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1.Tes色conditions

a)Referencetothistestmethod:theref料encesheetNo.2

b)CharacterizationofthesamPle:

.Type:liquid

OControIsamplename:PBS

C)Pre-eXPOSuretOUVlight:11On

d)Disinfectionofspecimen:nOn

e)Typeofteststrainsllumber:

.InfluenzaAvirus(HINl)A佃R/8/34strain(ATCCVR-1469)

9Hostcell:MDCKcell(ATCCCCL-34)

f)Lightsource:WhiteFluorescentlamp(Fし20SSW/18,M工TSUBISHI)

g)Illuminancemeter:IM-600M(Topcon)

h)Lightexposureconditions:

●Intensity:5001x

・Duration:4h

.UVsharPCut甜ter:ConditionB(under380nmcut-Offcondition)

i)Typeandsizeofmoisturepreservationglass

・Moisturepreservationglass:Borosilicateglass(100mmxlOOmm)

j)Testdate‥Jan.17th,2018

k)Virustlterdetemination:TCID50methodbytheluminescenceusingtheViralToxGIoAssayTMkit(Promega)

2.Resu量t

Influenzavirus �4h500lx Viralconcentration 

(TCID5。/testmixtureml)*l 

PBS �1.7E十05 

(BB_500) 

ecolalaCLEAN �2.2E十03 

ECOPURE �(CB_500) 

当"E+05"represents'一×105+

●VB_500:A皿tiviralactivity=1,9

Antivirallactivity(withlightirradiation):[VF_L=しog(BF-L)-しog(CF_L)]

F.typeofUVcuトOffcondition,L:illuminanceofindoorllght

B:ViralconcentrationofcontroIsample,C:Viralconcentrationofsample

・Viralconcentrationofinitialtestmixture:7.8E十05TCID50/ml

・Detectionlimitfromcytotoxictestofthesample‥2.OE+03TCID50/ml

きSample(5ml)andviralsuspension(0.15ml)weremixedin勺60mmdishandirradiated,



ReferencesheetNo.2

甲es年間e組o観範)鷺a皿を互v証釘且鳴s旬

(i皿細田en始亜Ⅴ岨S)

①prepara『ationofvi町sstock(Fig・1)　　　　　　　　　　　　　aAddi,i。n。fvirus

I鮒uenzavims(InfluenzaAvirus(HINl)A/PR/8/34strain)isinfectedwi血MDCK

(Madin-Darbycaninekidney)cellswhicharehostcells(a).Afterc皿vation,Whenthe

CytOPathiceffect(CPE)ofmorethan90%isobserved,thecul血resupematantis

COllected(b)andpur胞edbyfilteringandcentrifugation,lVhichisstockedvirus

SuSpenSio皿.

b.Collectionofmedium

COntaimngvirus

Fig.1Preparationofvirus

②cytotoxieity亡est

Componentscoatedonthetestsamplemaybeelutedduringthetestandrecoverysteps,andthusitisconcemedtodanagethe

hostcellorinhibittheinfectionofvirus.Ifsuchacytotoxicsampleistested,itisnotpossibletoaccurate賞yevaluateantiviral

activity.Therefore,before亜stest,tOXicitytestisrecommendedtoconfimthetox王cityofthetestsampIeitself.血theabsenceof

toxicity,WeWillperfomthistest虻cytotoxicityisobserved,WeCOnSiderthes亡rengthoftoxicityandjudge血eappllCabilityofthis

⑧Test血ethod(Fig.2and3)

Atfirst7VirusstocksuspensionasI)reParedin①isdilutedwithphosphatebuffer(PBS)toanappropriateconcentration(10times

OrmOre)anduseitasthetest、′irussuspension・Next,150山ofthistestviIuSSuSPenSion(changeasneededto75-400山)is

inocculatedontheblankandtestsamples,andthencoverbycoverfilm(Fig.2)"Thesesanplesarelaid血der血edarkorlight

COnd誼on(UVnghtorvisible塵ht,uSingshalPCutf批erasnecessaならFigi3)at25OC±3oCin血ehunridityenviroment.

血adiationtimeisstandardizedto4hours.Afterthepredetem血edperiodoftime,thetestvirussuspensionisc○11ectedwith5ml

OfPBS∴'Ohour"meanstocollect也evirusimmediatelyafterinoculation.

Huorescentlamp(Whitelightorblacklight)

blackoutcurtaln

Moisture-PreServationglass

Virussuspension

各署i
Filterpaperc○ntainlngWater

Fig-2　constructionoftest

Cover創m

丁おts孤ple

Glass工od

④Determ血ationofvirustiter(Fig.4)

Thevirussuspensioncollectedin③isseriallydilutedatlO-fold

usingwithPBSandthenadd50山ofthsesdilutedsuspensionto

MDCKce11s whichwerepreviouslycu血redona96-Wellplate・

Thesecellsarecul缶vatedfor4to5daysat340Cand5%CQ2

COndidion.Afterincubation,Virustiterisdetem血edbyTCID50

method(50%TissueCultu∫eInfectiousDose:theconcentration

ofthevimswhenhalfof血ehostcellsareinfectedwiththe

Virus)usingtheluminescenceme也odusing血eViralToxGlo

AssayTMkit(Promega).

⑤CaIcuIationofantivi重"alactibfty

AntiviralactivityiscalculatedusingeachvaluesofTCIIふby

允1lowingfoma慣on.

Andviralactivityunderlightcondition(VI)=log(Bl)-log(q)

Antiviralactivityunderdarkc○ndition(VD)=log(BD)-log(CD)

ノ′//l¥¥

Sha甲Cut批er

(asreq電工ed)

Flg3irradiationapparatl]S

96we賞lplate

MDCK

CeH

S臆○　」

Addtheserial

diluted viral

SuSpeⅡSion

→‡嵩諭
し

De亡c宣Ⅲina缶on

Ofviraltiter

(TCID5。)

Fig.4detemrina缶onofviral卸er

Testresult(TCID5。/samp賞e)

in凪ue皿za vims �Ohr �△血 

dark �light 

blank �A �BD �BしOrBF-L 

testsa皿ple � �CD �CLOrCF.L 

L:in(ensityofUV

F-Ltypeofthesharpcutfilterandintensityofvisiblelight
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乱∵甘es亀co皿ditio皿S

a)Referencetothistestmethod:ISO17094‥2014(Antibacterialactivityofindoor-1ighトSenSitivephotocatalyst)

andENlO40‥2005(Disinfectant)

b)Characterizationofthephotocatalyticandnon-treatedsamples:

〇Type:liquid

oNon巾eatedsamplename:PBS(Control)

C)Pre-eXPOSuretOUVlight:Noexposure

d)Disinfectionofsample:Nodisinfection

e)Typeofteststrainsnumber:

●Esche,■ichiacoli(NBRC3972)

oSt即kylococcusaur鋤S(NBRC12732)

f)Lightsource:WhiteFluorescentlamp(Fし20SSW/18,MITSUBISHI)

g)I11uminancemeter:IM-600M(Topcon)

h)Lightexposureconditions:

.Intensity:500lx

.Duration:0,30,60,240min

.UVshaxpcut軸er:ConditionB(under380rmcut-Offcondition)

i)Moisturepreservationglass‥Borosilicateglass

j)Testdate:Nov.22nd,2017

2.ResuIt

E.coli �Numberofviablebacteria　　　　　　RB-500:Antibacterialactivity 
(Cfu^estmix巾eml)当　　　　　(Withligh血adiation)*2 

Omin �500lx ���5001x 
30宣nin �60min �240min �30min �60min �2401nin 

PBS(Control) �1.7E十07 �L5E十07 �1.4E十07 �9.7巴十06 � � � 

ecolalaCLEAN/ ECOPURE/ KeepCleanPowder � �<1.OE十01 �1.OE十01 �<1.OE十01 �6.1 �6.1 �5.9 

*1一(E+07i-represents"×107". 

*2Referentialvalueduetobeingnon-COmPliantwithJISR1752(ISO17094)testmethod.

Numberofviablebacteriaintestsuspension工6E十08cfu/ml(suspendedinl/500NB)

Testmixtureofsample(4ml),bacterialsuspension(0.5ml)andsterilizedwater(0.5ml)wasirradiated.

Antibacterialactivdy(withlightirradiation)‥HiF十二Log(UF_I)-Log(TF_I)]

F.typeofUVcut-Offcondition,I.11lummanCeOfindoorllght

U‥numberofvlab]ebactenaofnon-trea{edsampIe,

T:numberofvlablebactenaofphotocatalyt]Ctreatedsample
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隅⑯五709相星0唖

剛腹ece脆皿iGS(adva皿cedcera弧ics,adv組ced七ec宜皿亘ca旺eramics)一鴨s七孤e触odfbr

a孤七五bacteria且ac宙vityo宜semico皿duc七ingphotoca謝y宙cma触融s脚derindoorlig脱孤g

e皿viro皿men七

A融馳G翫融ac融v轟yv抽e鯛嶋甘藍繭㊥虹

Indoor-1ight-aCtivephotocatalystantibacterialvalue

RF-I=[log10(BF-I/A)輸log10(CF-I/A)]=loglO(BF-I/CF.I)

△R=loglO[BF-I/CF-I]-[loglO(BD/A)-log10(CD仏)]=loglO[BF-工/CF|]-loglO[BD/CD]

whe工e

RF-Iistheindoor輸1ight-aCtivephotocatalystantibacterialactivityvalue,afterindoorlighti11uminationof

intensity(F-I);

F isthetypeofUVcut-Offcondition(conditionAorconditionB);

I istheindoorlightillunina也onintensity(1Ⅹ);

A istheaveragenumberofviablebacteriaofnon-treatedtestpieces言ustafterinoculation(cfu);

BF-工istheaveragenunberofviablebacteriaofnon-treatedtestpleCeS,afterindoorlightilluminationof

intensity(F-I)(cfu);

CF-Iistheaveragenunberofviablebacteriaofindoor-1ight-activephotocatalysttreatedtestpieces,after

indoorlightilluminationofintensity(F-I)(cfu);

△Ristheindoor-1ight-aCtivephotocatalystantibacterialactivityvaluewithindoorlightilユumination;

BD istheaveragenumberofvial)1ebacteriaofnon-treatedtestpieces,a蹄erbeingkeptinadarkplace(cfu)

CD istheaveragenumberofviablebaC七eriaofindoor-1王ght-aCtivephotocatalysttreatedtestpieces,after

beingkeptinadarkplace(cfu).
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Receiveddate:Oc上ober20,2017

Thisistocertify同融thefo=owingresult(S)havebeenobtainedfromouranalysisontheabove-mentionedsample(S)submitted

bythedient,

TestResult(S)

商議-f揃　　　　　　　　　　　　　　　　　一鳴る直情　　　　　　　　　　　　‾Qし　　　　　　　冊∴“冊

Coaトtar dyes approved byJapanese Food Nega亡ive l

葛A相手轟葛V笛S St訓嶺を「ds

Coaトtar dyes not approved byJapanese Negative l

_Food Additives S上andards

軸ethanoi No上de上ected　　　　　　　　　20ppm　　　　　　2

Arsenic(as As)　　　　　　　　　　　　Notdet鎚士ed O.十p叩　　　　　　3

Heavyme上als(as Pb)　　　　　　　　　No上detected　　　　　　　　5ppm　　　　　　4

Lead Not detected O,05ppm　　　　　3

Cad両um Not detec七ed O.01ppm　　　　　　3

Not detec亡ed O.01
臆　Mercury　　　　-、-∴∴臆-∴、{　　　一二一〇-臆臆

OL:Quantitation　=mi上　N:Notes∴旧舶ethod

鵬thod

l:佃nIayer ch「omatography

3:Atomic absorp上ion spectrometry

i:む清vapo「a上om’「cat)SOrPでonspectrome亡ry

2:Gas chromatog「aphy

4:Sodium su旧de colorimetric me七hod

Sig鵬dめr andonbehalfofJFRL

TakekoArai
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Abstract

Thetestsamplewastestedforacuteoraltoxicityinfemalemice.Thetestsamplewasora11yadministered

toanimalsatasingledoseof5000mg/kgb.w.(bodyweight),andtheywereobservedfor14days.Asa

result,thetestsamplecausednodeathinanyofthemiceduringtheobservationperiod・Consequently,the

LD50value(Singledose,Oraladministration)ofthetestsampleisconsideredtobemorethan5000mg/kg

b.w.infemalemice.

一般財団法人
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1.　Client

GlobalEcologyco.,Ltd

SBMplusco.,Ltd

2"　Testsample

ecolalaCLEAN

ECOPURE

3.Testfacility

TamaLaboratory,JapanFoodResearchLabol・atOries

6-11-10Nagayama,Tama-Shi,Tokyo206-0025,Japan

4.Testperiod

FromOctobel・05,2017toNovember23,20重7

No.17113741001-0201

Page3of5

5.Purpose

TheacuteoraltoxicityinfemalemiceofthetestsampleisevaluatedaccordingtoOECD

GuidelineforTestingofChemicals420(2001).

6.Preparationoftestdilution

Thetestsamplewasdilutedwithwaterforinjectiontomake250mg/mしtestdilution・

7.Experimentalanimals

Femalemiceof工CRstrain,atanageOf5weeks,WerePurChased正omJapanSしC,Inc.Before

test,theywereacclimatedtolabol・atOryCOnditionsforaboutlweektoverifythatnoabnormalities

wereshowningeneralconditions.Theywerehousedinplasticcages(fiveanimalspercage)under

standardlaboratoryconditions(Temperature‥23Oc±3oC,しight-darkcycle:12/12houl.S)・Feed

(LaboMRStockdiet,NosanCorporation)andtapwaterwereprovidedadlibitz/mthroughoutthe

experiment・

一般財団法人

日本食品分析センター
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8.　Procedures

Femalemicewereallocatedintoexperimentalandcontrolgroupseachconsistingoffivemice.

Themicewerenotfedforabout4hoursbeforeadministration.Aftermeasurementofbody

Weight,theanimalsintheexperimentalgroupwereorallyadministeredwiththetestdilutionata

Singledoseof20mL/kgb・W.(atadosageof5000mg/kgb.w.testsample)usingastomachtube.The

animalsinthecontrolgroupwereadministeredwithwaterforir可ection,aSVehiclecontrol,atthe

same dose.

Theclinicalobservationwascarriedoutfrequentlyonthedayoftheadministrationandoncea

dayforthefollowmg13days.Thebodyweightwasmeasuredafter7and14daysofthe

administration.Themeanbodyweightvaluesoftheexpel.imentalgroupandthecontrolgroupwere

assessedfo重●homogeneityofvariancebyLevene-stest.Sincetheしevene’stestwasnotsignificant,

Student’st-teStWaSaPPliedforthecomparisonoftwogroups(α=0.05).

Atthecompletionofthetest,allofthemiceweresacrificedfol.neCrOPSy.

9.　Results

l)Deathofanimals

Noneofthemicediedduringtheexperimentalperiod.

2)Clinicalobservations

Noabnormalitieswereobservedinanyofthemiceduringtheexperimentalperiod.

3)Body-Weightchanges(Tablel)

After14daysofadministration,OnemOuSeintheexperimentalgroupexhibitedaweightloss.

After7daysofadministration,nOSlgnificantdifferenceinbodyweightwasdetectedbetween

theexperimentalgroupandthecontrolgroup.After14days,however,thebodyweightoftheanimals

intheexperimentalgroupwassignificantlylower(p<0.05)thanthatinthecontrolgroup.

4)Necropsy

Noremarkablechangeswerefoundinanyofthemice.

10.Conclusion

Theacuteoraltoxicityinfemalemiceofthetestsamplewasdetermined.

Oraladministrationof5000mg/kgb.w.testsamplecausednodeathinanyofthemiceduring

theobservationperiod.

Consequently,theLD50value(Singledose,Oraladministration)ofthetestsampleisconsidered

tobemorethan5000mg/kgb.w.infemalemice.

一般財団法人

日本食品分析センター
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Table上Body-Weightchanges

No.17113741001葛0201

Page50f5

Thevalues aremean±SD,

Thevaluesinparenthesesrepresentthenumberofanimals.

*Asignificantdif掩renceisdetectedbetweentheexperimentalandcontrolgroups(P<0.05).

**EndofReport**

一飯財団法人
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