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1. B
EBERRKETIL LabCyte EPI-MODEL24 #FUL\-EE#EI[FHEYO B ERBEREBROER
Z9UROEVHE (RRS) I BIcHi->T. LLTFIZTAMILERLET,

1.1 SEROHEIE
EEMIBEOMH
EBEMEINASDY T IV
(37+1°C. 7242 Bf5 EEREOHREBROIR
IRESET () A2 (15— 30 &)

|

> AEREDRE (1811 Kfd)

|

(D)PBS T %%

|

MTT IS TOEHIREE (R4 ER) D BIE

R HIE
AR <S50% — R
HHIREE >50% —  JERIEE



1.2 BERT T a—)L5|

H (Day 1) X (Day 2) 7K (Day 3) K (Day 4) % (Day 5)
R, IE-ETILMG MTTHithZ SR
IE-ETILHE (15-25°CTIRE) 3TE1CTRDHD

1000

B EEEUR
10:30
11:00 MTTEXERFASAE
11:30 (3BFfE +553)
12:00
12:30
13:00

ITHEERN

13:30
14:00 TytAtEhE 5 S MT Tt BIA
1430 3T+ 1CTRDD 0.3% 0.5% 1% SDSHAR | (go5. 2 206MILLE)
15:00 HERSURIC
160D Ficifael et ) ATEZERALR HERBORE oD
16:30|  (87=1°C. 7228%R8) (15-30B%f)) (118 185R8) 5107650
17:00
17:30

1.3 HEBRBRDORE-RFOIALARTD1—ILHI

<TAU0ERY FEFERTHIEED>
4> 7)LNo.
1~6 71~12 13~18 19~24

X6 DT )LEG THEBREDRE R EEEFTOTIIEELY,
X2 MBDTL—k (BT IL No. 25~48) R FEEToOTIEELY,



<RUBKFELEZFERTIEED>

3> 7)LNo. 1 2 <] R 22| 23| 24
0 min =E
1 min =E
2 mn N REE
"""""""" Zz_ _ XU
1
8
B
B
21min =2 =E
22 min = R
£ |23 min R
x
= v
B
18h Omin T
18h 1min P
18h 2min P
18h 21min P
18h 22min P
18h 23min Pt

KUEEBIE 1 TL—rDIFEERLTHYFETH. Yo TILBICE>THEERFHZEEEEL TS
Vit AW

MUEEDEREIZEI-T.BEIE1~3 SRR TOREZEROLLET,

%2 B DTL—k(H2TIL No. 25~48) L EHITHEFEEITOTLEELY,



2. #({
21 FERBESREEYE 2y MER
AHBRICAV DR ERHE By OBRELUTFICBRLLET,

NE HE FA&
LabCyte EPI-MODEL24 FL—F 1 EXEMPICEESNEEHIYT LEDOEL 3 KR
TIEERK 24 A, BRRF (15°C~25%C)
Tyt 30 mL 2 EHEROEBE ABRRE
24 )LTL—b 4 | HBRAOZEIL— EERF

ATORILIZRST.RRS KHBRETHHEE. 1 HOHEBRITOEFLEORERB AR Y E
2 X IMERALFEY . ERADITEXEICTRADSIA  KEERICTIRHIZEL,

22 EERBERBRLYFOEZEICTDONT

EERIHMEREB YN BHREaRRR (TAaR/BEMZE BR)) (THEMLT. BEMZE )
[CRYBESNET . RFEAR. TAARAZHEEL T OVMES . FRBAREZHEZAL TSN,
WERBREEREHERAMRD 3 [SEEALTTSL,

2.3 LabCyte EPI-MODEL24 H3{kL\ EDFE

LabCyte EPI-MODEL24 L —t (I HEEHIRE T, KAHOFFHEERE (15°C~25°C) LTS
S FAHRE. TR TOEERROEELRIEL TSV, BHHZOBRFLLAGV TS
LYo

LabCyte EPI-MODEL24 [ZfEFIL TL\HEMRKZMAAIL, HIV, HBV, HCV, B4 THARERNF—
MEOMEEZEALTOET N EFEEREMBEZAV R THSIEMN DS, LabCyte EPI-
MODEL24 DEIRWLMIIEFTERITEFEL TN EE KERDN\AF—T T B ECEDUVTH
YF-> TSN,




24 HFEES
AtybEAWTEEREMERBREITOIBICDELEERTY,

(HELEFER]
SHFE M A& -CREVW:IKENER
<M 30 mL 2 (1 HER %) ERME IR D IR,
Sigma—Aldrich #85067 £ L<IFBARERAEZFEAT 5,
AEBIRR 30 mL 2 (1 SHER %) ERM AR O A . KIFWE #10095-3
SDS ISR EBEL THEM, 20% SDS BRIES MR A~NERALET,
DPBS (21Xt BR ) FEtExtBBE LT, IEtEX BB DPBS (B MR ~NEHALES .
(D)PBS (&%) REBRROEEICER. 2 LEE QIL—tH)BMERTIAE
QAN
W RS EEEREEDYTERKDIZER, 48 K2 TL—+5)
MTT FRE* 16 mg(2 TL—h5) EHRa R EICE A,
Av7a/R/—)L MTT RISEDOMBIREICER. 24 mLEEQ TL—FD)
96 VT JLBIETL—R RA4yATL—h) =4 —TORIXEREIZFER,

KAFTRELTRMYFZ>TEYET .
MTT 53 (25 mg) B1% 403026
96 Y )LBIETL—H(1 #1) 2% : 406096
24 9 )LFL—k(1 #) B F: 353047

25 TOHOLEMS

251 #B-BEE
- REFVYERYMNRIED)—URUF)
*CO, 1 2FaR—A—(37£1°C, 5%CO,, BmZELEHIFTAETHILD)
CREEETREGRESHE (3T 1°CEHMIFRIRETHDED)
F—koL—7
96 DVTILYIILFIL—M)—F—(LET()LA—: 570 nm, 650 nm)
FEERTF( mg LEZERITHYENDED)
AT o+ yF
-IA70OE Ry (100 pL-1,000 L ZEFEIEY ENDED)
ROTATTARTUA RAVRE R YR (100 ul-1,000 pL ZEFEIZEYENZED)
FEDRFE YN REEH)
XAYARN—TIL(BEEH) MTT 7yt/%E. En-EEZERIRT DEEIER)
-E—h—(BRE1~2L)
R BEHE S (BE 500~1,000 mL) GRERZESFICHERALET , T1U0ERVMEFERALT
EHEETIBRETE)



252 HELE
RAYBERYEAFYT GRBEFHA: 100 ul-1,000 pL ZEYENZED)
HROTATTART VA RAVRERYMAF YT (BB FA: 100 ul-1,000 pL)
SREE Ry (10 mL, 25 mL)
-YAYAF21—T (1.5 mL, 48 B HEEREURFA (24 &) . MTT 3 FA (24 {&))
s ZAAIR)IV (EEBRAAR MTT #HEF, A BN OTIMEE AT I LYY T EEIC
ERT5.)

3. BEA&E
¥ 3.1.1~3.16.321~322 DEREFETRT. ZREFVYERYMNRITVI—UAVF)NTE
BH (TEBLTIZEL,
X LRUNIBRIREOLEEHYFEEAN. 22 TE LabCyte EPI-MODEL24 HRIELVED
AEEZSHROL HREEBL TS,

31 EEIR(E BRI
3.1.1 BHEXE (1% SDS (v/V)ER&)

D 20% SDS EZFEEDLSIZAEBIERTERLT 1% SDS (Wi RERARLET,
20% SDS 100 uL
HEBIER 1.9mL

@ 1% SDS BRFEICEBBIERTTROLIICHFRL., 0.5%E8RE 030 RERAMLES,
0.5% SDS (v/v)
1% SDS 500 L
AERIR® 500 L

0.3% SDS (v/v)
1% SDS 300 uL
H£EBIE® 700 pL

O£ AMICIAR A EERRLTZEND (FEXER AR 41 [HIEXTER)
* RIRR (LAEFTTIRTEL. 24 BERILIRICERAL TS,



3.1.2

D ERfEni-DPBS #FEHLET,

3.1.3
@

ITmL £EBIERE I mLIVME., TNENBBEVICAN THERBR DM H A E LRSS

(37£1°C, 72+2 BFREIIR &S F (TR ) THELET,
SEHA1E 1SO 10993-12 MTEXTRACTION PRCCEDURE |25 B8,

314

@
©)
@
®
®

3.1.5

3.1.6

@

HERBDE N
S¥#B(Z 1SO 10993-12 MTEXTRACTION PROCEDURE | S BBL TL2&L,
BEFEELTEERIRR. BB ELLTIVREFERALTIZEL,
M EHE 3711°C, 7242 BRI TTo TS,
M RIFERTREFL. 24 BREILRIZERALTZSL,
ERRERAMRICHBRAHOBEHRERAL T30, (FEEREAMK 2)

1 mLEEBIERET mLOVHZENENAANT, 37£1°CT 722 BEIRES T 1THE
HLTHEALTLESU Day 1), EEREAMRICIRESIBDA—D— IRESFHEEZALT
{IZ&WLY, (FEEREXRAMK 2)

HEEAES HBREEE. O—FMESh=BREVICASTVET,, - 10ROEFEIT1]
DORBHEBOVWTIIAERIERTHE. - 10RO FMN2) ORI OLTIE
I HTHEELTZEL,

(BHA111-1 (FEEBIER. A555-2 [CDOWTIEZTVHTHE LTS,

(D)PBS FtiE #HkigRAR)EREY
Rk E D Tk 51548, (D)PBS 2R EEEVIZFTIELET,

MTT 8i#th (1 mg/mL MTTH5i)

MTT ERZE(16 mg) 7 vt (16 mL) ITEMEL T MTT HERARLFT (RIRE:
img/mL) o BEITHEL T BEREFRE PRIV TYIRIF S —GEEFAL TR RIS
AL TS0,

TERRRRAMICIAR AR ERRL TSV (R HE AR 4-2 MTT HEF),

MTT RE% 25 g TR T B A . 7yt A5 (25mL) ITEEEL TS,

XKIBMRRIT-20CT 6 NARETEFY, BR-AETORETIRSEALDONET D
T, TEELEEL,



3.2 HAERIRME
LabCyte EPI-MODEL24 MEARMAZEIRLN A EIZTERERBAE 1225 E <230,

321 [REIE/EIEERK K LabCyte EPI-MODEL24 D #{# (Day 3)
D FytAiE%E 371 CTROHET,
@ 24 2T IVTL—MIBHT=T v tEh%E 500 uL $D05FLET,
@ LabCyte EPI-MODEL24 FL—+4&T7IILSBERLYRYHELET,
@ TL—tDI73%MHIT BEERENASIEENVTERBEFAE VP TRYBLET,

FER
BIEEHYTAOEERERAICIEANZOESITEELTIIZELY,
WEENYTONMAIFELI-EXREME, ELtybMiE TERREYBRLO TS,

OEBEHYTET I EAIEHD A>T=-F9TILIZRBLET,

AER
WiEEHYTEERSEMOMICKENALLENESITERL TSN,
BXENHLEE, —EEENVITEMYHLET . TOR. EEAVTEROITBETT. K
ANEENYTEBEICALENED, 24 VDI TL—MIRLET,

® 24 9z)LTL—h(BISERIBRDICT74%L T, CO, /o FarR—4—([CANFET,
@ 32218 HEREDIBEFT. —BE(15~30 BEfE) BHFELE T
V(B RMICEERNBTERHFEL TS (LR A 51 piigE),




322 REFFHABRKRDIESE (Day 4)

3221 BREBEDER
D 7ytAiE#E 371 CTRHET,
Q@ BOT=TyvtAiEihE 24 YL TL—GAEBRBRDRER) (2500 uL $°205FLFET S
@ FERAMICEENBTERBRL TSV (R HFRAE 52 HEBRORE),

3222 HEBRBEDRE
D AEEETo- 24 YTILTL—FEHEBRTF)E CO, /oFarR—4—molYHLE

3—0

@ LTOR®DESIZEME, BHEE, A xtE, RER&EZE 100 uL, REEBREICH
MLET, RABRRICOZTIEDEERKREFALET  GHEXMEBORERETHZDOWNT,
0.5%FB £ 0.3% SDS [CDLTHEEL TS, .

(REARER] ) )
d—Fiean=HER DO TIE, BERTEHREFREL TS,
PLATE 1
1 2 3 4 5 6
—————————— NC (DPBS) VC-1 —
7 8 9 10 11 12
————————— Al11-1 A229—1 [—————
13 14 15 16 17 18
————————— A333-1 N I —
19 20 21 22 23 24
————————— PC (1% SDS) 0.5% SDS | ———————
PLATE 2
25 26 27 28 2 30
—————————— NC (DPBS) vor [ —
31 32 33 34 35 36
————————— A555-2 AGB6—2 | ——————
37 38 39 40 41 42
——————— AT77-2 A888-2 ——
43 44 45 46 47 48
——————— PC (1% SDS) 03%sSbs | —

NC: P14 %} B8
PC: 514 x iR
VC: Bt ER

AR

=g Eiifanficd

flE LTa— FESZEHE
LTWET . EXRECHEAMR
5-2 I2(F, BFEERAEMFS
n-HBRRODI— K& %5
HLTLESL,




BEEBR RN IEENYTAOBEBEARICEN>TNSEH B R THEZEL TS,
BB RN EB S RICEN > TOEWNMESE, TL— M ERIIEEHYTE2E T TERIKIZA
[FTLEEELY,

@ HERAREBEL-IEEHYT#H 3221 TEFELI- 24 DT L—GEERRDBRER) T
Lid—o

EER
WiEEHYTERSEMOMICKENALLENESITERL TSN,
BXENHLEE, —EEENVITEMYHLET . TOR. BEAVTEROITETT. K
ANEENVTEEICALENED, 24 VDI TL—MIRLET,

@ 24 T )LTL—GAEBREBREF) (CT79%ELT CO, 1o FarR—42—[Z AN, 1811 BRI
HELET.
G EEIGFAMICEERNBTEREL TSV EET AR 52 REBRARDIRE),

10



3223 HHEEFIDEM (Day 5)

D 7ytAiEH#%E 37+1°CT 30 HRIEEHET,

Q@ TytAEihE 24 YL TL—CGEER) DETILIZ 500 L T OHELET,

@ CO Mo Farn—a—hi 181 BFFEHERKZRELS- 24 VL TL—FGRERRIREF)
FMYEL. BBHYTE 24 )L TL—bCGRER) IZBLET .

@ IEBEHDYTEBLIZED 24 D)LTL—FEBRREBEER) I2OVTE, BELFORIRE
T.KEFEIEABETRELET,

® 24T )LTL—bCGRER) IZ79EL ThiFEE (3224) ITHEAET,

©® EEFLBRAMICHEENTEZRBRL TSV (EERBRAM:5-3 ERATDEM) .

3224 k&
FEEIEXTAOOERYNEFIFRYESE VEFERALTIT>TLESLY,

<TAUBERYIEZFERTHHEE>

6 D TJLEAI THEETOTIZSLY,

@ 181 R HEBRBBER. KRRETI/OERYNTRELET,

@ <49 BERYLT(D)PBS % 500 L/ T)LEHRMLET

@ IAIAERYFTEENYTHAD (D)PBS ZRVLERYET,

@ QRDEEE 10 ELLLZYRL ., BENYTHNRBORBRRETELICTIYBREET,
® FEREAMICEENBTERRL TSV (EELEAMK 54 %),

<RUEKBELZFERATIHEED>

@ (D)PBSEFRIELI=ESARIESEELERNT,. E—h—LT(DPBS ZEEN YT DEEE
PHEBICHTELS, BBEAYTRICHKELET . [BEE 1]
B~ DEEFZERCT20. (DIPBS DKFREHMLLHTHIEIEREFTIZELY,

Q #EBEHYTEIEITTHYTAD (D)PBS ZE—H— (EE1] %5
RIZEREL. ABREERELET , REICHLTHE
BhyTEE—H—LTRVEV T LTHYTADHR
§i%% (D)PBS THRELFEY ., [BEE 2]

® OQDiEE%E 10 ELLLEZEYIRL., FEEHYTHE
DRBRETLICMYBREFET , REXFRES
YEVT XY EEFEHYTNERD (D)PBS ERRLITK
=80y,

@ RRESFRICEBEHVTIZAELI=Z(DPBS %,
EfRETRYKREET[EE 3],

O (R BRAMICHELENDTEERL TSN (EERBAK: 54 %),

11



[EX 2] (D)PBSDEE [EX 3] (D)PBS D&E

IER
WiEEHYTHNIZDIPBS DKFENROONDGHEEIL. BENYTEIEITTDIPBS DKiEE
RETRODEF TSN, 2L BN EEREICEEMNAGORSIITEREL TS
WY BEEDYTANICHR SRR (DPBS) DEFEMNZLE, Fv)—F—/3—IZ&Y MTT BZR&RH
FRSINRAEIMEGEDATREMA HYET

3225 REMYAEHIVAERADERBBRDY LTIV TEREF
KEFLITABEICRELTH - 181 BFRIBEROEERET 1.5 ML T/YAF21—T(C
BL.20°CUTOREETRELET . ATADILT—F—2BEFEDEEE. TELICRRE
KISV )EEREN—ATHDEE . MTT RIGITERONEDHLEMEE(E. 3232 MTT Rt
? 3 BEEOMIZEYRL TS,
BE. VT 12 A RERRETT,

12



323 MTT 5AB% (Day 5)
3231 MTT HERDE
@® 3.1.6 THMLI- MTT % 37+£1°CT 30 RO FET
Q@ TAVBOERYMEFEALTREDT: MTT % 24 D )LTL—bMTT RIGA) D&YV
(2300 L 25 FELET,
@ 24 9TILTL—b(MTT BEHRINF) I2T78% LT CO Ao Far—4—[TBLET,
@ MTT RIGEBRDIET. AFa2R—2—DHhTHELET .
® FEFEBRAMICHEERNBTERRBRL TSSO (EELBRAM 42 MTT B DFER)

3232 MTT RIS
D EFBRERTHREENYTE 3231 TEMHLI: 24 D)L TL—R(MTT HHbFEMFH)
[CBLET EEDYTOMUICEERNAELTVDIGEEE. FLIFILETHERST
=&Y,
@ EBEREEBLIEZ24DTILTL—MITF%ELT,COMoFarR—F—[ZANFET,
@ 3B (5 ) BBELET,
@ FELFRAMICHEENDTEERL TS (EETERRAMK: 55 MTT HER)

* FEER . EOHDITEELFZRIRTELVMES (E MTT RIGEEHRIZEIRL TS,

BIESEHYTEEDRENAN, LDV TILISEALGVDKSIEEICITo> TS,
BEEHYTEEREEORBICTANASLENISITEEL TS,

B5ANHIEE. —EEBFHYTERYHLET . 20K, BEHEHYTEROIZIETT. K
ANEENYTEEICALENES. 24 V)L TL—MIRLET,

324 MTT RIGEY O+ HY)DiHERIE
3241 MTT RIGEM (THILTHY)DHH
@ MTT RIG 3 BRI (5 9%, 24 9T ILTL—bE CO Mo Far—2—hoRYBLET,
@ 249z ILTL—FMTT RIEFH) D74ZEHIT. RITILDEBEHYTHADEBERREZE U+
Y TOFRATERYELET,
[(EX 4]

13



BB RI IO THEEREEBBENENTE YR TOFEHLRWG S EEHVTE
DAV IT S ITAIEB—ERAIRIVEETHIYERS, RIETAUOR/N—TILEEER
WTREEBENEEH TS,

@ BEREHKZ15mLI/OF1—TITANET,

@ =AH7OF21—TITA4VTO/R/—)L 500 L ZAN, EEREEZTLITRELTT,

® DikEd 2 BRELLTRESLEZICHESE S, HLIS—RLL L, R TRATICHE
LTRREZLICHELET.

EER
BF1—TZENFTAIVLGEE THERLTIZEL,
BB LB T 558 BEERBOIHIILIFUNBRITHETIRESLTEELY,

® YA F1—THDBEFRELICGREELTH—IZLET,

@D AU F21—TAHDER 200 uL #UTORERDEY. 96 V)L TL—rDEH LIS
ANFET, a—Fbah =58 # L B3~G3. B4~G4, B5~G5, B6~G6 IZEEEL T
SUV(PEEEBRAMK 5-7 BIEICEENBTELRALTIIZEN), BHERMBORERNEST
HEWEEIE. B8~G8 DVTILIEAELLYFET,

YAOOFa1—T 1 KNS 2 z)LIZHELET,
TS50HELT AVFTa/8/—)L 200 uL(8 DT IL) ERELET,
PLATE 1. £ B RIE &M HE#F

1 2 3 4 5 6 7 8 9 10 11 12

A BLANK BLANK BLANK BLANK BLANK BLANK BLANK BLANK

B Kﬁﬂiﬂﬁ@ Vehicle control ﬁﬂi{”’.ﬁ@ 0.5% SDS

c (DPBS) . gne) A111-1D | A222-1D | A333-1D | A444-1D (1% SDS) ®

D gﬁwﬁ@ Vehicle control EE”E@ 0.5% SDS

E (DPBS) . ;%m A111-1Q | A222-1Q) | A333-1Q | A444-1Q (1% SDS) ®

F ﬁﬂ*ﬂﬁ@ Vehicle control ﬁﬂi{”’.ﬂ@ 0.5% SDS

G (DPBS) . S)ne) A111-1® | A222-1@ | A333-1Q | A444-1Q (1% SDS) ®

H

PLATE 2: <t H &
1 2 3 4 5 6 7 8 9 10 11 12

A BLANK BLANK BLANK BLANK BLANK BLANK BLANK BLANK

B ﬁﬂ*ﬂﬁ@ Vehicle control ﬁﬂi{”’.ﬂ@ 0.3% SDS

c (DPBS) | (s a@;)m“) A555-2D | A666-2D | A777-2D | A888-2D (1% SDS) ®

D gﬁwﬁ@ Vehicle control EE”E@ 0.3% SDS

E (DPBS) | (ses ﬁeon) A555-2Q) | A666-2Q | A777-2®@ | A888-2Q (1% SDS) ®

F ﬁﬂ;ﬁ”ﬂ@ Vehicle control ﬁﬂi{”’.ﬁ@ 0.3% SDS

® X o X o
G (DPBS) | (sesce o A555-2Q) | A666-2@ | A777-2® | A888-2Q (1% SDS) ®
H

14



FER
WG R BB A ANFELTOSSEE X, Bl A ZROERSGENKRIITL TS,

TL—h)—5—%EAL T, 570 nm HEU 650 nm OFRNEBEERIELET .

SEORERTIE,. EAODIIEIL O —HMNIAEEEZFANTHLT, HEHEREZ/HIEN
TEET,

CSEFETIC UTICEREROHEREELSRLLVELES,

96 HTILTILFTL—r)—S—HALVT,. 570 nm, BELY 650 nm DRHEERFEL. &
SEEE (570 nm) MSIEFEEE (650 nm) # LBV =B FERALET,

BIEE= [BRADOEAEGTIO nm)-HRAEDRIE650 nm)] - [T IDRFEBTIO nm)-TS

2O DRIE(650 nm)]
TRRKYHBREOEMEELTELET,

HERRDBIEETS*
H£HEE (%)= x 100
P R DRI E(E 19 *

*N=3x2 D)L DHBEMNSEHL-FEHI{E

15



4. B

4.1 BERRRILEH
REICHTHHBALEHE. TREHICVDThLEESTIHEEELET,
WAEE: 07 < EENBORLEANEEFY < 25
FEEXTER: 1% SDS(BREXER) D EME < 40%
IR BENBE SR HREOLEMAAED SD = 20%
TR P RO 80% < BEXBOFHEME < XD 120%

42 ¥|EEE
REICHBTRHERELZRLET,

ki) ¥ E
AfE < 50% R
A HEREE > 50% JERIH 4

(#1E7a—Fr—*]

@ xR Ok ERIE B
0.7 = WHERIEME(EHE =
@ BHEXER (1% SDS) AR D $IFE
AHEREERTY < 40% —(EL5MH No)— EAERARKIL
l
(WZVFht Yes)
|
Q@ HEREDH
ARG IN=3 DFHE] =50% —(Yes)— RERIBMEEHE
)
(No)
l
P2 1 JERI I & $ T

2.5

16



YEER083 K Ver. 1.3 : MDS

EKEBRRToa1—)L

Test schedule

MR -

FIE

Procedure

3=
Date (yy/mm/dd)

Plate 1 (Saline)

Plate 2 (Sesame oil)

Starting time Ending time

Starting time Ending time

BitEE (15-30 hrs)

Pre—incubation

RE (18%1 hr)

Exposure

Pk
Rinsing

MTT 8%
(3 hrs=*=5 mins)

MTT test

M (2 hrs)

Extraction at least 2 hrs

AE

Measurement

1. ERA#BOFIvI (HYEH:

A

Equipments check Operator Date
J1CAFaAR—EF—DFA—H—4%: B
Manufacturer name of CO; incubator Model
O COREMN5E1%THD,

The concentration of CO; is 5+1%
O BEMN3ITL1°CTHD,
The tepmrature of incubator is 37+1°C
O YH—/N—IZKMNA-TS,
The reserver in incubater is filled with water
ABREDA—h—4%: 2K
Manufacturer name of refrigerator Model

O BEMNS5+2CTH D,

The tepmrature of refgirator is 5+2°C

T4 HOERYK

Check of micropipettes

1. ZBKEERYLTRYERY, Fa—THICANES,

Transfer each volume of distilled water to each tubes using micropipettes

2. BERETRAEL. AVEL-BLEE (N —HLTLSMHERRLET,

Confirm the consistency of the volume transferd by micropipette and weight measured by precision balance
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EROEEE 3ERYERL. EXVFDOIERESEHEELET,

Repeat 3 times above procedures and confirm the accuracy of the micropipettes

AERTHEBROBFIBATI B EIT> TSN,

Operator must confirm the accuracy of micropipettes before every experiments.

2 mL 900 pL 300 pL 200 pL 100 pL

1

2

3

Average

SD

Tolerance 5% 5% 5% 5% 5%

xLER®D DRICERyrBZEREEHL TS,

Filled the name of micropipettes in gray columns

ROTATTARTUAARAVRER YA

For positive displacement pipette

2 mL 900 uL 300 L 200 pL 100 uL

1

2

3

Average

SD

Tolerance 5% 5% 5% 5% 5%

&LER®D DRICERyrBZEREEHL TS0,

Filled the name of micropipettes in gray columns

2. REBREHOEER HEBREZES: R =]
The information of test samples  Operator Date
MEERES HERES:

Number of laboratory Test No.

HAEBIER

Saline

A—h—: AVhES: fE FREARR :
Manufacturer name of saline Lot. No. Expiration date
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32l GRIRLTZELY)

Sesame oil

O BEA—h—: MREEKASH AOvbES: BC-18 {E FHARR : 2026 £ 3 A
Manufaacturer name of sesame oil Lot No. Expiration date

O BRBA—h—: SO IFILEYYF

aOvhFES: BCCGO778 {EFRHARR: 2022 4 12 B

Manufaacturer name of sesame oil Lot No. Expiration date

O#rES> THH (&H rpm)

Extraction by shaker Condition rpm
RESBDA—H—4% 5L
Manufacturer name of shaker Model
OE# cHd (E#E% [=l)

Extraction by hand mixing  Number of mixing Times
J1CAFaAR—EF—DI—H—4%: 2K
Manufacturer name of incubator Model

19



AER R FRH

L] #®TH
Starting date Ending date
W RE e
HBEEA HHEIE | Volume of | AL Fa~—5— MR & 0HR
. . . Gross appearance
Name of samples Vehicle vehicle Name of used incubator .
(mL) after extraction
RES-BE RES-FE
FAsa R #27 BERE
Starting time Ending time
B
Vehicle control .
Saline
(EERIER)
Saline
Saline
Saline
Saline
Saline
IR XTER
Vehicle control Sesame
(=)c4::)) ol
Sesame oil
Sesame
oil
Sesame
oil
Sesame
oil
Sesame
oil

3. SARYAF IE-ETIN24DZHE (HEH¥ELR: )

Receipt of EPI-MODEL24 Operator

[EERES - HERES

Number of laboratory Test No.

ZHAH:

Date of receipt

Ak No.
Lot No.

{5 FAHARR -

Expiration date
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TytAER: (Oyk No. {5 FAEARE :

Assay media Lot No. Expired date
NEBEDEE: O%zL O&%Y (BE: )
Defective appearance No Yes Outline of defective

HEOER
Preparation of reagents

4-1 [BiEXE 1% SDS DR GAERIENEA: JEREA

Preparation of 1% SDS as positive control Operator Preparation date
-1% SDS &K
1% SDS solution

20% SDS J&& L
20% SDS solution

AEBIER mL

Saline

-0.5% SDS &K
0.5% SDS solution

1% SDS j&%& pL
1% SDS solution

SHEEIER uL

Saline

-0.3% SDS ;A&

1% SDS j&%& L
1% SDS solution

ISR uL

Saline

4-2 MTT HHORM GRBEZESA: s
MTT solution Operator Preparation date

MTT HEZ7 VBt THEAELT 1.0 mg/mL [SEARLET .

Disolve MTT in assay media to prepare 1.0mg/mL of MTT solution

(M2 -MTT SAFEZ 16 mgRlYE, 7yt 16 mL THEMBLTIZELY)

(Recommend: Dissolve the 16 mg of MTT with 16 mL of assay media)

A—H—:
Supplier:
Avh&ES:
Lot No.
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MTT & mg
Weight of MTT
TytAE# mL

Assay media

5. REBRXFyTai—L

Test schedule

5-1. BIIEEE (15~30 BRI (HLESH:

Pre-incubation (15-30 hr) Operator

OFE AR 7 vEAi&thE 37+1°CTRDT =,

Pre—incubated the assay media at 3721 °C before use

I CRA X aAR—F—DA—H—: A

Manufacturer name of incubator Model

O7vtA &% 500 yL 2RI TILIZHELT =,

Added 500 u L/well of assay media

Eata B (FefE) : C ~)

Starting time

T B () : (~ )

Ending time

5-2. HERROERE (18x185M) (HEHLEFSL:

Exposure of test sample (18 1hr) Operator

OFERICT7 Y/ 1EERDT-,

Pre—incubated the assay media at 37+1°C before use

ORZERADITIVIZT vt 1EihE 500 uL &V T)LIZHEL =,

Added 500 u L/well of assay media to the 24-well assay plate prepared for exposure

OFER&ZE 100 L §2. BWENYTORKRMBE EICEELT-,

Added 100 u L of test sample to the surface of tissues
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[ %EZ BN : Layout]
PLATE 1

NC (DPBS) VC (Saline)
Al 0100w L 100 u L 1100 L 1100 u L (1100 u L [J100 u L
Code name ( ) Code name ( )
Bl O100uL 7100 u L (7100 u L 7100 u L 7100 4L (1100 u L
Code name ( ) Code name ( )
¢l Do0uL (7100 u L (7100 u L 1100 u L 1100 u L (7100 u L
PC(1%SDS) Sample name ( )
D| C100uL (7100 u L (7100 u L (1100 u L (1100 u L (1100 u L
OPLATE 1 3%5#5Baga FFfa] -
Starting incubation time of PLATE 1
OPLATE 1 3E3#& T BEf -
Ending incubation time of PLATE 1
PLATE 2
NC (DPBS) VC (Sesame oil)
Al O100uL 100 L 100 u L 1100 L 1100w L 1100 L
Code name ( ) Code name ( )
Bl OJ100uL 1100 L 1100w L 1100 L 1100w L 1100 L
Code name ( ) Code name ( )
C| O100uL 1100 L 1100w L 1100 L 1100w L 1100 L
PC(1%SDS) Sample name ( )
Dl O100uL 100 L 100 u L 100p L 100 u L 100p L

NC: 243488, Negative control
PC: B3 143488, Positive control
VC: EExT%, Vehicle control

OPLATE 2 BEZEBAtARRS

Starting incubation time of PLATE 1

OPLATE 2 BEER T HE:

Ending incubation time of PLATE 1

23
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01841 BREIBREZER ONBREENELY,

Abnormal appearance is not coccured in the tissues after sample exporure for 181 hr.

NEBERENHDBEXHEEMEEAL TS,

Fill in the remarks column if there is any abnormal appearance
BEE #l:LbAFYBE TS, REMBHHNM TS

Remarks.

5-3 FEIFADER

Preparation before rinse

ORI 7ytA g% 37°CTRHT-,

Pre—incubated the assay media at 37+1°C before use

024 2o )LTL—b(EER) (ST v 500 L D& T)LIZHiE LT,

Added 500 u L/well of assay media to the assay plate prepared for rinsing
OBBEHLYTEBLEZED 24 D)L TL—FGBRRBRER) (L. BELBRIRETKLFEFF
MBETREL,

24-well assay plates after cell culture inserts transferred were stored on ice or at refrigerated.

Ok £ OEE
On ice Refrigerator

5-4 #i%

Rinsing
PBS A—h—4: AvhES:
Supplier: Lot No.
O EXRyLTHE%E O RUKkSFETHES

Rinsing by micropippeter Rinsing by poly wash bottle

O #*%%% 10 BLLEfToT=

Rinsing more than 10 times

PLATE 1 Bf%s B (F¥fi) : ( : ~)

Starting time of PLATE 1

PLATE 1 #27 H (B¥fE) : (~ : )

Ending time

PLATE 2 F#a B (Fefd) ( : ~)

Starting time of PLATE 1

PLATE 2 #£7 H (F¥R) - (~ : )

Ending time
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RRRICEBORONFELHDEE . UTOMISEEALTZSLY,

Fill in the remarks column if there are any issues. For example, the tissues are detached from culture inserts.

EE: 1% SDS (FBiEtER) (39 ziLE HRIA AT,

Remarks

5-5 MTT :ABR (3 FFfll+5 &)

MTT test

OfEARTIC MTT HE#h%E 37£1°CTRNHT=,

Preincubated MTT solution at 3721°C before use

OMTT #£th 300 uL # 24 D x)LTL—MIFHEMLT=,
Added 300 i L/well of MTT solution to the 24-well assay plate

PLATE 1 /2% a1 R— | EAtRRERS - ( : ~)

Starting time of incubation of PLATE 1

PLATE 1 /> Fa~N—MMET R (~ c )
Ending time for incubation of PLATE 1

PLATE 2 4> 2R — EitARRT : ( : ~)
Starting time of incubation of PLATE 2

PLATE 2 /> Fa~—MME TR (~ )
Ending time for incubation of PLATE 2
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5-6 fit (FE 2 B

Extraction (at least 2 hours)

O#A#% 500 uL DAY 7O/ /—)LIZELRIZE L=,

Soaked each tissues in 500 £ L of iso—propanol

OfRESZEIT o (R U L LS R EFIvIFRE),

Shaked durting extraction (Not needed this item if extraction is proceded overnighgt)

RESBA—D—%:

A=

Manufacturer name of shaker

O (FES LT =,

Shaded during extraction

R&S-84E B B (FfE) (

Model

Starting time

fRES-84E 2T B (FfE)

Ending time

5-7 iI5E

Mesurement

O 96 VL TL—rDOEREILUT ELEOTNS,

Layout of 96 well plate is as below.

(B3~G3. B4~G4. B5~G5,. B6~G6 [ZIFa—Kibah-REBHA BB EEE - STAL TS,
B ROEERNZITHHENGEIE.B8~G8 DITILIFFEELLYET,)

Write down the coded sample names in B3~G3, B4~G4, B5~G5,

B6~G6. The culum of B8~G8 is unnecessary if the

examination for the concentration of positive control is not performed.

PLATE 1: £ B & 15 i H B

For saline extracts

1 2 3 4 5 6 7 8 9 10 11 12
A BLANK BLANK BLANK BLANK BLANK BLANK BLANK BLANK
B "R [venicle control a 0.5% SDS
C %E(D%??é (saline) o 0
saline; 0, )
D W3R [vehicle control ﬁ-% 0
® @ 0.5% SDS
E (saline) 0, )
= ﬁﬁ%ﬁé Vehicle control é% o
0.5% SDS
©) (©)
G (DPBS) |__ (saline) (1%SDS)
H
PLATE 2: T 8
For sesame oil extracts
1 2 3 4 5 6 7 8 9 10 11 12
A BLANK BLANK BLANK BLANK BLANK BLANK BLANK BLANK
B " |Vehicle control " 0.3% SDS
C D ( il) o °
(sesame oi o, )
D -ﬂ—(&% Vehicle control é‘% 0.3%SDS
@ @ ’
E (sesame oil) o )
= ﬂ% Vehicle control ﬁ% 0.3% SDS
©) ©)
G (DPRS) | (sesame oib (1%SDS)
H

OGAIE K (& 570 nm S KU 650 nm ZFEALT=,

OD values were measured at 570 nm and 650 nm
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TL—h)—F—A—H—%: B

Manufacture name of microplate reader Model

BIERALE B (B ( ; ~)

Starting time

AIERT B (B (~ : )

Ending time

5-8 & FiEDEIR

Supernatants collection

OEURLF-15E £ EFIE-20°CLL FTREL TS,

Collected supernatants are stored below —20°C.

EURH :

Collection date

RIFEFIE R (R R E I AN =) -

Starting time of storage

2)—H—DA—h—4%: MR-

Manufacture name of freezer Model

EXERAR EERERE
Rev. EERNE B4t
Ver. 1.1 1) #1hiR 20228 A17H
Ver. 1.2 1) REICAFEBRE 2022%9AR7H

2) BB S X BELAT DMEIER
B)REBRRATU1—ILDEBEERL. EXRKHZELAT D
HZE e

4)TL—b 2 (EBRIRR-TIM) 125 =R AWEE
%

5)£EBRIBRDA—H—. OvrES. ERAMREREATS
HE1ER
6)IVMZEBAERAFLMMERAERIRT SWMEERK
7 EEREBDOEKERAT DRMEER
8)HERBDFMEELE

Q) TL—bL AT INEEBRIEREF LT THBFITH 1T
10) TL— Ao FarR—F—C AN BB EFIRFRMLE
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BERTERBOFTLABEZER
11)MTT RERD RS BAIRERE - THBZEIL—NEIZE
AT HWEER

Ver. 1.3

1) REDOBFMEELE

2) RIICEBE SNz Ver F{EIE

3) [EREESFAMMDS]. FEREFOFIVIDIAIZ37C
AoFAR—F—LABEDA—h— BEETATHHE
SEEGH

4) [ AMMDS]5—4 JESDIEIZ PBS DA—A
—. . AVrEEERATSHEEBR.

5) [ %508k AMMDS)5—8 IEE EFEDRINDEIZTL
—N)—F— D)= —DrA—H— - BREETATHHEE
iCo

20229 A 16 B
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