlting of the: test ariicla :. 

3 5: : : Yehtrte: Ae..necessary.,., a;suitabla~ .v.eliicle. vrifl be added. to the.test`article ;to generat® dilutions of , 
tfie`test articie, 'The ::aiehicle will be:A40: :(a0etone,:o6ve :ail, 4pnaess cthe~se dir~sated by the 
S~iotisot W!C1en:a ~ietiiete or~lilcaerit..olhet thar.a A00::wfll be used.~'itmustbe one:tiaat dQes not 
eI~iCany sigfitlicant'toadC_aff 

. 
Ocits: and does .riot substandatiy alter .the ch+emica! or toxicotogkad 

propr'rties:aftBe tesE.articlae. . Solubifttjt'tesllng AM the usa; ef rre'h'ictes other than AOO, :wJtl~be 
documented let: the.xaw:zlsta. 

. . . . . . . . . . 
4:0 (3ENERAFL TfS~' ~YSTEM : PARICMETE-RS: _ _ 

4 :1 : AnlrrWlltetiWrencents: 

4: :1, :1 : ToiaAsrSnber: of:Aaicrials . 

~ :~1 ::2: : f~iumtiar o~ ~roucas . 

4, :1:'3:. Na . An1m2ilsKarouQ . 

4..1 ;4; 5uWesJStfain . 

*116. Age . 

1785~wehtz .~ad: .P,o: .box.1t8; 
. . . . .. . . . : :. . .. . . 

pttone; .1216~:53$~411,0 

QUANTITATIVE 
1ftRlTt?cT10N IAIRITiATION 
PRESCRt_EN TEST (it' needed) MAIN. 

My, 

6at least 12 ' at leastr25 

atleast .6, incfudirig rtne(t). :con#ol'gr.*up receiving 
vetifcie. :dioa>e and (1:). .positive.,ccinttQ(gmwp,, ptumat least. 
thr.+ae (3)test 9rcups receiving cons.ecutive . 
concentrations 

af:least 5' {ail female). 

CBAIJ or GBAJJHsd 

842 weeks: old at study iNtlation.{age matched +1- one 
weak) 

Paye 42`0! 52 

. . . . . 
splnneraLoxq~::~!:,18968: . 

YaiC(21.Sj 3~'1818 
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STUDY TITLE: L.Oca) .Lymph- NO& Assaffn ML-8 (LOA) 

4,2': , ju an and &mber-OrAnlms1s:. 

LAOS 
R -0 10- owm , . 

P 
. 
A 

. 
09 NO:4-OW-A! 

LLN&OW. a ~?p ;Osyherw 4~ : !n 42- f-M , em 
of.:. 

wc Abe.'LLN . re..WnSe: -djffW*n --~ am 

4,22- §kW~ 1~4PMWC61'uf. ~Y.our-o :ad.tk(e~i2,woo'k,',pld)~!Wne~adM.'-.-~.to!).-ok.e..-.!'Femele., 
. . .. . . . e. 3 And-Ep tqm ;CEWj Cd"j~d o~:COXW &*aln m are ocoptablejas, Per' 0 M. 

ey, 
"diWeytd .,..oompambtereop.oiys.m- The. sciume and strsiA used witF be irtdicab®d: in the study 
t806rf . 

4:2 :3: NuinbO;of AnitnA 
. . 

need~ct to . 4 2:3:.1 . Irriteti~_P~n_: , The B ir~ayse pn~n Is "the r~inimum,nuntt~er 
deYer:~in~'if° ttie'if°ttie tint artide has dermal,mitaflon;propeities at the; higfie:st ~at(aino:bts . 
t:oridenftWri(mofttm,sptS:t471ity)311.the vehlC~: . . , ., . 

,.. . . ; . , . . .
Tfis 4p5onal Quantilativ~d Iauto n ~FesE j12 Mice) is used . . 

when cri`ta:pn~nt'and.the Msaxitnum apdepta6te dosihg cssnce~s?rteed to 
be:determingd. . ' 

42 3:3a : .~i I 1;e§$=: Tfie~M ihiirmam ; oumtie,rof.aninaalsin ft: defhiitfvetestls~6;an~~~f5 
irr~ati~ ;;~s:.present a~ ~ ' .' . : _:2 

Veratrne~t~ro~i~ i5Y1~~~~~!Y:~ n ,:: For s~ciad~yr.-vet~icfes~onxnitafions,. . 
. . . . . needed :_ : T8eal.t~tA .pierrzsotj~tg the: . . 9 =may . a..t~alys;; _- , . . 

~tudin.bfanli~ala;~c~ad.Eoass~ss.the,~sensi~zin~;ac~vitji'of'~est 
suf>atsncea:von~persti;to=:studies-f.nvoNing the.~ssa:ot:gqlnqa 0gs::.,Tti~minirr+iu~i' n.umt~ar 
per grofup recomiiin.end~d by: tiiCVAM and t~re )~RA-0Pt?T5870::2800 =W QECO #429 
fest:guidelines is Ave mice. "" . ` . . _ ~ . : . 

4..3: Husbatlti 

4..3: :'~ : : Eau~ibraticron :. : Thetesf $f;itAals will.~ie coriditioried tb the hoi~sing : fa~if~Ies foi' :at Jeastfive (5) 
days. prior to ~ttu~fy:Inon: . 

4.3 :2: :. , usih . .. : Animalswfii ba~hoased7ndWiduaily in euapen.ded-.cagets v~ihictt :coinfa~na tDltthe~ s~tc 
cec~iximeibalions in ttih`t3Uide tor"ft Ca(e.and usa : :of .t .:etioratMAriatW4 .:DHE;N (NtH): 
kasai'~M :v~rliita paper ~edding;, placce~c+ bec~aUt the ~age; wln;~ :char~ged aT iessk three : . . 
tiiEi~es .per w.aek: Tf~:ahirnat room~: reserved eiadusi~aly.for m~e;: is GeFriPetatur~ : iivntrolled-
arr~ fs ®quipp~;W~h a 12~[ lighflderk ;cycte : Tehhpe~"atune ead tiurraid'~ty wiit ha: : : . . 
cortf~~ait~ousty .reoot!ded:LStnp autome~ r~F~ ~!Tces. . 

4-3.3- FQ¢~; Ftesti .pNRt (Diet #50i71) .win l~e.availabte at all On-49 

.. .. . . . .. , . -

pnoww=M- 
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VUDY Tf~LE: : Local C.ythph :Nlode .Assay in :Mtce (L3.NA). 

4::3;,4; : 9tei; :~uili .bd'watlatil* .at.all times . 

AiIB RESEAi,iCH LASS 
PR;OYOCOI.'~LO: 6BS+ON1 

pAtSE:Np. 3 af i1 

' ,. , . . . :. . . . .. . ., . . : . . . : 
4;3 .4 :i : : . . : ` .Qom . . pec~oriried ,a~t0(irrriatel~:focar-(~E ; ~imes P~ Y~ac;and, cesults,a~~ :~o.mpsred:;against . a list 

of sccepfa~ble levels -,of as':pnot~lded .by ft .w-ate t+estihg Eab.otatoc~ . 
. 

Caitrot:of Sfaa: . F'ro~.fkie..av~u7at~[a p~pl of~als,..haait9~y:famale :(must.ba:nuEl~~parous and non .. 4;4r , . . . .. . . . . .- ... . 
~regn~t~ tttlce Of the sartt~: a~speciffed: hereihw~! be~ass ed ftr:,groupso ~s ;g, s~ndard. 
ac,apted methcds:of-ir;~ctdo.mfZetibn:; The. rnttroc~ for altaining ft random, numbera wtll be. 
recofded in-the stiidyfl(e~. ; 

4.4; f : ~?r~study~t3odv~: .At tite .irtittatton ofttie study;`the:w.eight varf8~tion of test-
anitrtai$-:wfll. not :exca3ed t 20 percent of the mean.body.rNetght.:, . 

41: Identificbdort : 

4:~:- Eacli' cp~e v~ip~:be Iderstified :by a, cage tag indk~g tlh .e: date of:dosing, best articte 
Id~nti~cabqnf. MB<~oject:number, :close aevct, number~and se~:c-of.aniimais - 

. . :.. .. . . . 
4;:v.2-". irnaf: EecN.:animaitiiilll: be) :Idiaintffied by an indelible: tail,mark conespnncfing fD the numbers 

ddiruin~e~edan tfie data:r~alfecti~n forcns; 

6:Q.: Pii=R ENTAL.Clir°3lGN :. 

51 :I .. . .. . . ... . . . . . . i:'lie L.i,.tVA dexernun6s tthe sehsitizstion potenNa1 . of aaest4ubatance by measuring , 

rrie_asur~i~N9nts af:IyrriPhocyt~ : protiferation : 

.. ., .: .- C~ttrSpttCCyfe:~r~fera~on;v~l:be:measuieaby:determmrngtt~erlnc ~. : . . .oratfanoc:t:roniodeoxyuridi~e . : , 
ARUM ~9: a:~! ~+meter;::a .triettiod~slaown tq be eqoivatent tio ~7=thyinidinet~ased 

~�~ prolif`eraUan ~af.:himPhoc~tes ~n the anricular~.Ymph nodes:dratr~ng the:asde:ofexpqsure (ears), 

,6 :2- -Sumcnarv-6f E~ci~xiitienil( Desia~, 
_...... 

LtaN,~, 
~~Y 

. . . ... . . 
r._ ... . ~ .._..__ 

. . . 
PRQTPROW, 

_ . . 
DAY ~I: ~ !AY: DAY 3 

. .. ; . . 

.. 
Od~' 4 DAY A DAY 6 DAY 7+ 

~ 7+ DAYS . T T T -- -~ Bt±dU., P , . 
Ow., er _~ - ,..:ET , . , ., ; . . - Sae~ae: . . . . 

= TCpl:c.el appHceUort :of test.subatance,, 3retbcle~orconbroi : . . _ . . 
2O0.ji! per tirs pre*.":aifice:(~:=.:r6hr.~); syst~tnio administratiqn :of:8ndU: in PF3.:( BXdI~ . _: At;6- 

P 

mo. : . .,se, 
. . . ua:p:),,atsaqriff ce;.exaston and processlng :ct:eadti mquse~l~ ph node set (on 

an,.lridiv~.ual errlnial bas t$); prop aratiori of b sMglejcetlauspension of Lymph Node 
c~ns iuac3: 

= Bddjy 1tVetght : . . ; . . : 
= EarThk.Rrt~s m.ee,~aured,(d19.ltpl rnicrometer,OrPeacock.Diat thicknessgauge) within 

24 hrs pce;~test, . on t3ay 3::prior to 4osing and pre-sacfflc$ . on Day B, . 
. . . 

vivo:flow.~ykometry, procedums: perlormedi measuremerit of Post .l.n-life phase. :~ex- . , . . ~ .. . . . . . . 
BrdLJ-%~cctrpAratuan into.lya»p~i -node cel15:(1MNCS analyzed; and Stimulatbri Index (so 
and:othe.r parameters calculateii . 

. . . . . 
l.TBS wetA~ro~td;.:P::a.. box I'm 
ptibns: .(2tb~ .b36 "41.7D. : 

Paqe:A4,6M : 

sptitiiefflown: PA_1OE8 
1'e~c "(27F1'S361B'(~ 
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Appeadix-L 
MR07-45961.26 

s,runy TntE- Local Wdo Assay: In )M (LLMA) 
MRRESEMW-H LAU-1 

Co 
PAGENO.L4 jai 1 

3,~- Ighoo.-jh1dw-figig"o AFO-Afte-AwAnk.when prop 4.4*s0w*4 VOW& 
Will be. "190*1 foh'tho fWi*lr1 11, binsirllicdw*~6m 

re, 
-Wedublift ..df'the led 

ilicst 
E.4.301 . . . .. . . . . . jA 

EtheMolt mo 
-$UWnone 

Pm*me *001113(3) 

;ep y Thwprefempd., . 
'0 

#pr aredbyadd1h9-4 
' 
W1.0(qCWm.J0jr'wwy I W-W) ofivi oil.. Wholly Oqu avol 2A.P.O.r. yphide Will 

"Mom -Ompe-M 
alsvf the techr)*~a;*.. . 

5-31:' AM-P s4vuld be us for UWA in. 
> -A -A E-4W(;i-QA >A -A001t. Pm . .. ... T" ftdde D$ 

(or, If i0dW notto be-m gx f U, of W n . sod WY 

of the SPONSOR REQUEST sect.ron bf th.0 

54: egjg~M~ggat '1I:Th.4. .m0_ hik-b -jj 00 . -.M. 
.at-25%',or5G% :InAOO(Q.rWbWevehlde).,Woll*:u6w-

oo n sudh SwrisorIn'sK ~d 0.00 tobw _ .0-M j"t- 
-p .. . . y 

added : :, .1 

narnW'plld p.pIr6d :' .M8) _, .p!." .fH.CA . .u by 
:eby 

m be ay.- : 
aweqto. .--tno.. .sxuay,' VW !. t"!"pqp . ~004. . . ~ - 

w. .m .#%.tJLNA*ft-th6 . 
solv6n &A orMA'g 433'. P#Y;kr. 000yo ri~. t 

M fh. 0 
this nW bed : dded by 

. , _ . ._-. , . . 
5 5: N~aative.-Controi;_ . There is'qo su0estad Q$tive oontkii :fijc fl~e. Ea.NA:; A;:r 

s,ubs~nce"or q:matve , coritroi group .mary bg add±e~ as an ~ddiNonal. ro:iup~~t.~ . . . . ." .. . .. . . . 
Sportsoc :arrd:at,additicnal-.8A pena~e°(see s,~cwn 13::1 ;2), ;Alttesi:acad~:grovps 
co meu-respecavw.venpe:cvnau . group 

botifrol. 
4" 

:be:c~pared 

_ -: i788weeNz'road..y.;o: .tieX-i78 - . . . .. . . _ , splnnens~wm,Por:1886E : 
p1iD~e (21S)~b'38Al10- ta~:. t21s~ aaa:fal8: 

N,N-Daneth.yIformamide tUMF) 

4:1, vlv;AceboOAiue :vit~{, A~ ~00) 
Dimethyfsulfo~ddI :(DM3oI <' , 

''' 
, ~ .`, , . ,"� 

4:3:3 DMSO;P~c®t~o~te:l~ilot.'(p$AE 433) 
Ai~bane 

Mile licefarnW(I)MA) 

Papm.Rq- of 3,1 . . . 
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Appendix L 
MB.:07~~i .5961 .26 , 

STUDY'1'CTLE: LO-cal L'Ytnplh .NQdia Assay in M116*4~:!LNA) 

5.,6:. ~est Sofutton -iIre~'. 

NIB,RE,8EiqRCH.: LABB 
PRb~'OCl~L .:N0; .66~QAll 

. P~S3E NC1:-5 oi19 

. . : . 
-.$::m~st t~eavOm.6ur~ng~solut~~.'pr~e~doia; . If~the rest, : 5 .6..1 . ~~..,. , . . . - : . : . .- . . .-. , . 

substance~ veh~ ~ndic~r ~trot a~ce . knovim, to.'pOseitit ~ iriiyats~i,ort ha~at~d, .all proc~du~ 
mua~f:be:,cartied :out_iri'~ :ffime ~ia±od . 

5.6:2: 
. . . . . aiivk%il we :dacurrt:enf®d tn.the~~xw :f~ta:. Fresh -sarrmP. ce .~??!~i Tlae ~st A'rt~ P~a,rat~,. . . . ; .Id~: P . :. . ... . : :. .. ; ., ., . . . . . .. .,.,:::,~ ::~; ; : .. : : . . . . :. : : . . . 

rdy. 
. . , . . . . . . Fnectil3it~"~c~ila~git~tor,orusi~g :a:r~gn efip sk'urer. tieat 
~

.piow sobi. oa . . . .. .. . .: . .. . . - ; ., .. .~.. .. . . .< : : . , . . - .. :. . : .: : . . :;. . . 
o~i . .e.:_3B°C:yyia not.be~iiseif;imles~~e>~substanceas,krscrmtrit4tria:aieat,stebte . 

Ii~io.nsls~s. . . . .~ . . . .1~$:~-.b~::P~~d,cin:ealc,h.,b~cfet~tday Su,bstances.or 

:6::3: 'f'c3st Articie Conceatratia tii~aeat artwde ,is :.nor±n~~ji-a~saYed at ~i~e ts~. tive; carisecuti.ve . 
coaoentrart3ons from 'wthiri :fhe foii01viing One' 

s) . J . 6°10.:2 . .596; :'l, .09j .. . , efia:: (wl,`v:fo~ solids .:v.Xy .fbr liquld1.5Id 250A 'f 0094 .̀ 5(i"/o; .25r_6, 'ip 
. 

_ , . . . . .. . - , . . . . . 
T~e:Sponsorvritl,~dpr.~te ooncentrakions~to iie :'useda~n POWd~ i3' :~l":~ltiased,-Upon .previous 
expe~iencje orstadies i;af avait~bke), ~truc.Wro~activv,itY-analysis~ d+erme1 :0 . ta~on -and solubility. 
Opt~nal..test:c~q~certtrations will bs. Rc+eparsd Wood .~porfahp ~a~:drnum sol~f~llt3rofahe'Oest 
art~le lo .3;he .vehlcio, while:atdiitg ovecE or severe systemie:or 1oc~l .im'tettoR ., in .the irQ 

; .~y: may,b~s~requved in event of no -suoh suppor't:d. . a Quan~ttve IrtiEatton, .T~t, jsee 5:1- 
p aae ;. : . : ° .. : o: . .d.etermrtte irrita ' and 

required 
saforin:additioota.anlrrtiatfon :P,cesca~een.(se+a643 .)~ . 

,tiolab~it)f tht eshoida., 

5 :6:3,'f: 

5: .6;32? 

,. , . . 9 3nitalfai Preecx_een:. . .~n;irsi~al rmEs~iQr~,,i~st.{iearswelitng; eden'aa}wjli be-:petiormed r~sin 
~100a~~ ; 51~i`:arM ;2~R~6:.ot`:test art~' (.o.r;t(~e;;3.: ;tiighesf;!concenf~t~ocrs, . obts~rraQ(e 1n r.osen 

~etiicttd~.. . :8ix::mice:.(1w~:per concentrabon);wili t~e r~sec¬>~arud.tkie,pi~escreen .w~t be: 
icor,tcducted itnd~r:klet~It~tl:c.oiicfitlor~s .~s;EhQ maInaWQy, except3~?rthe.assessmeni of 

~ymptt.I~ilQ::prolifedrathte::~ivity: ~f ncr ~a4±o~ ~ obsetved::~~i' sweNtng Kz5%), then 
*m!Wno=nfts,i1~s .wftfbe u6edJ.m .the.- .=ln stucl~,, l.f.sionftant I 

: 
I . - 

L 
.. 
- 

. 
k -A should be 1wrosso !PjUmU 

Wormedi 
4. o utd,be, ho 

e -..wnWba#qns Ot,n,*3.mR;q. or .6 riom wo uOng 12-:400, 1 .0s . M.W00 
waft . I . it 0.0 Mij.*-, -see: socW-14~1 .. 

perfo;;W0 I loalv"boid mgtn nor!4-rdtab IS dOt".1 

.57, 

G 
. 
I 

. must be wom .c1mrino-1his oPerstOom 

of MicarvAll be -treat6d :by .Spp.l.it.aboO~O .a .,differe;nt.~WGCW 61,T., 
r 
A&Jjgatbn~ 

. 
Sa 

. 
ch. . gro topicsif f 

q -lim .pevds Ahree 0 y f6.r. a 
wdsem&e,,days :. Control.m6 will bwire&W. witm a.-vehWAe.Olojn&,, McAPplumon 

W md.:usJhg:q :posMve :.d#s *.fa - V~e--(250 eaf)VIll b0admlh is p . owe gelts vAll be .. 
spnaaii .ove~ t6e=entire:dorsala.ucfac~ :of .tiie ear' 'T'Iie tim~ ofdosing wtiU.:be recorded.. 

i78B:v,rotkz-roed;'p. :a : bon:l78 . 

piton n: (2146SB"4°i1A 

spt,emenstnwn, .pa 1 .80E$ 
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App~att~dix L~ 
li!!8 

STUDY ME- : Local Lymph Na*.:Assay In M100 WA) I 
MWRESEARGH LASS 

PROTOCOL N0:45SOM 
, PAGE NO, 6 61411 

5:.8 : 9~~.~n~ 1RO;gr~ratior, of ~sdEJ, in yivo: flve dvawte~ ~he BrsE fiopka~ ap~tic~fion of . 
test.ar.~de ; att.r1tc~ei~4iil;he.inj'ected;1nbaperitoreatiy.wifft 200 ~ii of '* ~Bi~~2'n;deoxy-Urldih e 
soTu~q,n {Br~i,t°1, ~5: miglmfr;irti: PB$) ; . _ . 

I 1~ 
5:;9: Obwl*awis: 

AN Wobserved or~ il*gi ~ftir s :bf io'beT iftitatibn: at ttis 

_. . . . . . . : 
6.:9-2; ~ ~ a m.fi~taiuan;, ~iae wll, be obt3en~eci~ drics daiijt ~fot":~~ii~ :~it7ic;at sigris; eitber of 

loE,a, .1 inl0on.,att~a~appiic~on si6a orof.syaEerli~ .. .. :: : AIi;oE~s+srvaktohe°:i~il! bi~ : . 
sysp~rrtatlcaily ler:brded;:lwith rQiAicds ttlai6atned'fbr,eacil iriili+tidtf'sll :"trilEwse. 

, 
,wtlt be fecoi+d+ed pre~taist ~i~;ii. pricrto . $rilU irije~tinr : Signifu~int 

weigh; icss . (2 g or ma+a~`wiii :be noted arid add 
. . . . 

5,9 4: IY~StiveHin~a: t~oth,:eaiirs of eac)t ari.ima! Hii9. .be °bs±~+ed'for edei~:arltiJor eryfltema, ahd.~ear , : . . . . . tlilckness:mi~a~u+enz;en3s'CvNl:6e~ taken ori,Day 1 (t~:~-d~s~3 ..Day:3':(atapproxiltiately,d8 hours: 
afbei:~ie; ~do:ge~;;and oa 0ey:`8 . :y~nig:a 1;fiiGkliess.2anige; digit~i niicrortiebeir or peacock. 
D141 ftkn.ess Oi!K 

5,10 . Noife. . I'.5~.~~ Yd)lPS~ ~" i 
; ~ :, s" , 

g .. .. 
ituma,tteljraaevil~aed~us~ig :COx.: 
inj~tion :of BnQU; ti~a a.ui ~ ~ 

, . 6.1.~:2: nand . [t~~ of~+Vmoh.Noda~Cel~s; .F ali-niitie-dr~ii ~?~l~.~. ~+ . , .. . . :: . . .. . . .. . . . _. . . . . . ' 
auricula~tympfi hcdesfrolsteash:ittouse,wltl be;e?ic~sed ai~d :aonmbined, `On:an; :iiiiijv&iaat . 
animal,besis.,singie celisuspensic~s on. . - . ~od+~ ce11s j:C:NC}. wNI:De<.prepeii:ed ::~oiri the. : . . : . 
~viie~ted; lymph .p.od.es:>;y genfle disaggregatt.on, artd e,r,ydiriocytes tivili be`Jysed~ariid: rerrsoved. 
ft~the`L~tC "Pension 

5.11 : Q,ptronal~ttnrnunochanotupina~i~Ttaafmenl =; An-iiquptt~ftil8 :calis :wPll .b_estqtaed:at- :4°Car~- 
- . . , - . . . .. .. . . .. . . ~ . k. . .. . . .. ;. . . . . . . . . . 

~f MB SUI'f~
.
Ce.tt'SaliiteT-:eXpf+B8S1on; 8::ff:, 4tbB~'2Q* ; °XoCD3+,. 9~~ ;11dIQf''S~,f~.? .C81!$,.88 : 

stora~ar-mei~ia for~up bo~7Z noata fior optional:fiow.cy~net~r -arklys~~Qf'immunophenaEyPe.o~ 

SOP Vol Vll . fl: T,. 
. 51~: Fi n ~of`Celta; At1 al~tmt ot:~te;l,tVC.~'il.bs~c~es~f~rpd an!Jt1tt : alsr~ta~ie :butfe.t or aicohai and, Mil 

be>storEd at;-A '$ to "~3a°O uritli fnrthar prooes5ed:. StOraqe:st+qw :ndtex;ceed :immortttts., 

5.13: Oelarminafton ,of CA Proiiferation:: . 
., . . . : . . . . 

3:.13.1: ,F,,~¢~ ofC~* :A~te~ propidfum i:odid~ .aiin~ng,:asirgis-celFaugpensfon=ot 1.N~:will kbe 
an~iyzsd: u~;.~;8e:irfot~=Didc~tson #low .CyE4i~teilet~ spec~fir,aiiy.~r!ograminqd:focprao~sdium: 
io~de staintng ta enuri~erece ~ud~ate~ ce~s ; in ihe~i,~t~ph;no.dec~ sys~ns.lat . Ti~e ;tofal . : 
nufnber .of oe11sper caicx~iated irom 1che ; y~Itrea Qbtat~d : b~rrpui>YplYtr~ _~Yahe 
aRProPriace. :ctpwjon. :faclpm , - : . . . : . . 

S?$liYVenlza'oa~'E1.o.'t~oX~ .T8 c 
iiho!s: MbYlf86+4rtt0 

sptn neralbwni i~s. i$868: 
viii; {rtF1oo?18t0 

,47,b!,.,52. . 
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Appendix :L 
MB. b7=15981 .28 . . 

STllD.Y T11'LE I:oes1: Lymph: Node Assay kn Mloe (LLNA) 
;M$ RE8E1kOPH LA" 
PROTOQ%' .N.0::5.650IV1 

6:14: Otaterrxitnetl6n of BrdU. tncorooration: 
, . . . .. . 

5:14.1~ 11:~, Of QNEt,ofCN~."'I ..beadd:denatured,so;thac'aheStdU:antfEbcdy ,can 
ia~cess:.and :quantttati'v:etV :Iititradtvvlth,1hm:.Brctti. ttiaE:has _besn incxjrpordtetl .lnbo"Nie! c0l1qTst 

.. 
5::.14 :2.- :N~_r!~~q.ry~:~~: .f~ettular:MAtertai: .$emPtes:_wip tfe :~.eutratfzed b~'washing ti~a ..a~lis ; :wifh 

bcuate buffer tpH.8 5~; ortlthec +~om(~ara~le; :neutra l.habon buffer. . 

43: . Brd~~ssaecifEcStaWdna-nf'Eeits : NucW .wia.,b.e~wash$tf::with es~inq b~rffer.arKti.n~ubatest 
~uitti B~d.U~. fli~oresasn.t eii~body;.oanju~te . : `V'he n.uc{e~ w111 E~s'?~.as~+e~ :.~oio:with : . . . . . .. . . . _ 
stbtnin-:bufftr :an4d, :res~,rended 'in P8.5's~oeitatnGig RNase:A:arid;~tieDNAv-s1?: . .ft . .:.dy.e . : . . 
ProP1ctiumao.diclq.-.: Followlnga.t lOst.a :3.Q~nu.t~t:lncubatfon. at.tnorrt:temperatur±a; ttiet~t . . . . . . 
DNA content of 1he;r.iud~, ; :a~a :wal(:as the perca~tage' oF n~icte't°~eht~g.posilixe: iqc, Bad.U (i e. . 
perceritage :of pcot~erattn9.ty!r~Plaocytesj :wltl f~e:~mlned-u~tng flovu:cy6ornetry 

5..15i ~ Du : The test duration of tktie stiuly ts ai1east eleven al1 )~ : d.ays : 

. . . 
6.1 : :Fiow CYarriete:: . Flow t3ytornetry and~ll~ioell. proc.ewss'rn~ . .vvt11 be :condu~ted a~oidir~ to MB .a 

. 
dediieaited seaus>rnet~!otti'dtiy~,: . t7ata:l~s: wltt !~s sir~aSyzecf :c~sing, flowjo for PC crCeitQuest to 
determine appnotxiate anatys:is gate .anii:'°lo posi~ve;~LNC`:poputations: 

i~ Vr711 :liee. used tQ cepf~ ands'~re dato.tList Mode Data, f~es; as: :,t..NQ:or .FCS) an a 

performed using- a B~eotott4Dia#insen FACBcan flow c~ytometer ~asirr'g 15 m1N af~p'ov~er at 488 nm 
eitcifat#orc;~aravelengtt~ . : . i3Q: CeiIQi~stver 3;3 aoqqi, . ~ . . . ; so'' ;on a°t~(adnfos~ . E3:4 acquisftion 

Researct~ :L~°faoratorles Sf;ar~ard.iDpe raiPrg :'PrOceddires : t.ympNAode,,oetl analyses vdtl be: 

T,O: ANAL"tSANt? ._qA C . _ TTC~t~ QF=Ti,AA "iN1J_~_"iN~ R1 . ~R1. fNDEX ~~'Si1; 
. . , ., 

7. .1:: ;Da1~ A~tVSisi: .t=onanalysls ef.irttt~vtdual;animal .tymp?i~node sets~(~ht.and ;ieft slde:.dreinlng local 
in'sides); ~the.:prolifetare .cespanae: Qf°~yniph :nodwcells: (INC) Yrii) t~ i~cpressect asahe.tatal 
aun,biar:df BfdU-positlu'e 1yrnphocytetper;(indivldua4 .anfnmaly:yrmpti innde`:sef&.. Mwrnesn-value .. . 
of' ffxe fatal num~r (~#:BtdU-~:bsiti~' cehs.and:ft~ ass~iat~ s#andafd .devialion :(S:D :) vvli! t~e 
catc~teted :for e~e~i-g;roup:. 'Tt~ SlK i:e:,ttia: i~attai~of tthe ~: BidUatcoi~ratkiif'tnto .LNG~S° each 
'fesf ar~ote:,gtaci~r divlded:.~by'fk~aE :of this: .Vefiiae ;group;. :wtif ba :̀ caloulatsid~foi: aacti test group: 
accordino _Eh Equation 1 Eielovu: : 

:EquBtfan 1 : 

luean: ..#Bidtl .+ .cetls: in 1i!'eNicle-C,i~iup 

?:2: :EgitirtoCa1 :Resteit~ti: ln .`tti® care.wt~ore:dcse~refabed increaces tn ceil:pi!olifsr;atidiiai:e:;,BndU : 
posti~ie~calls a~M It ~it .a SL-thaY ~~proaches: ~ut ~foes not rie~acn 3; the i~gulatory gutdeUnes May 
require. thafiaddfttonat+fiesds tte ~ecfomled tisfi~ hgh~erc~nc~rit~atioiis-of,.ttie. testsubstance (or in 
afi;other ~likle) if p~le:. irt sucl7 cases; the~+effectof the vehidia:on thd oi~bcoiime~shautii alto 
ti6=exaem 

. 
1765 wbalz icait, .ti.a, tiok ITS 
pjlone: (t1~~:03(H4~10 

1Vteain*BrdU+. celts 1n TfWaont Group : . . .... . . .. . . . .. . . . . .. .. . . . .... ._.... . . .. . . . 

'Page ~3,Of~ 

3p~iiae~stow~pg1800 
~a7c::(~8):396-t~Sfd . 
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STODY TfTLE: Local. txmph:Node Mew l.rt Nlke (1-LM). . . . . . . .. . ... . .. .. . . . . . . . . . 
MS-RESEARCH LABS 

AR4Yt~GOC.:l~10: ~~~OM 
PAE3):'Ki~sB af ~l! . ._, ._._ _ . . 

7 3 : ~tis~l AnalWSis: Foc ea~h test group; t~ae.lndividu~I .31: yai_u~ abrtgayr~: rnean Sl and 
. standard . dgviatiitn wUl : be. catcu.lsted, if:ftsrthar,stafimticai, .snalysis a~ rsq.u' ,. . ~: . . ansilysis :wilThe 

, .pedaarmed.;only'ilpoll requesf by,thea,ponsor : : , 

8 .0:. DATA jW=kdk,0'N-. 
_, . . . . 

81 : Inferoretebton : A:subst~;wibbs.~~g~rdad :~saserisitt~r~i~#tXeaCNA'i~ :a~lee~t :Qns : 
, eota,Gentratiotl aftt?e~`art~cte~~esu.hs in a 3-fa~.d .Q~:g~Iter: incr~~-M: ~::N.~;ptctiterafion reladveaa

.:Ntat: .cf Caritroi (1lafiiele) ~ymP~ : nod~s. as :iri,dk;otdld by ran:Si-4::0. Tha:datruaftoulid slsn::* , 
e~aily at : com,pafi'tiiewtth ;a.biotc~icsl:dose,aes~pons:e, eiiqiough~n ;~tb±~r,e~,pei:must;:b~x.r~ade~ ::a 

fiig immunotoglcel.: h topioat aFPtiaation. c.4noA~thsb.or~s., :foT. b!cal :lcritatiotC~ . 

9A: pf~OGES~: 
; . . ,- . _. . . . . 

9,1: Tiss~: :0000t-th.an ti*aymph nod.es processed as:abo+yei .no othertissaes wlll be taken . 
. . , . : . . 

9.2 Or~tkin~l'Tisstres:. At #te ,bpdon.cf.:Ehe Spgnsor,. fhe; d .. , ge.sibe:{~ars),w~1'be; eo,rcis~ed : anr! 
pr.eservedan 1a~G.,neutral- . a~fn,forN8~~staining.an~~fo~kat~evalua~o[~ atart 
ad~Jor~l;aost . . .Othertissues;rn:org~ns ~ay .be, ape,ci~e~l: ~yahe-Sp~or~so~ fo. be:~sqtateid and 
preserved' HistapaEt~oiogy~.wiU .be.peifonme~~by..W.kay 0irown,.D:~I:M., Ptfa~_,1~A~!Y . . 

, ; . . ftesearr:~ . .Pati~ofagy Setvicesi. ina, Now -8r", PA. 
. . . _ .. . . . , , _ , 

10.0: i~Ij;~IEON~OA T H~ P~30 --'IroCaL:. :: i°inY otner~drtt to_ar deviation,from t~is;pfofoool :~iU :be tuily 
dccurrertte~, tn theatudy tCe, _Indudi~g .the~ reas,on-for the ~harw. lho atifficrity`tarsaid dhanqe.an'd 
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data 

. 
~ies WIN be vKit~protected,. 6aclced-up an a copyatoced : oif~sife. 'i'h,erqrigirtal: computer-

acxtuirea::dafa~,nrfli _be anaiyaed and :hlsoogFams, dot;ptots ~aF,a . %: . : "s pait~e i..NC will be printed . out 
fg~.eac.th :asimal a~id saifpoi~t; ani3 ineliid®d 'if"#t~e ~cv data.. . . 

112: 

11 .2 :1 : Oreit ReoocC A dca,lt-:n3pofi will to submitted-to tttie 9po~ prlor to sut~slon .of t~ ai 
report 
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.- 
sfratn, sex, nuimber,.e9e and source,of:it:ankno(s,: . , . 

i:guitibration, housing. conditi,ons .during exposure -and post.exposcrre; bedding materTai ; roolrr tamperature arid humidity, f'tght%dark .cyrckk :diet~andwater 
Method--of-random -asilgn%ept 
~hysicai:nature, pu~ify, .stsbiq.ty,:~reti. .iat number of test:articte_ . 
JusIf fr.catio~i- fqr:dioice : af sohrenrlveFticle: . . . .. . . . . . .. . . . . . 
indiviiiy~f and: test group;data i;t. e , mean and stct .dev :y present6d in tat~ulaa~ form 

each .onnup : 

r 

pesc~ip~on ofi :ailvqrse 6ffe~cts: .of;teatment csri~thiQ m(ce : 

.. _ _ . 
ansl:co~'ipit~9 eval~ting;f~ufts . . . . . . . . . 

m.spec ive VehicCe .1Yontf..0i~grouP~`:wrA beprEserit!ed i~`ta3vul~fnrm 

i~e:,iNUmti~er of f~mpt~!es: th~:96.~~dta+ oeUs,and`t~t.e #B~t)+:celfs f,or e . . .~h ariirtisil li . . . . . . : . : . : . 
:cak:utai~cT.~limuCati~iaildexfoi~,eadi; ' .. . .. . . .` i~m . . . . . .. . : :to its , : . . . . . . . 9~?P ~ . Pate~ 

91.,3: Retentia.n ~: 

1131: -Raw Data: . The .original.raw,data wilt be Wat US Research by ~ project number, 
14::a,t. Final ftaoat. Ttte originol fiha( repoitwill ;be. submitted to: the-sponsor and-a. true: and certJfled 

copy, of fihe orlglhal report will be tiled at NIB Res.earch by sponsor name :a,ndMB.pr~ject 
n4r:mber. 

1 1:A 3:. T'est:Aticlec . Any..rerm~infng tesi ar#idle will be reiumed to ;he spo~rsoi wpon ..subrnissFon ofi the . 
,stuay :report, . 

. 
1 ~t: .3. .4,: T.'issuesr geqs. ~biocks & oldes:wail, be stitiored, at.MB, Research; aii.d inde~iced by spptAw .name . . 

and:MB_:p!~Jeat.nurr~ .t,aer: The;sporso.rwilf :b.e ;:coe~tacted'te :~eferiit(r~e.t~at:disposifidn .ypon. 
submisspon,of tl)je.report . . 

, ._ : . :. . . . . 
92A., GOG?Da.ABDRA`CQRY' g9kCTit!ES 

i2 ll : : "ftits.study :will be..cond~rcted i,n;,~r~ordance widb, the Ciood,'habor,alory Pieicttces .of the EPA, 40 
:CI=R,1~0 a~ 79~, FQA 21 -CFR b8, and:as :speciffed the Prlrldptss :~ab ~oOCj L,aborator~c 
Praaice, published by tthe Cir+gar~zation for Economlc Co.copera~ofi & Develbpri~ent .(OECD), 
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. . . . . . . 
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Pi?pi~~ures ot 1~8: and ttirr appiicable:gouernm+ant:regulations, 

fi786'Yfl4'ri~2"n~ldia?_dbOX,i78:. 
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