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should be approved by study Dk对 or,
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H、 toⅡca11y,mouse nbroblast L-929cells have been used for Gytotoxici〃 studiCs beGause they demO【 ls订ate

sensitivⅢ  to exiactab⒗ cyt⒍o妯c articIes.

4.IDENTIFICATION OF TEsT sYsTEM

LJ29mouse flbroblast cells obt缸 ned from shanghai Ce11Lime Resources,CAs.

5.ROUTE OF ADMINIsTRATION

The test a⒒ ide was extracted and adminisiated in vitro to mouse flbroblast L-929co11s through a solvent

GOmpatible with tlle test system.TⅡ s was the optimal route of adI△ iⅡs订ation av碰 lab1e in羽Ⅱs test system as

recommended in the guideⅡnes.

6.TEsT DEsIGN

6.1。  Extract Prepara△①n

TabIe1ExtractioⅡ process

sterE山田tion
∷    ∶   E太 ract CoⅡ dition
Metlod

NlEM wi伍 10%

FBs

TabIe2FinaI extract1)

pH CIear orNoi     c°
1°r∶

Irgedor    p∶∶∶;;∶:∶∶rl∶ t
DiIⅡ“d/fItered/oⅡ
adjusted or Ⅱot

110,83mL     8,o

1) The fnd ex屺c‘ used Immcdiatc!y.

6.2。  MTT solutioⅡ Preparati①Ⅱ

100吨 MTT powder was dssolved in100mL PBs,Then哎 eolized by f1lteⅡ hg with0.22um membrane and
keptin the dark at4° C fo了 0ne Week.        ∶

6.3。  Exper由】eⅡtal Process

Asepjc procedures、vere used for handⅡ ng ofGe11Gdtures.

LJ29ce11s were cultLlred in MEM mediL】 m(10%FBs,PeniGi11in1∞ U/mL,streptomych100ug/luL)at37° C
h a hu皿idif1ed atmosphere of5%Co2,山en dgested wim⒐ 25%Ⅱ叩sh to get蛀 ng1e cell suspeⅡs1on.And
ob切ined a1× 10s Ge11s/mL suspenson by cen勹 omging(1oo0rpm,5min)and reˉ suspended in VlEM me山 um
flnally.  扌

The suspended ce11s were d、 pensed at100uL per we11h96-well plate,a1Ld oulmred“ h Gell incubator(5%

Pagc 10 of 13 TRF Vc阝 ion∶ 2.0
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qo2,3ToQ,cell mOrph91ogy was ev破 uated to veri玎 伍乱 thρ monolayer was∶ s碰isfactory∶      .

AIter犰 e cells grew to fo.I1【 a mono1ayer,onginal culmre medt】 m was discarded。 The9⒍ we11plates were then

treated诵伍 100uL extract oftest ande(1o0%,75%,50%,259o,blank control,negathe∞ ntrOl(10凹⑥ and

pⅡⅡ妮∞班01(100㈨ respe雨ve1y.hcubated山”⒍we11口 ateⅡ incubator O叩 C,5‰Φ)fOr anothe口4h.sk
paralle1wells of each test were tested。

ARer24h hGubat。 n,Ⅱrstly obseⅣed the∞l1morphOlogy and then"scardedthc Gulmre fleoium,50uL aⅡ quOt

ofMTT(1喇 ⒒L)was added to eaGh-well and thqo"0ubated at39° C h a humidifed amosphere of5%Co2
for2h.The liquid in each we11was tipped out and100uL is° pFopano1was added to eacll well。     ·

Evaluated the OD Value with a dualˉwavelength spectrophOtometer with the measl】 rement wavelength at570m

and reference waˇ elength配 6501m.      
·

7.DATA ANALYsIs

Mean±standaFd devht0n(厅 ±sD)

Ⅴiab.%=
△00× 0D57。 e

0D57。 D

oD570c ls the mean value ofthe measured optical dens旬 ofme extrachts ofthe饴 ⒍狃 i乜le;

oDs90b-ls山 e mean value of曲e measured op刂 cal de雨ty ofthe blanks,

Alteraton and de￠ 甜on du not happeh恤 血ss呐:

10. REsULTs

via△u~by

TION

Pagc 11 of 13 TRF Vcrsion∶ 20
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10.1。 Res”Ⅱts of CeⅡ Morphol①四

Tabl。 30bservaσ oⅡ of ceIl morphology

Group BeforeihocuIation
Before tr0ated

巾⒒h eX七raCt

24h after treatmeⅡ t

Blank con廿 o1

DisCrctc intaC】

`/toplasmat沁

granulcs,no ccll lysis,no

re-uctim ofccll grOw曲   : ∶     ˉ
Not morc∷ 姐洫 20%of the cc11s arc round,looscly

aMchcd and wi伍 out i血rac莎oplasm碰ic granulcs,or

show changcsiI1” orpho1ogy;ρρcasional l,rscd cc11s are

prcscnt;onˇ sl圯

"grolvtl11亩

山ibⅡ on observablc,

Ncarly oompIete or comp1ctc dcstruction of the cclI

Iaycrs.

Not morc thm2O°/o of thc ocIls are ro1md,looscˇ

猁犯hcd and wit110ut hLacytoplasmtio granu1cs,or

sho、v changcsin rnorphology;occasiona1Iyscd cc⒒ s arc

prO$nt;only d圯

"gromth L血

bⅡ on obscrvablc.

Not mo四 曲an20%of i肮 cc1ls arq FOund,loosρ ly

attachcd and、ψi伍out h廿“γtoplasm扯 ic granu1es,or

attachcd and W讪 out血aGytoplasm耐 c granules9or

show chang蕊 inmo印ho“凼;oc∞oon龃 19Jsed Gclls arc∷
prcscnt;on1y slight grovv伍 ii1hi1,iuon。 bscrvablc.

Ncgativc control

Pos⒒ ivc con扛 o1

100%Tcst artide

extract

Dkcrctc

h"⒛乒oplasmat忆

granu1cs,no cc11、 四 s,

no reduction of ce11

gro、￠h.

Discrctc

h“ac莎opl灬 matic

granulcs,no ccll1ysis,

no rcduction of ccⅡ

gronth,
75%Test artic1c

25o/o Test引 吨idc

extract

of|毛11c cc11s are rou:1《 1,1ooscl∶ /

thc cclls are roun叱 IoosCˇ

10,2。 Resul脔 of CeⅡ V"ali饣

TabⅡe4ResuIts of ce11vitaⅡ ty

GΓouρ X± sD ViabⅡ
"y%

B1ank contTol

Ncgativc controI

‘ Pos⒒ivc con饣 o1

lO0o/o tcst artioIe extract

75o/o tc虻 arti0Ⅱ e cxtract

50%tcst articlc cx“ act

25%1cst a吐 ic1c extract

0.310±⒍【lO6

0.280±0.006

o.013士0.002

0.272±0‘OQ4

o。274±0.009

0.274±0.004

o,260土0,017

100.0%

89.3o/o

4.0%

86.7%

87.2%

87.5o/o

82.p/o
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