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FAA XL URIGESERBRA M HIL6.1c2 ZALVLIR—8—S—UT7 vt AL HBIE

v
FAFFVEERANREDEE
v
BERBICILIAEEEFEFENDHBE
v

AT EREE

3-1-1 WEHED 7 v —

F2H MEOESR

1)
2)
3)
4)
5)

6)

7

#HBakE Cell Line, R5#8(Z LV HIFH T & 2 AW CENM L IR 0 il A 4R [

B FHA BRI 2 DNA BEflf a2 AV CERL S -/

#H¥ Z DNA Biff  fH# 2 DNA Z#/ER L, iz EMia(E DICBA L, B S 2 5l

5 3EEBEF  Exogenous Gene, Ein LFERITFIEFIC L VAN B MRINIZEA SN2 BB T
W T 2 5—HEEF Luciferase Gene, WIS % il 2 iR 2 R8BI 5 8 Z VR ORIS
£

DRE Dioxin Responsive Element, # A A ¥ VIGNERCH], # A A% 2 VHENRERIIZHES T 2 BE
SRR RYIIITNR

RY B — Vector, i x DNA HEIfflcBW\W T, HIYE T 28572 E SMICES B ER DNA 7
£
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8) UAHYF Ligand, % /378 XI5y 1 ORBRAFNAFE ST D0 ORI, ZRIR N TY
v RGO, WMHEDIHET DL, WHEOBRICRFRNRESHIEE LAEMKISHII SR SN
5,

9) Ah 2&{ Arylhydrocarbon Receptor, 7 U —/LiRAV/KFEZ AR, KA MIANS 7F WRESS
(DAY IR L MIEOINET D2 E 0T ER DX I E, XA 5T VEOAREERDZL I,

TRAREBET o LICkvglERI&END,

10) BEFEEE Gene Transcription, U A7 —B LW HEEHEIZL Y, DNA O—F O AR
B3z > RNA Za b —+ 52 &

11) CYP1A1 Cytochrome P450. 3%\ #il%3E T b7 v & P450 289 2 i CHiEE R, CYP1AL iX
FAFF VARV FEIND ZERABNTND

12) R &mme%%ﬁ%%#%ﬁé%béwi%%wﬁweﬁ%%ﬁf%@%ﬁﬁﬁﬁmﬁz
ME, FOEELZH D,

13) aAY27)IT b Confluent, FEMIDOEELEE

14) 75 RS F Plasmid, /NMIOBK DNA 1D Z &,

15) FAEEH EWRIRIEOIRE,

16) METAT7AIL IEERGEH O ERIIRE &A@ (CV%) & O BIH[,

[‘[V
o

FE I3 AEBENAEICET 2N EE
1. BT ROERE

AUB T 2 OERECEIL, RO XD RFNEIZ L > TRIET D, SREEFHICOW T, £D BB CTREHT
A DFAERNEZ+73ZE U CTRERBPEIRTE D L9 I LTI b0,
1) FHil L7223 uid7e W/ hOREEZRET 5,
2) FFICHRENRWIRD . DTRE LIZIEEO 1/30 UL FICHREIY 2 1B T 5 TIRZRET 5,
3) UToHXizXk > THIEIZHE e/ ORI T ADEEZH T 5,
:meoAxkxv v%X;L
1000 V' Cpy
TSV WIEICE R RN OFRE T A O B (m3N)
Qor : FEVEWEIZIB T D N R(pg/mL, SUGEIERH) 6.1 O 2R H] NIR & OVE &
OEHBEIOBYITKEE T 7 7 7 A4 L X0 KD ST IR OEEY) B R

k. NEEGHZSE)~OHEEE 6.1 © DR FIRENESEFH OB HE O®EY 1T
WETo 7 7 AL 0RO LM FIROIEAEY) B 1 E
v o JE RO E(mL)

Ve o #iH#EE (L)
Vi o AR BUE (mL)
Cor : B2 580 A28 B TROg- TEQ/m3N)
4)%ﬁéhtwmﬁﬁﬂﬁ2®EUL%ﬁﬂﬁx®%W£t#5 L, B REME R O — %
PR35 X 9 ICEE L 22 T AuiE e 67220,
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2.

(%) 5ng-TEQ/m3N L)L DX A # % o VFRIE ZWET 5356 WEE L 72 25808 7 2123861 2 Mt FRRIZ
0.17ng-TEQ/m3N)
N Z 50mL IZER L, T O 5 10mL 245 L T27 U—27 v 7 &2470 K iIIC 4mL
OWIE AR 2356 ORELT A OBREEZ LU IZRT, 7ed, EEMEIC L 2RI TR
ﬁiowmgm,wmwxmﬂ BEAOHEAREIT 0.221 2 v,

09Wx04x0n1x4 a) 1 0,010
B 1000 105017~ "

FVCARVRABEHNORIE

X0 AL OR Z B OB IUE X, RO K5 2 FIRIC L > TRET 5,
1) B L7 T iuE e i hOREZRET S,
2) FRICHRENRWIRD . D TRE LIZIBED 1/30 L FICREIY 2B 2 FIRZZRET 5,
3) UUTFORUT L » THIEITHE 2 B/ NOIEN U A K YR 2 3Bt o B2 FH 4 5,
Qp, X04Xkxv Vg 1
= X —— X —
1000 Vg Cpy

22 W WECKE R IO U A K O % ikt o #(g)
Qor : FEEYEIZEB T D FIR(pg/mL, SIGEET) 6.1 O 28 H IR & OVE &4H#H o
FHBIOBY ITHEE T a7 7 A4 L X0 KD BV TR OREAEY) B R
ko WEEGHS R ~OBEIRE
v o JE RO IR A (mL)
Ve o iR EmL)
Vi fhHE Sy B (mL)
Cpr : WEE2DHI130 CAK R RN BT 2B H FRMg-TEQ/g)
4) FEHINTE/DDIIN U AR 28GRt O &Ll B2 130 U A KOV 28GRt ORIE &35, 7272
L. B OREMR O — M2 MR 2 & O IZRLE L7221 7uT7e 6780,
(#1)3ng-TEQ/g LV DK A A% ¥ L BIRE 2 IET D855 WA L 72 5130 U A K OWA 2 akHS
AR TR 0.1ng-TEQ/g)
& 50mL I ESR L, £ OIS 25mL 20 L T27 V—27 v 7 &0, i 4mL
ORNE ARSI T 5356 0130 UA KO 2 BB OB BUE 2 LU R ISR 3, 7ds, MR
BT DB TFIREIX 0.97Tpg/ml, 12V UA K UYA 2 3% OWE E~OHRLREIE 0.318 2 7=,

0977x04x0318x4 50 1 — 0.0099
- 1000 *25%010
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%45 REOMLE

1. BHORTLEDHE

PR L 72R0BHE, HhiizAT 5, $HRII L BEIS CToREITW. 2 ) =7 v I8 5, K 3-1-2 1T
BtORTLENOREE TOT n—DflZRT,

............ Ve
L —EBOm | (RERAR)
S
BB U RSN ERE AT LY 0T RS TR
)
AR

B 3-1-2 FRELOFTLEED S HIEE THO T 1 — D

2. HE

B OBTHEIC WA RIEIL, wiIckd, 2oL, 77 07 BRI X - THIEICKEN 2 2
L EHRT D,

1)
2)
3)
4)
5)
6)
7)
8)
9)
10)
11)
12)
13)
14)

K JISKO557 IZHLET 5 AACUT A3 DK, XIERIFEDFHED H D
AB /=)L JISK88IL IZHIET 2D, XIXRFEDHEDH D

T b2 JISK8040 IZHET HH D, XIXFEFEDHEDEH D
FLTY JISK 8680 IZHETHHD, XIXFAEDHKEDE D
voaniAay JISKSIITICHET L 6O, IFRFEDOHEDH D
AFHY JISK8825 IZHET 2D, XIXFEEDHEDH D
BT F)L JISK836LIZHET 2 b0, XILFREDOHEDH D
JFY WECEDRWEEED D

BB UYL JISKS98T IHETH D

54 545 MEITFEDORVEED S D

B8 JIS K8180 ICHIET 2 4mfk. XIZFREDHEDH D

BRER JISK8951IZHIET H b D, XIXFEDHEDEH D
AXHUREK DOKE )DA~FY L THAEEHF L LD
SUBFIL T s~ NHYU BZIVRIEE T0~230pum) & B — A —IZ AXL T 180°C THJ 48 HEL]
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MEA L 72, 7> — 2 —H TR 30 milkm 7 5, ik, BT RERANL, 77 —%
—HCRFT 5

15) HERE3.3%HEEANR)VAHSIL 14D U B 71 100g (2K LT 12)DOFifE 50.0g % Ntk ., 1534
oL, BRRICT 5, Ff%E, Bl TE 2RBRICANT v — 4 —HICBREFET S

16) XCARB &M%z SE7-t 74 F(XCARB/Z 74 FA%E &SR, IFSOME D H D)

17) HSRAMHEAHE AE05pm BEDO LD, 77 F—RHI AN S

B ORTLEIZ VN D 8RB M OEERE T, WICTK D, T DDA OEEEIL, 77 v 7 lBREIC L > THI
TENZEN 22N & 2l T 5,
31 HSXHE

JISR3503 XN JISR3505 ICHET HH D, 2w 7 OERRSoFBIERO L OZFANTH L
32 VYvHRL—HHE

JISR3503 IZHETHH D, UFIZINEFRFEOHEDE D, iy
3.3 RiER

7 FNF-F =y 2 (KD)Efige, B—4 U —T /R L— T bR b —F, B 7 ) — A & ff
AL T bin
34 WMEBIVATNASLIATNITSTEUN

N Tmm, £ & 300mm OH T AMD T hra~ N 7T 7E
35 WMBIVASTNASLIAI NI STE(K)

N 13mm, £ & 300mm OH T AMD T hya~ N7T7E
36 FHRASLIOTINISIOE

W& 6mm, £ & 300mm DA T AMD T hya~ N7 T TE
3.7 R

T 7 =R IE I N EFREORED O

rl&

WICZ ) =2z fH L TR s 720n

4. AILEEIRME

41 HHEEDRRE

B L 72 30RH L, BB R 2 FiE T D,

4.2 HH

1) BRHH R
JIS K0311 6.4 (X v, fiH&Z4T 5, 7272 L. WEEEME ORMIZIATHOR, X 3-1-3 [ZHEH 7 25k}
O E TO 7 v —D W &2 RT,
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UK. Stk

R T O—T %k

MR 5K

ELE]

v

\4

HCI(2mol/L)A0L 38

¥ 1g (23 LT 20mmol LKL

v FoisEe
AiE
2 L
KRS Ak
. Tas :
v A\ 4
YO AL—iH R—iRiRESHE
(kLT 16 BERELLE) oHaaA4%2(3 [@)
\4 *
[ sooosxsem | (ke
Rt 7K

A 4
; () mkiasts

‘ [ ] %
() yxiEss

ifabit

3-1-3 P AR ORI E TO 7 v — D

2) FVWCARUBRZR
Rk 4 FERAEE SRS 192 BRIRE —CE—ZRER@IC L W il A21T 9, 7272 L, WY E ORI O
BRI AT,
Bt OHEEA T, XA 4% VEOIT R OKRFINEEIT 9 K 8-1-4 121X U A K OBR 2 EE D

HHERHN E TO 7 v —0f &2 5R7,
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ER

BIKEBIE

v

HCI(2mol/L)A0L1E
A1
|
v v
w”ﬂﬁ v
VYO AL—HH iR —BIRESHH
(LT, 16 BFRLLLE) ynni42(3 @)

A\ 4 j

[ vomoxsvm | (kE]
R oK

v

= E

(] rxizsts

v [ ]: %

R () mxiEss

XV U AR O 2 3G O I £ Co 7 v — o

X 3-1-4

43 HYy—>rv7
31517V —>7 v 707 a—of %73 GE 1),

ED K7V =T vy 7OFEE, FROKFCEL B
5| F 3C#k : M.Chu,et al.,Methods and apparatus for separating and detecting specific polyhalogenated diaromatic

hydrocarbons,US Patent #6,720,431(2004)
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R (3 mxizats

S Yo, , [ ] %%

L CEam o EEBTEBIER
| () mxizas
B
REPDLLENEE RHEMD LGS
A \4
BREE AT LU/ EER REES ) HT IIL(R). EHER
hSLoAINT 5713 1E HSLHONT 57484k
BEERTF )L FILIY AXHY BEEETF )L FILIY AXHY
(1:1:8) (1:1:8)
LT i MLTY
\ 4 v v
(wimn ) (woms ) (w1m» ] (wemn )
v \4
=t B
\4 \4
HE A # HE A #

3-1-6 7 V=T v 7 O7u—0f

1) H&RD5ER

(1) SR T LT & FEI T 230 IE, A LI i & BIIc &bt T — & 5l
%,

(2) HHTWH, /T 20uL & AN ZERITHEEOMMIE Z AL, 3mSR b — & THE AT E TR
ML, ZORMKEZERT T MU E2RET D, TO%, WIRTHEY U B 7 V- TEER S T A
ra~ b7 IREICE ST ) v T vy T EIT D,

2) BERHSLOER

1) REES U DFILH S L (D)

8) 8.4 DHT LI u~ kT IEDEMIA T A T— A %D, WL U &5 17g, MEE3.3%E
BRIV Y AL 3.0g. ROHEET Y v A 17g ZIERFECAT D, 208 T L%K 3-1-6 IR
T

b) ~F#> 30mL %W F &5,
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«— Q3 NEEDE) DUATIL (K T.1g

DURGTIL () 3.0g

B R UL 1. Tg /
\

— HIRI—L

M 3-1-6 il U B 7T T Lol

(2) HEES ) AT LA S L (K)

Q) 35 DA T Ly~ NI T TEDIERIICH T AT —)VEGED, g Y A 1.7g. Filit(33.3%E

BOR)U BN T1g, KOHEET U 7 A 1.7g ZIERFETAT D, ZDOH T L%K 3-1-6 [T
j_ﬂo

b) ~FH > 50mL it F S5,
(3) EMRN S L(E 2)
a) 3.6 DA T Ly~ NI T TEDIKIMIINH T AT —)LEFED

. Wi R U A 0.5z, 1%XCARB/®
T4 F0.3g(E 3). KUHilET FU A 1.0g ZIERFTECAT D, ZOHT LEK 3-1-7T 12577,

b) 7& Fr bmL, h/xl 20mL, ~F 2 10mL Zif F &5,
(E 2) RIS D » MR T WEEBINE X bR D2 WEEWE(Z )V — T v T A 2) e inT ay bR ED ST,
FINENL %2 HRGC/HRMS EIC X W FERR L TR T EnZE LU,
(7 8) EHAHEHAL 1%XCARB/ZZ A MNED 8em DEFAIZIR - TND Z & ZfERT D, JEAD 3em (TR WIEE. Sem (2725 &9
B,

BRER R L1.0g —
<+—i— XCARBAzS/N1%E &5 % )D.3g(3cm)
REE )DL 0.5¢ . R
— HSRH—)L
X 3-1-7 IEMEER T T LD
3) BB ) AFIIL(MN-EERDS LY OT TS TREGFEBMOVLENESR)

(1) EEICHEEES U BT T KON E FEISTEMER B T L E s X5,

37



(2)
3)

(4)
()
(6)
(7)
(8)

(9)

IRAEIRIC, ~F o 2mL 2Nz, BEEERNEZ, 17 JMTENTTEEANLD,

~F Y2 2mL THEEERRZITWARN G, RO RSRZ IR L, KT N 7 LNEBEZ W2 5
A%,

~FH 2 ImL CREROBIEZIT O,

~FH 2 10mL 3 FSE 5,

WEES Y I NN T DEIT,

TEVER T T BTA~F 2 10mL 208 F &8, &R Y 7 A& WiET 5,

PCBs ¥R (e = F /Ll b L 2 [~F 5 2 (10%/10%/80% K555 3)16mL. & F &5 (=2 77
—PCBs i#i4y),

~L > 20mL % F &8 % (PCDDs & O PCDFs [#i%)),

(10) (®)FB L VNQME 4y (2277 —PCBs M4y +PCDDs } ) PCDFs [i4y) ZiEA#H E L CHIEICHd

éo

4) BB UATILR)-FERHIS LI AT TS5 T7REGREDDOZESR) CE4)

1)
)

©)
(4)
®)
(6)

()
(8)
9)

(10

BMSRIZ, ~FT > bmL 2%, BEERRA%, Wi D 75007 AONCEHNITEE AN D,
~F Y2 3mL THEERBR 21TV 6| SR ORIRZ U L, WkIEh 7 LNEBEZ RN 5
AN,
~F Y2 2mL TRBROEAEAZIT 5, ~F ¥ 26mL Zii F S5,
LT ANR L—& TAF Y2 2mL £ TR 5,
BERER 2 . IEPER Y 7 DIZERMNITIEE AN D,
A~ 2mL TREEEBEZ1TWAN 5, fiROBREZ WS L, RITT 7 ANEBEZ RN 5
Ans,
A~ ImL CREEOBRIEEZTT D,
~F Y 10mL & F S, IEER T 7 2 &2 ET 5,
PCBs AR EEiE— F L b Lt 2 f~F 5 2 (10%/10%/80% K F5 53 %) 15mL i F& ¥ 5 (=277 7
—PCBs [#i4y),

kv 20mL % F & % (PCDDs & U PCDFs [#4)),

(11) 9B LAy (27T F—PCBs 4y +PCDDs & O} PCDFs #i4y) ZiRAHE & L CHIEICHS

Do

FE4) YV BFNRTEER S T b a~ N7 7EERITR ) B E LCIE, WY U A 7 V0N TREE L 723558128 Em s L < I,

OOV RPN TEHOMET N U LABETCELESA LTS5, ZOHAE. BEOSEN LV E L, gy U 471 (0K)
TOLEEEITH

5) AEABEHORE

@)

)
®3)
(4)
®)

3) X% DOEAEIZ k- TH B 7= iEI(PCDDs & O PCDFs+ =t 7 +—PCBs IR &) 131z = /SR
L— & CIRBEN 582272 72 5 £ TRMET 5.

TR % W S 7RI E IC~F Y amL 22 5,

I % 10 MBS RN 5,

HILEOWEEE 2, 3EVENRN D, ~F V% AmL BEONA T IVE~ET,

AT NVARE I OEZHIAIL, WIEEGC) TRFET D,
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SE5H RE

1. AIEDOHME

ARIFIENE, A A% o VHISA VS 2 e H1L6.1c2 Z AW T, B E T D X4 4% VN
FaND Ah ZEKREREETHZ LICHR L THIT IV 7 =2 7 —BOIEHICE S BN EEZ R NEH T
WETDZ LIV FA AT FHOBRBEERLZRET 5 HETH D,

2,3,7,8-TeCDD % MW CTHEMRZ AR L, RUBtORCEN S B U2 FHREICHRHE T A X0 CALD
BZRITOVWTED LN HMBARKAERL S Z L2k, WER EESE) 2HHT 5,

2. HE FARUVEKE

2.1 (EFA#HRD

BA X CPFISEES A I H1L6.1c2 : LA— ¥ —BI5 L LTHRA VDALY T = 7 —BBIET %
AV 20 Biikic 7 1 4% > VIGERS DRE % 4 fHFf >~ A0+ k7 1 A P450(CYP1AD) 7' & — X
—ZAlE L7277 A3 K pGudLuc6.1 &, ~ 7 A3 A B KA Hepa-1ele7 IZEA L2 H D S),

(7E5) 5IFZCHEK 1 : M.S.Denison,et al.,Bioassay for detecting 2,3,7,8-tetrachlorodibenzo-para-dioxin and TCDD-like compounds
and novel recombinant cell line useful therefor,US Patent#5,854,010(1998), 5| /i 3C#k 2 : Dalhp Han,Scott R.Nagy
and Michael S Denison,Comparison of recombinant cell bioassays for the detection of Ah receptor
agonists,BioFactors 20(2004)11-22

22 B

PEICHWDRIEIE, KIZK D,

1) #EH(RPMI1640 55H1, FBSHS8%IEEN ), =) /R h VT hv A ¥V RARIKRE1%ETE Y H))
2)% 500mL (T 3)% 5mL, 4% 44mLiE& L7z D

2) RPMI1640 with L-Glutamine

3) R=VIYVIRMVT b YV RAEIK 5000units/mL =Y ¥« 5mg/mL A R L7 h~A |
HERE KR RT Y B R T 2 b, 0°CLL T B RAE

4) Fetal Bovine Serum(FBS) 56°C. 30 /3 M@ LALERF . -20°CHUFERTT

5) MUV UBK  0.25%. 0°CLL TR

6) U UVEBABREABEARKPBS() /AT ULROINLT T ARG

7)) VRAFNAZRAEXFY FDOMS0) JISKIT02 ICHET D L0, IRZEDHE D DE 6)

8) MIREEAERMARER 53t 34mL (2 DMSO 6mL iz, vV > ¥ 7 ¢ b (FLEE 0.2um) & VY, Al
HEIToT2b D

9) iE¥EMEQ) 2,3,7,8-TeCDD(50ug/mL Toluene)

10) &% F#E¥ERR(1-1)(Conc. TeCDD 5ug/mL DMSO) 9)DOE%EWE 2 DMSO T 10 574K+ 5%

11) R% FE#EHK(1-2)(internal TeCDD 250ng/mL DMSO)  10) D44 FIHE i (1-1) 2 DMSO T 20 {577
T2

12) BREARIER AR (2,3,7,8-TeCDD DMSO %)  11) O R HERR (1-2) 2 DMSO TR L Tl
T 5% 3-1-1)

Fr{} i
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13)
14)

15)

16)
17)

=M E(©2) PCDDs/PCDFs iR 4% (4111ng-TEQ/mL nonane)

% FI#Z %1% (2-1) PCDDs/PCDFs 2 4 %% (180ng-TEQ/mL DMSO)  13) D #Eik 2 DMSO (250
L. DMSO 228153 %

Quality Control PCDDs X% U* PCDFs iE&¥AKR(QC ¥A#)(0.250ng-TEQ/mL DMSO)  14) D4 FtE
% (2-1) % DMSO T 720 {F#AR T % (& 3-1-2)

N 7x25—F¥EEXY b

A YEARIR (Cell culture lysis reagent(x5 solution)) Cell culture lysis reagent(x5 solution)2mL (Z
7K 8mL ZhN z FHH3 %

18) K JISKO0557 IZHLET 5 A4 A3) DK ULRIZEZRBE D b D
19) ~FH%r JISK8825 IZHET S H D, XILFSEDHMEDH D
20) REEAT A CO299.99%
21) WKER
(E6) P AFNANKFXY KDMSO)D M EEENL, WEBRICHELKIETZENbDT-0a y NOBEEREIIHEET D,
# 311 AR HERR O T R
FEHE)E (1) IREE(mg/mL) (A 2hE 3 HrZid)

STDO | STD1 | STD2 | STD3 | STD4 | STD5 | STD6 | STD7 | STD8 | STD9

2,3,7,8-TeCDD 25.0 | 125 | 6.25 | 3.13 | 1.56 | 0.781 | 0.391 | 0.195 | 0.0997 | 0.0488

#3-1-2  QC &k o F 5

¥ (ng/mL)

B \ & .

FEHEN)E ) PRE (ﬁg_*;)ﬁ{ﬁz QC ¥
2.3.7.8"TeCDD
T3 8 PeCDD 1000 44 0.061
1.2.3.4,7,8-HxCDD
1.2.3.6.7.8-HxCDD
1.2.3.7.8.9-HxCDD 2000 88 0.12
1.2.3.4.6.7,8-HpCDD
0CDD 5000 219 0.30
2.3.7.8 TeCDF
1.2.3.7.8-PeCDF 1000 44 0.061
9.3.4.7.8-PeCDF
1.2.3.4,7,8-HxCDF
1.2.3.6.7.8-HxCDF
1.2.3.7.8.9-HxCDF
9.3.4.6.7.8-HxCDF 2000 88 0.12
1.2.3.4.6.7,8-HpCDF
1.2.3.4.7.8.9-HpCDF
OCDF 5000 219 0.30
Total PCDD/Fs(ng-TEQ/mL) 3893 171 0.237

23 BARVEKE

e

(WD EE L OSEEIL, RIZED
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1)
2)
3)
4)
5)
6)
7)
8)
9)

10)
11)
12)
13)
14)
15)
16)
17)
18)

19)
20)

21)
22)
23)
24)
25)
26)
27)
28)
29)

WS/ A—8—

A oFarR—4— =E+5C~50°C, FAFIEE, 5% CO2E

WD B [F1E55 3000~4000 min ! MG HNDH H O

REXFVYERY N 7T7RNFATA

BARERER

O R T LEETRSE

IHRBEME

fERE

mERK[BER JIST7322 T JIST7324 [ZHIET 5 H DT 121°CLL LIZIEATE | 196kPa D%
NIENTHERATE b0

ERREBE 160~200CICHiTE LD

N¥a1—LRVT

S&Y—

BLDINRL—4

RRAY—LERY b #7280 -y MEREFICAI, ZEWEZ L TH<
10mL 75 RF VI ERYy b KUAF LU FNETTEEH0
TS5SAFYHYFa—7T 10mL, 50mL, AU 7L o8l FETCTEsH0
BEEISZXO 25cm2. 75cm2. 150cm2, RYU 7oL gl

Fwv 7 20uL . 200uL . 1000uL A, A— 7 L—T7AEER LD, R T Lo EER
SR Z1T 9

EJ/MEERY FFY T 10mL

96 VTNV TFTRELTL—RL (R4 BFL—F) 96well Flat Bottom, AU AF L& H
B L — b~ MRS A SR AL, PR 7

NyxvG5—7

HHRERNATL

25mm Y YTV T 4R ALFE0.2um, PEREE A

13mm HSRARBRE 13x100mmEA 7V > " FTAF 2 —7

A4 8ERy + 20uL, 200uL. 1000uL

SEERY b

EFHEERY b

MR HBEGBE /) (/Y LMK ER, TS5AFS51Y)
JL—bPxz—H—

24 BREFOBERMSE
P BEOPWRHBIEIL, ROBVAT D,

1)
2)

BRBE V7 ALK BERSEEIHOWE NS, £ 170CTH 1 BEE T 5,
EEZRSRBE HHAFAEMEOWEICH WS, 121CTH 30 HRIIHEET 5.

25 HERMF
HERIEIZ, ROWBVAT I,
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1) REBEEORIRICIE, FREAOERSG, vy FEHEET 2, Hellzy / —1 (=2 7 —1(70%

KN E WD,
2) MHERO/ SR =L WHR, BrHE, RliE FERE(10%) THEET 5.
2.6 W&E|{EE

WS HEIEIL, ROBYAT D,

1) BeEFvy Ry MNT, NFa— ARV TITHEHR L TWDLTF 2 —TITHEEF DO NAY —LERy M
ORE, XX a—LRVTDAL v FEAND,

2) 1EERTHIT. 2.5 D QOMHERIEEZIT,

3. HIRROEY HKL

3.1 HBEBEHROIEE
1) EEREREARBCERT A A TN I H UEiEt:, 55287 7 2 2(25cm2)I2 T
(1) IRIRERRIFENRD O ERERTFHAAL TR T,
(2) i lmL Z~A 7 2y N THEREAASAA TUCB L, BNy T 4 v 71880 BEERTA S A
TIVRNOKEEDIT, WITTZbDIET T AF v 7 Fa—7AsmICET, ZhbOEEALEFEEY

B, GET)
(3) HWRERIFHANA TANOEE M Z 2B L7 7 AF v 7 F 2—7(15mL)% 500rpm, 10min & /[>5)
HET 5,

(4) NAY—LEXy hEFEALT, 7I7RAF v I Fa—T X 0EEMERSIBRET S, (ET)
(5) MOV b ASTZT FTAF v 7 F2—7210mL 77 AF v 7 F 2—7 & AV CE M 5mL %
Mz, EXyTF o o 7I2L v filao~<ry h&BET5, (GE7)

(6) 15#E 7 T A2 (25cm)IZMHILRBIR A 2EB L, BB 7 7 A2 MEWIT TR UEEDL, (T
(7) ArFax—F—ZT7TF7Aar A, CO:25%, 3TCOLREE F THET 5,

2) BT T Aa(25em)MBIEM L, 55 7 7 A 2(7T5em?2 XUE 150cm) ~REGE 21T 5,

BH L EAMROBEIRNABE L, 2 7Ly MRS TEONHRTE b E# 7 5 2 2(25cm?)
A UFaX—F2 =L H L, TOEMNRE > TWRW B CHER L, B BHIEE TR E % ik
AR5,

Z22DEGHE 7 7 A 2 (T5em? X% 150em2) = A L. 3.2 XU 3.3 O#fEAE1T S (1 DGE 8),

(e 7 BRF v Xy FNTERERELZIT O,
(1 8) HoEFHAE > T2 b | MEAEEE T & AN TWDGEE, MEBRAEZ LTSz, [ UREERSIOMILZIE LT
L AL R LR L b0 R MM 5,

3) FrRtEA

(1) KEERRAEBROEFERTA AL TP HALH EF T, 150em2 T2 v 7 bx > Mz 2R EE (1
LIER) 75 RRBRICHEH FTREZe Ml & 35,

(2) RBCHEATEHHIRE LTiE, 40~50 RETEHLZE L, HIRATTH-TH, MEETHERICH
RTG53, RRZBLE L, MIEOERMIRCTH D EEZ LG EIE, EHIEET S,
(3) EFEREICIX, MifaZ A L FaX—F —NTHREL, BEKY CO: DX FEMAIMZ 5720, f#hilL
7o, AT 2RI, MIRORIAERR L, BT E, JE L, FERSIUX, BHICHIET 5,

42



3.2 #ARIDENR

1) B3 7 7 2 2(150em2)(E D& A »F 2 X—F —nEH0 H L, FOENE > T B TR L,
B RTEMEE CHIRIEZ TR T 5, HE T T AaORBELEREONERO - EEE 3-1-3 TR LT,

2) NAY—ENy hERWTHEY 7 A ah bz m22lcWsIRET 5, (E

3) 77 AF v 7 Xy M10mL) T PBS(% 5mL %, 837 7 2 abBEE OPEEHEITV, /SAY — LB
v N T PBS #WBIRET L, (GE7)

4) TTAF v ERy T, M TUUERE 2mLINZ, MRS mIC R UEE DS, (ETD)

5) 1 NIEERH Y T 2Aa2@ENETHEL, MM ZE LR->TEEL, FOOLOMITRTHEY 7 A
2 O & T 7o W Cfa & F AT, GET)

6) 7T AT v By NCHMIA 10mL %, 7T A OBEE AW e N HIEE AT, (FE7)

7 TIAF v ERy NT, R T AP OBEMERNTRY, T AF v Fa—TZB L, 500rpm,
10 Syl ol 5.,

8) M ZW W~ 7287 7 AL, 7T AF v 7 Xy T PBSG) % 10mL I %, BER OPEEZITV,
IRAY— )L~y T PBSC) W BIBRET D, (ET)

9) HE VT AT I LARWEEIE, WEECRET D,

(L 9) H# 7 7 A OFEIE, ZORY T2V, FRIC LV REOEAREZEE ST L,

#3-1-3 ET T AaDRFREEHEDOSTEED —E (I

B2 7 7 A2 a(em? | PBS() (mL) rY 7Y IR (mL) B H(mL) PBS(-) (mL)
150 5 2 10 10
75 2 1 5 5
25 1 0.5 2 2
3.3 #MRRDO#K

1) A rFa—F—pbi&R7 7 Z2=2(150em?)(E 10020 HL, 3.2 DEHRIEZAT 5 (1 8),
2) ZZOHE 7 7 A 2(150em)IZH B U R 19mL 2 AT < (E 7,
3) MOV Y PR AST=T T AF v 7 F 2 —7 (G0mLICHIFSREIR A N2 5, Nx Do 8%, 7R
ERIECTED ST [E LI 7 7 A2 1T OMRIC ST R 3-1-3D L 5122507 (11,
4) FIAF v 7 ey NTI0EBREERy T ¢ 07 UFHRE L, MI8SEIR 1mL 2 B H IR Lo
BT T AT H0E D,
5) ¥i#& 7 7 A A AR MNTEI BT . Biith ORI 31272 D K9 IR U EE DG ),
6) v FaX—F—7FAark AN, 5%CO0z, 3TCOLRE T THET D,
(£ 10) ¥58& 7 7 A 3 0fffiE, oMY TIEARY, BRI LY REORAREZETFIUT LG 3-1-4 B
(7 11) MRAO AR ORTE « 3R AL, 24 R TIERIE 2 (50T 5, L7end-> T, MileZzENR, EHL-WRAIc= 7L
T N7 AT T AEEEZ ML 80%LA LB S TWAHRIED b D) & FIZAN S 7=0ITiE, BLFOAREEE AV uE
L, arrrzs v 2723 LENGMIAEZEIRL, n BEICa 7Lz sRFEEO7Z 23 LEBRKLNE & AR
HiF, 12n=1~3TRTENTE B, £/, AV IAZY MARTFTAT AEMSERBAO 7 I A3121: B OFRETH

T 25L&, B LM 28 LV #I(AXB)mL TS LIFFH O 7 7 2 22 ImL # T 5,
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#3-1-4 77 AaRsELREOSERO—E )

S = % RV
1:2 2
150 19 14 4
1:8 8
1:2 2
75 9 1:4 4
1:8 8
(7 12) ML, Mo~ L y N & RS S8 2RI T 2 B OB REML)O Z & T, FrEORCRE%, MBI 1mL
HRE L, B8R T 7 AT 2 A A IE Lic kRl e b,
34 HROREF

1) A FaX—=F—5R# 77 2a(150em2) 20 H L, 3.2 OEINEEEZTTZ 5 (GE 7,

2) NAY—NLEXy AL, 77 AF v 7 Fa—76B0mL) L0 EBMERSIBRET S GE 7).,

3) MOy PR ASTT TAF v I Fa—TICTTAF v 7 B~y F10mL) & AT, (20mL X &
L7275 2a)0EMAE Nz, By T 4 o 71k 0 filao~SLvy N CIRIBIEZ e 50 D,

4) 4.1 OMBAEOFRNIHEV, FFEIRE % 0.4 X 106cells/mL~1.2X 108cells/mL & 722 X 912, B3N
A, TIAF I Fa—T%EFICLTELIBAETHEED,

5) MRRREIR & MRS HORFIR A 1 1 OFIETRET HGE D,

6) ¥ 7 1t~y M1000uL)Z HW T, 1.5mL FOBFERIEH A A TS ET 50E 7,

7) BIEATF B —/LOREGHICAIL, —20CT 4 FFRAFT 5,

8) —80°C T—MuRAFET 5,

9) IERRERIE~ LIRET 2,

4. RERE

41 #MBEO<TAIO0TL—bFADERE
1) ArFaX—F—nbEE7 7 Aa2(150ecm)Z B0 ML, 3.2 OEEZITRHI>0E T, BRELT, B
LERET I AT 1IN T L — 1 BAERRTTRE TH 5,
2) RNAY—LEXy hEFEHAL, 77 AF v 7 F2—7(6B0mL) L0 E#ERSIBRET S GE ),
3) MiDRL Yy IS AST=TFTAF v I Fa—TI0FFAF v 7 By F10mL) Z AV THzH 20mL %
Mz, EXoT 0 o 72X 0O L > N ORBEIRZERT 5 GE 7),
4) <A 7 vty F20oul)Z AW ISR ER 15uL & MERFHEMARIC R, o 2T LABMEE(X 100) THI
% (ImL X% W Ol %k 5,
5) TFitDFtEEITWGE 13) ., RKIRE 7.5X 105 cells/mL & 725 & 5 KB EEZ RO, /DB EITRD X
INTHEH T E . AFGREL AT 5 G ),
6) 8Ly hEHVWT~A /v L — DK = /WZHIRRE K % 200pL 32012 TV < (7).
7 ArFax—F—llvA 77— & Ai CO:2 5%, 3TCOERE T 14~24 K& T 5,

44



(1 13) AHAEOFHOHS - FHRERFO MR E (cells/mL)= MEKFHRAE D 4x4 7'V v RO DIFEE)x104

_ BUEDZEL (L) x FHRR ORI (cells /mL)
7.5x10° (cells / mL)

42 BRE
421 FRBRERBRE
1) BHEOEEES
(1) MERHABOTER

a) 13mm # 7 AREREIZ DMSO % 2uL 73iEd 5,

b) I FEZ 4mL S TV XY A Y TR 5 (E 14),
( 14) ARERERFECEE L1, £ 315 TR T EEE T,

ARFIL, 4mL BEIRICH LT, 2 ¥ = MR EZ230RIEI G 0 2 & ¢, 1:40 THAUE, 4mL @ 1/40 F(100pL) A3 HIE Azt

SERTH D, ARl ARERREOBICIE, 3 BEOARGERES 1 V=L 2 AW THIEZIT S 72D, ARAER 1:40 T
Z D25y (GOuL) N £ & 72 B

# 315 HMKREWEHKE O EED—E

AR HIERRE O S EE
QT =L$7=9)
1:40 500l
1:400 5ul.
1:4000 0.5uL,

(2) BREREFARERRV W FEDDT
a) 13mm # 7 A% |2 DMSO % 4uL 4317 5%,
b) 9 BFEICAIR S 7o i SR E R AR R M O QC ¥R % BT 4pl 32N Z %,
() FHT«7ar ra—)L(NC) DHER
a) 13mm # 7 A% |2 DMSO % 4uL 437 5,
2) DMSO BB UHiiB &R E
(1) ~FHrainz, JERREORBRENIEEEL 0.5mL, MERIERAEER, QCIARL N NC DR
BRENIREZ ImLIZ/RD L9 AART v 745,
(2) EOLT /KL —ZIZRBRE 2 AL 12 2FRMET 5,
Q) FD#., 2575 LIC, 7 ARBRENO~TH L DEREMIREZIT I,
(4) BEEDHERE S LAUT. BRI 2 IR ATV, ERICHEHE S D,
(5) WEEHTEE A~y MAMA L, HIEMAREO 13mm H T ARBRE I2E A 200 pl, Wi e A UE
. QC 1AL K N NC ORBRE (T A 400ul M1z, 10 BOFE 2 9 — 1T @9 5,
3) #R~NDIRE
(1) 14~24 MR LIz~ A 707 L — b A U X 2aX—F =50 T,
(2) ~A7uFL—br DT HrT—a &7V, Bz EaICEY R,
() HEBMSBITETOY = /LOMIaORELHRT 5, L L THRERLONIZLT L— h— MNMZTF
v 7% LTEL,
(4) 2)TH Bz DMSO BRI GRIE T RURE-+ i E R AR HER ) O QC IS+ NC 2~ A 7 m B
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v R, MERARE 190uL 2 1 7 = /b, BRESMER AR YER & O QC I +NC % 190uL 42 2 >
DT =V ETDH, F— b A T T Ml X3-1-8 DY,
(5) 37C. CO2z5%DEREL T T, 20~24 R[5 &E T 5,

1 2 3 4 5 6 7 8 9 10 11 12
A AR | FR| | ER AR | FR | AR | FR | AR | FR
11 |12 (13 |21 |22 |23 |31 |32 |33
B NC | —w |STDS | —»n | & | HFR | AR | FR | AR | FR
41 |42 |43 |51 |52 |53
C NC | —w |STD4 | »n | H| | HFR | AR | FR | AR | FR
6.1 |62 [63 |71 |72 |73
D STD9 | —»m | STD3 | —»n | & | FHM | AW | FR | AR | FR
81 [82 [83 |91 [92 [93
E STD8 | »m | STD2 | —n | & | FHM | AW | FR | &R | FR
10.1 | 10.2 /103 |11.1 |11.2 | 113
F STD7 | »m | STD1 | —»v | & | FHR | AW | FR | &R | FR
121 [ 12.2 | 123 [13.1 | 13.2 | 13.3
G STD6 | —»n |QC | —w | HR|HW|FW | FW | FW | FN
Bk 14.1 | 14.2 [ 143 | 151 [ 152 | 15.3
H AR | FR| ER AR | EFR AR | FR | AR | FR
16.1 |16.2 [16.3 |17.1 |17.2 |17.3 |18.1 | 18.2 | 18.3

3-1-8 LA 7 v MG RFERE)GE 15)
© K#:: B2~G2, B3~G3, B4~G4 XU B5~G5 &, MEMHRIERHAEER, QCIEIRILGICNCIZ2 v =/ T EICHEHTS
@ FNLSDOT = v 0 1B D FHIRE 3 B oMK E 1 7 = VT OIRET 5,
(7F 15) EEBREICBT 2FHREORE  EEMM L LT, STDS: 0.977~STD : 31.2 pg/mL #7% &7 5 GEMlIX 6.1 22 R), ERHFE
WA D ARG S 2 T RO E A ORBRBRIC T, B L IcihES 5. ERHPH X V{0 RLU 278 LIZ5A, ARGERE T

J5, EEHELY & RLU 278 L7a, iR E 72, fRERE LT 14 BRERELRD Z EICEET 2.

422 TEERERE
1) BRBEOEEERS
(1) BERREHEOSE
a) 13mm 7 ARBRE I DMSO % 4uL 5+ %,
b) IEMREE 4mL A 7L X —EEE AT S (E 16),

(7 16) g & 13, APRERRERERIE TR RE L B2 RET D,

(2) RERFEBARERRV QC BRODITE

a) 9 BPEICAIIR S 7o i SRR AR R M O QC VAR %2 BT 4pl $ o R %,
(3) NC OHE

a) 13mm &7 ARERE (2 DMSO % 4uL 437Ed 5,

2) DMSO BMRK UEihRE&1RE

(1) ~FH o2z, £2TO 13mm H 7 ZARBRE PO EZ 1mL L7 5,
(2) ELOT/NKRL—HIZ 13mm H 7 ARERE 2 A 12 75 MRfGET 5,
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(3)
(4)
(5)

FD%, 25T LI, BT ARBENOANXY U OEREHREIT ),
BERERHER I AUE, RRBIC 2 0B ZITV., BRICER IS,
HHEEy MR L, ARBREICE A 400uL i %, 10 BRI —2n BT 5,

3) fAR~DIRE

(1)
(2)
(3)
(4)

(5)

14~24 B TR Lz~ A 707 b— A U F a_X—F =0 LH0 HT,

~A7aFL— b DT AT —a CEITV, BEEEICER D BRL GED,

EERBMEBE TR Y = VOMIOREZER T 5, VL THEENRON T OREARICT = v 752 L
Tk<,

2) T3 H a7z DMSO (B4R GRIE FIRRE -+ i R e AR VIR M O QC I+ NC &2~ A 7 m B
> T, 190pL T2 2 2D U = VIR ETLHGET, TLb— LA T U MillL, K 3-1-9 Db,
CO:2 5%, 3TCOERE F T, 20~24 FEffE# 7 5,

1 2 3 4 5 6 7 8 9 10 11 12
A | | | | |
B NC —un |STDS | »n |BH¥ | - |[BH |- |[HE | —»
1.1 4.1 7.1
C NC —un |STDA | »n |BH¥ | - |[BH |- |[HE | —»
1.2 4.2 7.2
D STD9 | »n |STD3 | - [ A |- |HE |- |[HE | -»
21 5.1 8.1
E STD8 | »n | STD2 | - | |- |HE | -v |[HE | -»
2.2 5.2 8.2
F STD7 | »un |STD1 | »n | ¥ | v |BH | v |HAB | —>»
31 6.1 9.1
G STD6 | - | QC S KB | o A |- | H$| >
B 3.2 6.2 9.2
H | I I

X 3-1-9 LA 77 MiIl(ER

®© HKE:: B2~G2. B3~G3., B4~G4, B5~G5 T, MEMHERAERER, QCHEIKR. NCIZ2 v = /LT LILERT 5,

@ Af: 1RBY Y 2 SR CARFRIEZ TN ENTID 2 7 =/ T L ICIRET 2.

43 L7z 5—EEHOAIRE
1) MIFADYE

(1)
()
®3)
(4)
(5)

(6)
(7)
(8)
(9)

20~24 B Lz~A 707 b —bhaA v FaX—2—L ) Ho 9,

~A7uFL—  NOEMET T — 3 ALV ERICERD BRL,

8L~y & HWT PBS 24 7 = /LI 50uL "2 %, ¥EHT %,

~A4 /7L — b NOPBS T H T —3 a3 2 K0 EAEICEDBRL,

BB CTERTO Y 2 VOMBIOREZ R T 2, P L THRERLLNTZL, FL— o — MITF =
v 7R LTHL,

~A 7T L — R DEIINy X T TF—T %5,

HRE Sy & W TR AR 2 45 7 = /W2 30uL oMz %,
Tr—hvz—h—llTvA 77— & 20MRECHICETH S ERAT S,

10 2y [HIRFIET D,
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2) N7 =T —BIEROBE® 17)
(1) A oY= IR NEERREFRIET D,
(2 7HEIFITLIEISATL—hratEy L, Vo727 —BIEEEZRIET S,
(E1D VI A= —OWHERO L LT, ROy N7 vy TRHIZT A M T L— hE AW, RO ORE R T2 L

EHD S,
5. &
51 REROEK

1) HREOZA A% HORHFEL 2 Ll % i b Bl U7 OSSR # SO & AR O RS &5 %
T, TO@EYICSRETE D,

ki k,
E+S© C—>E+P
k4
I, F D EEEE R T DR (RIE T Ah ZEIRICEZY)
S DRSS T D EERIETIE A A A% v UHHITEY)
C  BEOSRICBT 2MHE - AEEASERRIE T ANZBIK-Z A 4% 2 R A1F

(Z3%H4)
P BRSBTS RISERRIE TV Y 7 = T —BITi%Y)
k b RO EE E R
KRAEMBELETIIZ A A X2 VHWO & Ah ZFIR(B) L OfEe. £ L TEOMR, W bshd e
7T —BREFICLVERT DIV T 27 —B(P%, LEROBRIERICHET L TWVW5,
2) WEESOET AXITIE HIll OXEHNTN 5,
Hill o3k b Hfli72 N CTdH % Michaelis-Menten D
_ Vinax X [S]
K, + [S]
2T, Vo UG
Vinax @ BRBUSIEE
1 : FEEEE
Kn : V=1/2Vmax ORFOFE R FE

+b

b : Intercept parameter (815 Z5%k)
OISRV IZ[S]aZ#H L7 b 0T, 3 CHMIRE & 2 K DIk L 2 KRBT 2
WL N THnaTH S,
3) MEHOETLAUICIL HIll OXZE W5,
Vinax X [S]"
" Kl Y

ZZic, Vo EHERSOLY 7 = 5 — P OEREE =RLU)
Vimax : BWREHISOLY 7 = 7 —E R RN E)
[S] : JEREF A A2 RO B R i

Kn 1 VEU2Viax DBE O FE R FE O B SRR EUE
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n . Hills coefficient (Hill ™42%%) . Slope parameter (Z&JfZZ8%7)
b . Intercept parameter ()5 Z%%)
4) FREHOGEE KD D
2,3,7,8 - TeCDD EHEME ORI LV AU HMlao RLU ZJEL, TV THI—77 1 v b S,
NI RA—=Z—HRET D,
10 BERED X A A% o R ERARINCxT % RLU ZHIE L, B RA L, RiHHEY 7 FEEZ N
T, 4DOD/NRT A =% —_ Vmax, Km, n, b O b(lE L7= RLU & BEF@m=RUCEIT 5 RLU & ORAED
2JHI/NTT2 D L DITT D) EAT D MEMERIB L UVIT A =2 OfliE, X 3-1-10 D@ Y,

=3 ZEME  mEYE TeCDD iRE-ItEBI#R

a5 <4 K
MEE  RE sz RLME
(pg/well)  (pg/ml)  ZEiafE TR ., 25000 .
A A/193*1ooo LN(EE*IOO) RLU S 20000 .
)
23.75 125 9.43 22880 S ®
11.9 62.5 8.74 19448 = 15000
5.94 31.3 8.05 16471 ) [
2.97 15.6 7.35 12357 @ 10000
1.48 7.81 6.66 7517 o P
0.742 3.91 5.97 4754 ‘D 5000 °
0.371 1.95 5.27 2114 2 .
0.186 0.977 4.58 1233 0L _e*®
0.0928 0.488 3.89 434 ‘ ‘ ‘
30 50 70 90 11.0
INGA—B— [TeCDD]C=LN(B*100)
Ve = 28631 n = 6.59
Ky = 7.75 b = 192

X 3-1-10 MEMIER KL VR T A —Z — D

5.2 ﬁ%ﬁwﬁﬁkvﬁﬁﬁﬁwﬁﬂmcxéﬁﬁ
ERIENHEENATON TV DENE ) D EHERT 5720, MEMROME LK NERELBOMBIZONT, &
ﬁ@ﬁ(m&»%%mfﬁé(mlﬁﬁw ofllE R (S E) OEMERZ,

STD5(TeCDD : 0.78ppt) & ' QC ¥k ORIEM S, HIE R (BHEEFE) 2k, FRXKICGHE LRTFT
5, BHMIZ X A2ELKE T, FEHER (p£20) 256 O@BARGIIIE CCTROBEY &35,
LATHEHRAZEZ 725613, FROEHELEEEZITO & L bic, HHET 5, SEEOTOIZH U
E&$ﬁwﬁ®%ﬁmowf\ﬁﬁ%?é o, BEHRRANTH - THIEMEMITK LT, —EOMF THh
TN &) ZRIREEIAR - 72 IE 'S & O ZREBIZIRW TR, JRIADZE 2170, MBI U, U
2179 & & blc, HHET D,

SR IR B O B ERR D1 2 RIZHB T 5, STD5(TeCDD : 0.78ppt) & O* QC IRk EH X FI1%, X 3-1-11

KON 3-1-12 Db,

1) 4. WEREIZEST, EEEITI,
2) STD5(TeCDD : 0.78ppt) I 2\ TlL, 5.3 HIERB O EEICH > THEEFEZH BT 5,
STD5(TeCDD : 0.78ppt) D H HiflIL, %+ 3-1-6 DiEY ,
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3) QCHHEIZOWTIE, 5.3 HIEMEIOERITHE» TRHAREZFH T 5,
4) QC Wi D FEHFEE 23 LT, PCDDs/PCDFs IRATEHER O#FIE%£(0.6071) 2 F UC, HEEEELR
Hd 5,
HIEMEGEMSE) (ng-TEQ/mL) = S (ng/mL) x4 %k
QC % (ng-TEQ/mL) = 0.53(pg/ul)x0.607=0.32
QC IR DOHEMF 1%, £ 3-1-6 D@D,

7 3-1-6  STD5(TeCDD : 0.78ppt) & U8 QC &k O Hi Hif5]
QC %k (ng"TEQ/mL)=0.53(pg/ul)x0.607=0.32

5 YL [y ST 5 U [ D =
stos | ek | m | BEPE BERE T e | gt | s
TeCDD | (RLU) B | /i o/ 0(;%L) " (%) (uL) (pg/ul)
0.78ppt pg/m pg/400p
7815 6.64 7.68 3.07 1 100 4 0.77
5 = & I 7
R | A *ﬁfﬁ%ﬁ ﬁfﬁg ﬁ%’f e | peate | R
e | ®uw | wmw | M B R @ | (L) (pg/ul)
5923 6.28 5.34 2.14 1 100 4 0.53

QCi&;PCDDS/PCDFSE & & TeCDD(0.78ppt)

0.50 1.00
= » B
R v e - 1
E 030 34 L Ll ™ 075 M
2 Bl " L 2
= B s o
% i TR I 3
= — 20 BERR s LA
0.10 . : . . 0.50 . ; . .
0 10 20 30 40 50 0 10 20 30 40 50
FL—h(#) TL—k(#)
3-1-11 FEF] (QC ¥iR) 3-1-12 EELXHI(TeCDD:0.78ppt)

53 AERHOEE
FRRE QT ITEO FIEZ DL NI RT3 (F 18), FERIREOF HFIX, £ 3-1-7 D@V,
1) #PIZ 5 % RLU 206 BB Mmoo 5 H —Hill ORI &R S RO T-BEE L TTD D, 2B,
HIHIZHOWTIL 6.1 D D TEFHRT 5,
((RLU —b) x Km”>%
Viwax — RLU + b

T AT, ko R E
2)  SEHIREE (pg/mL) DR — RPEHR A 2 BB E T 5,

it

E=R
==X
E=R
==X

it

w
I

ek

X=100
ZZiT. X WERVRHR o S (pg/mL)
3) WERE 70 OERRIE(pg : HBRE H 72V 400uL K i)
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Cr=Xx04
22T, O i BREHTZ 0 OEREE (pg : 400uL £ Hh)
X MEEERH o FEHIR E (pg/mL)
4) K5 O FERRE (pg  4mL LK)
Cc=CrXn
Z 2T, Co o RS o S E (pg  4mL ks RLR)
n o AREER
5) HhiE O FEHIBRE (pg - AhHIR)

Cp = C, xVE
E — W“C V,E

2, Cp AR ORI E (pg - HHR)

Co RS8R O MR (pg « 4mL F5EHR)
Ve fihHiE & (mL)
Vie: flitHiR 4y B i (mL)

6) B OENEE (ng/m3N XL ng/g)

C 1
=V *To00
ZZIZ, Cs o FEPIRE(g/m3N XX nglg)
Voo BB EGRE(mSN X g)
(1 18) fighrfl : 1 3EHI S| n=2 ORFE & AT, DMSO =¥ L, EHICE L, 1 RBRE L7720 2 U = MiET 5, 1 3ERY
729, 27 =®RLU OF¥% n=2 THHT 5,

UH5) HEH A OBERREIZ L HMEL, WAL > TIT I,

ZZIZ. C o FBEOREE On 2B B EHIEE (hg/m3N)
Os : HEH T A OBESE OB 190(%)
Cs : HE A Ao ZHIHEE (ng/m3N)

(7 19) HEHIH 2 ORRFEDIREEN 20% % 88 2 2581, 0s=20 &3 2,

7% 3-1-7  EHIRE OB

i ¥ o i Y = P =t
R | g | OPEL L BRIEIEL AR e | P e
®RLU) | #mg | fAEE | MR B T | IR o/meN ngle)
(pg/mL) | (pg/400uL) (m3N, g) ’
6570 6.41 6.08 2.43 100 20 6 0.405
5890 6.27 5.30 2.12 100 20 6 0.353
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6. RHTRXRUEEHH

6.1 BREVHICETIRHTREVEEHEOHER
R T BRAE R H T AR AR o0 B E #R B L2

LN HIE &

S RE) OERE

DEEIRE(CV%)7330%

UTERDRERIETIR, 20000 T &2 ETF2RzEsEfgA e L TR L, REZI&EL TH <,
1) BRHTRFEFHRFESRTORES
F 3-1-8 1T IR EE O R H T IR AR ER IR 2 S 5,
# 3-1-8 It T BRAER Y FRAE S R o0 R S 451
STDO | STD1 | STD2 | STD3 | STD4 | STD5 | STD6 | STD7 | STD8 | STD9 | STD10
2,3,7,8-TeCDD | 25.0 12.5 6.25 3.13 1.56 | 0.781 | 0.391 | 0.195 | 0.0997 | 0.0488 | 0.0244

2) BHTREUVEEEROELHA

AL o N IR R A 2 n=b TRIE L7k
BEUER 22 R OEBRE(CVR) 2R L E T v 7 7 A V2 ER L, B TRED
AL, B TFIRE D

ERLVERL,

EEFMEOMERO LA 77 Mk, X 3-1-13 D@V,

T

R GEMEERE) O,
R 2 [ &0 i

1 2 3 4 5 G 7 8 9 10 11 12
A | T T T T T T
B NC —n | > | 5w | >u |STDS | 1w | >un | > | —>u
C STD10 | -w | -1 | -1 | - |STDA | > | >0 | -1 | >n
D STDY | -1 | v | > | - |STD3 | >0 | >0 | >0 | > n
E STD8 | > | >0 | > | > |STD2 | >0 | >0 | >0 | 1
F STD7 | - | v | > | > |STD1 | >0 | >0 | >0 | 1
G STD6 | > | > | > | > |STDO | >0 | >0 | >0 | 1
H | | | | | | | | | | |
3-1-13 LA 7 7 MM O H T BR M OVE B i P O e
i Y T RR M OVE B O B B 2 3R 3-1-9, X 3-1-14 (2R 7,
FEAEN) BT I JE (pg/mD) O E HAf 5> B 15 B AL 72 A ERE(n=5) 7> & 30~20% Ol R 2 F 1 FERAE (Z 2 Ti,
0.977pg/ml) . 20%LLF O E EHiPH Ch/MNEE 2 & FRE (2 2 Tk, 1.95pg/ml) & L7
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# 3-1-9  HIERE FH (n=5 HE)
B TR : 0.977(pg/mL) & EHPH : 1.95~62.5(pg/mL)

wEE  mE  am e jandaiotia)
(pg/well)  (pg/ml) EE "
B= C= - EBHERH% "
A 19041000 IN@*100) Y T OBREREQ Cy(u) THEE
275 250 1013 24560 57 73 575 103
238 125 9.43 23926 189 106 560 151
119 62.5 8.74 19727 62.2 116 186 1.00
5.94 313 8.05 15002 310 5.54 179 0.99 %
297 15.6 7.35 9696 15.5 1.00 6.43 0.99 B
1.48 7.81 6.66 5195 7.82 0.338 4.33 1.00 it
0.742 301 5.97 2597 417 0.267 6.39 107 5
0.371 1.95 5.27 1328 2.30 0.303 131 118 EETE
0.186 0977 4.58 637 0.97 0.260 268 009 BHTHE
0.0928 0.488 3.89 364 ND = = =
0.0464 __ 0.244 3.20 271 ND - - -
TeCDDAZ# B D ZEEN{HRE(n=5)
70 -
60
.
50
<
s\/ 40
=
G307 e
20{ -
[ ]
10
| ] ° [ ]
0 T

40 50 60 7.0 8.0 9.0 10.0 11.0
[TeCDD]C=LN(B*100)

3-1-14 KET a7 7 A LDf

FEWE ISR 2 FIRE OVEE#IRIEL, 272<eb 6 7 AIC 1RO REENMGEONTND Z L 2k
R D, Elo, WERMENKIBIZE D726 (B, RESIMRFOLFEFR L ITHEHRYE DL EE)
b, HERBT D,
6.2 HBICBTHIRHTREVEETR
AEHZ BT D TR L OVE R TR, OB & AL e 2 B 7o o i B OB & . SOSHH OFEHEME
&:k‘ﬁé*ﬁﬁjTBﬁ%&U“ B NR2DERRINCE T 2, SBHT I T 2 FIRA OVE & FIRIZ, AREHRERE
AR FIC LY B> T D7, B Z LIk 5,

1) BHEAX
BT A BT D FRREOVER FRIZ, FTrRoRc L EHT 5,
_QDLXO.4XkXU VE 1 _QQLXO4XkXU VE 1
Co = 1000 % V’E Xy tas 1000 Vv
2T, Cpr o WREETRIZET DR TRO0C, 101.32kPa)(ng/m?)

Cor : BT AIZBI 5 EETROC, 101.32kPa)(ng/m?)
Qor  : FEHEWEIZBT DR T IR(g/mL, SSERTF)H 0.977pg/mL)
Qo HEHEWEIZEBT 5 ER FR(pg/mL, MOGSERF){ 0.195pg/mL)

v s AIRAEER GUERRE S 0437 ER) (] 4. d=1mL)
AmL BHE RO —# 2 50119 2 R =4/d(d : HIEHFE O E(mL)
Ve o HhH R B (mL) (] 50mL)
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Vi o RSy B (mL) (1] 10mL)
%4 o EET A DR EEC, 101.32 kPa)(fi] 4m?)
k D RS =0.221(HEH AT R)
2) IBVWCARURAR
VU A KO 2 BHZ B 1T 2 FTIRAOVE R FIRIZ, TrRoRUc kv BT 5,
qanmxf$§kva%%X%_ QL:Q@XS$ZkXUX%%X%
T2, Cpr i IRV U AR O ZEEEHI B 1T 2 M TR (ng/g)
Cor 1 TV UAKOR BN 31T 5 E & TR (ng/g)
Qo EEWEICE T S T IR(pg/mL, ISR 0.977pg/mL)
Qor  : EEWEIZE T 5 EE FR(pg/mL, FISERT)J 1.95pg/mL)

v D ARG RGN E AR O ORI 4, d=1mL)
4mL FME BB O — % 51ET D =4/d(d : JIE HRE O E(mL))
Ve iR EmL) (3] 50mL)
Vi o fhR Sy B (mL) (1] 25mL)
W R0 U A KOV 2 sk o B E R () (B Tg)
k D ORIEFR%=0.318(1F 1\ U A K O % %)

7. AEER (BHEFE) ~OBE

W E B GRS B OB L2 DL IRT,

RAEPREEIZ I 2 TR, 2,3,7,8- TeCDD # &# L U sRd 7= AR EIE B OFFMERRE & 725,
#it> T HRGC/HRMS {EIC THIE L7 gt i & i3 5 7o o2k, MENLE L 72D,

B O U, ZHIEO HRGC/HRMS £ X o THIE & 72 BHZ D W CAREMRETIRIC X D HIEZIT V),
W31 2 FRBARIER 2 sk . 2 DENFROM & 2 H5A MR E LT, FRNRED O HIE &GS E) 2 /T
5.

HE B GFEEMES ) (ng-TEQ/g. ng-TEQ/m3N) = E (ng/g. ng/m3N)x# B (2%

7k, MEBROBERERIZONWTIL, F2EE 28 EHROBRE] 23RTLH2 L,

8. MERBOMER

Dip &b 6 7 HIZ 1 Bl HRGC/HRMS AIZ & » THIE S Ui BHZ DWW T KRRPEIEIZ K D HIE 217
v, HRGC/HRMS EIC X 0 o llER GEMESEE) &ARNEE TR b EIIIRE L SRR E
L. %6 JitfoBmEIAR LT 5, Eo, WERMPRRICED -GG (B, RIS %O
ZEHH LU ITHEHSEOLES) ([2h, MB2ATH. FONIHBERED, 5§ 6 HifldMoBmEMRE L K&
TEHES 256 SUTHBENENG ST, RKROFRHEZITV, £ ORR KLU B ALk %,

AEHEL, F 75T HRGC/HRMS HEIZED B2 ITIEIC K0 RILEE 21TV 580 I HOW T MR E
BIZES DIV IEIC &0 AL 21T - TRE 2 i 5,

P T AN DWW TR, JIS KO311 eVl E TaAT o 7ozl (72720, 7 v A ICEa KIF
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FTH TV T AR 7 O TR TO Y V=T v T AL 7 OFINIA T30 2% L, hhix JIS
KO311 [ZED b FIFIC L 0 e R (FBHESERE) 2RO, R0 IE, RiE4.1~4.3 LOV53 100> THAEL
T AERREIRIC R D ERIREE & i L C, AR A RN D,
TV U AR OR ZBGREHE DWW TR, PR AR SR 519275 B3R — G5 — 5 BRI ML L 7= 51k
(7721, AR Y ()ONEERE ORMOEBIEITI TRV ICXVIERE GEESE) ZRD, E0ix. K
1£4.1~4.3K% 531206 > THAIE L2 EWBEIE SR T 5 2RI E & i LT, #AARE R 5,
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FeH 2EAEN

[EERED DR RGEEER) Z R D 2BEOBBELRBEOFE T OV TEHEH T 238D )

23 DY H AFREHZ OFITIE n=46, n=20 LI EALFE LN DWW TAHIE Hik & HRGC/HRMS 4T
FNENFERIRE, FESEE KD, HRGC/HRMS JEIC X 2 Bt S &2 ARWIE 7RIS & 5 EZMIRE TR L
7= b ODOFEEEWELRE L T 5,

(FDHEH A 2 506D BARAR G 0 J7 1k
1) AHEEHEIC L 2EREEEZ X, HRGC/HRMS JEIC L 2 #MEEEL2Z Y L L, YX ZRD 5,
2) AREHZOWT Y/X OfEZ K, 2B OERHAFE L, ZhadBEREe 320 3-1-15 T YX
DFEIETH S 0.221 ZHFREE L),

[ERBED HHERGEHEER) 2RO 2BEOBBLEOFEHRIC OV TEEWV AR U X BHEE ]

ZHOIE U AR O Z %R EHZ Of TIX n=94, n=20 LLEAREZEE LUW)ICOWTAHE kL
HRGC/HRMS £ TZ NN EREE, #ESEE2k0 5, HRGC/HRMS k2 X % #th S8 2 AR E ik
X B ERPEE TR L2 b OOEHE 2 HEER e T 5,

BIEN U AR Ok 2 R O M AR ECE 1 o 51k
1) AMPEFEC L HENEEELZ X, HRGC/HRMS IEIC L 2B MEEE2 Y L L, YX 2Rk 5,
2) EREBHZOW T Y/X DR, 2Bt OEEELZFHE L, Zha#BfE e 75K 3-1-16 T Y/X
DFEETH S 0.318 ZHaF{RE L LTo),

20 80
= BEHA R [FWCARVBRZRE
® | y=0.221x \a | y = 0.318x
g 151 Re=0.993 > 90 R2= 0.899
i (n=46) = (n=94) S
S 10 | <
c
N |]]
& o
# O fﬂ—;
Hit
0
0 20 40 60 80 0 50 100 150
SRR (ng/m3N) FARE (ng/g)
3-1-15  HAFLRHE H (1) 3-1-16 MR L% H (1)
(HEH A =) (2T A KO % 5%)
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£D2

RIOEIZ, BB UATNVASLRVEERDSLEFERAL, MEIC, F44FL UENEEER

Z#ila 101L ZAVVLR—E8—S—V7 v/ ZHALTIAM XL VEOBRERZRET A E(ER
17 FRBFEAEREN2EFE LD 2)

E18 MEAZOME

RIRIER T LR 2R IL . XA AT etk 2V —2 7 v BTV, XA FF v UHEINENE
Lz MM 101L 2V LR — 2 == T v A I L AMEIC LV EET D, BIEFIED 7o —%[K

3-2-11

N N A

o)—27vT
v

FAFF L FEREHHRBRZMAE 101L ZRAV-LR—3—S—2 7y AI12&KB85E

v
FAFH LV EERAREDEE
v
BERBICIIAEEEEFE~NDHBE
v

A E ERETE

3-2-1 WEHED 7 v—

F2H MEOESR

1)

2)

3)

4)

5)
6)

Ah 2784k Ah Receptor. Arylhydrocarbon Receptor, 7 U —/Vik{b/KFEZRK, K BEHA)2Miast
YT FMBES T (DT DICHE L, MIRDISET2& > ERD 2RI E, XA FFT 8
DAEREEDL X, ZOZFRKREGT 22 LIckvilgRzans,

YA E Ligand, ¥ > /37 B XIIMD 51 DR BEFNLIHE AT 201 OMFR, RN HEITT
U7y RREEOREMR, MEDRET D L. mME ORRICRRIRE TR RAE LABIGA 5 S 2 S
ns,

W72 5—HBIEF Luciferase Gene, AMFICIIEZ filiid B8R A BB T 2R 2 VHkOE
=51,

CYP1A1 Cytochrome P450, Qa5 k7 1o P450 BT BT 5 M EEs#%, CYP1A1
I, FAFXR VTR VFEIND Z ERAHN TN D,

XRE Xenobiotics Responsive Element. A {&EYISERA,

T353R F Plasmid, /MEOBRK DNA 3D Z &,
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7) #MREEE  Subculture, ARIFEZED HAED H D WITEEEMIL O —FF % 0 ) THIO FrE 7o 55 I HE 2
ME, HORELZLO,
8) HMEHE EWMRIEKISORE,

F3H HHENAEICHET SHEEER
1. BHARORNE

BT ZAOFEEIL, RO XD BRFIEICL > TRET D, REBIERIZOWTIX, 20 BT U CREHY
ADFERMEE 0B E L TRERBVPERTE D X5 I LTz sz,
1) Bl L2 TR S e Wi/ N DR E AR ET D,
2) BRIRENRVIRY . D) THRE LZEED 1/30 LLFIZRET 2 2B 2B FIRAZFET 5,
(#1)5 ng-TEQ/m3N L)L D & A A3 o VAR E 2 JE T 2854 (MWE L 725 EH 0 21281 /i
THRIZ 0.17 ng-TEQ/m3N
3) UToRICL - THIEIZHNE 2/ NOREIT AD&EEFH T 5,
=QDkaxvxEXi
1000 Ve Cpy

Al el 74 D B EE 2R e/ N OFEE T A D F(m3N)
Qor - EEEMEIZET DB TR (pg/mL, DMSO %)
k o JE GRS )~ O HURAREL
v : JE RO IR S (mL)
Vi ;R E(mL)

Vi o B Sy BuR (mL)
Cpr : MBLRBWEHACBT2BETE (hg-TEQ/m3N)

4) HHEINH/NOREIT AD B EEREI T AORRE L T 5, 7272 L, Bt ORI K O —MH%
AT 2 £ 9 ICEE L iud e 6720,

() FhH A 20 mLACER L, T OIS 10 mL 25 L T2 UV —27 v 7 Z2{T0, & H9IC 0.08
mL O EFFERAR TS 5855 OB 2 DFREZ LU TIRY, B, EEWEICE T 5
HFIRAEIE 300pg/mL, HEH A A ORIER~OBELREIE 0.185 % AV 7=,

300><0185><008 20 1

1000 10 0.17

= 0.052

2. RLCARVRARSHORNE

WD CA KO BGEARIOEREEIL, RO K9 RFIRIC K> TRET D,

1) FHl LZ22 T AT e B W ORE 2 IRET D,

2) BRIIRENRWIRY . DTHRE LZEED 1/30 LLTFIZIEW U A KR 233 HC B 2 i FIR %
RET D,
(#5) 3 ng-TEQ/g L~ NVDF A A x v AHREAZNET 250 (L L 253N T D FRIE
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0.1 ng-TEQ/g)
3) UTORIZE - THIEICLERE/NDIEN CA KO 2 Bkt o Rz F T 5,

Xkxv V 1
W:QDL—X_IEX_
1000 Ve Cpy

Ny 7 4 D BRI B N OIE U A O 2 Bt o B(g)
Qo FEHEWEICET 2 M TER(pg/mL, DMSO ik H)
k D OE B (RS )~ DML AR AL
v o JE AR O B (mL)
Vi o fl R (mL)
Vi o fl RSy B (mL)

Cor : RELRD1E0 CA KO ENC B T 5 B TiROhg-TEQ/g)
4) FEHEINTHNOIXD U AL Z 583G O B L. L2130 U A LR 2l Bt OB IRE L 325, 7272
L. ABONREMER OB — M2 R T D & O ICRE L2 E R 50,
(#1) 3 ng-TEQ/g LIV DH A A F L VFREZET 256 (WME L5130 UA KO xS EH B
B KHE FERIZ 0.1 ng-TEQ/g)
iR E 10 mLICER L, TOMBREEEZHNTZ U —vT v 72170, H&HEAIZ 0.2 mL O
TEHRBHARICTIR T 2356 O30 CA KO 2 3EEBORIEZ DL TR, ek, ImENEHIZE
(F 28 T RMEIE 300pg/mL, (T U A K OYA 2538 DJIE B~ DOHFARENE 0.192 & vz,

_300x0192x02 10 1 _
= 1000 *10 %01

E 48 AMORILE
1. BHORTLEDHE

B U2k, fhi 2170, MRV EIS U TOBREZITW., 2 ) =0T v 7B 5, M 3-2-2 13k
BLORLENBHIEE TO 7 v —0f &2 517,

A

i H

P —ERE | (HBETETAE)
e
MBS U NIV ERRAS LY AT RTS DBk
7
B A

3-2-2 HBIORTLHE N BRAEE TO 7 v —nf]
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2. HE

B RTAEIZ AV 238381, JIS K0311 4 L < 1T FRR 4 AL ERE 192 SRlRE — G —5BR)(1)
WZRLH ORI 72 L, WAEEEREIIEA L2V IRZEOREO O, KOWRIZE D, Zh b OiRIEIT
7T 7 RBREIZ K o THEIZSENR 2V 2 & ZiEgsd T 5,

1) PAFIRILKRFS F(DMSO) JISKIT02 IZHET D H D, XITRZEDHED L DGE 1)

2) 4L RUTUHEANAS Fa~ b)) w7 A NERSOHED LD,

(1) YAF AT S FOMSO)DREATIE, WERRICHEL RIFTZ Lnbblnny hOEBHSICEIHIEET 5,
3. BRRU%EE

ARELORMLEIZH W D2 B R OEEEIL, RICE D, ZNHOmEKRUEREIL, 77 v 7 3 BREIC L > THI
WCHRENIRN D L iR T 5,
31 HZRH#BA
JISR3503 XN JISR3505 ICHIET Db D, a2y 7 DEZRSoFBERO L DEZHNTH L
321 VYyIRL—HHE
JISR3503 IZHET D2 H D, XIIZNERFOMEDS D, HERHFHIC T ) —AZEH L T b0
3.2.2 BIEBHHEE (ASE it KE)
HA A7 A5 ASE-300 3UF[A %G, ASE 08 E—R(E VAT 4 — Lz RER Yy v T 7RO T Y
IR ML, ER AT R T Y —, ar Ly —5%)

3.3 BE®
IFNF-H =y 2 (KD)EMem X I —2 ) — R L —H BRI 7 ) — A2 L i 570
3.4 Fhih

JIS K0311 XIFWpk 4 FEAAERE 192 SHIERE —EFE —SBROICTHEO b ORI TitosHE, XX
IS LRIFEORED S D,

1) pHEEBRE TV U A%D pH HIEICH

2) Zisa—bk A Fev ) y7 2OFEIMEN

3) BAO—RT 4B — ¢33 mm, ASE il

4) BEfEMEAFL—T 60mLH. 7V v ME, 72U =27 v 7IfEH

5) EMEEMBEAFa—T 10mLH. 7V —r7 v AT

6) ZUvy bk ¢9mm, 7 V—27T v FIMEH

7) A=ZRbyiR— YL 5OHEFRIHEH. FRICA mm FREOREFHTZH O

8) ATLFTRYFAUE 50mL 7T AF v 7R MOT7ZHYIZo4 mm REBRITZH D
9) KD® ¢12mmxL92mm. 7V —>7 v 7 HakE o DMSO & #al 2 H
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4. ATALERIRME

41 HEBEORHK
PRI L 7-RBHE, ArHR & T 2,
4.2
1) HHHAR
JISK03116.4 (2L V. %475, 272 L. MR E OWINIATH 0, [ 3-2-3 ITHEH T AFRHD

MR E o7 e —0flE2 R,

ELE] MR 5K R T O—T %k U . Stk

\4

\4

HCI(2mol/DILEE | A& Zk 1 g 1%L T 20 mmol

v L EDiEEE
2@
2 L
3 ik

B —BiRESHH
¥ ynar4u(3 [a)

A

Yy A L—Ht
(MvIy. 16 BERELLE)

A4

[ Y OInnMyE ] KE

Rt 7K
\ 4
i () mexmss
‘ [ ] %
& () =gty

X 3-2-3 HEH T AFREL ORI E TO 7 v —of)
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2) BRVWCARURZR
Pk 4 FIRAERERE 192 SRIRE —GE—SBRQ T FROFIEC IV IHEZIT S, 2720, NIE
EWEORMOBAEIIITD eV, MEORE A HWTH A 4% VEHOWE R OEKEOREEIT O,
3-2-4 (ZiF W U A S OR Z8GR ORI IR £ T 7 m— D il 2",

A

EKEBE

HCI f038 HEDpH N T EBZDES

5B
I
\4 A4
| A
ASE #iHH

(TEby, ML)

| Rt 7K
il () sisxizss
v [ ]t
& () mxiEsEs

3-2-4 TV LA KO Z 3R ORI £ T 7 m— o]

LUFIT, ASE filithi24E 2 W 7- FiEE2 R,
(1) A EEOREKFICANLTREM L, pH B CKED pH ZET 5, pH 2 7 #2556
(X, AT S, pH 23 7T LU N OGEIITERRLEE 240 LU, i EIc T,
(2) HHBIEZIT O HAIITHEROZRNVE I ICHER L, BEIE o -k 2 22 Ic i E I A hics b
5,
(3) ASE Ot Fred & T1T .
Ao 209 A2 VA TR, 29 A2 E L bLTY)
HEATING : 94y
STATIC ;1047
FLUSHING : 50 %
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PURGING : 300 %
NES : 200 °C
£ : 1500 psi
4) 7' bR E RN L7 b O KO M v R E KRR R Y U ATHK L, bt s,
(B) TATZ IRk /R L —ZEORMERICE Y F LIIIR AR T 5.
(6) EMEEZ~FF L TIOmLICAAT v 75,
43 HY—=o7w7
YRk 4 FIEAERERE 192 FICREMOFE, I FROFECLV 7 ) —v T v 7 %175, K 3-2-5 127
V=T v 7D7m—0R%R7,

HiHH R T : nthxzsts
[ ]

............. I %

TSR amcasks

—_ e
infa

W )NT IV TEER

HSLHaTRTSTEE
Y HnnrYy AxYY (1:3) MLV

. —  REMOZLES

£1EHS £ 2 HS

\4
| BB UNT NS L
isEd SyA Wk 13
KHEMDZNGEE
=tE
\ /4
B AR

3-2-5 7 V=T v 7 O7ua—0f
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1) HWHBERDZTER

MR Z B L C— 3 2 ME I T 258120, ER LM, 5 BICEbE T a2 0BT %,
GEF ., RO 1/1~110 BEZHWD, SEETHLZENTRINIGEICIE, LV PbEEZSEL
TH L)
2) $EMAHSLOERE 3-2-6)

(1) BBV ATNLVHS LA

60 mL HEEFHE A F =2 — 712 T b FeHiE <, BB E, 44 %MEE> Y 171 10+0.1 g, ¥~
UArn1.8+40.1 g, HAMEEST N v AB5~55g. 7V v MOIAICHET 5,

(2)

AERN I L

12 mL AEAEHHEAF 2 — 7 T b aEHEE T, 7V v b, &R Y 4L 0.540.02 g.
MEKAREEET R U A 0.340.02 g, 7 U v FOJEICHERET S,

C— 1

_— 60 m/ EfEMEF1—7

/7')‘7"
,\‘ IKBRERTM)L:5~55 ¢
SYASI:18+01¢g

T 44 %WEREES YA )L 1001 g

BriEts @2
A= RbyiN—

| _— 12m/ EfEEEF2—T
)k
KRS R)DL:032002 ¢
SEMERIEEVATV:052002 g
)k

X 3-2-6 A& 7 LD

3) HU—=2FyvTBRE

(1)
()
3)

(4)
(5)
(6)

(7)
(8)

Wifa> U 7NV 7 B R ONEVER 71 7 22~ F Y% % 20 mL i s,

TEMER T T LD BICHiE S 7 L%ty FL, ~FH % 10 mL it 7,

AFYURTENE DS T D BEE T T ACBINT 5, ~F V2 THRIRO A o TR 882 Tl
L., WA 717 MZEANT D,

717 DT A~FH 2 70 mL &Y,

Wiley U B 7N H T AOREEBE L, il LI2Ga 1213 £ THEZIT > 72 #(10)~,

WEg> U AN T BESN L, RS 7 A0 2280 60 mL AEMMHAT = —7 285 L, ¥
saa A B ~FHo=1:3%50mL 7,

EWRAD T LD FICF A7 T Aazty L, M= 70 mL THEHT 5,

FATZ I Aaru—2 ) —T R L — 2 EORMRICE Y L, M U@ A 0.5 mL AR E Tl
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T5,

(9) ik E KD I, T A7 T A2 &a~FH 2 THRIVIAZRZRN S KD BI2B LK 3mL I L 49D
LD TR~

(10) HLWHifE> Y B2 HE L, ~F% %2 30 mL 27,

(11) HREES U BTN H T LD FIEDF AT T Aakwy hT 5,

(12) BHEEE B T DCEAT D, BHEOAS TV T AT T AT ZA~F 2 TRWRRE 7 T A
AT %,

(13) #T Al ~FH > 70 mL ZFiT,

(14) FARAZ7IFRAazr—2 ) =2/ \RL—XEORMHICE Y L, ~FHfE% 0.5 mL B FE TR
T 2,

(15) FREES U 17V T Al L TV e WIEEAIR9), ki L T2 85A1310) 0 TR~

4) BREHRERVAERARBORE

(1) A THELNTZHEHA~FT U E)DO AT KD F2RE(HTEREICE Y F LT 20ul £ TR L, A6
RO B NN & AR T D, kI DMSO 20uL Z % L, 20uL £ Cilgfgd 2 Z &I kv
DMSO |[Z#BEE#T 25,

(2) KD %2 DMSO % il &0z (HEH T AGEL O 55 60pL., 130 CASERE OS5 180uL, 0B IR B
BIZE VT 2 HRALH ), MBRE ISV S TL BT 5,

(3) HBIE AL TR L, BB O T L2050 | ik & L CRIR CREATICRAE T 5,

ES5HE AE

1. AEOHME

ARIFIENE, A A% VFUSEMEIE Z MM 101L 2 AW, BBHHICE N X1 4% v EA N
D Ah ZHREEEFEET D2 EICHKLTREAT IV T =2 7 —BOMMEIC S < BB 2R ILER THIE
THZEICE D AATF L VHOBFEESEREZWETHHETH D,

2,3,7,8-TeCDD % MW CTHE#RZ AR L, BBt OREEN ST L2 FZRREICHEE T A 1T CAL D
AT OWTED N MBRHER LD Z LIk, WEE (FEHESE) 2RI 5,

2. HE RARUVEKE

2.1 (EFA#HRD

A FF 2 CFUNEVB M 101L . LAR—F —BEF L LTHRILDONLY T =T —BREFEHW,
Z O B AR B SRS XRE & 3EFo e by b7 1ok P450 (CYP1Al) Yot —4 —ZElE L
7277 A3 R pL1AIN %, b NEFXRAMIZHEFK HepG2 IZEA LTS D,
22 BE

HEICHNLHEEIL, KITK D,

1) F# (—2 0 MEM [RERKET MU VLER, L7V IUARE, SBEER T R RFs

T A MK, BT
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2) FETAL BOVINE SERUM(FBS) 56 °C. 30 2y WIFEM{LALERY . -20 CHiE RAT

3) L-JNAB3Y 200mM, AEEEL T KX 0T A MF, 0 CLLT A ERAF

4 ENEVEEFRUDIL 100 mM, AEEEK R K o7 A M, BIEBERT

5) HEE®K 1)® 500mL, 2)» 25 mL, 3)® 10 mL, 49® 5 mL #{E& L= b D, BT

6) WHEK WEFEAD JISKO557 IZHET 2 AACUT A3 DA ULFEE L WE D b D

7) G418 GENETICIN(G418)(y #BEF) 1g!(C 25 mL OJRE /K%M Z T 40 mg/mL IZFHE L. 0°CLL
T CHAERFLTZH D

8) RZIYV-RARLFFTA4L Y 10000 units 2=V >« 10 mg/mL A F L7 h~A > Al
M ORT S R hE T 2 g, 0 CULTF BT

9) FYUTL UK 1xsolution, 0 °CLLTHAEHFAT

10) NV RBEERE KEAKFZT M ULAER, ARBELOT= R X207 2 M

11) V) UEBBREEEEIE®R(PBS() ~ /R TR LT ARG

12) RAEHF HiE X Eobho—UkF o b

13) B#EHHE 2,3,7,8-TeCDD (50 pg/mL DMSO)

14) REHR C0299.5 %

15) BHERHR

16) #BEMEFASRE®R 1. 2. DMSO KU 7D% 40:50:9: 1 DEETERA L=b O, i IR
W5

3 BARUVEE

HEIZHW D2 B R OEEE T, KITK 5,

1) EBEIVY—LREFYM) $100 mm, HEEFOH O

2) BEBI(VATL—F 96Tz, BHEEFEOLOD

3) ARERybF 50mL &N 10 mL, EEFEDOH D

4) JEDE 50mL LV 10 mL, HEEFEDO LD

5) ZA75R3 WHFEOLD

6) E—h— BWEFEOLOD

7) RAHYRPERy FABEF YT 200ul. 1000ul . HEEFEO H O

8) YAV RBERY FAFYF 200uL, 1000uL

9) ¥A4HAEARYF+ 5~20uL . 20~200uL. 200~1000uL

10) 12F ¥ oRILIA U BERY b 5~50uL . 50~300uL

11) ERY FIA F A2y MRV T TROHLANICHEHATE 550

12) R&EXYERY L 772N DOLD

13) 4 oFa_A—42— 37CHR, fEFRE, 5% CO2iEE

14) 9 —2—/1R

15) FEDS B 1000 rpm TELODHETE S H D

16) HEBREI XY —

17) MERE-EAE

18) AFEMEE

19) hor4ia—
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20)
21)
22)
23)
24)
25)
26)
27)
28)
29)
30)

WERDLE

HEBE ¢12x75 mm
4T L— S FH—

W) A—5—

r—roL—7

ERRAFERNAC(7I 2mL, BEEKEOL O
ERMEARSE BICELL XiIZhlFAESEOMEEZATLIHO, XET R T T A7) —HF—
FIAF7ARRET4—FI7Y—H¥— -80°C
BAZRREESH

BB EB(FRAEL—4—)

1) H—s—

3. MEOEY HKL

3.1 EEMAROER

1) REREFRRERMD D 101L MO A o T2 G RFHASA TR L, 87T COU A+ —H —/3AH
TR T 2%

2) NATILVONBEMEERY v— LB LIt 58I 12 mL 22 TR+ 50 2),

3) EEVY—LEA U FaX—F—TAN, b RHREREET S,

4) BRIV Y —LEA X a_X—F =Ll HL, BEEREZRRE, FLVEERE 12 mL Nz 7%,
G418 KUM=V U v A ML T h~A ¥ % 120ul $201 %2 TRAIT 5 (FIEFE T G418:0.4 mg/mL,
=3V 2100 units, A hL 7 b=A 3 0.1mgmL (2725 & 52T 2) (E2),

5) HHEVY—LEAFaX—F—Z AN, 3~4 HHEET S,

6) MRBMEZVIRL, MIENZEL THEMTAL IR LITL D, MIBICERE N2V & 2k
RUHEICERAT 5,

3.2 MO

1) BEVy—LEA rFax—F—nbM0 HUEEREIY R, M) 7Y U Bik% 2 mL 37E LR
2 MEORERIZIGE TR 7Y opFEEEBB L TH LVv,) (F2),

2) BRIy —LEA U FaX—F -8 pHAND,

3) HEVY—LEA U FaX—F—nOROHL, DTEALL N 7V R IR ESEEORRIKZ 0T
L4 2,

VX —LOEEIZEY DTV DHIEIEA AE Ry hEHWTERy T 0 V7 THN L CELEICE
T 2),

4y 3D Dy BERE I AL, 1000 rpm T 5 4y i Dy BEERIE AT O

5) EEBAKEZBEFEL, Kooy MROMIIZHEERZBEEMZ Ty T 0 7 L, BBk % F
T2 2),

6) MREIRO —MAEMEIE LEICE L, N ARERE OREIR UG ERE~ A 7 n By M Cili &
Mz THARS 2 (1 2),

7) L<ERUZZBEE e MERGHERICE &S E L, RS e s v b L TRBRBIRORE
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(cells/mL) %GR3 2,

8) T HIE Y v — L 1HHY 12mL, HE YA 707 L— b 1K%Y 24mL #B% & LT, I
VIR BEZ IR T D,

9) 125,000 cells/mL > %L A B2 R IR B & BRI A FHEL L. W OAFHEO 1/100 &I2HHY
T5 G418 LU=V v« ANV T h~A VU BEFIETS (KIEE T G418 : 0.4 mg/mL, ~~=
U 2100 units, A FL 7 F~A > 0.1 mg/mL (2725 X 9IRS %) (7 2),

10) G418 K OX=v V¥ « A LT h~A o LR ARG Lzt BBRZ M2 TR L, g
y—L 1K%Y 12mL o, FE~A /7L — D17 x%720) 200 uL $ o0+ 5, B
‘A 7T L— MISET LT, BEEREZ )P —"—IZB L, 12F v v A 7 rEXy ME
THET 5 GE 2),

11) A v FaX—F—|Z AN, 3~4 AEEEHET S,

12)  WABRICHET 2 MIRRIE 3~4 AT 3~5 RIS 2O TEE B L L TER D H& v
¥ —LOBEAERET D,

13) MR OMREEILER® 25 FIETEHZE L, FIRATTH > THREIZENAE U 25 FHIRIZ
DD LF 2 BN HGEITIEENLE ORI ST REET 2,

14) A V¥ a_N—F —NTHIIEZ B ISR LB, 1B L O COREDIR T 2 Mz 5 729,
OB ZEEX 5, BIHEMIRORNA MR L, MERH D LB 2 ONTGAEIIIERETREET S,

3.3 #lRDRE
TREICHARAE OB 2 FEd T 5,

1) 320D 1D)~T7) OFIETHIREREIRZ RIS 5,

2) ARIRRREIR A D ISR LGE 2), 30 BRI AdL, 1000 rpm T 5 43 il Dy BB E A 1T 5,

3) hEBAREEZBEIEL, Kooy MROMICHAREE HRGFEREMZ TEXy T 0 7 L, fMlakk
TR DIRFEDS 2.0 X 106~4.0 X 108 cells/mL FEHEEIZ 72 5 £ 5 R 5 (7 2),

4) WHREERAF A SA T UIZ 1 mL 3000 2) U CHRE RS O HFIZ AL, K74 74 AN OF X
T4 —7 7V —%— (=80C) IZ3HMEEAND,

5) WAERIFHIANA 70 H L, RIRERRERHZOTICANTRET D,

(H2) ZoFvEhy NI TEERIERTT,
4. BIERE

41 HMBOE‘EISA/QTL—bADEE
1) 320 9 THELZREKEZRE~A 707 L — DK /U 200ul 2451595 (7 2),
2) WE~A /T — oA rFaX—F—Z A, 3~4 AfEET D,
42 BE
1) WEE?ERFFANICAD L 5 MBI U T, 5 4 8 4.3 O 4) TR L7 HlE HEEHZ DMSO iz
THAHRIEE 2 ER T 5, SERROM &2 £ 3-2-1 12577,
2) 7T rEE mESERIEER(STD @ IREFRM] 0.5, 1, 2, 5. 10 ng/mL)), KO DTER L
7= AR FNER 2 BB PN CREZR IR © 100 fisa iR L, 1@ A RURHE 2 F88 9~ 2 (7 2),
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3)

4)

5)
6)

3~4 HMEE# LI~ A 707 Lb— b A v FaX—2—nbMY L, 7= VI OBEKET 2
B L= =S TR IRES D (E 2),

2) TWEL=T T > 7 i, STD, AHRFIRBIORNEHREHEE ik~ A 7 0 7 L— h D&Y =L
(250 uL o, 2 DL EDO Y 2 /WZHET D, R BIETE I FR~A 7 07 L— EBEEMR S 55
BT, FRBE1ODORyF L LT, Ny F L2 STD & A5 H 2),

U=V T L b CORBHOBLERIZ X 3-2-7 (27T,

v A/ nT L= b A U FaX—F =T A, 16:0.5 FRET 5.

# 3-2-1 B IR D4
10k, 5 A IREEE, 25 A BRGEE, 125 A RaEr, 625 15 RaUE 2 /B9~ 2 B oo F Bl i)

e FiRIT yEE (ul) DMSO 75 & (ul)
150k 1 5k -- 0
5 15 A BGRE 1 {0k 20 80
25 {5 A PEEE 5 %A BEE 20 80
125 {5 A RGE 25 {5 A Bk} 20 80
625 A e 125 & A IR 20 80

DMSO | DMSO | STD1 | STD1 | STD2 | STD2 | STD3 | STD3 | STD4 | STD4

QC | QC | & | &H# | B | &8 | H8 | 5
STDS | STDS | sm | i | 14 1-1 1-2 1-2 1-3 1-3

s e | B8 HE | B | B | HE | BH | B | Bs
14 14 1-5 1-5 2-1 2-1 2-2 2-2 2-3 2-3

s e | B B8 | B | B | HE | B8 | B | B
2-4 2-4 2-5 2-5 3-1 3-1 3-2 3-2 3-3 3-3

s B | B B | B ) B | HE | B | B | Bs
3-4 3-4 3-5 3-5 4-1 4-1 4-2 4-2 4-3 4-3

He | HE | B | BHe | 2 o He | H# | H# QC QC
4-4 4-4 4-5 4-5 5-1 5-1 5-2 5-2 S S

3-2-7 96 U x LT L — bk FTORBORERFIGE 3)

(FE3) 7= FOSERSO T =W iE, FERPIHERROBREORBE2ZTOT WD, JFAIE L TERITIIEM Lv,

4.3
1)

2)
3)
4)
5)

6)

L7z 5—EFEHORE

BENE Do~ 7T L — e o FaX—F =50 H L, U= LFORlE ARG %
T AL —Z—FTRLIBRET D,

Bf~A 707 1L — D&Y 2 PBSC) % 100 uL iz, 7 A L —& =T E|IRET D,

K0 = VI THIRIAfRIR 2 50 pLoin 2. iR T 10 oRkEd 5,

B~ /7uSL—hae~vA/7n7b—bhIFxH—iZky ML, 50T %,

W) A =B —ITRNEE R OREE IR E Yy NL, VI ) A—F =l sl a v o — X EITR
ERMEANTTT 5,

B~ a7 L — R EL ) A—F—lty ML, BEKRLOREECEEZEEATOESE, B
KEDE1REND 2% ETo 1 PO RLU 2§IE9 5,
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5. %

Bl

5.1 BREHROER
1) VI A—=F—THELEZ STD ¥ Kt&E (RLUZ 7 T v 7 o3 t&E (RLU)TH: L, fold
induction(FE &) &R %,
2) STD ®#EX) & U fold induction (YIZDWT, —REIFRUZ L DM EREIERT 5, —HI% X 3-2-8

WZRT,

140

—
[\
(e

Ju—
(e
o

(o))
o

Fold Induction
0
(]
o

&
(e

[\
(e

[e)

TeCDD (ng/ml)

X 3-2-8 K EAR

52 REROERRUREZBOEERICL HHER

ERBESEUNICITON TV DD E ) D EHRT D720, JEHRYSE L, R ESRER AR O E e
WCE0BEeNT =400, WER EMEER) 2RO, FRMICHSE LRGFT 5, BEXIC X 5@ L7
T, EHIRA (nt20) 225 OBPCRILKE QOB IS U T FRROEY &35 (pn: TERVE, o: HIE
& (HEMEER) OFEERE) .,

TN 1R THEHRALEZ 2561, REROZEH LSEZITI L& blo, BET 5, B
(25l U7 B L ORHE DR RICOW TRl A 35, Fio, BHBRANTH > THEEMIZH LT, —ED
I THML TV K9 ZRIESU IR - 72 IE Eo3ke < K 2 2Bl W TiE, JRROZEH ATV, LEEITIG
U, #2172 L &b, BHET 5,

5.1 12 & 0 Bk L7 EHR D 10 ng /mL O SO ERIC L 2 #EE (ng-TEQ/mL) #RHH L, FHXIZS
2y b5, —fFlaX 3-2-9 1T,
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0 5 10 15 20 25 30
3 7E @15 (=)
3-2-9 EHXH

53 BIEHRHOEER

1) W) A= —THE LTHREORNEEL T T > 7 IR ORI E TR L, fold induction 23K %,

2) WERELD fold induction Z M EAMDEIFAUTRA L. HWEMZ KD D,

3) MEMDERFHNIZH S fold induction D 5 & FELO ARG & JEME O I BAT 72 ERRBIGR (Fr
REFPE) 231G 5 D ARBEREIZ DV T SIS ARG R4 e U C MR GRS B Y 72 1) &3k
D,

4) TROFPRE@EARE LS 720) 1250 T, T LR LY UV —2 7 v 7 JIEIC it
U 72RO 4y BRI 25 7 AL E BB S 72 0 O EANRE 2 R 2,

5) BRI D4 TD fold induction AR EMRO E EFLFAN AN LG BB O ABAE 3 4 i LR Y
L7z ETHIEZETT O,

Mii8) PEHT A OBFRREIC L 2HEF, RAUTK D,

ZZIT, C o EEEOREE On 2RI 2 EHIEE (hg/m3N)
Os : HEHHT A OmEFOWREE (%)
Cs : HEHH A o FE (ng/m3N)

(FE4) PeHH AP OEEFEOIREEN 20%5% 8 2 5551, 0s=20 95,
6. BRETREUEEHMHA

6.1 BEPHICEITIBRHETRERUVEEHH

FowEAhw (ERuEikicit®md 2 HEmE) B 3f T, IEMEREREXISE Lz TFAIE LT, RHT
PR AR ERONEREIC LV ELNZIER FEESE) OFBEOEBRE(CV%) 330 %A T & 72
HRERITIR, 20 %A T LR85 ER& FRETH] & LTWDEN, KFETIE, SEREREHEHT5
2, Av=a TOVE 2B SEICEEO®EY . FREHGEEFET IR0 E o E THIEEORE
Wl 72 2 MR O & CTHI o 7o B A2 R . £ D3 3FITHY T 2R EM B IR E 2 M TR, 1065124875
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A ERE 2 ERTIRET D] ICK VR TREOERE FRZ KD, REBRDERE 222 R KRE (B
10 ng/mL) 2% E&HPHE T2,

Z OFEYEWEIZ BT A T IRA OVE &#PHIL, D7 & b6y HIC1R-aR R EonTtnid 2 L%
MRS D, Flo, WERMPKIBICE D> 286 (BEE, RESUIMRFOERE L ITHEH YL EHDOER
%) IThH, MY D,

1) BHTREHHARERBROARE

2,3,7,8-TeCDD £ LK 2 DMSO TR L, B IR H AR 2 5 5,

TR OF . 7>~ (DMSO) . 0.1, 0.3. 0.5 ng/mL

2) BHTREUEEHEDHHH

(1) DTHML MR NIRER N AEERRZ n=5 L ETHIEL, 772 RLU %7 L5I\z RLU »
5. ERREYRR A BN T 5, B TR AR EROBZ | X 83-2-10 127577,

(2 777 o0FWEME (RLU) OFHHE & AFEER AL R T 2,

(B) @ TRk iEEFALZ, (D TROBEROMEE TEHI D,

(4) B)THLILIZEUED 3.3 f5ITHH Y T DAEMEMBIREE 2 M TRR, 10 f5ICHH 2 7 2 A M BR B & 7E

BFRE L, MESRICERMEOR D 5 2§ GE T 10 ng/mL)i2 % & &#iH & 35,
B &£ 3-2-2 [TRT,

# 3-2-2 B TREOESE FROZ ]

777 (DMSO) ® RLU TEYE R A fE =
195 | 244 | 202 | 224 | 196 21.3 932
B AR« RLU=932xTeCDD  (R2=0.990)

i H R R =21.8+932%3.3=0.075 ng/mL
E B FPR=21.83+932x10 =0.23 ng/mL

500 [ 1 1 1 - g

400

300

RLU
o

200

100

0 B B B B B
0 0.1 0.2 0.3 0.4 0.5
TeCDD (ng/ml)

3-2-10 5 H T PRAE S H T B 51

3) RERALIZBETARETRERVEETR
EREOFEZ Vo PR OVE & FIROMEIZHIEER O L EMEN S WS ITIE N2 0 IR s L
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THEINDGERH D, L LBLEOER EIZHERIR O MREEEN OB 2| EEMEOWEEN T 7
v OPIEMIZH L 1.5 2~2 2L F o RLU (Fold Induction & LT 1.5~2.0LL F) # 5% 2iEFEL T
EETHZENEE LV, BUROMERTERICHEH L TCWA2BETREOCEE FRE £ 3-2-3 12577,

# 3-2-3 REMEICK T DB FIRE OVE R FIRO 325E 4

B TR

EE TR

0.15 pg/well |

0.3 ng/mL

0.25 pg/well

0.5 ng/mL

6.2

HABCBETI2RETREAVEERTR
AUEHZ 31T 2 B P IR L OVE R PRI,
K OVE & TR D BRI E T 5, BEHT I 1T 2 M FIR & OVE & T IRIZ.

L VER-TS D720, BT LITRD D,

B & ATALEE & R e R B OB & . FEHEH Lo TR
PR B SR BRI 5 1

# 3-2-4 WEHIBITHHMH TREHG (HEHEAY R)
NRAFT wkA Bk AR R
I\ e B SRS
meseis | prm | LT | mem | PEED D B e | e
pefwell e N % s | EAE Jo ng/msN
ul/well mL/mL mL 3
HEH T A 0.15 0.5 4 12 10/20 0.08 1 0.01
# 3-2-5 EHZB T M TRE NG (X0 T A KO 2 %)
SAHT A T BT
I\ s B 2. gk
meses | urm | T | e | @y | R R e | e
rwell AR o HE B EHEER | g e/
b8 uL/well & ° mL/mL mL | " &g
TN A
730> 0.15 0.5 5 100 10/10 0.2 1 0.01
R Z 5%
# 3-2-6 AEHIBITATEETRELE BEHT )
SAAT A AR B R
INHY 7S Bl SN
mresek | earm | U mme | e | RERAN R e | e
palwell ARHRE | TN % ML BB | e | g/meN
ul/well mL/mL mL H
BEH T A 0.25 0.5 4 12 10/20 0.08 1 0.02
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# 3-2-7 WRBHIRIT 2ER FIRFEHE] (XA LR Z5%)

R EREETEY PRI
migsek | errr | LT | mmE | Ees L I I s
el Ak % HK & ENE Jop ol
perwe uL/well g ° mL/mL ml, i &8
X C A
a6 0.25 0.5 5 100 10/10 0.2 1 0.02
k2

7. AEE (BHEFE) ~0lE

5.3 TROTZFERNBEICHEH AT A, 1TV AL O3 E BITHRBRE AR LA Z & THIEEGHESER)IC
WET 5, oB. WEMREOBWERERICHOWTIE, B2EF 28 HEKRO®ME 2830BT52 L,

8. MERBOHER

Wie &b 6 » AL 118, HRGC/HRMS 512 & o THIE S 7zalBHZ WL ARREEIC X 28E Z1T
. HRGC/HRMS EIC L0 oo fllE & (S E) & ARREE TR b o ERIBRE L0 #RRcs H
ML, &6 fiilfOBMAERE L T 5, F/o, WEREDPRBIZED 7256 (s, R SUIMRRE D
R LITHEESFEOLEEE) 126, MRE1T O, HFONTHBEMRE, 56 SilflomBE R L K&
< Tl 2 %A ATMABEBNENGEITE, RROZHEIT, ZORMELOGE Uil & ek d 5.

AEHX, F 22T HRGC/HRMS HEICE S BV FIEIZ L D RILBL ATV, FR D IZ oW T AEMRE
EIZE D AT HFEIC K0 IR A2 1T - TREHZ RS 5,

P AT AREHZ DWW CiE, JIS KO311 (W & TEAT o 7o fhiiaks (272 L. 7y e A 108 E2 KT
TH TN T AR, T FOHH TR TO 7 V=27 v T AR, 7 OFRINFATO 2R ) Z240% L, 5L JIS
KO311 IZED bz FIEIC X 0 HE R (FMEEE) 2RO, KD T, KL 4.1~4.3 L5319t > THIEL
T AERREIRIC R D ERIREE & e L, AR A RN T D,

TV AR OR A BGREHE DWW TR, PRI AR R 519275 B3 — G5 — 5 BRI HEIL L 7= 5k
(7272 L. [AERY(O)ONEERE ORMOBETITDR V) ICX IR GEESE) 2R, &3 A
1£4.1~4.3K% 53106 > THAE L2 AEWBREE ISR T 5 2R E L i LT, #REEERET 5,
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FeH 2EAEN

[EERED DR RGEEER) Z R D 2BEOBBELRBEOFE T OV TEHEH T 238D )

SR DY A 2B OB TIE n=32, n=20 YL EAEE LUINICHOWTARE S L HRGC/HRMS 15T
TNENERRE, FHEEL RO D, HRGC/HRMS {EIZ £ 2 B &4 AWE FIEIC X 2 SR E Tk
L7c b O OFHE 2 HEARE LT 2,

(FDHEH A 2 506D BARAR G 0 J7 1k
1) ARRPEFIEC L HEREE A X, HRGC/HRMS iEIC L5 #HMSREEZ Y & L, YX Z25RD 5,
2) 2REHZOW T Y/X OfEZ K, £RBOEHHEEZFE L, ZhabRike 32 (X 3-2-11 TIX Y/X
DFEETH D 1/5.4 ZHFLRE L L),

[ERBED HHERGEHEER) 2RO 2BEOBBLEOFEHRIC OV TEEWV AR U X BHEE ]

LR DIEN U AR OIRZ %A B (Z Of Tk n=41, n=20 L ERLE LUW)ICHOW TARHEIE HIE &
HRGC/HRMS £ CENZIERRE, FHEEEZ KD 5, HRGC/HRMS 1512 & 5 #MEE &2 AHE HiEIC
F B M CRR LTz b O OERE A HEE L 3 5,
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1. BRAROERE

BT ZAOFEEIL, RO XD BRFIAICL > TRET D, REBIERIZOWTIX, 20 B U CREHY
ADFEARNEE +0EE L TRERBDPHERTE 2 Lo L b,
1) Bl L2 R o Wi/ hORE AR ET B,
2) HRTIRENRWVIRY . D) THRE LIZEED 1/30 LTI 2 2B 2B TIRZRET 5,
3) UUTFORIZ Ko THEICKLE R/ NOREI T A D BEEHINT 5,
Xkxv V 1
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Vi o HhHR Sy B (mL)
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2) FRCHENRVEED 1) TRELZRED 1/30 LLFIZHREI T A BT 2R TFREHRET 5,
3) UTFORIZE > THIEICKLE R E/NDIXO CAK R SR OREZH T 5,
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(%) 3ng-TEQ/g L~ D XA A% VMR # ET 5 AW L 72 5130 UA KO 2 etk 31T 5
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> 100mL THE LAk n— &2+ > b L7z 300mL F 27 7 2 2 (iR 2% L Tk A8+ 5, b
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HELTHSE
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4) BEEBRERVAEARHORE

BB, P ~F Y U EOBMEDERWEED S DMSO ~DIREA1T 9, WHEHII e — X
U —T 8K L— F SO PEERR A L ATREZRBR 0 SRR IR EE OB AR L D,

K 50mL DT & R EIA CHE, it CIRMEEZITY ., ZOBEE 3EVIEY, Tk, Tk
W2, BIERBELE LT EAREO DMSO 2L CEMET 5,

WML, E AR ORFERRICT & F 2N THEWIAT, 7T AT K DWEVIAL KDY, R
FHF I L DI 2 VR L, &Iz DMSO DA DRI TRE T 5,
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ARIFIENL, XA A% 2 BN E M 20 HeB5s 2 FWVWC, BREHHICEEND XA 4% 2 EBPMIEA
D Ah ZHEEEFEATHZLICHRLTRERATILY 7 =T — VP OIEMICES < LB 2 RO TRIE
FTHZ LRV A AF LV HOBNEREZNET D HETH D,

2,3,7,8-TeCDD Z AWV THEMAER L, BEOFEEN BRI L2 ZMRE YT A 1TV EAKD
BARICOWTED LN BMEREKERL L LICLY, WER HESER) 2HIET 5,

2. HE FARUVEKE

21 fERMER

A A% CFISEMAILZ MM HeBs : LAR—4% —8I5F & LTHRFLDONLY T =T —BREFE2 W,
Z O I AR B S ARSI X R E % 5 HFLE L7275 2 3 F pGL3—chTATA—YaXRE X5—bsd %, ~
7 AR AMINE S Hepa— Lele7 ICEA L7ZH D
22 BE

HEIZHAWDRIEL, w2k D,

1) #E#h oMEM. NaHCOs(F5#%)

2) Fetal Bovine Serum(FBS) 56°C. 30 7y MIFEMLALERA . -20°CHUFERAT

3) UUBMEBREHEERERMPBS() ~ /XU ULKOANLTTLARE

4) MYTSUBE 0.25%. 0°CLLTHAERAT

5) fABMSBARE 0.25% kU 7V ¥R 1mM EDTA %K

6) FSRAMFALDL S(Bsd) et 1%EH

7) WHlREREARER

8) FXEH N7V KOHEY

9) MRRME SFNNLY T =T—PIZRDRNENMETRERS D

10) {E#R®E 2,3,7,8-TeCDD (50pg/mL DMSO)

11) SAFIIRIEKRFY B(DMSO) JISKIT02 IZHET D b D, XEFEZEDMED O 1)
12) K JIS K0557 ([ZHLET D A4 A3) DK SULFRIZE /2 E D H D

13) EBHRX CO0:299.99%

14) BEER
23 RERUVEE

HEIZHW D8 B K OEE T, RIZK D,

1) HRAEERAIL—F $100mm #E S v — L (2 R VL)

2) BE/FyvEA(4RAIL—F 967V =17 L—F

3) ERy b WEE~Ly L 10mL, 25mL %

4) WEAZ74)LE— 0.22um

5 YAV AERY FRUILFFrURIVERY FAFYFH 200ul, 1000uL, 1200uL %5
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6) HMRERKRERF21—7

7) IMEREER

8) 96 IINTA4—TI9INTL—bF KU Fovr Lol REZEHIZEN - BAET52DIHN5
9) UH—nN— HEEROME, SECHND

10) TILFF¥ R (8ch XIE 12ch) ERY B — ETBEF U I~v==T /L
11) Y4 AERY

12) £ oFaR—4— 37TCHIR, fafiifE, 5% COz

13) R&FvYERY L 77 X1IB

14) A —+HL—7

15) &EAAISIAEZERMEE

16) WS/ A—B— <L F U AFEETL— Y —F—

17) T4—F21)—¥— —80C

18) RHZRREEFHRREER)

19) EHELSIEBEMEIRY T, FSYTRUF1—TE—RK)

20) BREIZEE(FREL—45—)

3. MEOEY HKL

3.1 HBEBEHROIEE
1) HE#oiAH

AR aMEMESHI(IL 49) & @Mk C iR L7-t#% . NaHCOs % 2.2g RN - IR L G 0B I — IR B ),
MK TILA LT D, ZHEREN T L2 —CRIERE L, ZOEijERE# 500mL (2% L, 50mL ®
FBS Z A L, 10%IM{EA Y 5 & 95, RO RGBT 2 (7 4 V2 —% B0 45, UIHELZBIT D)
LOMEBRERLERIGEIIZEF Y ER Y NN TITY, Ba¥ v EXy NI L OFE2 ANLDEE,
¥ 80%T X ) —ILDAS L —TENLEHET S,

TI7AMYA Ty SBsd) EAFFHUILL T O X S IZHHR T D, Bsd MR DOGEILET PBSOICHAEL
0.22um O 7 4 VX —"TAHIBMEET 5, PEFEH Bsd WiRITHE Y E(H % &£ LT 2mg/mL OEE T 4mL 7
DOV LHERFE L TR < & RV, 20 Bsd ik A LiT 10% M35 A D #5100 Bsd OFIRE DY 16pg/mL
LD XTI - IBET 5.

2) #BDibETF

WEEIZRE LT 5 Bsd BA/10%IM{E A D K52 | 37TCIHEIEKE CTh 57 U HIRD T <, AiLEH
Z0100mm D& > ¥ — L2 10mL E <, RIKER LT «— 77 U —F —CRAF L7ZHIIE A 0 J e sRs
RIFHTF 2 —7 %] H L, BEHIC 3TCHEIRAM CHIRBAE R T 2 — 7 2R 0 7e 2 bRlfE 3 5 (1~2
SRR, MRAERE R T = — 7 DIl Z 80% =% / — /VIEFEIZ X 0 1HHE L, @lig L 7= e R ik 2 55
AV $L00mm B o ¥ — LIZHES, HAEHN R > CWDIRE T2 /D BRI L., @i - Bk S Tgs
T — LIZEWTH BV, B3 v — L 2t L OB B3 > Tl 2 IR S B 7%, Z oY
¥— L&A UFaN—F =T ANVTHET 5, B ST, CO25%, 37°C., fafmEICiRET 2, KR,
HES 3 [BIEH 2 HRERICHW S,
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3.2 RO

WE, MRS EY Y — L OKE AR D E CHT 2AnCHIia A T 5, R 285 H&% O PBS()
EHH U STCHIBE TRD THL, BRIV Y —L a2y FaX—F—pOlY L, 80%T¥ /) — /1%
WP L CIHER, ¥ vy ERy PNICAND, BBV Y —LICAE L TWD Y /) —LiRE5EH-TH
<o FPETEEYVY—LEFDL, EEE2MIT@EITIZLARWY), KICTF v 7(00ul) 3% LT AL L —4 —
TR AR SIBRET D, RIZPBS()Z By T hmL FEE, &Y v — L OMIEIZIKEZ Y TRNBLIEA
T 5, BV Yy — VAT HHICLY PBSOPMEEY v — LOERRKIATEED L5 12T D, HiEFEHD
PBSC) W31 5, M EHRE(N Y 72 LV /EDTA IR Z 538 S v+ — L OIE 25 1~2mL F2 7
T EEV VAT CERSERICEATITEED L5127 2, Mas#RIE(N Y 72 U /EDTA iR) %
WSIERE L, F3s v — L AL T 5~10 HFRREFHE T 5, 5538 R AR ST CHINA 2N H D © 23
NEINTRoTNDEZ &, RUHIBENEWVIZOBEL CWD Z 2R LD, HEY v — L OJEE T T
M (¥ v 7)), MlRzZEE»OHBESE S, BEF Y ER Yy MNT, HOANZHIfRICEEGE S Bsd A&
110%MLIE B D) A 10mL FREEN 2, Xy MZ X 2% -thif 240 K La % 0 SE 5. H 55 L 10mL
® Bsd &4/ 10%MFR LA 1RV IERE R > ¥ — LT, MIRasREIR O — B GEH 0.3~0.5mL B2, HAYIZIS U
TS D) ZEE, w%yv%v%mﬁwﬁﬁm:@@@#ofﬁ@%%ﬁéﬁéo%%VV%V%4V
Fa_—H— T ANTHEET D, BFE., AREERD 1/20 ZHCERICHV, 2~3 AR %. Rk
RZEATH, BEIBIE T, 2 HHOBE THEREY v — VIERE D T0%LL HICHIfa 22 E L CHGiEd 5 & 9 1272
ST Z IRV MIICRE RN L AR T D, AT 20 REEEE CEEMDRRZ L5, MR Rl
ILATREZR PRV B5 B R 4 — IR O L O I ET 5,
3.3 HIlRORE

3.2 OFLHE T IEITHE » T fafRE Ik 2 8% . MBI % 2.0 2 — 7128 L TK#(~1000rpm) T 2~

R LT D, KA RE Ltk MLy MRS RFRE N2, EXy T 0 v 712k > TR
LMNIIRE I T D, BMEROREIZEZ L LT 2x106~1x107 cells/mL &5, MEBERFERT = —712
0.5~1mL/F = — 7 OFIA CTHITBREIR Z /37 E L, -80CHT 4 —7 7 ) —H— fﬁ%éﬁéQva%@
TV =Y —THiE%, T4 =77V —F—IIBLTHRW), T4 —7 7 U =¥ =T THiflth, BE. MK
ERIFR T 2 — 7 IR R RSB L TRE T 5.

4. RERE

41 #HRRE®D 6 I TITL—ADIEE

3.2 OFLH A IENNE > T2 HIBEL . 10%IMIE R H(Bsd REIZ L 0 IRk 2 8l 9- 5, MoK
OB A& M ERFHRAR IR L . (A ZEBAMEE TRl A SR 5, Ml % % 05 1L i ERE A o i F 7 kIS
S,

AR IR B E 2 10% 155 H(Bsd A~ &) Tl B4R L. 10,000~20,000GE % 15,000)cells/100uL i 12 7 5L
T 5, ARMREERE )P —N"—CEE, ST Ty A ERNy X T 96 7 /LT L— RZ
100pL/well DEIETHET 5, Z O, MIBEKS 22 X<H—I12k b L0, REA - BHIRICED 5, Mk
EHEHELILIC UV T L — e rFaX—F—IZ A, BET S,

42 BB
ATALEE D%, DMSO ik & L7=alkEHE, @E. DMSO IZ LV mR7T 5, TEQ IEENEL RHMOREIOL;
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B 1B E UCLRIR, 10 5B, 100 50K K& OF 1000 fi5 A BRI D 4 K HER EE ORIE 24T 9 (& 3-3-1),
PEIE CTHICAHRETT 5, MBRITIIH T ABEREE A A X2 VEHOWEDRVHERO b D)2 N5,

#3-3-1 REOAIRH

Ao (uL) DMSO(uL)
11 J 0
10 fi% JFi 10 90
100 1% 10 5 AR 10 90
1000 fi% 100 A IRHE - 10 90

AEFDOIENT, T EBIER D 72 D OIEREEIR 2 ET %, 11L& LT, 0(DMSO), 0.1, 0.2, 0.4, 0.6,
0.8, 1.0, 2.0, 3.0, 4.0, 5.0, 10, 20, 50 & T* 100pg/uL D 2,3,7,8-TeCDD ¢ DMSO &k % {425,
FRTTITIT A D 2,3,7,8-TeCDD (2@ DMSO SRS FIHCTE 5,

k4 7% DMSO IR % 10%IMi5 5 #i(Bsd R ENZHMNT 5, #ilE LT, & 52U 3TCOIEEM TR
72 10%IMiEE#(Bsd A5 % UV —R—ZEE, 6 Vo VT A —T Tz L— MNIvLTF ¥ o R E
Ny Z—Z2 T 990uliwell 737ET D, ZAUS ETHE L7250 O DMSO %k % 10uLiwell IR %, —
W ZIE, 96 U oL T L— O 1K) OFREHRMBKE T LT b, v AT Fx Ry & —TiEHRM
BHEEH A . WE], RO IRLICE VIRG L7ztk, 4.1 CTHEL 1 B 24 FFEDIEE LT 96 vV = L7 L
— MZ 100uL/well DEIA THIMNT % (DMSO EHR~~— A Tl 1ul/well: DMSO D #EHREE 1L 0.5% 1K FE 57 %),
96 7V = L7 L— b ETORBIOREG| X 3-3-T~F, BH 47 VOYEEELELZLE L, 4TV =LT
DIZREL RN 5, REOTINE, 6 VLT L — E A rFaX—F—IlREL, BEEHIT D,

43 W7z 7—EEEDORIE

LIFIC, B A BRES, MRS L CbRNEEEEZIRINT 2 H5EC v REV =T AT v EAIZHON
TRd, AREHIINOD 20~24 R4 I, 96 7 = /L7 L — R B A W 5IFRET 5, Hil T, PBSC)GEE)
EYNT T v Ry X —T 80~100uL/well I L, 96 7 = /L7 L — F ZfE0/MIEITF(EIL O Y =
VN BT D GBS FIA L7200 K 5 I2HEE), PBSC) AW SIBRE L, B PBS() % 80~100uL/well DE|4
THINT %, FERICY = VINZ TSR, PBSCO)ZWSIFRET 5, BIRIER L 7ol is itk GB s 5 fARED b
D EABHIAK T 5 EHRIRT 5) % 15uLiwell IR %, 96 7 = /L7 L— kBT T = VR AR RS 3
TEWDH LT D, Bix, 96 VLT L— NEBIT 5, IR T 30 MM ERET 5, ML TER
LT\ 5 2 & & Rt (Rl OBt O T O B, & 2 W IZBMsEsE), 96 V=7 L— 42T v 7T
WA MHBICRE T D, 96 U = /LT L— FREEOLEITRTD 96 7 =V T L — b ORI B o
PR - P EOEEEZIT> TR,

HRERIF L7296 V= L7 L— h 2D L, B CRAET 5. BAFEIL 96 v = V7 L— N AT CIE
PRI EATEE ST, £, IF P —CHRET L, ERIIBWTHLMH 15 5%IC6 V=T +—v Y b
DNVI ) A=FZ =296 VLT L—b oty T DH, VI ) A—F—DNTFA—F— IR ME~=a2T L
EBBLUCHRET S, Zatfiy 7 MEICX Y, WERBROT —FMHEITH,
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1 2 3 4 5 8 7 8 9 10 11 12

0.1 0.2 0.4 0.6 0.8 1 2
A DMSO
g/l | g/l | pg/ul | pg/ul | pg/ul | pg/ul | pg/ul
0.1 0.2 0.4 0.6 0.8 1 2
B DMSO
pg/ul | vg/ul | pe/ul | pg/ul | pg/ul | pg/ul | pg/ul
0.1 0.2 0.4 0.6 0.8 1 2
C DMSO
pg/ul | g/l | g/l | pg/ul | pg/ul | pg/ul | pg/ul
0.1 0.2 0.4 0.5 0.8 1 2
D DMSO
pg/ul | pe/ul | pe/ul | pe/nl | pe/nl | pg/ul | pg/ul
E 3 4 5 10 20 50 100
pg/ul | vg/ul | vg/ul | vg/ul | pg/ul | pg/ul | pg/ul
F 3 4 5 10 20 50 100
pg/ul | g/l | g/l | pg/ul | pg/ul | pg/ul | pg/ul
G 3 4 5 10 20 50 100
pg/ul | pe/ul | pe/ul | pe/ul | pe/nl | pe/nl | pg/ul
H 3 4 5 10 20 50 100
pg/ul | pg/ul | pg/ul | pg/ul | pg/ul | pg/ul | pg/ul
1 2 3 4 5 a 7 8 9 10 11 12
ZEBL | H#a [ e | #te | & | #24EBL | Hila | b | =Hle | HHd
A DMSO (nl) (nl) (nl) (nl) (nl) (nl) (nl) (nl) (nl) (n1)

x1000 x1000 x1000 x1000 x1000 x100 x100 x100 x100 x100

#EBL | #HHa A#Db Aflc Rd | #BEBL | e Hb e s
B DMSO (n2) (n2) (n2) (n2) (n2) (n2) (n2) (n2) (n2) (n2)
x1000 x1000 x1000 x1000 x1000 x100 x100 x100 x100 x100

TS | BHa | R | BB | B4 | WL | 2B | 2B | BB | 2Bl
C DMSO (n3) (n3) (n3) (n3) (n3) (n3) (n3) (n3) (n3) (n3)
x1000 x1000 x1000 x1000 x1000 x100 x100 x100 x100 x100

B1EBL | HFa b e Md | BMBL | &M b R Hd
D DMSO (n4) (n4) (n4) (n4) (n4) (n4) (n4) (n4) (n4) (n4)
x1000 x1000 x1000 x1000 x1000 x100 x100 x100 x100 x100

BUEBL | BA¥a | B#b | FH¥ce | BHMd | BMEBL | H#a | EEDb | Hec | FEEd

E ) | o | @n | an | an | e | TwD | an | @n | @n | 10
x10 x10 x10 x10 x10 x1 x1 x1 x1 x1 pg/ 1l
BRIEBL | &Ma | MDD | e | H#d | 824EBL | EMa | EMb [ H#e | HEd 100
F (n2) (n2) (n2) (n2) (n2) (n2) (n2) (n2) (n2) (n2)
x10 x10 x10 x10 x10 x1 x1 x1 x1 x1 pg/ 1l
BRIEBL | &Ma | MDD | e | H#d | 824EBL | EMa | EMb [ H#e | HEd 100
G (n3) (n3) (n3) (n3) (n3) (n3) (n3) (n3) (n3) (n3)
x10 x10 x10 x10 x10 x1 x1 x1 x1 x1 pg/ 1l
BRIEBL | &EMa | b | Ee | H#d | 824EBL | EMa | FEMb [ H#e | HEld 100
H (n4) (n4) (n4) (n4) (n4) (n4) (n4) (n4) (n4) (n4)
x10 x10 x10 x10 x10 x1 x1 x1 x1 x1 pg/ 1l

X 8-3-7 96 7 =/ 7L — k ECTOREIORE
(BB BB T L— bofl, FB : RBHIEZ L — k OH)

5.

feln

51 KREROEM

TREBEAM OREERIR & 5 JREKYELL ERIE L, /b ZRIBIC LV ER SEeREf AT 5, LRI
2,3,7,8-TeCDD AFEHERSHE 2 FHVN 14 R EEKAECHIE L CRER Z RO 5614 508 2.

ME L7 RLUICE L, 4 7 = /LSS K OEREF 2 (s) & R 6D 5,

2,3,7,8-TeCDD D& REEICXFIET 5 ¥ RLU 725, DMSO =2 > b 2 —/L(0)DF-¥% RLU % 2 L5\ T,
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WRLU K5, 0MELIRE, 45 &R, ZoRM Y S, £HHT 5,
i

WIT% RLU OEH W, = si_z/Z(si_z/n) RS,

HURT 4y WO Y m 45 - - - GUD) AL,
1+pB*e™*
KA Y 7 b TE M a, B, YRS T A= —DENZHET 5 (X 3-3-8),
3-3-8 Dy O TFHUEDOMIZA T 2 AT 2, 7272 L IREE XX AR log(x) & AV 5, IRICEEFD RLU
y &y OFUEDZDFF R % R H (XA AT, WNT, BIEAEEHICHIET HEA wi 2R Uiz
A &AL 2RO DR E AT, ZORERMEEEEEFMBN RN 0D X9 ICE K a, B, y KOS %

it 5,

y =a /(1+B *EXP (-y *LOG(x)))+d

a 946789.21
B 15.662918
\ 3.1685912
0 -801.9887 BEHTE
xD
X y yOFAE| REFH |BREFHEH| FAIE
0.1 1853 1733.8 1.43E+04 1.43E+05 0.10
0.2 7848 5752.1 4 39E+06 1.88E+05 0.25

0.4 14501 16024.3] 2.32E+06| 6.40E+06 0.37
0.6 31478 28210.0] 1.07E+07| 9.39E+06 0.65
0.8 42904 41668.8 1.53E+06 1.99E+05 0.82

1 61160 56018.1 2.64E+07| 3.85E+05 1.1

2 134792] 133794.7] 9.95E+05| 1.39E+04 2.0

3 201875 211775.0f 9.80E+07 2.73E+06 2.9

4 257310 283967.8| 7.11E+08| 3.22E+06 3.6

5 350956| 348555.2 5.76E+06 4.27E+05 5.0
10 579009 569956.5| 8.19E+07 1.92E+05 10
20 724430| 7543227 8.94E+08| 3.59E+05 17
50 889940| 882453.6] 5.60E+07| 3.49E+04 95
100 918315] 920457.2] 4.59E+06] 1.31E+04 94

| BETAHM|  1.89E+09[ 237E+07|— B/ FEFE LI

3-3-8 KFHEY 7 MEHWr VAT ¢ v 7 ihifEeRIC L B TRl

52 REKOEDBRUBREEBOEERICL HHER

T EAR D VERA & X 3-3-9 17”7,

EREBESEYNATON TWDE N E ) D EHGET 5720, RIS Y, B ERER AR O J & B
IRV EONET =200 ERE (BMHEERE) 2k FHKICEE LIRET D, MER LR E#R O 50%RLU
2RO, BN D EOMREIZIKITSH ECs i (pg-TEQ/ML) ZiAMIY ERXICTny b5, —#il%[X
3-3-10 1T 9, BRI X D ALEEE T, FEIR (pt20) 226 OBPLRBUTIE CTTREOEY &5,
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1.0E+06

8.0E+05 /
6.0E+05

- /

-

T

4.0E+05

2.0E+05

0.0E+00 &—= ' !

0.1 1 10 100
2,3,7,8-TeCDD(pg/ L)

3-3-9 e OH

1 RCHEHRAZBEATGEE, REROEHLLEEZITI L& bz, FHET D, WEOZDISHTT
HE N OFHEDRRIZOWT, ke $ 5, £, BEHRANTH > THEBEICH LT, —EDBE T
AT &9 ZRRESUIR - 72 JE R e < & 9 7 RIBIZ BV TiE, BIROZEHZ TV, LEITST, &)
TeiTo L Ebic, HUET D,

15
12
@ M +20
9 [°%] /\‘K ﬁjm
S \ 9’\/&};%@/3{\%9{ u
NIV AR
6
M —20
3
0 1 1 1 'l 1 1 1

0 5 10 15 20 25 30 35 40
B 7E B % (=)

3-3-10 & LX)

53 RERAHOEE

W, B RLU 76, WATLEEL TWAHHEEY 727 @ RLU #22 L51\Wioi RLU 2k 5, Z DR
RLU % 5.1 TROELATRA L, FHREZRHHT 5, Eo, ARG OEE 0K E B2 E
STE . TNENORPOKAEN GRD BT IR 2 V3 L CTERMRE LT 5,

KROTIRE X (ng/mL) PHUTORICE > TREHESH D OFHIREZ KD 5,
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W X oskin i o x = 107G/

1) HHAR
Cs=XXnNXvX— Ve l
Ve 7
2T, Cs o BT A o SRR (ng/m3N)
X o AOBRGERR SR B (ng/m L)
n RN
v o JE RO R i (mL)

Ve : HHEEE@mL)
Vi o Sy B (mL)
1% o RBET 2 OB (mB3N)

{i5) Hei A 2 ORI L DHEE, kU2 LD

9
21— 05

22T, C : BRFEOREEE On BT B EREE (hg/m3N)
Os : P AT OEEFE O EGE 2)(%)
Cs : HEHAH AP O ERHEE (hg/m3N)

C= XCS

(G 2) HEH A AT DT DN 20% 28 2 5851, 0s=20 & 15,

2) FVCARUVBRAR

Cy =X XnXvX— Ve ><l
Ve w
2T Cw o IRV T AR O 2R O FEIR E (nglg)
X o ABGERRE R SR (ng/m L)
n (NS
v o HE RCEO i B (m L)
Ve o fhHE E (L)
Vi o fhHE S B (mL)
W 30 AR U R O BRI R (g)

6. RETRRUERLEHR

6.1 REMRICETIRETRAVERGEOHEE
R T RS H R AR O BE BRI L0 15 S - JIE R O & BAL DO ZEBRE(CV%) 25 B0%LL T & 72 5 4%
ZRRHITR, 20%LLF & 725 BF 2 s & 8 B & 45,

Z OFEMEMEIZ BT DB TIRA OVEREFHIT, D &b 6 » HIZ 1 EMERT 5, 7o, HIESRMELKIE
WCED- s (B, RESUIMRFEOLTE L ITREHRLHEOLEE) 126, HlT D,
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1) BRHTRFREHARERSROFARM

2,3,7,8-TeCDD » DMSO = #Eixik % vy, 0(DMSO), 0.02, 0.05, 0.1, 0.2, 0.4, 0.6, 0.8, 1.0, 2.0,
3.0, 4.0, 5.0, 10, 20, 30, 50 }% O} 100pg/uL. ® DMSO ¥k # M4 5,
2) BHTREUVEEFHEOZHG

4.1~5. 1 IZHE U THIEZITV, 17 IREKEOREMRAIENRT 25, 72720, FREKEIZBIT LY =14
X5 L EET S, fllx D RLU IZOWT, RER»DEHEMSE (pg-TEQ/UL) Z KD, JREEKNEZ L2
EROEIREZREN L, BET 7 7 A VElERT 5,

TEMRER(CV%) DS 30% & 72 5 s A M TR, 20% & 725 BT 2 A2 ERHH L +5, BIEKET LIS
6 U = /L CHIE L7l X 3-3-11 123",

40

CV=30%

30

\ CV=20% T
20 \ j
10

0.01 0.1 1 10 100

HMFE (pe-TEQ/W L)

CV(%)

X 3-3-11 KiE 717 7 A LD

6.2 HABIBTHIRHTEETEETR

ABHZ B T 2B TR A OVE & TRRIZ, FUBHE & AL 2 7o i R O BUE & | AR HEME IR T 5
R BRI ONC & & F IR HEGERACE T 5, SREHC R 2 FIRE OVER FIRIT, sEHREUR SRR
HEEFEIZLDRp-> T DD, B ZLITkD D,

7. AER (BHFER) ~0OBE

X 3-3-12 |2, EWREEIC L - THIE S U723 HRGC/HRMS 512 & o TR I EE 1264 2 FERI X
T, BIREARCHBEKE VTR E RO 7R, JEHAT A DS y=0.819x, 12V CA KUK ZZOLE
y=0.390x & 725> T 5, fE> T, EMIREETRO - ERRE (ng/m3N & 5T nglg) %, HEH T A DA
BURARE0.319, 1XWV CAK DR 23056, HEIREL 0.390 % 3 U CHlE BGEEER)Z RO D, 22k, Hll
ERBRORERRICONTIE, FH2HF 28 MEEROBRE 2238552 L,
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8. MERMOMER

Yied b 6 4 AIZ 1 [E, HRGC/HRMS EIZ X - THIE S 7zilBHz oW T, REEEIC X A BIE Z1T
. HRGC/HRMS B X v o -llE s (FHHSE) & ARNEETH D ERIRRE X fRERE H
L. 86 fitfoMmBEIRE L ik 2, Fio, WERMFPKIEICE D288 (B, RESUIHEHRE O
PHEEE L < TREH S ZEOLEFLE) 128, HREIT.

AEHT, F 51220 T HRGC/HRMS JEICE D B2 HIEIC X 0 RTAEL 21TV, D IOV T AEDRE
IEIZE S AV FIEIC X0 R A2 1T - TREFEZ RS 5,

5O NI BBEAREN . 5 6 BB L K& TRl 2 %A ITMENEWGEIZIE, FIK DL 21T
W, ORI O U i A T 5.

P A AGREHZ DWW TIE, JIS KO311 (W & TEIT s o fhias (272 L. 7 v e A 1o 8%2 KT
TH TV T AR, 7 FOHH TR TOZ ) —2 7 v T AL 7 OFRINEATO2R) 208 L, B JiE JIS
KO311 [ZED bz FIBIC K e R (FHEEE) 2RDD, 50 IE, RiE4.1~4.3 LV 5.3 ITHE > THIME
L. EVWBEEICB T 2MER (HE%E) 2Rk D,

T U A S OYR ZBGRBHZ DV TE, SRR 4 FEAER ERE 192 SRR E —CGE— SR @I L 7= 7
B (2L, ARYA)ONEEDE ORMOBIEIIATHOAR) 78 b UNIARNE 4.1~4.3 KO 5.3 126> T
fEL, ThZNOFEICONTHIER EESER) 2k 5,

HRGC/HRMS £ & 0 sRd7-BtE% & L AWREEIC L0 RO 7SR E OB & 1Bk L, (A1 E#R
DRI Z HEARE L+ 5, MBI OB 2 IREIT R,
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FeH 2EAEN

[EERED DR RGEEER) Z R D 2BEOBBELRBEOFE T OV TEHEH T 238D )

ZEOBEH T AFEHZ OFITliX n=25, n=20 L EREE LI OV TARHNE ik L HRGC/HRMS 5T
FINENERNRE, FEEELZ R, HRGC/HRMS 1EIZ X 2 mfE% &4 RREHIEIC L D FEHIBRECRL
7= b OO WER L 35,

(FDHEHY A7 A 50 D HARAR L D 5 1k
1) AHEEFIEIC L A EREE A X, HRGC/HRMS iEIC k2 @mMSREE2 Y & L, YX Z25kD 5,
2) 2REHZOWT VX OfEiZ R, 2REOEAEZ R L, haBEHREE T 5 (™ 3-3-12 TiL Y/X
DFIETH S 0.319 ZHFRE L L),

[ERBED HHERGEHEER) 2RO 2BEOBBLEOFEHRIC OV TEEWV AR U X BHEE ]
BEHOIZ DU A KO Z 3B (Z Oof Tk n=44, n=20 L EBE E LU)IZHOWTABIE Gk &
HRGC/HRMS 7 TN EEREE, HESE%2 K0 5, HRGC/HRMS JE1C & % Bt & 2 AHIE HIEIC
F B M CRR LTz b O OERE A HEE L 3 5,

BDIE U A KL OB 2 el bt O W AR BCE H D 5 15

1) AMEHIEIC & 5 FEMEE4% X, HRGC/HRMS EIC L 23S E2 Y L L, YX 2k 5,

2) 2REHIOWT Y/X OfEZ Rk, 2REOFEHHEAFR L, Zh bR 3252 3-3-12 TiX Y/X

DI TH 5 0.390 ZHFERE L L2,

BEH R (n=25) [(FVCARURZ 3 (n=44)
1000 | [WHO-TEF(2006)] 1000 [WHO-TEF(2006)]
y = 0.3188x v = 0.3897x )D
= 100 g2 = 100 5 _
= R*=0.9611 _ R? = 0.9953 Kl
€ D S /
w10 ),/ 'T e
<)
: af °
ﬂﬂnﬂ 1 iﬁw 1 Q
H it Igﬁ)
it
0.1 0.1
(
2 &
0.01 0.01
0.01 0.1 1 10 100 1000 0.01 0.1 1 10 100 1000
F AR E (hg/m3N) EHRE(e/ )

X 3-3-12 SR EGE H ()
WEHH 2 130 U AR O 2 5%)
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D4 FIREIZ, REBO VIS IMBEREZEZMAL, AEIZ. F4TFLO0ELEHERZ M
HALE-luc AWV LAR—E—S—0 7 v/ 2FALTFMA XL VEOBHSELTAET 55 E(ER
17 FRBFEAETREN2EFE LD 4

F1EH BEAEOHME
RIBER T LRI 2RI L, XA A e tt%, 7V —2 7 v BTV, XA F TV UHEINENE

WAL HATD E-luc Z AW LAR—FZ = — 0 7 oA I LK DMEICL Y ERT S, HIEHFED 7 a—
X 3-4-1 IR~ 1,

)=y
v
BAFX NSRRI HATE-luc ZRAWV-LR—4E—S—2 7yt A2 &B8E
v
BAFT LA EREEIDES
v
BERHICLIHEEEEFE)NDHRE

v

AIE(EREE

3-4-1 WEHED 7 v—

F2H MEOESR

1) b7 x5—HiBEF Luciferase Gene, EWFNIE % A3 2 B 2 R8BI 5 78 # LV H R OBIR
¥

2) Ah %Z4& Arylhydrocarbon Receptor, 7 V —/ ViR bL/KFEZFIR, FrkfO72/las s 7 s sy +
(U RICHEE L MBDIGE T D2 Z oMiT Lo 2 U8, A F X2 VHOEREED S I,
COZREEEET LI LIRSS,

3) WHYF Ligand, #1327 B XUIMhO5 T ORBREENIREAT 50 F 0%, ZAKPHEITY
v RO, MAEPHET DL, W& OERICFFRIRESPREAE LAEBMKOSASI I Sh

2o
4) DRE Dioxin Responsive Element, %A 4% & VInERS, XA 4% VEPFFRMICHEST 28R
+F D IBINE 57

5) CYP1A1 Cytochrome P450, 3\l > b7 1 & P450 JEIC 8 3 2 W HEEE, CYP1AL 1L,
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FAFTF VAR VFEIND ZENAHN TN D,

6) MICIEE Subculture, RIFHMED SMAEMH 5 WO ITEFHNL O — 8 % /3 1) THIO B ik 22 55 2 2
ME, BOEELELO,

7) AYI7NLIT 2+ Confluent, DB EALFINEE,

8) JTIRXRETF Plasmid, MUDOEK DNA GO L,

9) FAEE AEMRNASOSOIE,

10) BETAIT7AIV FEEHEEH OFEERIRIRE & ZERE(CV%) & ORI,

F3H HHENAEICHET SHEEER
1. BHARORRE

AOBE T A DEREEIT, RO X D RFINEIC L > TRIET D, TREEFHIZHOWTIX, £ D HAYIZIS CTRUBHT
AZADFERNEZ +BE L TREEBDPERITE D LI LRITIUER L R0,
1) 7l L7 T AT 72 5 22 W N DOIRE A IRET 5,
2) FRIZHEENROIRD | DTRE LIZIRE D 1/30 LLFIZEELT AT 2 FIRAZRET 5,
3) UTDORIZ L » THIEICSLE R/ NORE T A D REEZF LT 2,
=QDkaxvxﬁxi
1000 Ve Cpp

ZZiEL Vo WEICKLE R NOBENT A D #(m3N)
Qo FEEWEIZET D8 TR(pg/mL, DMSO %k H1)
ko IEREGEES R~ OBRERE
v o JE RO IR A (mL)

Ve o iR EmL)
Vi iRy BeE(mL)
Cpr : WEERLFEEIHT ZCB T 2B FRM0g-TEQ/m3N)
4) HEHEINTf/ ORI T AD B EZEREIT ADORNE LT 5, 72770, R ORFHEL O —MH%E
32 X 9 IR L2 i Ui 67220,
(#5) 5ng"TEQ/mM3N L )LD X A 4% 3 LRI E 2 W E T 256 (NEE & 72 25087 21281 2 B H TR
1% 0.17ng-"TEQ/m3N)
%2 40mL (ER L, TOMEEND 10mL 2B LTCZ V=27 v 72T, &A&IIC
0.05mL O EHRBHAKICTR T 2856 ORI T A ORBEZ LLFISRT, 28, EEDEIZBT
DR T IRIE 12.1pg/ml, HEH AT A ORIE E~DOHELFEIE 0.308 & HV 7,

121 x0.308x0.05 y 40 1

X = 0.
1000 10 0.17 0.0044
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2. BLCARVRAREHORNE

T A KO 2 3B OB BRI, RO &5 2 PRI L » TRIET Do
1) FHl L2 T e s i/ NoORE ZRET 5,
2) FRIZHRENZVIRY . DTHRE LR 1/30 LLFIZIEW UA MK O 2 3N B 1 2 i TR % 5%
ET Do
3) LTFTORUT &L » THIEICHE R i/NDOIEW CA LR ZRE O &2 H BT 5,
Xkxv V 1
= X
T, W JIEICKE R R N O U A K O Zkakkl o B (g)
QoL FEHEYEICEIT DB TRR(pg/mL, DMSO ik )
ko WIEEGHESE) ORISR
v o JE FRUER O R i (mL)
Ve o iR E@mL)
Vi o filiHiR Sy B (mL)
Cpr : ME L2513 UA KOV Z BN B 5 i FIR(ng-TEQ/g)
4) B SN B/ OIEW U A K O 23 B O &L B2 130 U AR OR 2 el Bt o IE & 55, 7272
L. ABORKIER OB — AR T D E D ITERE L2 TR 570,
(B)3ng-TEQ/g LIV DK A A % ¥ IR 2 ET D45 WAE L 72 5130 UA K OWR 2 e H B 1
% FERIX 0.1ng-"TEQ/g)

%2 90mL [ZER L, oM~ D 30mL 2B LT U —27 v 7 &7, K&
0.05mL O HIEHAREHRRICHE T 254 010 UA K O 2 3G OB 2 DL R ISR T, 72RE,
FEAEMVET I D FRRIT 12.1pg/ml, (EV U A KO 2 3% O JIE E~DOHREAEIT 0.356 %
7o

_ 12.1x0.356 X 0.05 y 90 y 1 0.0065
B 1000 30701
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%45 REOMLE

1. BHORTLEDHE

PRI LTZB0RHE, BT 5. BRHRIZLBIIE U CAMETTV, 2 U =27 v 71085, [ 342 103
BRI & WiE £ TD T =D& R

A
v
i

........... *
WEE S ) A7 ILINEMETRIRME
v
Bl AR

X 3-4-2 FHHEOBILEMNSHEEZTO 7 O—DF

2. HE

ARELORTAEIC AWV RIKIL, WICK D, Thb0RIEX, 77 0 7R BREIC L > THEICZER 22
L ZERT D,

1) K JISKO0557 IZHET H Ad(UL A3 DK, UFFIFEDHED D

2) Z7FY JISK8040 ITHET DD, IXFAFOMEDH D

3) FILTY JISK8680IZHET D H D, IXFAFDOMEDE D

4) vyBaaA A4y JISK8ITICHET L2bD, XIIFREDHED S D

5 AFHL JISK8325ICHET DD, IXFAFOMEDE D

6) TAFIRILKREY KDMSO) JISKI702 IZHETSHH D, ULXFREDHREDHDGE 1)

7) BRBRF RYU DL JISK898T ITHUET 2 b D, NIFRFEDMED D

8) &M JISKSI80IZHIET Db D, NIFRFEDMEDH D

9) BiE& JISKS8951 IZHET D b, MFFRSOMED H D

10) AXHUEEBEK DOKE OO~FH L THOWEHELIZ LD

11) YU AT JISKO0311 6.2 ICHET L2 b D, IIFAEDHEDEH D

12) WG4 %NHEENE)V YIS JISK0311 6.2 ICHET HH D, XILFRAEDHEDH D

13) HSR#@EHE A JISKO311 62 ICHET I H D, IFAEDHED D

14) BFR JISKO1107 IZHET D H D, IFRFEDOHEDH D
(E DY AFAAAKF Y FOMSODMELEBIE, REMRCHEL RIET L RbD0, 7y OEERSIZZ FHEET 5,
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AEORTLEIC IV 2 8 B R OEEE T, KICK D, 2O OHREKROEREIL, 77 0 7 BBREIC L > TH
BN KRNI NT & 2T 5,
31 HSRFHA

JISR3503 L N JIS R3505 IZHUET 2 b D, = 7 DFGN T v FEBNFHO LD HWTH L
32 Yy R L—iHE

JISR3503 IZHET HH D, XITZNELFEFEDHED S D, HEfEEBIC T ) —AZMEA L TER LR
3.3 iRiEsR

I7FNF-F =2 (KD)ERES, u—2 ) —T R L — X — BELSREEES, Sy ) — 2%
EARHL T2y
34 EHREE

80°CIZ I FRE I e 72 THIRAAE IR A HE GRE) 2t > b LIz b D,

4. ATALERIRME

4.1 A BORK
PRI L 72alRH, RUBHEZ fis T 5,

100



4.2 HH
1) BEHAR
JIS K0311 6.4 {28V, filith&4T5, 7272 L, WIEEWE ORI THR, X 3-4-3 (THEH 7 A58
OMHER E ToO 7 o0 —ofl &R,

EIL AE5H# RUIRTO—T %k AR ik

v

v

HCI2mol/DALIE | =3l 1g (23 LT 20mmol LA
v B0

(75 |
. Tax :
v \ 4
YO AL—t R —RIRESHH
(MbIy, 16 BRI L E) ¥ 9nnA4u(3 [a)
[ a/Ju(epe ) = ] IKFE
B 7K
il () mexmss
[:]:W%
& () gt

3-4-3 P AFE ORI E TO 7 v —Df

2) ROCARUVRZ

Tk 4 ARRAR SRS 192 FRIERE —CE—SBRQIC L VB 21T 5, 7272 L. WEEEREOTRMO
BRITAT D720,

Bt OB EAE VT, A4 3 F 2 VIR OKRFINEZIT I, K 3-4-4 1ZIT U A K ORZ 33k O
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MR E o7 e —0flE2 R,

A

EKERTE

v

HCI(2mol/I)ALIE

\ 4

3 23

k-7
y

A \ 4

VP AL—HH & — RIRESH
(bVzy, 16 BEfELLE) ¥7ynnA4(3 [&)

\ 4
[ Y ynnravfE ] KB
Bt K

i () sxusas
HIH R () x=ass
844 10 LA OMR A BERBHOR L E T 7 1 —
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43 H)—or7vwS
34527 ) =T v T DOT7a—0WERT,

& ] sxsts
| [ ] 4%
e e
e
REWDENGE

RER ) DT L INEGE TR

y
i=E

\4

A5 A

345 7 V=T v T O7ua—0f

1) HHBEDSER
MR Z YR L C— 3 A2 MEIER T 256120, EAR LM b WE &L 50T 5,
2) BB HTILMBEROER
M DD IRNGENE = 7 T A TR (4% E By H) > U 70 20g 8D EY ( ~F 5 45mL
B O 2 TINT 5, KHEMD O GE TR A%E Ry ZR) S U I 7 L~ B ENT 5,
3) WEEI V) HhFILINEER NI
(1) HHEEEZR ImL £ TEML T TMZ, ~FV 2 2mL THERO AR Z2 2 [FIPEV AT,
(2) WHEICE Y P L., KB 8OCICHEF LT+ —F — R =7 T A az2iF, 60 2BIINEGE K %2
119,
(3) mtt, iR wIc e — M AA Y ML, BKMET N UL Sg 2 AMEIZIRINL, k%2 A
T 5,
(4) ~FHY 2 30mL % =7 7 AZEZRYBEV, AET 5, Zhrk 2~3 Y IET,
4) RERARHORET
(1) DREE, v—4 Y —x NR L— X —TK ImL £ TEM L., BB 7 <& > 7231 T uic

%9,
(2) BHERICE L, BFONRD LN EEITVEOA~F T THRIREE., 3DFEET V b 7 /VINEGER i LB
B T,

(3) ~FH TR AAZ 2 FIVEVIALRN G| BRI EREC LV il S5,
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(4) #E%. 512 DMSO 50uL &M L. SERE < %% —SChiftd 5,
(5) IR & L C M TR 5,

SE5H RE

1. AIEDOHME

ARIFIENE, XA A% o VEISEMEEE M HATE—luc 2 HWVWTC, REHFFICEEND XA A X N
KN D Ah ZREEFEET D LICHR L TRIAT IV VT = 7 —BOEMEICES < FLRZ FOLLER
THIET DI LR A A AV HOBMEERZWET 5 HIETH D,

2,3,7,8-TeCDD Z AWV THREMAZER L, BEOFEEN BRI L2 ZMRE YT A 1TV EAKD
BARICOWTED LN BMERKERL D LICLY, WER FHHESE) 28BS,

2. HE FARUVEKE

2.1 ERHRE

B A T ISV Z A HADE—Iuc : LAR—X —@aF& LTCREILDONLY T =T —Piliaf
ROV, 2O ERBICE A A X CHEISERSIDREZ 4 ST v hOY F 71 AL P450 (CYP1A1)
TaE—H—%AE L7277 A K pGudLucl.l ., 7 v MFAAMAZHENR HADE IZEA L b O0E 2),

(7 2) 5IHCHR : PM.Garrison et al., Species-Specific Recombinant Cell Line as Bioassay Systems for the Detection
of 2,3,7,8-Tetrachlorodibenzo-p-dioxin like Chemicals,Fundam Appl Toxicol.1996 Apr;30(2):194-203

2.2 %

PEIZHWDRIL, wIZL D,

1) &M o« MEM, FBSH10%A%55 )

2) Fetal Bovine Serum -20°CHF&{RTF

3) NDYRAFEIRABA(HBSS) =HLIRATF

4 RYFOUBB 0.05%. -20°CHFEIRTE

5) Y VEBEHEEBEEBERPBS() ~ IRV ULERILY T ARG

6) THAFIARNLKRFY F(DMSO) JISKI702 ICHET S H D, XIXREDOHED S DOGE 1)
7) MREADMSO = FhXxv i ATV F—<ilBRiEHR, WEHEHDH D
8) CaCl,* 2H,0 0.13g % 13)?D/K 100mL (ZIENL7=H D

9) MgCl,* 6H,0 0.1g % 13)? /K 100mL (ZIE L7126 D

10) #REHARER DB & SRR H DMSO % 41 TRELIZHD

11) {E#EWHE  2,3,7,8-TeCDD  (50pg/mL)

12) Lo 72zx5—EEEFY b

13) K JIS K0557 ([ZHLET D A4 A3) DK UIFRIZED E D H D

14) BERHR

15) HHRER

104



23 BARUVEE
HIEICHAWD ER AL OSEEIL, RIZK D,

1)
2)
3)
4)
5)
6)
7)
8)
9)
10)
11)
12)
13)
14)
15)
16)
17)
18)
19)
20)
21)
22)
23)
24)
25)

BEISZXO 75cm2, WHEEF»

TSAFYHYERY b 1mL, 5mL, 10mL, JE#FA, HFNETTEX5H0
TS5RAFYHYFa—7T 15mL. 50mL, EEFE», HENETTEHHD
BHRERNNATI WEFEH

96V TIIAYATL— b FE, MR ELIE, B A

A8 T LIA VAT L—bF K, AT

EHEMEERY b 5mL, 25mL,

Y4 8EARY b+ 10uL, 40uL, 200uL, 1000uL

Fv 7 50uL, 250uL. 1000uL. @&ERKBE THER O

SEERY b
ILFTL—Fr—
JHF—N\— REERKPEE TR D O
50mL &)oY AU Tmve L ol JEERE A
RIS FILE  1.20x90mm., K F A
33mm LYY T 4 A — LR 0.22um, BT
REXFVYERY N 7T7RNFATA
A oFarR—4a—
¥ R B S (R ZE BRI GE
fERKAE
JL—broz—H—
WS/ A—5—
BB HE(-807-150°C)
BREREE
EBEXRIRER
S&Y—

3. HEOEYHKL

3.1 BEMROEER

1)

2)

3)

4)
5)

Hrde 7 7 2 2(T5em2)2 fEHIZE A2 10mL 728 L, CO2 5%, 3TCORBE FOA »FaX—X—T4
IR 2

RN ERRAFEL D D HFERAF A ANA TV Z B L, 3TCOMERAKME T, DI 2K % DR E
¥ TR %,

DO 77 AaNOEH 0.5mL % ImL EXy M TZHRIML, FOnITRER, &7 7 A2 OfMiniE
FEM T D X5 ISMIRE IR 2 B3 (@ % 1L 1mL & 0.5mL).

T AEHEWET TR UEE, A U FaX—FZ—IZB LT CO25%, 3TCOEREE F CHET 5,
AR 7 7 A aPNICHEBETE YN 700 2 & ARG T U, A 3 RITo 7o, RBRIER L TH BV,
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6) D, )DEIEITLEF ¥ &y PN TEENITIT,
(E 3) R&F ¥ Uk y MTEERIELTS
3.2 HiRE DML
1) 5, HBSS. R VU 7Y iR & Hi KM T 37T CIZIRD 5,
2) W7 I Ak A X a—F =Ll ML, MEEE1T).,
3) Bty MTHEMABRER, HrLVESy T HBSS % 5mL AN L CHIRREES R A U6 L, HBSS %
BRET D,
4) vy FTHY 7Y UEAE 3mLIRIN L, MlagEmEIc R CEE®k. M) VU ERET D,
5) A FaX—F—NTT7IRXa% 35MHiEEKR, FOOLTY 7 AabkmzE2<,
6) BMBETT T A ANOMIAFEIEL, L RoTWND I & a2MRT D,
7) EXy FTHMAZ 10mL RN L TREA - Bk L. Ml iE A R 5,
8) HLW7 T R= |2, MBI L A2 0T 10mL 12725 K 5 KiHi e 7)o iIa R IR 4 i 2 (5 2%
OHEIC LY . MlERER O & A RET 2B,
9) ArFax—F—Z8DT7TAarBL, CO25%, 3TCOERE T T2~4 HEEET 2,
10) MR OMEREIEIL 80 RETHL & L, HIRAT CTh > THREIZ N AE L 2%, MiaICfER & 5 &

FEALN LB IFE LB OMRITITEAETHERET 20E ),

11) 3),4),7),8) OF/EIFLEF v E %y PN TEREICZITY,

IE O WECKEAEC 256 &13, MROEMHEET (REFRIERIFO DEMS O & 300pM/vell DIEERODILS 8 LIT & 72 - 72f) |

3.3
1)
2)

3)

4)
5)
6)
7

8)
9)

aVHIF—va VERRT

HMRORE

90% 2> 7))V MIZELZ 7 T A2 5HIZ2NT, 3.20 D~6)D#IEEITI,

1FHOT7 7222 5smL ORFMIZ RN L Tlllaz #23 LTRE L, EoMidEEKkeEs 2/ O
FA2llBT,

FIERIZ 25 3. 3D 4, 4B B FEHDO 7 T Aa~LHIUREIREZB L, bEED 7T A2l 77
22 5 Hy Ol EED, BE - AL 5,

10 ROFFERAFHANA TIUZT T AF v 7 B~y hC 3)OMIREREIR A2 /52 L, 10 5 HEET 5.
B IRAE R GRRAR A7) DMSO : Hili=1 : 4)ZFHR L, 20T F LT DITHRmT 5%,
DUHERIF A TN ZHIE RS THNEYZIREG L, -80°COMEE T 1 H I S & 2,

1 H-80°C CHifl L7 BRI AN A 7L B R IR R ORAF A% F 7o 1T RARIE M E (150012 L, &
B 5, MREZENREET O THE, -80COBBHIETSH R,

2). D SFDT T AATDONT, FE 2), 3)LRROBRIELZIT I,

AL Ix—a L OEBEOMHREITD 120, 8D, WHHREMR L O B UL LiEkRER T
RAF LM R L, A > F 2 _X—F —TB LT CO2 5%, 3TCOERE T TH®ET 5,

10) 1),2),3),4),5),8) DO#EAEITZ4AF ¥ B R v NN TEREMIZIT O,

4. REERE

41 HilAD<TA4 o 0T L— FADIEIE

1)

AvFan—F—pbar7zy MOELEHEZ 7 A 2RO L, 3.2 0 D~DORELLT D,
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2)

3)

4)
5)
6)

(x5
(I 6)

AR % 50mL 77 A F v 7 Fa—7IZB L, [A&E (10 mL) Oz v~y hTIRML, i85 -
Hiikd s (F 5).

PBS(-). HBSS. @#EKE%2 Y F— = 2B L, 200uL ©o~A 27 a7 L— hDOsMll 1 E(B6 7 =)L)
iR GE 6),

WG TE By b T 2)OMIERRET 100uL % 3)DFk Y ORI 60 7 = VIZIRINT 5,

~A 47T — oA rFaX—F— 2B L, CO25%, 37TCOEREE F T 16~24 R #E T %,
1,2),3),4) OEBIEITLEF ¥ Xy NN TEENICIT),

MO BN K > TIHEINT D F o B2 L TH BV,
TV— FOSNET DY = UL, BEEPICEHORREORBELZ LT VD, RAIE LTERIIIEM L,

42 BRE

1

2)

3)

4)
5)

(U 7) WESRIERAIEERIE T L — MRS - WET 5,

T E HFEHDMSO ¥R10) % MIE A E BAEFHNICA S X 9T DMSO THAR L, 3~12 KHEDAR
FIRAEL TS 5, A OMmREIZ £ 3-4-1 1277,

48 U =)L L — MTHHL 500pl & AdL, DMSO(T' 7 v 7). M ER AR R K OY D TR L 72k
Bz 8ul M2 TR SEET 2, BERIERAEEROREF MG EZ £ 3-4-2 (577,

16~24 il L7c~ A 7 n 7 L— FOWI 60 U = /112,100, 3 7 = /L3 2 2) 2 iR+ 5 (E 7).
HE~A /70T Lb—haAf rFaXx—F—ZFL, C025%, 3TCOBEE T T 24 R84 %,
1,2),3) OEEIZREF v EXy N TEENIZT O,

VAT D MilE K 3-4-6 IZ7T,

# 3-4-1 REOAIRGI
Aokt AR 4y B (ul) DMSO 73 F & (ul)
SR JRR (50) 0
RERGRIN JRR 25 25
CRERGRIN 2 {5 AR 15 30
20 g4 2 {5 AR 10 90
60 757 R 6 (57 IR 10 90
7% 3-4-2  IREFRER AR AERR 0 Y2 FE SR 451
e (pM/well) A R AT (M) iR A1 (pg/mL)
0.3 0.0375 12.075
1 0.125 40.25
3 0.375 120.75
10 1.25 402.5
30 3.75 1207.5
100 12.5 4025
300 37.5 12075
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DMSO | STD-1 | STD-2 | STD-3 | STD-4 | STD-5 | STD-6 | STD-7 iﬁj iﬁj

1-1 1-2 1-3 1-4 1-5 1-6 2-1 2-2 2-3 2-4

X 3-4-6 96 7=/ FL—hKETOLAT Y7 MIGE 6)

43 L7 5—EFEDAE
1) PBS(+)DFAH
CaCle 395 M 0" MgCle i8R % . PBS(-) : CaClai®ik : MgCLi®ik=8:1: 1 DEIETRET 50E 8),
(FE 8) PBS(HIFILIA AL Lo e, i AT A2
2) L7z 5—EEEDRAE
(1) K24 KRR ZIT oo~ A 7T b— A v FaX—F—nbRV L, 7L — F2HEKL T,
~Af a7 L— NNOKMERET D,
(2 vA7u7L—rOWHI 60 7 /L2, 8@~y T PBS(HZ 50uL T WML, T H T — =
VTCRET D,
@) HE~A7ua”L—hrOAM 60 7 x/LiZ, 8H#HE Xy N TPBSH % 50ul 3 2WIN7 5,
(4) Vo7 T —EEEX Y NORNIEEEZFEFIR CIEEL.Q)D~ A7 a7 L— hOWHI60 7 =i,
8 '~y kT 50uL TOWRMT 5 (X 3-4-6 &),
(B) D~A 7T L—hIvwLFTFL— b —LZ0E5,
(6) HEFE L TR T 30 0EhEHR, VI ) A—H—TENKEOWEETTI,

5.

(1]

5.1 BERDIER
BRERITIT L — MEIZIERRT 5,
1) VI A—=Z—THELH 3T = /L O ERIERIREROFOLEFEEAZ DMSO 7 7 > 7 O3k
BPEHETELIIWTKRIET %,
2) REHRER AR U OB EE (pM/well) & BLIE R A3 B PIEIC DWW T T ORI —T7 7 1 v b &
. ao, ai, aaDFNTA—F—2HD,
o
1+(aﬁl-)a2
ZZie. y o EMRLU)
X MRERER R ER R E (pM/well)
ao : A RLU
ar : MO ECso
az : MifgoAm—7

y:
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3) BoONINTA—F =D EREENT D,

200000

160000 -

120000

RLU

80000 -

40000 -

O T T T
0.1 1 10 100 1000

2,3,7,8-TeCDD(pM/well)

X 3-4-7 K EARp

5.2 #ﬁiﬁwﬁ%ﬂ&daﬁﬁﬁo)ﬁﬁmlzx SRR
ERENHETNIATON TV DL D DEERT D720, JIEHSE L, B ER I ER O R E#RAE

LRGN T =2 MO RERGEES ) Z RO, FHEKIZFE LIRFT D

3pM/well & O 1pM/well # S (5 U EE i O B A ~D 7 1~ F 4 3 i (pMiwell) % 3k b, G B[ |12 7
1y N9 5, FEXIC L D AE EE T EHER R (02002 5 O@BURIIZISE T TLLTFO@ Y &35,

1 ACHEHRRZEAGET. RROZEEH L SFELTTI L &b, REISCHIELIT S, FED
COITGE U HE R OBHE DR RICOWT, fidkx 15, /o, BHREFRNTH > THEEFEITH LT,
—EDOBITHN TN K5 ZRREEXIIR - 72l EEmA < X 2 2RIz W T, BREROZRH 21TV, 24
IS U, EEE1TH L L bic, BET 5, 3pM/well DE X2 [X] 3-4-8 12777,

3pM/wel | DERIE

3.5
,E\ u+t20
N
: .0 i
il \ 8
i
m u-20
25 ‘ ‘
0 10 20 30

A E @3

4 3-4-8 3pM/well % F [ H4i]
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53 AIEHHDER
1) 5.1 ORUT, REFSERAEERIEME» A L THELNTEANATA—F—ZRAL T L — MEDORKR
BT Z R D,
2) DMSO KR IE#% O & RN E B O B O 5t B B A RN LT D = L D 2,3,7,8-TeCDD #
FRE 2R T 5 (pM/well),
3) THEOLIZREIZKAND, AREFE O I A B 17 2 (pg/g. pg/m3N),
EHIE(pg/g. pg/m3N)= (7 = /L O (pM/well)x125 £ * <1k O 7 BUG SR x f i Mk £ (ul)
x322(2,3,7,8-TeCDD 43 #)x10°6)-#1E 7 7 o 7 (pgl Fie # AR BN FRAEH L B B
(pg/g. pg/m3N)
%1255 : 7 v B AN LI BHRE D B 7 = WICHIINT 5 £ T 125 (5 ORI E1T > T B,
4) REOERMEOMET TR L oS REREIO O B, 3pM OHEDOT —% ZHWT 75 (1 9), 3)TH
LAIVEEMED 5 b RN 3pM/well B I YT 5 2 RA L TORIRA L, BT 250 10),
b—a
T,

y Xx(B3-b)+B

y o kO EHIfE(pg/g. pg/m3N)

a : 3pM/well & 0 {5 EEA 0D i £ (pM/well)

A : 3pM/well X 0 KB O FRIE(pg/g. pg/m3N)
b : 3pM/well & U =i BEARI D i s (pM/ well)

B : 3pM/well X ¥ i AR ZEHIE (pg/g. pg/m3N)

(7% 9) 3pM/well Fiit4ICAHY § 5 2 MOMFIRERBI A2V, BEFRLT v &A1 %2179,
(7 10) B o EOEAT pgm3N XX pglg TH 579, ng/m3N XX ng/g ic#sH+ 5

{ii5) PEA 2 DRI X DME, KT XD,

9
=—X
21 —0q4
22T, C : BREOREE On lZHT 5 FEREE (hg/m3N)
Os: HEHHT AR OmIEOWREGE 11)(%)

Cs: HEH B A0 £ E (hg/m3N)
(E 11) e AR ORFEDOIREEN 20% %82 DAL, 0s=20 LT 5,

C Cs

6. BRHTREVEEHH

6.1 REVEICHEITIRHTRRUVEEHEDREE

P T RS AR AR O PEBREIZ L0 15 B AV E & o E Bl O Z BRI (CV%) 23 0% LA T & 72 5 A
R TIR, 20%LLF &5 BT 2 8% € E#HEE 35,

ZOFEEWEIZB T D TIRAOVEEFPIL, 27 eb 6 7 A 1 MRS 5, £72. BESRMENK
MEIC A D 5 7256 (R, RIEUTHRFOLEL L ITREHYEOLEEICE, HiRT D,

1) HRHTREHARERROFAES

2,3,7,8-TeCDD DEHERK(DMSO &%) % vy, 0(DMSO 77 > 7)., 0.1, 0.3, 0.5, 1, 3, 5, 10, 30,
50, 100, 150, 300pM/well & 725 & 912 DMSO THRZAT 9,
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2) BRHTRRERUVEEHEDHHAE

4.1~5.1 |ZHE U THIEZAITV, 12 IREKEOHREREZERT D, 7272 L, FREKEIR T DV =L
5L EET 5, 22O RLUICDWT, BEME HHREEM/wel) &R JEKHEZ & ICHlEROEH)
REERH L, BETa 7 7 A VEERT D,

EERE(CVI) D 30% & 72 % AR TR, 20% & 70 % B8 2 2 E & & 35, REKEZ LIC
5 7 = /L CTHIE L7 Bl X 3-4-9 12”7,

60 /
4

40 (\ rl B TR @ 0.3pM/well(12.1pg/ml)

§ EEAH 1 0.3~50pM/well

20 \ / (12.1~2010pg/ml)

7 \\\\/ﬁ‘\*/ e PR A B L7
0 1 1 1 (P, EUER(DMSO iR O E

0.1 1 10 100 1000

STDRE (pM/well)

3-4-9 FEETa T 7 A L0H

6.2 RPITHTHRETREVEETR

ABHZ I T e TR R OVE R FRRIE, BBk & BTALEE 2 #8 7 e iR DR & . FRYEMEIZ 81T D ki
TR N E & N R & BRI T 5, SEHZ T D TR L OVE & TR, FUBHRHR &0 AR iR
BECIVERSTS D70, MBI LIRS,

7. AER (BHFER) ~0OBE

X 3-4-10 (2, AEWREEIC L - THIE S U7 o HRGC/HRMS 512 & o TR - EE 1264 2 FERI X
ot BIREACHBIR L R A RO IFER, P ADHA. v =0.308x, XV U A K OR 2%k DY;
B, y=0.356x L7220 T D, LIzho T, AMHEE TRD - FERIRE (ng/g. ng/m3N) %, HEH T 2 D5
A BEREL 1TV CAKR ORI ZOSA ., AR E R L CHEEGEESER) RO D, 28, WEMRO
WERRNICOWTIE, B2EmF 28 EHRORE] 22T 252 L,

8. MERBOMER

Dip &b 6 7 HIZ 1 Bl HRGC/HRMS VEIZ & » THIE S 7ZiEHI W T RIETEIZ K D HE 21T
v, HRGC/HRMS {£(2 £ 0 15 5 7 E B (IS ) &L ARNEE TR O 7 IR E L 0 SEAR AR L,
5 6 HirLHOMEARE & i 5, £, WESRENRIRICE D 256 e, RESUTERSFOEES L
IFMEHLFOEEBENTH, HEREIT I,

AAEHL, A HIZ2W T HRGC/HRMS HEIZE S BV IFEIZ XD BTLEL 24TV 7R D IO W TR EMRE
BIZES DIV IEIC &0 AL 21T - TRE 2 i 5,
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5 B NI HRLREDNE 6 BiOHRLRE & K& < Tt 256 UIHBENENG SR, BIROZEH 2170
Z OFER L O U@ & sk 4 5,

PE T AFEHZ DV TUE, JIS KO311 IZHEVy, fhE CARAT o T itiaBt G2 L, 7 o B A 108 % KT
FTH TV T AR 7 O TR TO Y V=T v T AL 7 OFINIATHhRW) &8 L, ik JIS
KO311 (Z/E® bz Fikic L 0 e BEESER) 2R 5, 70 IIARIES 5 # 4.1~4.3 LN 5.3 120> Tk
EL. ZNETNDOFHIEZHOWTHIEEGHEE R 2RO 5,

HRGC/HRMS EIZ XV RO I FMEE R & AAWBREEIC K0 RO 7= FHREOMBARK A ER L, Bl B
DR A FARE L T2, MBI OF %2 REIR T,
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FeH 2EAEN

[EERED DR RGEEER) Z R D 2BEOBBELRBEOFE T OV TEHEH T 238D )

ZEOPEH T AFEHZ OFITIE n=54, n=20 2L EREE LU OV TARHIE L E HRGC/HRMS 14T
FNENOERRBEE, HIEEEEZ KD, HRGC/HRMS A2 X 2 #lES 8 2 ARIE 52 X 2 EHIFRE Tk
L7= b O OSESE & R E & T 5,

(BB A7 AR O FARECE H 0> 7 1%
1) ARHEFEICL DEAEEL X, HRGC/HRMS iEIC L 2HMSBE2 Y L L, YX 2RkD 5,
2)  ARBHIOWT Y/X Ofi % KD | 2RO B ZFHR L, 2 MBS s 425X 3-4-10 TIX Y/X
DOSFEEIETH S 0.308 ZHFfRE & LT2)

[ERBED HHERGEHEER) 2RO 2BEOBBLEOFEHRIC OV TEEWV AR U X BHEE ]
ZHDIEN T A KO Z %R B (Z Of TiX n=41, n=20 LA EAEE LW)ICOWTARE L L
HRGC/HRMS 7 TN EEREE, HESE%2 K0 5, HRGC/HRMS JE1C & % Bt & 2 AHIE HIEIC
F B M CRR LTz b O OERE A HEE L 3 5,
BDIE U A KL OB 2 el bt O W AR BCE H D 5 15
1) ARHESEICE HEREEZ X, HRGC/HRMS EIC L 2B MSEZ Y L L, YX 2R 5,
2) EWEHZIOWT Y/X Oz R, BB O A AR L, ALK E T 5(™ 3-4-11 TITY/X
DEFEIETH S 0.356 ZHFLAI & LT2),

HEH RS H(n=54) FOCARUERZ B n=41)
100 100
z — |
c')E 10 C) 10
~ a
2 ] Eoy
b b
. -
E{lﬂ 0.1 W 0.1
#H H
W 001 H# g01
0.001 T T T T T 0.001 T T T T
0.001 0.01 0.1 1 10 100 1000 0.001 0.01 0.1 1 10 100
SR (hg/m°N) FEEe/g)
X 3-4-10 HaBR (R H (1) X 3-4-11 HAEALREE H (51])
(He A7 =) (IEV T AR O 2. 7%)
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FND5 HMEIZ, BRVIVIMFNASLRUVTFILIFTFHASLEFERL, BIEIC. F1A4AFL UHBEEA
2 Z #@ DR-EcoScreen ZHWV L HR—E3—S—VF7 v ZFALTHFM A XL VEOEHEEZAE
TEIAEFER 17T FREEERE 2E5E 10D 5)

E18 MEAZOME

RIRIER T LR 2R IL . XA AT etk 2V —2 7 v BTV, XA FF v UHEINENE
$AHL 2 R DR-EcoScreen Z W - LiR—Z —— 0 7 oA IZ L AHEICE WV EET A, HIEFED 70
F‘% 3-5-1 &:Zﬁj‘o

) =27vF
v
BAF XN E A Z #8 DR-EcoScreen ZRHLN L TIR—8——2 7yt AIZLBEIE

v
FAFF L VEERAREDEE

v
BRERRICIIATEGEHEFENORE

¢

AT ErEE

B 3-5-1 EHEOT v—
E2f FEOER

1) Ah 2Z&{& AhReceptor. Arylhydrocarbon Receptor, 7 U —/ViR{L/KFEZEIR, Friiy7afiiast
TFMRESF (VA R) ICHEEG L, MOIGETDE 0T Lk NI HE, XAFFT
DAEREEDL T, ZOZERKREEET 22 LIckvilgRzsns,

2) UHYE Ligand, ¥ /7B EIMMO5 T ORROGEHNMIE G T 20 T OB, SZRIKNHT
Uiy ROEOBR, MENEET DL WEORBRICRRNRE 50 584E LAEBMIS S S S

N,
3) W¥Tx5—HEREF Luciferase Gene, EWTENIUS & i 2B 2 R BT 5 A XV HR DB
T

4) CYP1Al1l Cytochrome P450, ¥ aii#E s b 7 v & P450 HHIZ R 5 M CaEsE, CYP1A1 I3,
AT L VFEESNDZ ERMBINLTWD,

5) DRE Dioxin Responsive Element, % A 4% 2 VISERS, 4 A 4% ¥ VHENFERINCH AT 5iEis
+F D IBINE 57
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6) FSRZF Plasmid, /NMEOBIR DNA D Z &,

7) HAREE  Subculture, FRIFESED BIAEWH 2 \ITEFEHIIE D —ER % 43 1F TR Fifif 72 b5 H 2l 2
ME, BOEELELO,

8) BWAEE AEWRNPISOIE,

F3H HHENAEICHET SHEEER
1. BHARORNE

BT 2 DBREERIE, RO XD RFNAIC L > TRIET D, SRIEFRICOWTIE, £ D BAYIZIE CTREHT
ZDFAERNE 2+ BB L TRERBD T E D L9 ITHRE LRIT TR 670,

1) FHl L2 AUE R 6 W/ N DOIREZIRET 5,

2) FRCHENZRVIRY . DTHRE LIZRED 1/30 DL FICERE T 21281 2B FTIREZHET 5,

3) UTFORIZL > THIEICSLE LR/ NORE T 2D BEEZHEIT 5,

_QpyxXkxv Vg 1

V="T00 *v,*C,
2.V ECKER B NOREN T 2D & (m3N)
Qo - EEPWEICBT MM TR (pg/mL, DMSO %k H)
k o PIERE (ENER) ~OERSRHK
v c HEREEOERE (mL)
Ve : HMiEE (mL)

Ve o RS EE (mL)
Cpr : MBELRIBEEATACBT2BHE TR (ng"TEQ/m3N)
4) B IR/ ORE T A DB EARE T AOREE T 5, 72720, REtOREME L O — %
32 X 9 ICEE L2 i huid e 67220,
() 5ng-TEQ/m3N LANLDFAF XL VEREZRET 558 WELLIANARICE T HBRHETR
£ 0.17ng-TEQ/m3N)
R Z 10mL IZER L, £ Otk 5mL 20 L T2 UV —27 v 7270 &S ImL Ol
ERREHRRICRE T 2 55 OB T A ORBREZ LLTICRT, 0B, EEDEICEIT 2B TIRIX
10pg/mL, BT 2 ORIE B ~OHELAFIL 0.2057 & V7=,

10x0.2057x1 10 1 0.024
= X—X——==0.
1000 5 017

2. RLCARVRARSHORNE

W A KR OBR R 3GEAR O EREEIL, RO K9 RFIEIC L > TRIET D,

1) FHlL7Z2 T HiE e R W/ ORE ZRET D,

2) FRICHREDRWVERY . DTRIE LD 1/30 L IR 21280 2 FIRZ#RET 5,
3) UUTFORIZE > THIEICKLE2F/NDOIZN CA K R 3B O &2 85T 5,
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QDLXkX'U VE 1

X —— X
1000 Vg CpL
ZZiT, Wi WIS SE 2 B DI U A R Z 3B & (g)
Qo  TEEVEIZBT 5B TR (pg/mL, DMSO #&#H)

k D HER (FBMEER) ~OMRERK
v D AEARE O R (mL)
Vi D hhitiEE (mL)

Ve o R I (mL)
Cor : B L2 DIENCAKORZ BT 2B TR (ng-"TEQ/g)
4) FIHENTHIOIR UA K OR3GO B 2L L2130 U A KO 2 3Bt o E & 55, 7272

L. ABORRIER OB — A MR T D E D IZERE L 2T IER 670,

() 3ngTEQ/g LNV DX A AX v VEREZWET 556 (MEL 5130 CA KO 23BN B 1
LR TFIRIX 0.1 ng-TEQ/g)

K AE 10mL ICER L, TOMHBREEZAWTZ U =27 v 7&2170, HfRHIZ 1mL OHEH
BRI TS 2358 D13V U A KO 2 3B OB IR 2 DL TR d, Zods, IEEMEIC 1T DI
TERIE 10pg/mL, £\ U A K O 2 5 ORI E B~ OB FELR T Z 2 0.2759 KO8 0.2069 % V7=,

1) EV T A
~10x0.2759x 1 _ 10

1
X—X—=0U.
1000 10 0.1 0.028

(2) A%

_10x02069x1 10 1 0020
- 1000 10701
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%45 REOMLE

1. BHORTLEDHE

PR U7, fhi 2179, RV EIS U T EREZITW, 2 ) =0T v IS, K 3-5-2 13k
EBLOFLE N LHIEE TO 7 a—Df %R T,

P —ER4ER P (EREEIER)
........... e
ZEEATIVTIVEFTHSLYORNT 718K

!
B IS

X 3-5-2 FRELOFTLELD S HIEE THO T 1 — D4

2. HE

AELORTLIIC W 2R IKIE, RICE D, ZhbORIEL, 77 v 7 MBS K-> TUEIC K ER 220 2
L ZERT D,

1) 7k JISKO0557 IZHIET H Ad (X1 A3) DK

2) AR/ =)L JISK8891IZHETHH D, XIFFAZFEDHED S D

3) 7EFY JISK8040 IZHET D HD, XIIFRFEDOHEDH D

4) MILITY JISK8680 ICHET DD, IFFDMEDH D

5 Yo/BRAFY JISK8117T ITHETH D, IFREOHEDH D

6) ANFHYL JISK8825 IZHET L HD, XIIFREDHEDH D

7 ThY WEICKEDORNEED S D

8) TAFIANKEY K (DMSO) JISKI702 ([ZHET D b0, LFREDHEDH D (1)
9) IEE& JISKS8180 IZHET D H D, MIIFRHFEDHEDH D

10) BREE JISK8951 ICHETEH LD, IRZEDHED H D

11) TEERER JIS K8550 IZHET DL D, XITREDMED D

12) BB+ LU DL JISK8987 IWHETH b D, XIXFEDRED EH D

13) AXHUEBK 1) OKkE 6) OAFH L THAWESHLIZ LD

14) YU AHII JISKO03116.2 ICHET LD, XXFREDHEDH D
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15) BEE (44%BFEHE) L )HSIL JISKO03116.2 IZHETLHH D, XIIRZEDHED D

16) THERSE (20%NEESNE) L VAL 14) O U B 5L 100 g ioxt LT 1D OFYEEER CTHHEL L /- myie
$RVRIE (625 /L) 40 mL Nz 724, o —& ) —T K L— & CRSF5ERICRET 5, Wi Y
AT, %, BATE 2EARSBICAN, Ty r—2—HhIciET 5,

ﬂ)7w=+ JISKO0311 6.2 [ZHET HH O, FRAZEDOHRED DT, AL L TR 7o fE R

FONDLZENHERINTNDHD

m)gi JIS K1107 \ZHET 5 mflifEzE R 1%

19) HSR—J)L JISK8251 IZHET 2D, XLRFEDOHEDH D

20) HSREMAE JISKO0311 6.2 ICHETDHH D, ULRIZEDOHED L D

(E1) VAFAZLRFT R (DMSO) OamBEEBIL, WEMRIEELZ RET ZNnbDdr v FOERERETHIERT 5,

RELORTLEIZ AW D g L R O IE, RICE D, SNHOMAEKROEREIX, 77 v 7 BBREIC L - THlE
ICXFENR RN L TR D,

31 HSXHE

JISR3503 K ONJISR3505 IZHUET 2 H D, =y 7 OESN7 v FEEIEHOLOEZHNTH LW

32 EEBEHMHEE

ZAF 37 A% ASE-200 T2 & F% M, ASE Ho&HRE—X (BAVART 4 —, B REx o 77T
BTV BRIV, ER LT RECTY D ar T Ly )

33 YyOURL—HHE

JISR3505 IZHET D H D, XITZINELRFOMEDS D, HEfEIc 7 ) — A2 L TR 6720
34 R¥E:R

IFNF = v 2 (KD T — 2 U — T NR L — & B iic 7 ) — 2 % L CiEe 5780,
35 BBUVVAFNAS LA NS OE

W 14dmm. £ 300mm DT AWM T AT a~ 7T 78

36 FIZFHSLY/ATIE

N 6mm, X 50mm OH T AMD T LI a~ NI T T
37 E—4—

AT L7 v~w NEEORIAS 100CREE TNEAT L Z N TEDHHD
38 BRI

TR OFIEI NSy 0.1 ~ 10 mL OFPANTHEETH > T, FLsHOEE S £2%LUAND H D

4. AILEEEEME

41 BHEORK
BRERCL 72 Bh, SBHR A FLA T 5,
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42
1) HRHAR
JISKO0311 6.4 XX Z N & FFEDOHIEC LY HhliZ1T 9, 7272 L, WIEEERE ORIITATH 220, 4 3-5-3
(2 JIS T 3SR 2 O CHRIR L 7= g 7 A BBt O B FAR & T 7 v — Dl & 7’ T,

BEITO—T % M2 4 BAX T+ T4
28 >
v v HCL(2mol/L)fLEE | 20mmol/g-% AR L
[ bk ] [ B ] SR AN LA
L]

A K3k

——

[ B Sl ] [ s ]
| |

812
|
B-RIRESHH T2 I A H
oonniay ., 3[E FLxT, 2[EH
| |
jﬁ ) wsn
I=IMA
7 [ e
R () wass

Gickifa b

I<—

omEEgsht e Y v 7 AL —fhi (hrx 16
R b)) 1R D Z & bArse

3-5-3  HEH T ARB ORI £ To 7 v —of]

A B T RS T 2 BT D

iy S VI
I c Ty
FRERR o 20
77vva o 70%
IR—= . 60F
W17 : 5H
TR ;. 150C
£ : 2000psi
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2) FVWCARVRZ
Tk 4 FEEAEERE 192 BRIES —GE—-SERQ) I TR FECL VB E1TH, 72720, WiE
HEWE ORIMOBEITITHO RV X 3-5-4 1213V U AL R 2 3G B ORI E Co 7 a—ofilZRd,

v

HCI(2mol/IyL.38 20 mmol/g Ll £
v AN LA
AiE K%k
\ 4
74 B iRiRESHH
! SHO044,3H
B EA I Hh
kLI, 2\
\'4
T [:] S

]
() e

FEAH H &

fi

EEAEMEEYYIAL—HE (FLIY . 16
BEILl E) IR 2B EHATRE
354 1TV C AR O Z BB OIS E ToO 7 v —of)

AR 3 R RLARAE T 2 BT S

YL S N e
IES S
FrEREE 0 29
77wy o T0%
IR—= : 60 F

W O A
B : 150C
£ : 2000psi
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43 HYy—vrw7
X 35527 V—>T v 7 DO7a—0k%ERT,

it
v

— &85 ER

B | ~NFYY

v

ZEREYNTILASLIZEM
v

ZEE)ATIVASLET ILEFTHS LEER

ZRBLNT VNS L% 60 °C MEk

ANFYUBEH
FILZSFHSLFEIE £%
DMSO Z# ARIZE &L, B 90 °C N#T DMSO 3

v

AERR

X 3-5-5 27 U—2T w707 a—Of

1) HHBEDSER

(1) HHIERZ DB L CT# 2 EICHER T 254120, B Lz i, S BRICE by T—& o iy
%o HEH AT A2V TIE 1.0mSN FHE &, XV CA KR 2T OV TIE 1.0g Y &K Z 1
mlory V=T v T7ORZET D,

(2) HHU®, TH2 04mL 2 ANT-ZERTEEOMBIEEZ AL, B—F U —T /K L— X CH[E
AT E CIRMET 5, Z ORMIRICHEY BEO~F T U E2MZ, B —F Y —Z /0K L — & CTHLE TR E T
Mid 5, ZOWEEL SEREMRVIEL, MU &2BETS, TO%, RISKTEES Y DXV ET
A=TNIFTHTLEECL>TZ V=T w7 %79,

2) FEEHSLOFEHE

(1) BEIIVATNVAS LA
340N T hru~ NI T ITEDETICH T AT —)VEFED, U 7L 2.3g, filik (44%E 855 FR)

U BTN 104g, VU AV 0.2g, HEEER (20%'E EyHE) v U BN 3.6g. U BN 1.5g %A

WHRES D, ZDONT L%IX 356 (77,
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YRS - 158 — -

| «— THERIR Q0%EERZE) DUASIL : 36g

YA - 029 02—

| — mE EEBHE) SUATIL  104g

YA - 23g  —

HSR9—)L : g —>

X 3-5-6 %@ U BT IVT T LD

(2) PLEFHSA
35DHT Ly a~ NI T TEDIRICH T AT —VEGED, T/IF 1.0g BEFTHEL, 20O E1b
HTAT—)VEiEnD, ZOHT &K 357577,

HSRY—L : #EEg —

— TFIESF : 1.0g

HIRH—L - wE T |

X 3-5-7 TIIFHTLDOH

3 V=T v TRk
(1) 3-5-8 IT/RTHRIZ, 2) DWEZEL VBTSN BT A, QT VI THT LEHEEL, @) hr
NN T NERRRT D BSOSV WEERER S Y I SV KR OREE S ) 1 T VD e DV B TR
Y&Vt —F—%ty T 5,
(2) Wi L7miREHC A~V 2Nz, 2B U D F N T DRNT 5, TIN5 3B 0K BITRERO
Vel & Ario® CTie K bmL £ TET 5,
() BE—F—I2k b 60°CT 10 0H T LEMES 2,
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(4) 60CHEATF, ~FH > 85 mL # % (2.5 mL/min) %,

“— E—4—

(60°CHn#ER)

«— BEVINTINAIL

— BER7IT8—

3-5-8 ZEL VAT NI T LET IV T T T LOKINLTH

4) BEEHRRVAEARHORE

(1) 3) D@WOEAER, TAITHITLIERZEBL, ~FV U 2BETD,

Q) TAIFHTAEALRALLIICE—F—%F v b L, 90°CT 10 2RIMET 5,

(3) 90CHMEAT, 3) D(A)D~FH > OEPE ST L IxW I, BB 7V 2507 A Fiilhs 5 DMSO
2.5mL # %K (2.5mL/min) LU, ESE2s HEH 9 5 DMSO K 1mL % T OFFEF SO /NA T
JVIRIZIENN T 5, X 359127 VI FH T L& KIS E W& OBREF 2R LT,

(4) [BtE, A TIOVREREE L, BEietk, BB CRITICRGET 5, FIROZES% DMSO ER &L T
%=y
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«— THETH—

) <«—— E—%— (90°CHnZk)
INTILE —>

<« TFIEFHIL

]

DMSO % &
X 3-5-9 TN FT T AENEIEIRNDIEE D DMSO ~O EHLEREDH

E5HE AE

1. AEOHME

ARFHEIL, ZA X HISE S 2 #il2 DR—EcoScreen #H\WT, EtHICEENDHX A AF
FEDQAIEN O Ah ZEIREREE T2 Z LICHRL TR 203 7 = 7 —BOIEMICES B EE L
FEFHTHET D Z LI I WA A AF L UV EHOBRBESEREZNET D HIETH D,

2,3,7,8-TeCDD %l TREMZIERRL L, SBOREED BRI L2 FRREICHH T A 1T EALT
BRZFIZOWTED NI BBERHAR LD EICLY, WER GHESERE) 2HHT5,

2. ¥, REARUKRE

2.1 EEFRHRE

HA G R 2 f DR—EcoScreen: L iN— 4 —i&fnF & L CHRA LDV T =T —FBiEE
Fa AV, 2O LI ARRYICERSIXRE 2 7o~ 2Dy 7 1 s P450 (CYP1AL) 7' E—
2 —%BlE L7277 A X N pIND—GCDR7 %, ~ U RJIFA M3k Hepa—1cle7 IZEA L72 6 DGE 2),

(7 2) 5IFHCHR - S. Takeuchi, et al., In vitro screening for aryl hydrocarbon receptor agonistic activity in 200 pesticides
using a highly sensitive reporter cell line, DR-EcoScreen cells, and in vivo mouse liver cytochrome P450-1A
induction by propanil, diuron and linuron. Chemosphere, 74:155-165 (2008)

22 BE
RIEIZAWDRIEL, KIZX D,
1) ¥E#h (aMEM)  REEKFET FY U AER, L7V E I URE, WEEAOT Y KRSV T A M,
R IRAT
2) Fetal Bovine Serum (FBS) 56°C. 30 /rMIEM@LALEiF, -20°CHH IR
3) L-YNAIY 200mM, HEEOPTY KR o7 2 Mg, OCLLTFRAF
4) RZVY-ZRARLFRTAL4 LY 10000units <=V > « 10mg/mL A F L7 h~A > @&
VT R 20T 2 M. 0OCULFIRAE
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5)
6)

7)
8)
9)
10)
11)
12)
13)
14)

(E3)

Hygromycin B J&H . JFUIEIRE 50mg/mL, HERAE

MCHEER 1 500mL, 2)0 25mL, 3)® 10mL, 4)® 5mL, 5)® 1.5mL #EA LI-b D, &
JERAT

TytA AEERX Do 500mL, 2)0O 25mL, 3)® 10mL, 4 5mL #g& Lcb O, HERAT
Lo2z5—E7vEAFy b STV =T AR AT
E#EYYE 2,3,7,8-TeCDD (50pg/mL DMSO)

REBHR C0299.5%

CAFIIANLKFSF (DMSO)  JISKI702 IZHLET HH D, XILIF
b)) T U/EDTA B#®&  0.25% LU 7y >/ 1mM EDTA &g
FURDTIL—E& 0.4% BIK

MBERRARE®R 5 34mL 12 DMSO 6mL iz, YU > Y7 4% (FLF 0.2um) &V, 5
WKE 2T 726 D

VAFNANLRFYR (DMS0) DREEBIT, WEMBICHELZRETTI N L2y NOEERHTHoEET 5,

4
S
o
I3
S
c*
S
*

23 /EARUVEKE
HIEICHN DR H R OUEE 1T, RIZX D,

1)
2)
3)
4)
5)
6)
7)
8)
9)
10)
11)
12)
13)
14)
15)
16)
17)
18)
19)
20)
21)
22)
23)

EEI/(4/7A0TL—F 96 VLR, AT L— N BEFO LD
EEISRa (25cm?)  WEFO LD

EXRy b 10mL %O 5mL, EEFOH O

BLDE (AZHhLFa—7) RV 7ol ® 50mL KON 15mL, EEFOH O
RA4HYDERy FNARBEFvYZ 200uL, 1000uL, #HEHFDO H O
RA4YBERY FAFY T 200uL

48Ry b 20uL, 200ul, 1000uL

12 HBNE8F ¥ RISV BERY b

ERy RIS F

REXVYERY L 7T7ANAXAT

A oXaR—4F— 37CHEIE, fafiEE, 5%CO0:

E—rJOvYH

HEDSBEE 100xg TERLNHETE DL O

EREsXY—

MERET S 8

FF TR

hovi—

SHYUFRFa—T $12x75mm, HY ZAF L B JREFHEDO L D
RA4oAFLb— 59—

W2/ A= — AN TF U= NRENTL— ) —F—
HMRERRERNATIL WHEEHDO LD

T4—F2Y—¥— -80C

1) HF—y—
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3. HIRROEY HKL

3.1 BEHiOER

1) BESREREDN D XA A% U HISE R Z MM Hepalcle? DA - 7RI SA 7V 280 HY
L. 37TCTHET 5,

2) 15mL = LEICASA TIOLONEY ERRHETRR 5mL 2R L (F 4), =008 %2 H T 100xg

w075,

3) L%%%T\%%Lt%@ﬁ%%ﬁumm%Mifﬁﬁb\%%7?1:&@#(&wo

4) KR T7 I Ak A X aX—F T A, 5RHRERET D,

5) BEIZVIAIZA L FaX—F—00H0 ML, BRIEEZRY RS, I UWIUARSE R EZ 5 mL N
277 (JE3) %, A FaX—F—IZAN, 2~3 HHEEETD,

6) MEREMEZMRY KL, MIEAZE LTS 5 X 212202, MlICREN N L& Lz LT
HEHERT 5,

(HE4) REFr Ry hXULZ Y —r RO FNTEEICHRET 5,

3.2 fliRA DRI

1) HERZVIFAIZAFaX—F—n0M0 H LMUAEEKZRY R, ) 7T /EDTA %K%
2mL ELIRMT S (E4), HBETZ T A% A X aX—F =25 5HAND,

2) RV IRAAEAUFa_N—F—nbLIR0 ML, MRAEEREY 10mL MXEMT 5, v—LD
JEEIZEY DTV A Mz By 7 0 > 7 THA LT 1I5mL #LEFICET (F4),

3) ELEEEODHEEEICAIL., 4°C. 100X g T 55 MmO MiEEEZ1T 5,

4) LEEAREEEIEL, Kolo~ by MROMIBICIHAAEEBRZEENZ Ty T 0 7 L, BB
ERT D (E4).

5) %@ﬁ@*%%ﬁ@mi%b\%%®FUN77W%W%MiTEWTéO

6) MR A MEREH R E R L, TSI Tl A T v b L TR OIRE (cells/mL) % FHE
T5,

7) R A RO EE R TR L C 100,000 cells/mL (2725 X Hict 5, B, HE~vA /T L —

T 2561003, BBRE 7 v A SRR AT 2 (E4),

8) AERHEF R CAINE ORRBIE 5SmL #5578 7 7 A 2T AIL, AV F aX—X —NT3~4 HHE#&E
T5,

9) AN OMKRARIEILRIR® 25 BlE TE AL E LTHEMAT 5,

10) M%@%ﬁ¢ﬁiwﬁ§$ VEEREICE 0 PERRICEEE 5 2 DR H 5 L RBELE D
HIWT L7235 51213, oMl E T 5,

33D RF

TROICHIIRRIE OB 2 i+ 5,

1) 3.2 D 1D~6)DHETHluMEIRZ RS 5,

2) MR ZELOEICBL (E4). ZOoBERIC AL, 1000 rpm T 5 73 Doy BEHRIEEZ 1T 9,

3) LEBAREBEIEL., FEolo~L vy MROMIIHRHR AR ZMA TEXy T 7 L, Ml
IR DOIRFED 2.0x108 cells/mL 2 IZ 70 2 K 5 ICHT 5 (HE4),

4)  WRERTFH A T ImL 3207 (#E5) LT, T4 —7 7 U —%— (-80C) IZANTHRET 5,
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4. RERE

41 MDA AT L— b~ADEE

1) 320 DTHEL-BEREESE~A 707 L— FOFK T =)W 0uL 207+ 5, BHEE LT,
BLEHEHRT T A 1lNL T L— F SHIERATHETH D,

2) KE~AruSL—FrEArFa—F—|Z AN, 24 FEE#ET D,

4.2 IREE

1) BIEEEEFPANICAD K5 MBS T, 5 4 i 4.3 0 4) THE L 7HE HREHZ DMSO %1
2 CHABCRIEE 2 E RS 5 (£ 3-5-1) (HE4),

2) T IR MERERA 2,3,7,8- TeCDD =¥ (STD : JREFMME] 10, 20, 30, 50, 100, 200,
300. 500, 1000 pg/mL). KO 1) TIER L 7= A BORFIGEL 2 3UBRAE N TT » v A AR A VT
10 5L, JEHBREHK 2R 2 (7 6),

3) 24 BRI LR~ A /0 S L — b2 FaX—F—nbRVHL, QTHELEZT I 7R
e, STD, FHCRIFEOREAREI 2%~/ 7 27 L — DK T 2L 10uL §°2, 32DV =
MZAET D (K 3-5-10), RI—#{ETHR I FEE~ A 7 07 L— MBREER D 55 5121F. Zhb i
12Dy F & LTHRY, Ny F T LI STD ARFIEEEZ AND (1 6),

4) BEE~vA 7T L— e FaX—F—|Z AN, 24 FERRET S,

# 3-5-1 #HEHR D4
15508, 5 REAIREEE, 25 A BREUEE. 125 (A RalEl, 625 A IRaE 2 /ERL 9~ 2 B o FR S 4]

ER s AR SIE (uL) DMSO 72 (ul)
1fEE# 1fEEE — 0

5 & AR H 1fEEE 20 80

25 fE R IR H 5 fEFmREHE 20 80

125 fEHR A 25 EHREH 20 80

625 fEAEF 125 fEHREH 20 80
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Blank STD10 | STD20 | STD30 | STD50 | STD 100 | STD 200 | STD 300 | STD 500 | STD1000

n n " " " n n n n" n"

A (x625) | A (x125) | A (x25) A (x5) A(x1) | B(x625) | B(x125) | B(x25) | B (x5) B (x1)

3-5-10 96 V=L L — k L TORBORES (1E5)
(1E5) FL— FOSEHES O 7 =L = Ui, BRI O AR R E DR B EZ T R9 b, PBS() 0.1mL ¥R LEH| & LT

TERIZIIEEN LW,

43 W7 5—EEEDAE
1) BENEDSTREE~A /70T L— oA o FaX—2 =000 L, &7 o /VICHIIEEERIK & B
FIEEEEGDREY =T AR A TON Y 7 27— T v A REE ~EBIFINT D,
2) BfE~A/uS L —bre~vAr/uFL—hrIFV =2y bL., —CEHMELRT S,
3) K~ A/n 7L —rENALI ) A—F—Zky L., 1BHE®RLU 2HET 5,

5.

(1]

5.1 RERDIERL
1) STD T» % 2,3,7,8-TeCDD i/ (X) kUL ) A—FZ—THIELZRLU (Y) 270w L, &
SOGHIBRZVERR U, MO RS2 R+ 5, —Bl& X 3-5-11 12T,
2) ERMEE R STD 20~100 pg/mL O#iHO & (20, 30, 50, 100 pg/mL) % AW T—&EUZFIC L 58
EREERT 2, ERITZOREFHANTITY, —HIZK 8-5-12 1R,
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160000

140000 | @

120000

100000

80000 [

60000

L TIS5—EEME(FERE)

40000 f

20000

0
0 100 200 300 400 500 600 700 800 900 1000
TCDDREE (pg/ml)

¥ 3-5-11 2,3,7,8-TeCDD (STD) o &Kt h#o—1p5)

80000

70000

y = 656.8x + 8814
R? = 09974

60000
50000 |
40000

30000

WIS —EEE(RALE)

20000

10000

0 20 40 60 80 100 120
TCDDRE (pg/ml)

X 3-5-12 2,3,7,8-TeCDD (STD) = Xk 2H&ER D14

52 REROERBRUVBELZDHOEERIC L 552
ERBAEPEUNATONTWDNE S NEMERT 5720, WEHSHF L, B ER AR O E#AE
ZEoiEonkr—2n6, WER @GEHSE) 2RO, BEKICEE LRAET 5, EFHENIC X D 0E LYE
(T, BERA (ux20) 205 OBRBURILE B OMEMFEIIE CTFRO@EY £ 325 (u: TRYEE, o: JIE
B (FHEE) OFRERS,
TN 1R THOEARRZEZ 51T, REOEH L SEEZITI L Lbic, BlET S, HEDLD
(i DR E L OHRIE DR RICOW TR Z T 5, £7o, BHIRFANTH > THEEMEICH LT, —ED
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fEHE THN TN K9 2 RBESUT MR - 7= IE M 23 < L 2 ARRBlC R W Tk, JRINO ATV, MEITIG
U, &EEITH & &b, HHlET S,

5.1 12 & 0 ERk L7= B D 50 pg/mL O S OMRERRIC L 2 HFEME (pg/mL) ZF ML, FEHEIC 72 v b
T5, —HlEX 3513 17T,

65

60
r—E\ 55
D) 7 7 B t+20
i s D (] Is
a X A > (\ VAR, (\ o Pary

C D

% 50 o ~ A S AN I ~ \ r\
,I_ 4] s U —<£0
[ee]
~
3 45

40

35

0 5 10 15 20 25 30
RIEEE (E)

X 3-5-13 E X DH

53 AEAHOER

1) VI A= —THE LR OFLE (RLU) ZREROBFRARITARA L, WERBOERE1T D,

2) BEMOTEEHFEHNICH 2R (RLU) O 9 5, EOMRMGEREERET — & ORI BAF 72 EHRE
BRRIGE LN DARELME (R 3 S THED) 220\ T, BRT — X ICHRERL R U CHEIRE (&
M H72Y) 2R D,

3) 2)TROLFEWRE EMAREHZV) IO T, I L2 ERB L7 V=0T v 7 HE
(2 U7 BURR U O 43 BRI 6 5 700 & B E R B o 72 O FZRIRE 2RI 5,

4) BB INOETOREE (RLU) HREHROEEHMED SANTIGE . SR O AR =R 2 F R
L7 ECREZTT O,

(H#5) eI A DRRFRIREIC L DAEE, KL D,

ZZZ, C BBEORE On 28T 5 EHEE (ng/m3N)
Os YT AHOWmEORE (E6) (%)
Cs : HEHA AHFOEREE (ng/m3N)
(1 6) HEH A AP ORERDOBED 20% % B2 HHEICIE. 0s=20 & T 5,
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6. RHTRXRUEEHH

6.1 IREVHEICH T HRHTRRUEEHE

FowmAm VEMRERICIGRT 2 9H) F 3 Mk, IERERERE SR Lz THAIE LT, BT
PRAEGH A R OMEREIC X VAL AHER GEHESE) OEBEOLEEHRE (CV%) 7 30%LAT &
RHREME TR, 200 T LR REZERETRET D) L LTWDNR, KFETIE, HERERZMERT
Hlesd, Rv=a7 )V 2 B SHICGKHEOBY | FRREHAGIELFET RO L ot ik THIEMD
TR 22 A RER O & TRl 72l RO, Z D 3.3 (FICH YT 2 EEN R E 2 Mt TR, 10 12/
T O RE 2 ER FIRET 251 LRI FIREOVER FIRARD | RERSER & 72 5 RKRE (@
# 100 pg/mL) 2% EEFH LT 5,

ZOEEWEIZB T DI TIRAVEERPIL, 27e< eb 6 » AIZ 1R MER GO TND Z &
RS 2. Eio, MESRMEPKIEICE D256 (B, MEEUIMRFOLE LS L I THEHEYSH DL
HE) I2b, R D,

1) #BUTEREEHRABERROREG

2,3,7,8-TeCDD FE ¥ 2 DMSO TAMR L, #RH T IRAER IR EARIR & i 2,

TR OF - 7 27 (DMSO). 10, 20. 30 pg/mL

2) BHTREUERHEDHHA

(1) DTHR L7 FRRE R AR A n=6 LLETHIE L, REL 777 RLU &2 L[\ 7z RLU
D, ERREYRR RS A RS D, B T BRAR R H AR AR O 41 22 [X] 3-5-14 |Z7” 7,

(2 777 OFMEME RLU) OFEIELIFERAELZFE TS,

(3) (2) TROIIEHERAELZ, (1) TROI-BREMOMEE THID,

(4) (3) THDLIVIZEMED 3.3 f5IZFHY T HAEUEN B L 2 f it TR, 10 51240 3 2 I vER) B B %

ERTRE L, MEHRICERMEORD 5N 5% (BEK 100pg/mL) £ TaERERHIAL T2, FHH
Bl % 3-5-2 I/~ T,

X 3-5-2 R TR OVE & T RO & H 5]
7524 (DMSO) ™ RLU T RE e
11503 | 11115 [ 11615 | 11985 | 12228 432 599
BEHERER | RLU=599x2,3,7,8,-TeCDD  (R?=0.966)
& TR =432+599%3.3 = 2.4 pg/mL
EE2 TR =432+599%x10 = 7.2 pg/mL
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25000
20000 o)
y = 59901
R>=0.965
15000 ain
2
-
o
10000 7
-/
5000 6
/,
7/
UG,
0 10 20 30 40

2,3,7,8-TeCDD (pg/ml)

3-5-14  faHH T BRAEFGE H i ik D — Bl

3) REALIZETS2BRHTREUEETER

FREOFHE A O TR & OVE & T RO ER# R O 22 EMED @A I e 0 IRV Il &
LCRHE SN DG Ea0RH D, L LEEOEN LITHERSEONMRREN DB x| BEEME ORIEMN 7
77 OMEMEIZ L 1.5 5 ED RLU 252 2RELL ETEERT D 2 ENEE LV, BUROWEERT
EERCHEA LT AR FIRE OVE R FIR%E % 3-5-3 1277,

# 3-5-3 IEHEWHEICIT D8 T IR OVE & T RO S5E 51
B TR EETR
0.01 pg/well 10 pg/mL 0.02 pg/well 20 pg/mL

6.2 BHICETHBRHTREVERTR

REHZ BT 2 TIREOVER FRRIX, 3URHE & BTLEE 2 R - i R B OB & | EVEM T IC 1) 5 i
A Bk TR OE & TR HHEmAICE N T 5, RBHIRIT 2 FIREOE & FIRIZ, SRR ES
BARIKEFIC LV BT B2, HEFZLITRD 5,

7% 3-5-4 WEHZB T DM TFIRE G (e R)

NAFT v¥A PUBkR &Y A R
BUESEE TR TR | Lwell th | BRBE | MRRRE | SBUGR | B e T
pg/well B m3N % / ERE = ng/m3N
pL/well il R mL
mlL/mL
HEH T A 0.01 1 4 12 5/10 1 1 0.005
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#3556 AEHIB T 2B TFRE LG (TN TA)

NAFT A ESarE BEAR e
HUEBE THRMTIR | 1well 7 | BRIk | BB | oWulh | e AR R
pg/well v Es g % / ERE fE ng/g
uL/well il R mL
mL/mL
PEH A 2 0.01 1 5 100 10/10 1 1 0.002

%356 FEHIIU BRI TIREL MG (82 5%)

NAFT A ESaE L SRR RS
BUESER TRITIR | Twell 0 | Bl | @B | Bl | B R R
pg/well v sy g % / TER B RS nglg
uL/well FhH i &= mL
mL/mL
PEHL T A 0.01 1 5 100 10/10 1 1 0.002

# 3-5-7 WEHIIIT 2 EE FIREHE (HEHT =)

NAFT vEA PRk Y JURNEEN - J5
BUEBE TR TR | Lwell 7 | Felht | MRlE | WHURE | Jeie R T
pg/well Bk m3N % / ER & fE ng/m3N
puL/well EiiifARRE 3N mL
mlL/mL
P A = 0.02 1 4 12 5/10 1 1 0.01

# 3-5-8 #HEHIBIT B ERTRELG (X TA)

NAFT vEA PR R A R
HUEBA THRMTIR | 1well 7 | BBk | BB | Uk | G AR T
pg/well v isy g % / ERE g ng/g
uL/well = mL
mL/mL
PEHL T A 0.02 1 5 100 10/10 1 1 0.004

# 359 WEHII T 2 E R TR HF] (B A

NAFT vEA Bkl AR R R
HEBE TR TR | 1well 7 | Ik | BB | oukh | B R T
pg/well B g % / ERE TR ng/g
uL/well fhH i & mL
mlL/mL
PEHL T A 0.02 1 5 100 10/10 1 1 0.004

7. AER (BHFE) ~OfHK

5.3 TRDOZFRIEEITHHE A A, TV CAKRORZ L BICHBEREE RS 2 L ClIER (FMSE)
WCHRT S, R, MERBEOMERERICHO NI, F2EwEFE 28 HEHRORE) 22T 52 L,
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8. MERMOMER

Died & H 647 AIC1E, HRGC/HRMS £ & o THIE S L7=slBHZ DWW T, RBEEEIC X 2 HIE & 1T
V., HRGC/HRMS JEIZ L0 G b7 llEE GEESE) & ARNEETE O AL FEHIIRE X #Rsi s B
L. %6 HiftdiOMERE & T 5, £, WERMEPKRIBIZED T hd (s, R E 72135
DEFHE L ITMEHRYLFOLHE) 1T, MaRE1T ). GO HMELREA. F 6 Histdl oHAEMRE L K
& TET DG FIITHBEPEWGE AT, RO ZITV, 2 ORER KOG Ul /#2508 T 5,

AEHT, F 51220 T HRGC/HRMS JEICE WD B HIEIC X 0 RTEL 21TV, D IOV T AEDRE
IEIZE S AV FIEIC X0 R A2 1T - TREFEZ RS 5,

P AGREHZ DWW CiE, JIS KO311 (W & TEIT o 7okl (7272 L., 7 v e A IC8 %2 KT
TH TV T AR, 7R OHH TR TOZ ) —2 7 v T AL 7 OFRINEATO 2R ) 208 L, B JiiE JIS
KO311 IZED bz FIEIC X 0 JIERE (BEEE) 2RO, ED X, RE41~4.3 L5310t > THIEL
T2 AR EIEIC BT D SR & ik L C, BURRER AR BT S,

[V T AR ORZ B DWW T, SER A FBIEAR SR 192 5RIRE — (B 5K (2) [Tl
B (22l HERY () OWNEEMBEORMOBIEIIITOR) XLV RIEE GEHEERE) 2RO, &V
X AR 4.1~4.3 KO 5.3 1206 » THAE L 72 AEWRETE 31T 2 IR L & bl U C B RE A R 3 5,
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FeH 2EAEN

[RABELLHER EHEER) 2RO IBOBRERBOEHIZONT FEHT R3E |

ZHEOPEHH ARE (Z OB TIE n=31, n=20 LLERZE LWY) 2OV TARBIESEE HRGC/HRMS 14

TENTNERRE, HESEEL2RkD %5, HRGC/HRMS JEIC & % #MS &2 ARRIE HIEIC X 2 ERIRE T

FrL7cb O OEE A RERE L T2,

(B) HEH A 23O AR LR ECE 0 J7 ik

1) ARIEHIEIC L 5 FMEE% X, HRGC/HRMS iEIC L 2 #M%E &2 Y & L, YX 2k 5,

2) EREHZONWT Y/X D% RS, &REIOFHFEEFHE L, a2 fEREE T2 (K 3-5-15 TiX Y/X
DNYHETH 5 0.2057 Z#HFEREE LTZ),

14

—_ —_
o N
T

©
T

HRGC/HRMS:BIE i (ng-TEQ/m°N)

0 10 20 30 40 50 60 70
FAIRE (ng/m°N)

Xl 3-5-15 H#aRAREE ] (HEH A %)

ERRE»OHIEE (FEMHER) 2RO IBOBERBOBHIZONT (1F0 CARE

ZHOIFN L ARE (Z 06 TiE n=20, n=20 2L EAZE LV IOV TAHIE %L HRGC/HRMS 7%

TENTHEMEE, HEEEL2 R0 %5, HRGC/HRMS JEIC & % 3 & 42 ARNE HIEIC & 2 EREE T

Br L7z b 0 OB A HERIE L T 5,

(B 13 U ABEIOBBELREE H o )7 ik

1) ARESEC L 2 EEEZ X, HRGC/HRMS iEiIC L 2B MSREEZY L L, YX 2k 5,

2) AREHZOWT Y/X DEZRD, EREIOFHEAFE L, a2 fEREE 35 (K 3-5-16 TiX Y/X
DIFHMETH D 0.2759 ZHEEEK L L),

MERRE»OCHER (FHEE) 2RDDBEOBRFEAKOEHIZONT R
ZHORZBFAE (ZOBITHE n=24, n=20 LLERZE LWV 12OV TARRIES % E HRGC/HRMS T
ZNENFNRE, #MESFELZRKD S, HRGCHRMS I & 2 w5 & 2 ANE 75T & 2 RIERE Tk
L72b OOV EZ AR L T 5,
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(B) & 2 R O W BARBCE H o 51k

1) ARPEFIEC L HEREE A X, HRGC/HRMS iEIC L5 #HMSREEZ Y & L, YX Z25RD 5,

2) EREHZOWT Y/X D% RS, &REIOFHEEFHE L, 2z fiEREE 35 (K 3-5-16 TiX Y/X
DFEIETH S 0.2069 ZHFEGEE L),

FWLA

i
2

9 | y = 0.2759x 8 ~
R?=0.9219 v= 0.2069x o
71 R?=0.919

n =20

HRGC/HRMS;BIE i (ng-TEQ/g)
()]
@)
HRGC/HRMS;BIE fiE (ng-TEQ/g)

0 5 10 15 20 25 30 35 0 5 10 15 20 25 30 35 40 45
ERIRE (ng/g) FARE (ng/g)

Xl 3-5-16 #BELRECE G (130 U A K OBR 2 53%)
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£D6

AILEIC, BRBRUSE YD SNASLEERL, MEIS. FA XX UE, 7Y—ILRILKR

ZERRUT Y —LVRIEKRZBERERS? /I EOEEH ARG ENRAL TSI XL U EOELES
BZAETAAETER 17 FRALETRE 25H 1D 6)

E18 MEAZOME

RIBRIER T LR 2B IL . XA AT etttk 2V —2 7 v 72T, i U — v iAbKk#ERZ

=R (

Ah ZBK) BEKRRY 7 v —F iRz 7o RS GRS Z R SRS X2 MELZITV, ERET

%, WEFHEO7a—%K 3-6-1 12777,

D)= T7vT
v

f

Ah ZBEE SRR /0—FILIKERV-FERABRAENTEEXICLHAE

v
FAFF LV EERAREDEE
v
BERBICIIAEEEFEFENDHBE
v

AT ErEE

3-6-1 WEHiEDO 7 v —

F2H MEOESR

1)

2)

3)

4)

5)

6)
7

YA YL ZZTHEEAEY b (guinea pig) ZEDRTHMEHE K RUE 2 61,

Ah %Z&{& Arylhydrocarbon Receptor, 7 YV —/ViRAV/KFZ RN, KA M0 7 F GZES T
(VA RICHEE L MBDIGE T D ZonT Ll 2 VNI 8, XA F % VEOEREEDZ 1T,
IOZRFREESTHILICRVEIERIEND,

ARNT Arylhydrocarbon Receptor Nuclear Translocator, Ah ZZZ/K3 Y > K EFEET HEE, EHE
KA T D 5H 24 5 & R UE,

DRE Dioxin Responsive Element, # A 4% & VIGEES], # A 4% 2 VHEPRERIICHEST BB
SRR ARYIIITNA

ABLl#ilk XA AFT ML D Ah ZREESIRE R D PUIK,

AB2 Hitk AB1 %R B Hifk,

DEQ Dioxion Equivalent Quantity, AT % CHEHEYE (2,3,7,8-TeCDD) % H\ N CE & L 72 I,

137



%38 BBRIUTAICET SHEER
1. REAZORRE

BT A OB EIX, RO K D RFIAIZ L > THRIET D, HIRFFMIZOWTIE, 2O MG TR
BT 2 DFARIE % BB L CTREFEDRITE 2 L5 2 LTt bzun,
1) Bl LR T L7 6 W/ hNOREZRET D,
2) BRZIRENRVIRY . D) THRE LTZEED 1/30 LA FIZREIT A BT 2B FIRZRET 5,
3) LLTFORIT L » THIEIZHE R/ NORE T 2D RE R T 5,
xk 1 V. V
= Q%oo XC_DLXV_’CCXV_’Z

’,V’
— e

%4 S L EE IR e/ N OFEE A D i (m3N)

oL L EEME BT 2B T IR(pgDEQ/Y = /L)

k o JE GRS )~ O HLRAREL

CoL D WMEE L 7 DRENT 2 BT A K TR (ng-TEQ/m3N)
Ve o ERR U7 e DMSO f(ul)

Ve D1 U VISR SRR DMSO £ (ul)

Ve R E(mL)

V'e ol sy e (mL)

4) HEH NN OREIT AD B EEZREI T AORREE T 5, 72720, SEOREML O —
PEAHERT D X D IZEE L2 TR 670,
(B1) 0.1 ng TEQ/M3N L~ULD & A 4% o VHIRIE 2 ET H5AWE L 22 53BH T 2B DT
PRI%. 0.0033ng-TEQ/m3N)
%2 50 mL IZER L, TOMEHE?D 25 mL 20 LT7 UV —2T v 7270, Bf&iic
40 pL. O #IEHFE DMSO R ICHH S 256 OHEH T A OFEHRIEZ L IR T,
ek, HEUEYBEICB T 2BE TRIZ 1 pgDEQ/vV = /v, 1 vV IZENd 2@ Ak DMSO &
1 2uLl, BEHT 2 ORE BA~OBFAREIE 0.0494 (TEQ/DEQ) % AV iz, Z 2T, %, 1 HOHEE
TWE L9 2 5/ NE B DMSO &% 2 71450 4 pL(2 p/ 7 /L x2 7 =)L) Th 508, KE
BIXOBEEOB SN, S ERTED 1I0HETH D 4 0pLEEZERL TR b E LT,

GoL D EEEM BRI B SRR TR 1 pgDEQ/V = /v
CoL D LB L 2 DB AT BT DR TR 0.0033 ng-TEQ/m3N(= 0.1/30)
k D E B (RS ) ~ DM AR 0.0494 (TEQ/DEQ)
Ve  VER L 72 E HE0EF DMSO & 40uL
Ve s 1 VRN A HE AR DMSO &  2ul
Ve o fhiE 50 mL
Ve Rl B 25 mL
_1x00494 1 40 50_059 3
1000 0.0033 2 <25
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2.

[FVCARVBRABREHORIE

TV CA KO A BGRB O BREURIE, RO X5 RPN K-> TRET D,

1) FHil L2 AU R SRR hOREZRTET 5.

2) FFICHREN2WIRY . DTRE LTRED 1/30 DL FIZREIT 2B DM TIREZRET S,
3) UTFoORITE » THIEICHERB/NDIZ O U AR ORZFGAB OB L2 BT 5,

Xk 1 V V
o1 X —— X e X
1000 ~Cp, Ve Vg

év
=

w

(Y

-
—

w D MPEC BB NOIEN U A K OYR 2 330D & (g)

Qo1 L EEME BT 2B T IR(pgDEQ/Y = /L)

k o JE R GRS )~ O HLRAREL

CoL DL 72 BIE W U A KOV 2 BN B 1T B B TR (ng-TEQ/g)
Ve o MERR L7 e DMSO f(ul)

Ve D1 USRI B ickEE DMSO & (ul)

Ve R E(mL)

Ve o AR Sy B (mL)

4) FHSNE/AOE U AR ORGSR O B L2 30 U A KR O Z 3G B O PRI & 32,
722U, B ONRENME L O — M2 fER$ 2 & 5 ISR L 20 hide b7y,
() 1 ng'TEQ/g LN DXA A H 2 HREZIET 258 WEL 2225130 CA RO A BN R

AR FIRIZ. 0.033ng-TEQ/g)

FHEZ 50 mL IZER L, TOMEED 256 mL 2B L T2 V=27 v 7 &84T, REHIIC
40 pL. OWE FAFE DMSO i IZFHH T 5356 D1 U A K O 258G OB g % LL R IR,

B, EEWEICE T A TIRIZ, 1 pgDEQ/V /b, 1 7 /WZiRIN %l Ak DMSO &
(. 2pL, 130 CA S OYR 25 ORIE B~ DOWEAREUT, 0.0623(TEQ/DEQ) & iV iz, Z 2T, i,
1B OWPE CTHE &3 2 H/NIEFABE DMSO &3 2 7 =550 4 ul2 pnl/ v = X2 7 =W Th b
D, EER L ORI OBLE S, RBER T, O 105&ETH S 40 pLEEEZER L THEL b O

L L,
Gpor D EEYR BT AR TR
CoL DB L 2R BEVENT AT AR FER

k D E B (RS ) ~ DM E AR

Ve B L 72 lE e DMSO &

Ve D1 U ZEINT 5 H0E R DMSO &
Ve o fhiE

Ve ;o hh R Sy B

_1x00523 1 40 50 _.4es o

1000 0033 2 25
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0.0523 (TEQ/DEQ)
40pL

2 pL

50 mL

25 mL



%45 REOMLE

1. HHONLEOHRE

PRI LTZB0RHE, BT 5. BRHRIELBIIE UCAMETTV, 2 U =27 v 71085, [ 362 103
BRI & I BUBHERL £ CORATLD 7 7 — D% R,

At
v
i

v
&
v
— &5 ER (HREATRE)
v
HREg R
v
ZEVINTIVASLYIARNI 5718k
v
HBIE R

X 3-6-2  FUEtOHH S JEHFREHEKR E T 7 r—

2. B¥

ARELORTAEIC AWV RIKIL, WICK D, ThbORIEX, 770 7R BREIC L - THIEIZZER 202
L ZERT D,

1) K JISKO557 IZHLET 5 AT A3)DK, IEFRIZEDHEDH D

2) *&/—)L JISK8891 ITHET LD, UIRFEDREDH D

3) 7 F2 JISK8040 ICHET D HD, XIIFREDHEDH D

4) FILTY JISKS8680 IZHETHHD, XIIFAFEDMEDH D

5 Yo/BRAFY JISK8117T ITHETH D, IFREOHEDH D

6) ANFHY2 JISK8825 ITHET DL HD, XIIFREDHEDH D

7)) DHAFILARNLKRFY F(DMSO) JIS K9702 IZHET D D, LIRS MED D

8) WREEF RYUrL JISK8987 ITHETHHD

9) B JISK8BLICHET D HD, IFEEDHEDH D

10) BBV VATFNLAF L

TROVI BTN ERE 2B B FNH T A, LERIZEOHEDH O
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3.

%361 ZE VBTN H T LORERME(T T 2 FEED D)

FJE JL—F e
HEOKRmEET MU w7 A FREE IR - P C BiklBr H 3g
10% fHfRERS YU 177w 2 A G B ER lg
U BT P CB&o#rH 02g

44% Wi~V 7w B A A HEEIE 6g
U BT P CBo#H 02g

11) A#& HiicHWD, 77 ARIA KT, LERORFE LZHEIR AL A X0 b o, Ak
Mo TTERAEL, SHIZ MV UETY v 7 AL—IHEIT 9 2>, UL 450°CLL ET 4 IR LA
INBLEL L THWS & X,

12) 2% JISK1107 [CHET L EMMEESR 2

BERUEE

%ﬁﬂ@ﬁﬁ%fi WCHWDERE R OB X, RICE D, 2O OIHREKOEE T, 77 v 7R BREIC K > TH

3.1

3.2

3.3

3.4

3.5

3.6

WZXREN RN & BT 5,

HSRBEE

JIS R3503 & N JIS R3505 IZHLET Db D, v 7 DEFGNSoFMERO LD EZHNTH L,
BRI M EE (ASE fhHEE)

ZA F xR A5 ASE-300 LA M, ASE AOGBE (VAT 4 — BLZr F¥y o T TRV T
—, AR MV, HER M TR T - ar T Ly h—%)

REZE

7T NF-F =y 2 (KD)REMEes, 2 —% U —T /R b— & ds bR b — 2, BERiiic 7 ) — A %

AL TERL 20,

A—RnNy S

BRI X DIRMEEE

RBREREEE

EFRXIE FIZ L0 REBRENO AR Z Kb S8 5%
T D

WBIAR 7 EmfEHED 0.26MPa DEZER 7 XIXFEFEOVEREREZAT 56D
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4. HILIRIRE

41 BHEORRH
BRI LT BURHT . BURHR 2 24T 5.
42 M
1) HEHAR
JISKO0311 6.4 |2k 0., HiliZ175, 72720, WEEREOBIMIIITD2R,
2) EVLCARUBAR
SRR 4 ARIEAER R 192 BRIRE —(E—BEMRQ@ T FEOHEIC LW b a1T5, 72771, Wi
HEPE D IR HRAEEAT D720, [0 3-6-3 1TV LA K OWR LB O SR E T 7 n — Dl R
. LLFIC, ASE s & Al 7= g m T,

EEe s

¥

BRERE

HCl nE FHEHOH A TREALES

Sis
I
Gjﬁs
[me
ASE fiH
(brx)
1 ARk
2 O sesuzity
. []: =%
i ) izt

3-6-3 BRAFk -+ 1TV U AREORIHIRTRE 7 v — D

(1) REZEEORKREAKTICAN TR L, pH #BETAKED pH ZHET D, pHB 7 2B 2556
%, HERRHCDALELA1T 9, pH 28 7 LA T OBEITIRERREE 240 L, fiH BT,
(2) WHBIEZITO BAIITBREORNIHIZERE L, BRICE #2222l RRE By erdicsdb

5,
(3) ASE fliti3&iE ToOMHIL TREDRMETIT 9,
Gy : R 100 %, VAN 2 A0
I c T, i fE : 1057
7T 60 %vol, IN— 60 B
=i : 150 C, £7 2000 psi

142



v : 33 mL

(4) BAEFIE

a)

b)

c)

d)

e)

ASE ittt HELD—FHiIZ=r REx v v 720 17, AE A, £ bmm 1 Rev U v 27 2
BEODD,

JRREEL 2 B VIC AL, ZERE T T AL =X T EMETHZL, B AR TES D REy v
ZE AT D,

T LM ANA T VA ASE RMRIZE v L, KRR OA S Y a— 2B L. AZ— FAR
2oL, it EIT o,

NV CRIRIZEOREREE T N U U A TRIKE, FAT7 2 ailhbEtd, 2O, iR ML
AESCTEI VAL, KI5,

FAT T AaE T NR L —FEORMERICE Y N L, 0.5mL R E £ CRILRMET 5,

(BHESRAE - ki 60°C, JUEE 50mmHg F2£)

43 H)—or7yS
X 364 127 V=0T v7O7a—0fERd,

1)
(1)
()

®3)
(4)
(5)

2)

ZEYNFTIVHS LYOTNT STk
v
DMSO 5%

!

AEBRR

X 8-6-4 27 U—2T v 7DT7a—Dff|

BREAALEE

SR T — MIRREER) 10mL & AdL, G S hoilkt 2B,

FAMT T A aNE~FH U THRDRPE LN Z eI — MIB L, Kk~F ' a i
40 mL L9 %,

e — NEERE DI FHT, 5 RREIRE 5 L, fESEE%, iEEEIE TS,

filpfE N R L 725 £ T, @)DHEIEEZMEY KT,

ANEY U AT T OPEEKICEY 3EER L, ~AF T UBE - —IZB L, BB RN U
LT XY KT 5,

b §
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FREEAVBRIR % & — RS TERIEAZRCE L. 40°CINE F TEH /X=X Y 0.5mL FRE F TR
21T,
3) BEUIATINASLOER
(1) F72WI v~ MEICARY =& 2n, TEZEY RO~V Thizd,
(2) FoBJEIZ, U BTN 0.2g, 4% U 7V 6g, > U 7L 0.2g, 10%HEEER S U 1 7 v

1g, BKREET NV UL 3g2RETDH, ZONT %K 3-6-51Tm7,

-~ HOKHREET U UL 3g

Sl 10%REEER S U L

SUBGTN 028 —]

- MYFREET U ISV bg

SUBSL 0. 28 —t

-— AU —)L e

X 3-6-5 %@ U A7 I)VH T LD

4 HV—TF v THRE

(1) ZE VBTN DT BE~FH 2 70 mL TP G Tl 1/ BRRE) 2179,

(2) WMERE TR Lol 7 DSR2, BEE~TH U THROWARR L, WEMEZ 2 TIRINT 5,

(3) ~F Y 100 mL THH (O FEEEIL 1/ BRRE) 5,

5) BEEHRRUVAEARHORE

L) ZE VBTN T LD TRE, a—% I —T R L —%—|2X 0 1 mLEEIZEMRTS
M KiR 40 °C. JJEFE 200 mmHg F2EE),

(2) MR E AR ICB L, S OICREASRZ ~XY v THROWARD LNEYZ 2 CTHRBREICB T,

(3) HBREIRMILEEZ 35 CITHRE L., RENLE L ObRBRELHET D

4) BFEE ) ANVDOEHIIFENSLTHTINITEL DL HWVOBRI TRE DT, B 2R 5,

(5) WED 0.4 mLELTIZZRo72h, /NAY—LERy FTREBRE O LENOA~F 20 L TNEEL
TnE LS, O~ ORIZ 1ImLOREEBZ2NE T 5,

(6) SHITERNN—VEHT, ~F 2RI ET D,

(7) RBREIZDMSO 40 pL 2z, AT v 7 A FH—TiE#H%, 40~50 CREEOIRKF THEEE
WWEOFHEHL, SHICALVT v 7 ZAIF =T L, ZhaflEHR s+ 5,

(8) ZZTiX, DMSO 40 uL & L TWA R, Xy MNMEEOEGM « BFRRzE - BEI A& EE L T,
B/NTH 20uL BLESEE LUy,

[

4
7l

i

bl
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(9) RBFEZ AL T B L, RERERBIHO 7 SV EAED | R&RRIRE LT, EiR THRITICRTET 5,
4.4 AEELY)—2TVT
BEMLZ V—> 7T v 7% 43 7V =7 v 7ICRATHALTHERY, K 366 ICHEMLZ VU —2T v
D7 v —fl &R T,

A3 R
v
— &I

BE | ~FYY
) ASILAS LIZEHEM
EEVIVNTIVASILETIVEF NS LEER
TIVEFTHSLERHER | EX

v
DMSO #¥AmIZiER L. [EUR 90°CHNEAT DMSO & H!

v

AIEBRR

ZEVHFTILAS L% 60°CHER

ANFH VBT

X 3-6-6 HENMLZ UV —2 T v 7 DO7 11—

1) HHBEDSER
(1) iRz SR L T—H2NEIEH T 25 6120E ER LCitiEs 6 BICEbE T—Ha iy
éo

2) HHPLH., FH 0.4mL F AN ZRISEEOMIEE AL, B—F ) —T 3K L — & T E
AT E CIRMET 20 Z OIRMERRICHE Y EONFH U 2MNZ, 7 —F U —x /3K b— 2 THz[E AT E Tl
WT 5. ZOWEEL 3 EIRERYIEL MV EUERET S, 0%, RIORTEEL Y SN T
A=T NI FT DT LBECL ST V=0T v 7 %979,
2) HEHSLOESR
(1) BBVATLVHS L
BT hraw NI T TEOEICH T AT — VD, YU AT 2.3 g0 g (A4%ERYE) VY
BTV 104 g, YUASIL 0.2 g, REEER (0%E Ry LU BSN 3.6g. Y UASIL 15 g ZIER
TS5, ZOHTLEK 36-TITRT,
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YRS I 15 T ——

éi*—— 20% FHERERZ AL 36 ¢

SYAFIL02g — |-

J— 44% FRER AT IL:104 ¢

YRS 23 g —>

~ REI—I)LEE

X 3-6-7 HENWLZ U —2 7 v 7OREDLE U BT VBT LOH

(2) PILEFAHASLA
AT Lrv< NI TEDEMIAT AT —NVEGD, T/AIT LOgREREL, 2O LEh6A
TAY—=NVEFHODL, ZOHT L%EK 368 IZRT,

HSRAHY—)L . BE—

— FILEF : 1.0¢g

HSRO—) . BHE—

X 3-6-8 HENMbLZ U —2 T v T DFEDT VI F T 2O

3 YU—CTFyTEE

(1) X 3-6-9 IT/RTHEIC, BTV BT NTT LD EEDOT Y 7, IR U B 7V R OWilE Y U 7
TND SO EE) otk —F—%ty T 5,

(2) BHELT2EHIAS Y U 2NA, B2 ) D7V T DZHRNT 5, IS 5B O B35 2 O
WaxEHLETHRRK5mL £TET 5,

(3) BE—F—I2XkV 60°CT10 4N T LENMET D,

(4) 60 CHMEATF, ~FH > 85 mL Z#%ik (2.5 mL/min) 7 5,
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«— E—4—
(60 °ChnZt)

HEH e— BB UASILDSLA

_] — EETSTE—

)

+«— TLEZFTHASL

]
N

369 ZREIVATNATLET NI F AT LORMHRILTH

4) BEEBRERVAERARHORE

(1) 3) D) DR, TAITHTACEHEEZBL, ~FV U 2BRET D,

(2) TAIFTHTLrE@aHritekd)ice—%—%% v FL, 90°CT 10 ZyEMEv+ 2%,

(3) 90 CHET, 3) @ (4) O~FH v ORI & T, BB 728 F A Tl 25 DMSO
2.5 mL Z %K (2.5 mL/min) L. E¥#Hfl7: 58 H T2 DMSO @6 0.9 mL Z PO FEE R 7 D3 A
TOVRIZEI T 5, X 3-6-10 127 /W FH T LE KisS B WiGE OBREF 2R LT,

(4) [EUE, A TOVEEFERE L, Bk, BIRCRINCRGFET 5, FERO %% DMSO EX &L T 5,

= — FHTE—

‘ ‘ 5:::;::5 «— E—&— (90 °Chnzn)
INA TIVEE —> H-H
Ll — TILZFTHIL
DMSO %%

3-6-10 TN FNTAENEIERWIESD DMSO ~0 & #ifs
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SE5H RE

1. AEOHBE

ARFEE, XA FF 8, Ah ZHREKL Y ARNT OB ARICR LTRSS T 280 Ah ZFEES
KR Y 7 o —F N fulk e O G BER SENEIRIC L XA A v LV HOmEERENET 5 5IET
o,

2,3,7,8-TeCDD Z W THEMRZ B L. SUEHOWOEEE D bR U2 ERREEIZHEE T A X0 CAKD
RAHCONWTED DN HFEREAER LD 2 LICRY, WMERGHEER)EZRELT S,

2. ERA¥Y M BE RERUEE

21 ERAFvYE

XY b (7 U —VRAKEZEERICIE, ATy NHEOMIER (A RV L) CEFENDHHD
. T U= VERALKFZZEREER S 378 (ARNT) IZ1%, ANFan ¥ L ZAOFHERE AV TAERE
L7zt PO LD Z, XA 4 X2 VHIGERYIDRECIE, BZARLEZL0E, 17V —LifbkFEZ
BREAERRY 7 a—F A HURIZIE, PXRBRROBAEME (17 ) F—=) 2B LIZARNT 255
PNCRFRT DPUAREZERAT5,) 12, UTFTOREENLHR SN O THDHEE ),

1) H4 kY IL(Cytosol)™ 7.5 mLx4 A&
2) ARNT #ithi& (ARNT Extract) * 250uLx2 A
3) DRE'F 60uLXx2 A
4) T FAR—4F(Activator) *¢ 0.75 mLx2 A
5) AB1HifkC 120 pL

6) ABHIRE 25 mLx2 A

7) %%%&C (ELISA 7L — Ok 25 mL
8) HHB®EC iz 7 Ly borMmAEKR  33.3mL

9) BHAEILY LMC BEDEDDLERA) 4 i

10) ELISA FL— k€ 1 fEE>%)

11) a7 75K (aNAP)*© EEMHE 200 pLOEEE 0.5 mg/mL DMSO) (1 2)
12) AB2 Hifk*° 120 pL

13) YH—nN—Fa1—7 5

14) Fa—7 1K

15) IR \EREAE 1 fift

(E1) REREICIME CkF) @MliG OO0 2 ERH 20T, MY %, ZhLh, BEE (-80°C) LM (+4°C)
IHRETD 2 &,

228 E
AIEICHWD A v MO IL, w2k D,
1) BEYYHE 2,3,7,8-TeCDDGEE 32 ng/mL DMSO) (7 2)
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(E2) A%y FAICHGE SN TV D EFFEAE AT 200N EE Ly,

23WERUEE

HIEIZHAW B EE R OUEE 1, 7

1) WIS TL—pY—4— SyCIEEERE, WIE R K 405 nm
2) HHEE -80 °C

3) MEE 4 C

4) RS 30 C

5) FL—bFo0F vy r— 96 N~ A 7 a7 L— IR
6) RILTVIRIFHY—

7) RLFERyY b 200~400 pL 12 F v > RV HDBEE Ly,
8 ERyE— 2~10 uL

9) RbyIToFtvyF

10) FREL—4—

11) ARV & — 1000 mL

12) E—h— 1000 mL X 3 f#

13) BEA2 > 5 L A A% M

14) B&R2 > 5 L K%

15) =4 aFv 7 2 uL(1 7" v=p24 v 20 fE{EH)
16) Fv 7 200 pL(1 7" V=14 v 15 {E )
17) Fa—7 1 mL (SEE)

18) #A2 A+ 2 %

19) & 2 46

20) ¥ L9747 2 i

21) ZLEHRAL 1

3. v FOERYFL

DITFOERY B EOEERZ8E5FT 52 &,

1) ¥ FOAGEIEIL, BEALS 3 » H, ¥y FEoEHEHT 5613, RMEAOREE LT L —
b EBEEU RS CIRE T D2 L, L. MERGFEORZR1 & 53D SEI 0K X, fREET
2, WEHRE TS 28, B LESAICEFEATERVOTERD Z &, BEE OFERRH 53R
OEIOKRY 1, eI, WEIRETH L,

2) AR¥ v M EAMERT 2RIED TARNT extract | (L5 LA 2 £ % OB — R SIS T 5720,
ZORE - B R - BEFEIIBE B AN 5 Z L

4. RIEERE

HEBREOFIEZ X 3-6-11 (2777,
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EHEH AV ILEDRIE

AB1 Hufk &M Kt

AB2 Hik &M &G

BRI

X 3-6-11 ARAEMREIEIZEDHED 7 71—

4.1 ZERTHEME

1) ELISA 7L — FDEEBDRTE

(1) ¥

FUBHTEH 4 B 2 (ARSI &5, 151 8 B D 2 5 AR TH B,

(2) 1RUEE

PEYEIRIT T BEPE S 50 1T 6 B¥PE D 2 (5 IR RS & AV, % 3 BIIE 2179,
FEYERE DPREE 1T ¥ = VINBOGTRIR 200uLs 72V 64pg, 32pg, 16pg, 8pg, 4pg, 2pg,1 pg, 0 pg D 7 BXP&

HaTER

v

HEEEOAL

v

vA4oaT7L—k EADIAE

v

AoFan—b RAERELES

v

AB1 Hufkifn

v

AoFan—b BEREERS

v

AB2 HufAk N

!

AoFan—h BEREE®RS

v

R AR

v

¥ a~—+

v

Wt BE R RE

30°C. 2 BfH

30°C. 1 B¥fH

30°C. 1 B:fE

30°C. 30-60 %

HDHWIE, 64pg, 32pg, 16pg, 8pg, 4pg, 2pg, Opg D 6 BEFEATIRARHITH B,

(3) BETFv 7

EHINCHET T 7 2479 2 &, BMET7 T 713 3EHNEL T2,

(4) BLE

ELISA 7 L — k TORERF %X 3-6-12 L ONX 3-6-13 12/~ X 3-6-12 1%, OHE*Gatkhix 18 fi
JHC 4 BEBE 2 157 IR, OFEMERRIT 7 B2 2 (5 AR o 8 HIE, KOO ~7 7 > 7 (DMSO O #)
O 3EMMEDHZED LA T T MR LT 5, ¥ 3-6-13 1%, OWERSREEHIFE U< 18 T 4 B
BED 2 iR, @FEYEIRIL 6 B2 2 {5 IR 8 HllE, QW7 77 (DMSO ©#&) @ 3 HllE
BRODBET 7270 3 BUEDLADO VAT U &R LTWD, 3-6-12 DL A7 7 FTIE,
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IRMER DI/ INREDS 1 pgl v =1,

3-6-13D LA T 7 FTik, g

6 o
1 2 3 4 5 6 7 8 9 10 11 12
o Az | EMs | A4 | Bns | e | EM7 | HMe | By | FER | FER | BER
Al Ri& Ri& Ri& Ri& Ri& Ri& Rk Ri& Rk 64pg 64pg 64pg
o 2EHN | 2EFRR | 25/ | 255 | 2B5FRN | 25/ | 25FR | 25/ | 285 |  32pg 32pg 32pg
o MEFIR | MERI | BRI | MERR | 4EFRR | 4EHR | 4EFRR | 4EFR | 45FR| 16pe 16pg 16pg
5 BIEFH | SfEFM | SfEHIN | ofEHIN | ofEHIN | oEHN | 8EFIN | 8EFR | 8EFR]  8pe 8pg 8pg
o | B | A2 | Eebis ] g | Ees | Bae | B | EEs 4 4 4
el B | me | B | ma | me | R | R | B& | B& Pe pe PE
. AEFRR | 25/ | 2B/ | 285N | 2EFR | 255 | 25/ | 285N | 28F5R| 20 2pg 2pg
MEFRR | MEFR | BRI | 4EHW | 4EFRN | 4EFR | 4E5HR | 455N | 4E3FRN]  1pe Tpg Tpg
% g % % % % % % % Py Py AL
H BIEFHIN | SIEFHIN | of5FM | 8fEHMN | 8EFIN | SfEFI | sfEHM | 8EHR | 85FMN I5o5 1 T304 L I508
3-6-12 ELISA 7' L — s OBLEDFI-ET 7 > 7 DI GE
1 2 3 4 5 6 7 8 9 10 11 12
R ez | Eus | Hia | s | Hue | EMy | He | Huo | BER | FER | BER
Al [Ri& [Ri& Fi& [Ri& [Ri& Fi& Rk [Ri& Ri& 64pg 64pg 64pg
o 2EHM | 2EFR | 25/ | 225 | 2B5FR | 25/ | 255N | 25/ | 268H5W| 32pe 32pg 32pg
o MEFIR | MERI | MERR | MERR | 4EFRRN | 4EHR | 4EFRIN | 4EFR | 4EFR]  16pe 16pg 16pg
b BIEHIN | SERM | ofEF/I | 8EHI | 8EFN | SEFI | oEHRM | 8BEHM | 8FFM|  8pe 8pg 8pg
e e i N e Y E A R T D e
| B | me | me | me | me | Be | B | ma
. AEF/IN | 2BF/I| 2BHR | 2BFHR | 2(8FN | 2557 | 2B5F W | 25FR | 268FRN|  2pe 2pg 2pg
% % 7 x % % % % w | BRIS| B S
G MEFTR | MER | BRI | MERIR | 4EHN | 4EHR | 4EFRN | 4EFR | 455N on 19398 | 954
o o o % % % % % % 1871 1B1E B
Joean | senn | sunn | swan | swan | swan | swan | sman | sman| S50, 1 20,1 20,

2) 1 o¥aR—LH;
fEIRARMNIZIHW TS ELISA 7' L— M ORIRIRE Z —EICRFFT 572, 4 v F 2 X— FAICE

3-6-13 ELISA 7' L —

m 2 48 0D 4B i

r OEEOFI-EET T v DI DA

Kl % Hefig LKIRZ 30 CIZRRRFL TR 2 &,

42 BEBRORAR
1) BEBROFR
(1) EAEREROFR
Y & LT 2,3,7,8-TeCDD % DMSO 7% A\ C 32 ng/mL-DMSO (ZF# L CTH L ad, 2o

v MIZIRFE SN T 5 B R ERAIR 2RI 25 2 L 24595

151

T

BROB/INEFEDN 2 pg/ 7 L & 7
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1%y hCTOMHERIZSEMETHDLHDT, 12 pL THH(2 ul/v7 =/1x2 f5x3 EHE=12 pL),

(2) BEHEHBRIEROFR
1000 mL D A A2 Y 2 —WNIZT, Wik % 78887k 500 mL TAHAN LR L TH <,

(3) ABLHifEEFIRDFAN
ABLHUAD A T- A TADHEZ2 ABFHARIEOE L 1 KB L A T AZ NG HNICTREA LT
B, ZOMBITHEAOA L F 23— hOFEFIITIONREV, ABHRIKIL2AHY, EH5 %o
THEDR,

(4) AB2 HLiAHEIR DFRR
AB2 FURD AT A TADOHFH %2 ABHIREDOE L 1 ARIBE L S Tz EEHNciEAE LT
B, ZORFET ABL FURIRINEGE DA > F 2 X— FOFRFIITH ONEW, ABHRIEIZ2AHD, &
b o4& flioTHiEDRV,

(5) MHRENOFH
Bt # 7 vy b A EEREEEO AN ST AN D, TV IRANVTE L OFEMAEZE N, LT L
T, BDNCBIREE D, 27y MRERICEMT 5 E CTHRET 15 SBRE2 O T, %k 4 L
AATEL Z &, 2O AB2 FURIRIMNEZ DA > F 2 _X— FOREHITITI DR R,

2) FHEEYA FYILORR

(1) fEE
YA kv, ARNT itk DRE, 7 7 F_X— % 2T %, VA~ VU EE HE Y H L7,
HIRORE K E ANTZE—h— I AT T 52 L,

(2) ¥4 FYIL-DRE B RO
R LTV A F Y& 50mL F2—7 1 ARIZEL, DRE DA T LOHFHEN TRA L, YA k
v )V -DRE BERZVERT %,

(3) B4 Y IL-DRE-ARNT B& &N IAR
ARNT fhitiigZ %A ~ V /L-DRE IREHRIZIN 2 TH A YV /L-DRE-ARNT IR &K &2 1ERT %,

(4) BV A FVILBHRORR
MBS, 77 F_X—=4 %A FVL-DRE-ARNT IREHKIZIN 2, §FF0ICiRE S® 5, e [TEMHE
YA PYAEIR] ERES, (ERR. BIUKIRICIRE T D,

(5) LEDQ)~@)DHEUTIHN T, IBARIEITIESL TRV L S ICHMC - OIREIZ TS = &,

3) WER-RAH - TS5/ DiEMEY A FYILBREDABDH

3-6-12 (TR TELE O FNHE > THHT 5,

ALY A b Y LEEHE 200 pLx LT, O L 730k (DMSO #ik) . OFE#ERR (DMSO %K) . ©
W7 7 > 7 (DMSO RN Z i 2 uL OFIEIZ22 2 £ H 2, EHET A b Y VIEIRE O E1TH, =
Z TR ITEDE 2R,

(1) RIEHRHOFAE

1B &S 720 OWPE LB EREHET 2 pl/ 7 X2 7 L 55=4 pL TH D DT & 7L C. 5 pL

Z R F 2 — 7 N TIRMEY A b VLI 500 pL LIRA - OGS SE, R LR 5, 22Tk 18

DD DT, BOBOFHES S,

(2) BERDAR

FEMEWR IS 8 EHIE 21T 5 T DI B MR BT 2 p LIV = /U X3 EHPE X2 V= /153=12 uLTh2d

%I!I
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DT, BWERLTI5 p L E2IEEY A N Y AEHK 1,600 p L EIEA - KGSE, AR LUERT 5,
() MRRITYRELRE
B E R & ARYER O FAEEFIR A D 7 TV LIS COMEEIRIEVEY A b Y ViR EE, (98-(1843)) X 200
pL=15,000 L TH 5, L% 7T 18,000 uL & L, 180 uL ® DMSO LiRA « i S, S L3
%, FRCHATHIEMEY A b Y AVEIE O RIE, 500pL X 18 ffFE+1,500nL+18,000pL=28,500 pL (272
b, BRHT, Fv OV A ~VIVEIT 7.5mL X4 »=30,000 uL. T 5,
43 ELISA FL— FE~DFR

1) ZNORBRVIRERDIA

FFC 4.2.3) TR L 72 TR ECRE GREE 1~9) 1Z AT 1 51206 9 81 E T, R OGREGE R GUBF 10~18)
X EAT 15105 981 I&MH LY A b Y AEIRIC X 2SR EER IT A 1T 10 5126 123l L F By |
flio T, %4200 pL Z1EAT D,

2) BYDY T ILADFEELEYAL FYVILEA

ZFOMD T TN, R T T L VR~ LV TF By Ao T, £ 4200 pLIEAT B,

3) FRRIDAR

EHZ DWW TIEA 2 4 IREOAPRSY] FRE, 2 AR, 4 5AR. 8 f5AH) . HHERICOVW T, 6
WRED 3 EARS (64 pg. 32 pg. 8pg. 4pg. 2pg. 1pg) % FidFIETIE- T <,
(1) REH1~9 TiE, BATO 18005 95F TO VT /I~ A F By MZE v, FRRERE 200 pL &
BOFBDA 200 uL ZEA L BEZEAL THDEHR &40 I L+ ITiRE EH 5, Kl VTl 4% 200pL
ZWEIL, IRD CATOE Y =/VIZHEAL, BEICIEAL THLIWREMY KL +2ICRESED, Z
DERyT 4 TEEERRRINE LI IR L TR T 5, RINORBED T = /VinbE
200 pL 28 BV | BEEEMREIRR SIRET D,
(2) #E10~18 TiE, FATD 1516 9FETO T AT AF EARy MLV, FHHgERE 200pL
EBOBOEAL, BEICHEAL THLHEREMEY KL H2IZRE S E 5, KT, % 200pL &% 5]
L. KD G ITOET = /VZIEAL, BRICEALTHLIRKEMYIEL+ZICRES®ES, 2o
T A v T EEE IR LSRR L, RN EERT 5. RINOEE D T = L5 4 200pL
ERERY , BEEWRGR EICHEIET D,
(3) HEYEHTIZ, BATO 105735 12 E TO T T /LT~ AF E~Ly M XV | R EHER 200 L %
BOBOEAL BEZEALTHAHER EMD K L+3ICRA S5, fitl T, % 200 pL 205 L.
WD CATOE T = /VITIEAL, BRCEALTH LB LRV IRLFDICRGSE D, 2Oy T
oV T EEE RIS LSRR L, RN AT 5, RINDEZD T =V h 5% 200 pL &
RERY | BEEMERZRR EIREET L, RINOERED GITOU = /L0564 200pL 20 | BEjE
MR EICHEIET D,
(4) ~A7uaFL— K E~ORBBET Lizth, 3=, 4 FaX—K&179,
(5) B XyT 4 U THIEORE, U bR D Z & BMEONERIC, EEICTO 2 &,
4.3 4oFan—+, BREREL®RSR

1) 1 oFarR—F

A U F 2= MIFRROSEAEEM CORMETIT) (£ 3-6:22M), ELISA L— MIh =%, &
KONSTRIBRECTA VF 2 _X— R &7,

153



% 3-6-2 HHAEBRETOA X 2 X— DS

BRAEBERE A ¥ 2 _— N
EMEEY A b Vv E ORI 30°C. 2 MR
AB1 HLik & D& 30°C. 1 IfH
AB2 HLik & o it 30°C, 1 IKffH]
FEA 30°C. 30-60 %y

2) HERZE
AU Fax—METH, REERET D, BRELZBERIL, @EURLSEIT S 72, BERMERICIRE
THZ L, HHEEA YA EDORISEKIZZ A A XV U EEGDO T, FRENTZEEMERBIRET 5
T &, ASITHENTER LE AT O 2 &
3) k&
(1) VY= —lTBRRAE AL, vV TFERy R EESTTRXTO Y = /L2 330ul 73517 5,
() 2/MER, 7TAE L—4—ThETS, 7L— b U F vy —2FALTHEFLTH LU,
(3) kit @Q#EAEEEF 3[ETTH,
4.4 FERIEEBRILERIE
1) AB2 HURBUEFET L, v L EBRE Ltk U P —— TR L 2RI EZ AN, v~ L F By |
o TT_TOT = /L2 2000 LAYET S,
2) WMHFEDRIEIL, 30°CHOA v F 23— T 60 55th, Wh~A 277 L—hY—F—|ZT 405nm O
FETITI, 30 I HIEEL TEL ZENEE LV,
45 BIEBREHOBERER
1) TEMEYA kYL ORE, ABL FSUG, AB2 FURBUS, F 6 S 0 SO ] B O RS AT D 4
HTHFITH 2 &,
2) U= VNOWHER, RIS ZTD R 729, ELISA 7'L— M X— R—Z A /0@, HRL,
HUZITZE DT 2 K 9 IC EFIZET O vy,

5. E

Jin

51 BREROER

v b TLITHREREFERT D, TRICEZOHIZRT,

1) FEYERIRIRE & WORERIEME N & 7 7 v 7 WO EREE Z 5\ W o2 e T, Bvh ZHRIEICE Y 3 RENRA
IZ XD EMRAE RN T 5, IRHERIE 3 KT, 7BME® 5\ % 6 B 2 (5AHGREITIT 5,

2) R OEIL, V=200 p Lz, 7TEBEARIZBWTIL, 64 pg, 32 pg, 16 pg, 8 pg, 4 pg, 2 pg,1
pg,0 pg(DMSO D7), 6 EFEABICH VT, 64 pg, 32 pg, 16 pg, 8 pg, 4 pg, 2 pg, Opg(DMSO D7)
ELTE,

3) IEUEH DB IRV TRERRIC CVAE (%) ZHEH L. 20%LL T ORI 4 & &#iH L 32, E&
TRRITE &P O FRRE, M TRITER RO 1/3 &35, @, E& FERIE 1~4pg. B TR
0.3~1pg IZ72 %, KX 3-6-14 ([T EARDIERL OB, £ 3-6-3 I[ZERNDOKREIZI T H CV(%) D% 7~
ER
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Y=m X +m,X*+msX+b 5 )
Y:pgDEQ X:mOD AN //
%3 m, 4.5866E-09 g\% )
¥ m, -1.0961E-05 S ,///
2% my 2.4150E-02 %i 10
¥ b 5.4671E-01 a /
R’ 0.999778069 g
YOI pg 0.48325395 = ////
€ 20 -
gk
10
0

70

500 1,000 1, 500 2,000
ODfFix1000 (405nm)

Xl 3-6-14 MEFRDIERR DB

2,500

ROBIEETD CV(%)E

7 3-6-3  [AROKERETD CV(%)EDHI

FREARO M JE A
TEARE | HMERZE |CV 20%LL T
pg Py %
64.0 0.88 1.4 O
32.0 1.17 37 O
16.0 0.35 2.2 O
8.0 0.38 4.7 O
4.0 0.21 5.3 O
2.0 0.11 55 O
1.0 0.25 245

52 BREROERBRUBREZHOETERICSK HHER

1) BREROER
ERBENHETNATON TN DN E ) D EHERT D720 BOBETOA v F 2X— RN 60 0 TO
WICEN TRROEBEIZOW TR L TWD Z LR L, LT 5, ZORMFEEZRIIRWEGERIE. ¥
FOFIZEDFRRNRE 2 HNDHDT, ik A—h—IZfnEGbEsZ &,
(1) 77> 7 TORIE : 0.5 LLF
(2) 64pg/TTIVEIEEET T 7 TOWIEDZ : 1.0 LA L
2) RBREZXBOEER
EEBENHETNATON TV DN E I D EMET 5720, JEMYSE 1T, HRER IR AR O JIE#
Elc R fEonizr—#nt, WER EEERE) 2RO, BRI LRGFT 2, BHEKIC X 54
AL, EEIRA (ut20) 226 OBBERGLE ORI OBMZEIZIS U T FReoib &35 (u: TR,
o: ER (FHMHEEE) OEERE.
TR 1A THEHRALZEX 256813, BEROEHELWELITI L L b, FlET 2, ZEDT
DIZEE U7 8 L OFHIE DOFERICOW TR AT 2, F7o, FHERANTH - T EMEMEITT LT,
—EDOMBE THN TV K9 ZRAESUIR - 72 EM A e < X 9 Z2REBIC BV TR, IR O FEH 2470
VBN C, WEEITY L bz, BET 5.
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5.1 IC X DIERL L7 EARD 8 pg/ul D RO EMIT L 2B E (pg/ul) ZFHH L, BHKIZ T 7 v
F %, —flaX 3-6-15 12T,

9
3 (]
=
o
B
= 8
X f
= = ) EfE
SEEE
— + 20
7 1 1 1 1
0 10 20 30 40 50
71— h#)

X 3-6-15 JEE A B O X5

53 RIEHAHOEER
TREOFIETHIERBOEREZTT D,
1) ox)LE-YORAEY OHEH
FAEL OB EME S 7T o 7 WG TFIAE A 51D EERNEME D A4 X & LT, MEHRO 3 K
EURRICRA L, BERE LTy = A Y72 OFHAE Y 2/ 2,
Y (pgDEQ/well) =mixX3+ m2xX2+ msxX+b
Iz,
mi, mz m3, b F/N2FEETKD HILDHHEE
X D BB OB EE- 7T L 7 Ok B SR i
2) RAREDRE
TREORKITHEW, TNV ORREH T2 OFERIREZRET D,

(

(1) #HHAR
oy Ve v, 11
=YX XN X = X = X ——
s v v, v " 1000

Z ZIZ,
Cs © PEHT Ao ERRE (hgDEQ/m3N)
Y 17470 OFENE(pgDEQ/well)
ve ¢ EAL7-30E DMSO H(mL) : 0.04 mL(40 uL)
Ve 1 7 =W ishn L7230k DMSO £(mL) : 0.002 mL(2 pL)
n o AR
ve & ThiiEE(mL)
Ve Fih H 7 53 B (m L)
v RAERT A OB (mSN)
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2 IFVWCARUBRAR

Ve Ve 1 1
CS :YX—,XTI,X—,X—X—
Ve V' W 1000
aliall el
Cs ¢ IV TAKORE 2T O E R E (ngDEQ/R)
Y 1oz a0 ok iilE(pgDEQ/well)
YER% L 7-388 DMSO(mL) : 0.04 mL( 40 uL)

Ve

Ve 1 7 vz L=k DMSO &(mL) : 0.002 mL(2 pL)
n D TRREER(G)

Vi il H R 2 (m L)

Ve Tl H R 53 B (m L)

o EO T AR BRI E(g)
3) RAMEDRE
4 FRFHNC ORI ZFIH O 7 = VI THAFFE L, ZOHA 0.81.2 OFIIICH 5 ERILE O T
i, EREE S5, £OH 0.81.2 DRIICAVEAT, ER TR ETHIE, REHRERAE T2
BOT, ARUBEREETY, /o, ERTRUTICR AT, ERFRARE L7 X
REVHAITE, REENPRNEEXLREDT, REROLT, MllHoVEL ) =07 v 705
RIRE(T 5. EREORED R IEOH & TN 3-6-16 17T,

1. b= OFENEE (pg/DEQ/g)

] 2 3
A[ 52690 | 67.886 ] 3.650
B[ 52 139 | 86,606 | 7,520 HIRLEAS 0812 IS T BEERR A (345)
c[ 51, 121 | 82 332 | 13,701 .
s 5 > 0)\: A '5 ""‘;,| 'E o
D[ 47, 723 | 82,811 | 22,344 FHEZRAELTS
B[ 40,074 | 75,994 | 39.335 /
F[ 46, 777 | 88,602 | 60, 040
Gl 39,965 | 88,309 | 71,267
04 798 | 104, 158 | 62, 694

2. A& DFEHHRRE D M

| 2 3
B/A[ 0.95 1,28 2.06 HILOFIREA 08-12 124 B
c/B[ 0.98 0.97 1.82 _

DIEEE %o

p/cl 082 1. 01 1.63 BERFY
F/E 1.17 1.17 1.53 /
o/F 0.85 7.00 7.19
nel 112 7. 18 7. 16

X 3-6-16  SERIE DO PE DB
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6. RHTRXRUEEHH

6.1 IREVHEICHE TS EEHES L VRHTROER

EEM IR D R ERORERIEIC L0 5L EEEBIRIE(CVRIA 20%LL T & 72 % s E & PR,
ZO U8 #HRIHTRET S, ZOEEYEICETHER FROBRET, ¥y hITLIZfTH2EE795, 5.
ER 5.1 MEROIER] 22ROz L,

6.2 HBICEITHEHTREVEETR

AREHZ BT DM TIRAOVE & FRRIZ, #UEHE & AR 2 R - S ik EOBIE & | EEMEICB T 5K
HUFBRIE N E & TR H BRI E T 5, BEHC BT 2 TIRE OER FIRIZ. BUBHRIR SRR
WEFEIZEID RS> T D720, BT EITkD D,

7. AEER (BHEFE) ~OBE

PEH AT A X W E A KR 23 DA OWE O H X, BOBO TROFHREICL D, ok, WERKREO®R
ERERIC OV TIL, B2 = 28 TER RoWwE ] 2235528,
1) e HRADIBE
AMEE TR, FHE X MERE GEHERE) Y ~O#EIT TRoXTIT 9,

Y= kgxX
ZZT,

Y (ngTEQ/ m3N) CHEME (M%)
kg (ngTEQ/ngDEQ) : HARAREC kg=0.0494
X (ngDEQ/ m3N) : FEIfE

2) RLCARVRABRDGE
AREETIE, ERE X 2 5HEM GESERE) Y ~OBFEILTFRROXTT 5,

Y= kaxX
I T,

Y (ngTEQ/g) CERE (FEPESEE)
ka (ngTEQ/ngDEQ) - BUELREC ka=0.0523
X (ngDEQ/ g) : SR

8. MERBOMER

W< b 6 4 AT 1 [, HRGC/HRMS HEIT o THIE S U7 sEHT ST, ABITEIEC & 5 HIE 247
V. HRGC/HRMS W1 & 0 BB e R GEMESR) &AM O b I X 0 TR % 5
ML, %6 Sl mEms s it 5, . WERENKIBIED 56 (MR, RIEUIHRED
EH L TEH S H OLES) (10h, MREITH, UEHL, 0o T HRGCHRMS HICED b
T FEIC K0 RTABL R AT, B0 ISV TR AMREIRIC 0 BV FIEIC X 0 BIALER 24T - T abkh 2 A
T2, LA IRERES . & 6 MOMRBRK L kX < T 2 HA UTMREAENS AT, FE O
BAFUN, ZOREROGE U7 HE % 08T 5,
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FeH 2EAEN

1. KEYBREERIETS5RARBDEZLA

AMEILE TR, N=20 L EDH > 7sm L TEMBIEIEIZ L > THE S22 ]lERE (DEQ) &
HRGC/HRMS EIC L » TRk mEE&E (TEQ) OfFFE (YX) OFHEEZEERAELE T2,

2. KA RAEHDBEDBRERE

3-6-17 12i%., PEH T ARE O BHA M=4ADIC BT A2 AEMBREIEC I~ THESRZEBE (X) &
HRGC/HRMS EIZ L » TR =FHEEE (Y) 1S3 2MEBEROF 27, MABERICHBW T, EHERIT
0.0494 TH D, ZDENBEZRETH D,
3. FLWCARUVBRZIABRAHDIGEEDRERYE

3-6-18 121, 12V U A M OV 2 368 B DA (=4 DIZ BT 2 AWM EEIC X - THIE S - E (X)

L HRGC/HRMS iEIZ L > TR\ EE (Y) (ST 2MHEROH 23, fEKICBWT, FBfESR
12 0.0523 THY . ZOEIPBERETH B,

0 C A KO 2 3% (n=41)

HEH A ( n=42)
1000
1000 v = 0. 0447x y = 0.0406x
R® = 0. 9683
R® = 0.9941 Y )

L 100 Fe=|HaZif@ R —( 0503 ====rmnennnecegyfonen
= 100 BB A0, 0494 S - @%E%ﬁ_;%% 5 /
& a0 v d 3 BEFHD) 2
S 10 [ EEERD) & 210 fe- SRS <
i) ¥
£ oI = K

oA T N | R S OISR SRR AU <IN SR
i 1 {v Eij 1 7
g"j: / # .
o0l # LR S S L S
/’
0.01 0.01
0.1 1 10 100 1000 10000 0.1 1 10 100 1000 10000
FHEE (hgDEQ/m3N) KR (ngDEQ/g)
3-6-17 HEH A AFRI O AR B H (51) 3-6-18 X U A KOk 2 3%k
BB (f51)
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BAE BREFIFTFOUVBELRRET SRRRARISENRALEAE)
FDO1 FREIZ, BREVVATFVASLRUFEERAS LZERL. AEIC, REIFTFLEE/ /R
—FLRGHEERVTL— FERRREZRAV-HERSBREREAELZAALTI( AT OV EOBLEES

BET BHETER 17 FIRIBEERE 25E20D 1)

F1E BEAEOHME
RIBR T LRI 2 BRI L, A A A et 2V —> 7 v T 52TV, XA AT 8T
7 a—F AHURE O R AR S EEIC L AMEIC LV ERET S, MEHFED 7o —%2K 4-1-1

12T,

o)—7yF
v
RAAA XL UEE/VO0—FILIARE AU -HER SRR REREERIZKSEE
v
FEYEENEE)DEE
v
BERRICKLIATEEEHZFE)~DHBE
v

A E ERETE

4-1-1 WEHED 7 v —

F2H MEOESR

1) MEATX D VERBE  ESUSIC L > THHEBIMICEE SN DHUR(Z VX0 BE) %, ~ U AHRORE
ARIRONA 7Y R—=)Z VTG L= DT, ¥4 FF U HEBROICIST 2HEE AT 5,

2) —RBMEBRE HiX A A2 UHEPUR A RREIR D ISR S T2 b 0,

) ZRIMEB/RE ~ U AHKROHY A A F T UFHUR L R RAITSUS T D T X HOROBERIESR S 72K Y
70— F NGUR & R SR LT b 0,

4) —RBERIE  HL7 A A% HGUR L HUR(Y A A% 2 2 H0) & DIUE,

5) ZRAHERIE FEAHT L — b LOBUGURITR G LIciiy A 4% o VHHUR & ZIREUR & OLUS,

6) B/Bo% IEXNGOWNEZT T 7 (JREZ 0V DYWL TER L 100 £ L 7254 fi,

7) ICso  50%DPRED )52 (50% Inhibition Concentration) ,

8) METO I 7ML FEEEHERR M OIEUERS IR B & BRI (CV%) & B[,
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F3f HHENAEICHET SHIEER
1. BHARORNE

BT ZA OB EIL, RO XD BRFIAICL > TRET D, REBIERIZOWTIE, 20 BIIZER UCREHY
ADFERMEE +0BE L TRERBVNEFERTE D LI LTz s,
1) FHH L2 IR S A W/ DR E 2 IR ET 5,
2) BRZHREMNRWEY . 1) THRE LIZEED 1/30 LA FICHEIT 2B T 2B FREZRET 5,
3) LLTFTORIT Lo THIEIZHLE R E/NOREIH A D EEZRHIT 5,
1
o
22, Vo EIL L E A R ORENT A 0O £ (m3N)
QoL FEHEME OB T R(ng-TEQ/mL, DMSO A )
v E AR E(mL)
Ve fhHEE(mL)
Vi RS B (mL)
Cpr : ML BB AZBIT 2B TR (ng-TEQ/m3N)
4) B ENTR/hOREI T AD B, Ea B A AORBEE T 5, 7272 L, BB OMRENME R O —ME4 i
T2 XD ICERE L2 T U B 7auy,
(#5) 5ng-TEQ/mM3N LD H A %o VHREZNET 255 W B & 72 253087 2125610 SR FIRIT
0.17ng-TEQ/m3N)
T %2 20mLIZER L, O 5 10mL 20 L CT7 V=27 v 72470, &I ImL
7 DMSO RICTHR ST 554 OB 2 OBREEZ LT IORT, Zodb, EEMEICET 2B FRIX
0.011ng-TEQ/mL % A\ 7=,

V= QDvax

V—0011><1><20>< ! =0.13
10 0.17

(FHIE LT, 4 W5, 3m3N OB T AR A TR L T 5, )
2. RLCARVRARSHORNE

W CA KO BRI OEREEIL, RO K9 RFIRIC K-> TRIET D,
1)ﬂﬁbkimi&%ﬁw%mmﬁﬁ%mﬁﬁé
2) FRICHRENZ2WERY | DTRE LIZRED 1/30 2L FIZIEW LA KR OB 2 3281 2 FIRZRET 5.
3)uT@K:;oTME:ME&mm®iwth&@%zWﬁﬂ@g%%mﬁéo
W = QDL><v><V—><i
VE CDL
T, W HIEICKER DI U AR O 2 5B o & (g)
Qor : EEME ORI FR(ng-TEQ/mL, DMSO %k H)
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v RO R (mL)
Ve : ik E@mL)
Vi o R BUE(mL)
Cpr : MEL2DIE0 U A KO Z 3G BHZ B 5 T IR(ng-TEQ/g)
4) HH SN &/ ORI U A K OV 258G D & LL B2 130 U A KO 2B E & 45, 7272 L,
B OREM R O —MEZ R 2 L 9 ITRE L2 T UL 5720,
() 3ng-TEQ/g LD XA AL VHREZMET 585 WE L 22 5130 UA KO 2 EHC B 1
%R IR 0.1ng-TEQ/g)
Mtk % 20mL ICER L, T O D 10mL ZML T2 U —27 v 72470, &R ImL
® DMSO RIS 256 DIXW U A K OYR 2 3B O IE 4 DL ISR T, 72, EEMEICE
IF DK FERIZ 0.009ng-TEQ/mL % fAv 7=,

W—0009x1x20x ! =0.18
e 10701

F 45 AEORTLE
1. HHOIREORE

B U2, i 2170, RIS EIS U TOEREZITW, 2 ) =0T v 7B S, XK 4-1-2 133k
BLORLENSHIEE TO 7 a0 —0f &2 517,

..........................

P —EROER | (HBETAR)

............ I

ol g IR
v

EBU NI EERNS LI AT TS TR
v

B AN

X 4-1-2 FREORTELSHE S TO 7 1 —of)
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2. HE

B ORTLEIZ W 2RI, KICK D, ZnbDRIEIL, 77 o 7 BREIC L > THIEICZER 202
& HHERRT %,

1) K JISKO557 IZHLET D A4 T A3 DK, IFFEZEDORED H D

2) 7bFY JISK8040 ICHET HH D, XIIFEFEDOHED H D

3) hTY JISK8680 IZHIET D H D, IIFFEDOMEDH D

4) H/RRAAEY JISKSITIZHET L HO, XIRZEDORED LD

5) A~FHY JISK8825 [ZHIET D H D, IFFEDOMEDH D

6) TAFIRILKFXY ROMSO) JISKIT02 ICHET A H D, NLXREDHEDH DGE 1)

7) BEF LUDL JISK8ISTICHET D H D, MIKFASEDMED H D

8) WEE JISK8951ICHET HH D, NIFFEDHEDH D

9) BEIVIVATNASL FAFXT O ) =T v 7HELTHRENTWD HLODOHF T, {EHE
RH T &R L CTHERANREZR S O, JIS KO311 [CHESNTZS U B 7OV & RS0 Bt e 2 A
T5HD,

10) FERASL FAAXL O V=T o 7HELTHREN TS OO T, ARIEIZHEA L
TREFRERNMEOND Z ERHERINTWD O M A OBEHENARER O (V=2 TV h—iR
VTR,

11) ARA8 Vo7 AL—HibicHW5, F7 28I AERT, NEEORL L ZREIR AL A X
DHLO, RIS >TT 2 P L, SHIC ML U ETY v 7 AL — it 2179 2, XiT 450°C
UL ET 4 RFELL EINEVL THWS & L

12) B¥Fx JISKI107 ICHET 2 EMERESR 2 %

(1) VAFAALKFT FOMSO)DMEAETIL, WEMRICHEL RETZERbobry FOEEMEIEHAEET 5.

3. REARUEE

ABORTAHEIC W D 8 R R OEEEIL, RICK D, 2RO DREROEE I, 77 v 7 BREIC X - TH
TENCZENR 22N & 2l T 5,

31 HSRXHE

JISR3503 K T*JISR3505 ICHET D6 D, v 7 DERNSoFBAERO b DZFNTH L

32 Yy O RL—mHE

JISR 3503 ICHET DD, LN EFFOMED S D, bl 7 U — A2 LTI 570

3.3 i=fEE
IFNF-E =y 2 (KD T e — 2 ) —o R L — & BElc 7 ) — 2 2 L TlER 6720
3.4 Fhih

WBIAR 7 EmfEHED 0.26MPa DEZER 7 IXFEFEOVEREAFT 56D
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4. ATALERIRME

41 HEMEBOREH

B L 72iBhE, RUBHE A LR 2.

42 fH

1) BEHA R
JISKO03116.4 (2L 0. %475, 272 L. MR E OWINIATHR 0, [ 4-1-3 IHEH T AFRH D
FiHERE E T 7 0 —o | 2R,

ELE] FE 5K U A—T k& RIS

v

v
HCI2mol/LALEE | st 1g (2L T

v HCI(2mol/L)% 10mL LAt A0
A A

R
BEz >
v \ 4
YA L—Ht R—imiRESHE
(brzy. 16 BFfEILLE) ¥ H)noA4y(3 [al)

\ 4

[ Va/JulsPEV = ] KE

B 7K
G () mtkxrastn
: [ ] #ex%
& () =gt

X 4-1-3  PEHH ZABUEL ORI 7 v — ]
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2) FVCARVURZ %
oY 4 FEIEAE SR 192 BRIEE —GE—SER) @I X o #2175, =277 L. WEEREORINO
BIEIZATD2R 0, X 4-1-4 1130 U A RO 2 5Bt o iR £ To 7 o — o fil 2R~ 7,

A

2IKERBE

v

HCI(2mol/L)ALEE | E# 1g [TXL T
HCI(2mol/L)% 10mL LA _EAn

28 RS
I
V} v
! JEBL |
VO AL—H B —iRiRESHH
(MbIy, 16 BFREILAL) ¥ ynnr4(3 @)
v v
[ Y HnnrayE ] KE
B 7K
\ 4
R ) mixzrmamts
v [ ] %
% () =gt

4-1-4 Rz - 13V U AREI ORI R 7 v — o4

43 Y V—=2Fv7
1) #HHAERDER
TR 2 e U, WA N 2 Tl 20mL ICERT 5, IR L 2Bt o &R UGB o PRSI D 2 A
FHR TV HRENS TREMWTOIEZE T 2, RERIZ DMSO ElH O 7 A 7% & IR 20
~1000pg-TEQ/mL DHiHN & 725 X 5 12/ REZIRET D,
V'g =Clxva5xm
.z, Vi iR BruE(mL)
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C:

v
Vi
C>

X

X v MHEHFEHDMSO IER) T O X A 43 L FEHEE
(20~1000pg-TEQ/mL D#iPHNINLEE L)
& M E HFEEHDMSO 3i#%) ik & (mL)

o K E(mL)
D REHP O TS A A% R E (ng-TEQ/g X ng-TEQ/m3N)
o AUBHR R (g XL m3 N)

BN Z A A% VHERED Ing TEQ/g & TAENDIEN U ABE 5g it L. 20mL Ok A 15T,
# 250pg-TEQ/mL » % v MHIZE MK 2 1mL 83 2356 O BEIZ, T o®@Y &%,

V'p=250x1x20x

ITx5x1000  ©

2) FEASLOKER
mshEAWS, H L<IZJISKO31L IZHE SN HIRICHER L T, £V D7V h T b K OVEMR

N7 LEVERRT D,
IR/ EVY &

4-1-51227 V=T v 7 D7 u—DfZRd,

R () sosrran
.............. I [ ] e
- ‘““l”ﬁ" o ETE DR
R
A 4
BEAALIE

REYDZNGE

A

A

ZREINTIV FEERNT L
O3NS EE

\4

i=E

A\ 4

% AR

4-1-5 7 UV —r T v D7 a—0fH
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(1) BiBgMLE
JISK 0311 [6.4.4 FiFLER/I> ) I SN T T Ky v~ N7 T T8EXIZE LV B VT A7 a~ b
77 7B CHEIL L 75k,
2 BRIVUATNASLYIBI IS 7/ FRRISTLIAT NI S 7BEGE 2
a) ZEV TN T KE~FH 2 10mL THE L, ~F 3 U TSGR 72 L T2EKER
EXAR
b) IEMEIRAD 7 KEWHEIZE > b L, &N Fbx > 100mL THE L, b i FHIclk s R >
T L THERIKE 21T 9. SV TFH 2 100mL THEFT 5,
c) ZRVVBFNIT NEIEERA T L%IK 4-1-6 IR 18 Y ([CHEET 5,
d) EEVF—R—2 13T L, av 7 ZACTAIH U 2LEL VBTN HIT L0 EHE TRET S,
e) ZRE VAT NAT L0 RIS ZFE L, WY P — =2~ F P 60mL 2 A, ZETY
NTNMCHEEEY N5,
f) ~FH & F(emL/min) 7 %,
g) 2BV AFNITAERYA L, EHRD T LE W& I LT RBCEEE Y Y — =%k v bt
%
h) WY F—"— 2 b= 60mL Z AfL, 2 7 ZHWT ML= 2 AR T S8, B o7
K% 2mL 2 E TRMET 5,
(T 2) TEHER A T 2D LHHOBIT, MAT R T ARICHEAE LTS LB O &4 A% o VBT L, BIE2E L IET
THID, ~FYLTHAERTS L,

Y T

2RI I TAIT A

ks y—

l TEER T T A

«— =y
CYWCIENEEN

4-1-6 ZJE V) AT NI T N ETEVER 1 T L ORI S TH

B, T2 THEIPIEMEELANOBIETH > T, OS2I Z LRI nIE, H
WTH LV, ZofEEIZE, BT 2EHEERIZ oW T, 5 DLEOERBUE DR 553062 VW T
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5[EILL EDfuk L, 25 RLAEDT — 2 RNETH S,

a) XA AF¥ T UHEOEILEHN HRGC/HRMS 12 K 2 HIE T 90% L, ETH 5,

b) WML X5 & T 2HBOBAIEFIEIC Lo THE B ALTZRBHRIZ O W TARBEIE FIEIZ LD 2 bk
FM PERDOBAEFEIZ L0 DN TN CARIEFIEIC L VBN TERDOE30% TH D,

4) BREBREUVAERAFRHORE

(1) DOEEIC LV E LN BMEIR Z ERTIE N CRREBEL ~X T 2 THVIAR R B ELE TR E T
IRAET 2

(2) BfEtL. REBEI2TI1E°< DMSO ®ik 0.5mL # %, #k+ 5,

(38) (20 DMSO Fik % ZEHKIE FC 10 rRRREHET 5, ~F Y U HEOBUKEARIALE R E-> T\ 5

&L HEBMED B TRIKAIR D AW T 2 Z e 5D THEET L &,

(4) DMSO I#ii % /R AY —/)LE~Xy hTARAT T AIIIBT,

(5) 9£®DMﬂu%ﬁfﬁ%@W%%@L ZOWRB LD ARAT F 22 2BT, HEHEHIIZ DMSO &
WC—ERICERT D, (BF ImLIZERT 5, BEHOTHELA A X VEREICLY EREETE
HELTHEW, )

(6) EZ L7= DMSO &k & FiE O A 7RIS L, Bk, =IECHINICERET 5,

E5HE AE

1. AEOHME

RIGEZ, A 4F 2 VHOFESER L OB @V, TRy 7 7 U E RRRICIGT 24T
BAFHXVHE ) 7 a—FAHURKR O L— MEFHUR & 7o S Gl R B HEEIC L ¥ 1 4%

VEOBREERENET D HIETH D,
2A5b)7mu7:/%w7)yw7)vyﬂCm%%wfﬁgﬁ%wﬁb ARBFOW D DR LTz
TR ICHEE T A IFO AR DR ZBICOVWTED DN HBEREER LD Z LIk W IEEGHESE
ZET 5,

2. EAFy b~ BE FRERUEKE

21 ERAFYH

FHXY N A ATV UET ) 7 a—F PRI, ~ 7 ARKOBMEHE ONg 7Y R—=) 25
A5G Lz it b o Ry 7 7 AR RIICRET ik %2, 71— NEMPURIZIE, 2, 4, 5— kD72
nn7x /)L ROFMET VT I (BSA) ORI LIALED A | ERERAEERIZIX, 2, 4,
5—htzwna7x /) =LA ROTIVINNT Y UNEERLTALEMZERT 5,) 1%, LN OREE) O
RENDBDTHD, 708, D~4)F TCORIEIIHERICERBZAFICUH SN TEBY . 5~12)F TOR
PR O S =2 1 3mE R RIS T 5,

1) 245-k)oRO27x/—L-TYINT) D (TCP)RMIRERR 1mL

2) BHHARADMSO 10mL

3) RIEFLEE 15mL
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4)
5)
6)
7)
8)
9)
10)
11)
12)

10 f§RME%ESF&E 50mL
REE#H<TI 77—k 18K
—REERGAEERE 10mL
—RIAER 15mL
“RIERFEAER 0.156mL
“RmHAERAEER 15mL
HREEHRE 15mL
JL—FERAY—L 1K
Y KBRS

22 BRE
HWEIZHWD AN v FUAORREIX, KRIZELD,

1)

K JISK 0557 (ZHET 2 A4CiE A3) DK XILIFAZED FE D H D

23 WEARUEE
HIEICHAWDERE KR ORI, RIZK D,

1)
2)
3)
4)
5)
6)
7)
8)
9)
10)
11)
12)
13)
14)
15)
16)
17)
18)
19)

BEIA IV ATL— ) —F— IR EFE HER R 450 nm, IR HIERRE X R
TL—broxvdv—

BRESY—

A

Y4 BERY + 10~100uL

I478ERY L 100~1000uL

I48EXRY L+ 1~10mL

TILFFroRILERY B 8F ¥ kL 30~300uL
ILFFYURIVERY b 12 F ¥ 1L 30~300uL (8 F o /L TR H)
MERBFERY LN v A7~y N CRAR

ERy bFy S

ERyTF 4 T 1) HF—N—

I490F21—7 1.5mL

RA8F21—TAIYY ~“AFFr ey MG LEs O
FryvI@Ava4oaFa—7 1smLEEORE

ERE 1ImLARLYVKENLO

AbyTo+yF

&R bL— KTHRAA, —RGESIERFDO T L — NrEER/ECfEA
R—N—4E7F)

3. ¥v FOEY LY

UTORY) BN EOEZRAZETT5H L,
1) WA SN T HRER T L — ME, WEEQC~8OICTRET D Z &,
2) FRRANFIC TEA T 2 TCP B ERIR LT HIRA5~25C) TRE T 5 Z &,
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3) ¥ v FOFRHREIL, K ORECHELIY 1FEMTH DL, X NESEERT 56, READ
REFHLNT V— N 2@ 2R ESRACRE L, BEZ 1 » ARG Z &, o, 7L—F0

BOITHEHOIMNERICE L, SNOZEL[EZMBIJHNTREET L0 EF vy v 7 2L TEHLZ L (2

ZTo ThE] &id, HRERHZOREL, v~ 707 L—bOEZENy Z7RFEZHET),

4) v FOREMTH L FEATM DMSO) 23> TW A HENH 5703,
AN ER TR 2 Z &,

=l

EIZBE LW, 7277 L,

5) ¥ v FERET LA, RIFGET. RFTIE, HRORE, BELNBEOFREZTLERL, RIFTD
NP

4. RERE

41 HmEBEROFH

1) —RIBIERORHE
LA B,

2) ZIRGUEBEROFEN

TRGUATENENE 2 —RGUA A BRARRE R T 150 i3IS LT 2, “IRAURRIRIE. Rk %R
EVERER DOBLE NG | “IRGIERIGEAT ) £TO 2 R LINICTRR L, A2 F CHERE T 2,

SEWER OBEIE. ZIRPUARMER Z L BEIOS CTEY RV R 5 2 L (2 LEER 1 7 AR
IS Z &),

42 BREBBROFAR

UTOEREZF Y v I MfI~A 7 a0F a—T72HNTITH,

AEHBR A DMSO % VT [TCP EE#EY S (1mg/mL) | % 5 f%ICA7R L. 200ug/mL = YEAE 2 584 5
(%] : TCP FE )% 0.2mL 12 7 FUH DMSO % 0.8mL N 2 J8F19 %), = D% AR #L L 7= TCP % (200ug/mL)
Z B IR DMSO T 4 {557 L, 50, 12.5, 3.13. 0.78, 0.20. 0.05ug/mL #EEIZ25 Xk HI2FRn
FHHE % (] TCP F=HAESHE 0.2mL (A7 A DMSO 0.6mL 2 Z BT %), HERIIZ, 200pug/mL 7>
b 7 BOFPRIN 2S5,
~ArnFa—T% SAKME L., HRFHEL L 724 TCP EEHEE Z . I RINHE > T 80uL o~ A 7 1
F 2 —7ZB9, TCPIREN 0.05ug/mL DR DO~ A 7 1 F o —7 iR A DMSO 80uL # A5,
43 BEHARRIIORAR

DMSO (Z#aEs L72ilB b, AU DMSO %z HivT 4~8 KD 2 AR Y %2

W5,
(1 - 8 AMEDABAIIT n=2 THET 2 5o

1) ~f7uFa—78AKEHEL, 1 KADOF 2 —7 25K 80uL 2z, %Y 7T AKDEF 2 — 7 IZHR
Fi DMSO 80uL # iz %,

2) BIZ2 KEOF 2 —7ZJRHKR 80uL %, HEFE#IZZ DIRAK 80uL #/0BL T3 RKHDF 2 —7|Z
M CHEET 2, FAEOBEEZ 8 KA DT 2 — T £ TIT 9,

3) 8 AHDTF = —7 (FEh 160ul)/ 5 80uL ZH & H Y | FEFET 5,

44 BEBBROBAR

~A 7 aF 2 —T IR L7 (2)TCP AR K OFEHT . (b)— RS2 S FAFE T IK B ONe)— IR BUATR IR %

1:1:2 OFETHEMT H(FE 4-1-1), RIEZFMNT 2IEFT(@Q—-0)—0) T 5, RIEETMHEL, T1E0L
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~A BT a— T ERBRE I —ETHRBES T 5, BB,

45 —RBERIG

7 4-11 BATER O
[ S WA= FNNE
(a) | HEHEVRIR K OFE} 80uL
(b) | — WGy SO FHAR TR 80uL
(0 | —IPUkEk 160uL

4°CT 10 4y MIEHET 5.

4°CT 10 sl ER ., FURBEME~ A 7 n 7 L — MIRGE#H A 100pLiwell F501ET 5, HEERIEEE

HAL@&E 7V — b ECUIKE)TIT O 2 &, itk BHUREM~A 7 n7L—F&ike 5 L, BT —

NCHREM~A 7 a7 L— h B LT 4°CEE 3)7T 60 miEliET 5,
n=2 CHIETIHIHED. FIRBAWKD~A 7 a7 L— b ~OSEGEE)F K 4-1-7T IZ5R-T,

IRAEYE Bk 1 k2 k3 k4 k5

1 2 3 4 5 6 7 8 9 10 11 12
o owso oo 57 20 [ oy
o Lot smor |47 7 oy e e e i
c st s | K| Y AT 7 i e e
o Lo | smo | 17| 7 i o e
¢ [ome o [0 R TS T
e oo oo | 7| e
G | STD2 | STD2 f*j Tﬁ ;Hj ;uj ?Tj ?fj j*j jﬂj ?ff ?j
o Lo [ommr [0 o

—RBOGHE TR, TV — U+ v U — TSR ZBRE L, &Y = /L2 TR 300pL T 4 BIVEHT 5, Bt
Hrte, N—"—Z ANV ETHFEEHR~ A 7 n 7 L— a2 v s 7RI L, PR 2 BRIk E

ERAE

4-1-7 96 vz )~vA 2 a s L— k ETORBIOBLEH

(1 3) RIRER < 72 2 (8CLL L) EKENE T T 2560138 5.,

4.6 ZXRGERI

Pl L2 PUREM~ A 7 0 7 L— MCAEBRGERL L 72 R PUAETE 2 100pL/well 20753 5%, 51E#%.
U— MM — L THEEM~A 7 a7 L — b2 L, EIR@5CHI%) T 60 oKL SE 5,
TIRGPERUGHE T, AU L& PRSI 300uL T 6 [BIVEE T 5, YRR, X v B 7R HITIK)T
Vil & Z IR ET 5, B, ~A 2707 L— hOWEIZIE, FL—bur v iy —% AT,
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47 RERG
Pt L= PR ER~ A 7 a7 b — MO EIEE R % 100uL 30 L, EiE5(25°CHit%) T 30 /3 St X 5 (3
W), BEHEN S & XX, FRBIORASOERFMA —EIZ/2 5 X5 ICTIEL D REERIT ) 2 L EE
LW, BEOSSHE, BOMEIRE 247 = W2 100uL L., MOt EIE sS85,
48 WMAEERE
PFUREM~ A 7 07 L— MMUDIEEIZAE LTGS2 FebnipS— /"= Z IV ETE NI
Moo, WK 450nm (2B T 2WEAW Lt~ A 7 v T L— ) —F—THIET 5 0E 1),
(T 4) WOLEERIE ISR L6, E0NITIT D & (6 BINAAEE L),
49 BEREHOBEEER
)—&ﬁﬁ&ﬁ CIRGIE %@ﬁf@ﬁfﬁﬁ&@&ﬁmri%mwﬁﬁfzi 5z
2) ~RYiKRRIKE~A 7 aF 2 — T LERIT, HenIRARE T2 &,
3)747D%1%7# PURE~ A 7 07 L— b ~O G EBRAEITF R ATV, FiRCTRERMG 458l k)
BETDZENRVEIICHEETDZ L,
4) HURFEMH~A 7 v 7 L — hOWE%IL, ROBREEDET DRI, FBRPEBI) Db L4 v
V7 ERS TN )BTV, BRI ERET S 2 L,
5) RSSO RFERONBO LN DHEEIE. ZIRFKIC X 2GRS NE 2 5D, FUREM~A
7m7v%%@%@*#%ﬁﬁﬁb Tz VIND ZIRPUED 3 RETE DRI RIFICRET D 2 L,
6) FUGFILIRZ /3 L7cIE, 5 LIS EZRIEST 2 2 L NEE LU,

5.

(1]

51 BREROER
PEHEW)EL (TCP) DIRFEICH L TR EEZ 7 1 v b L, REREZIERT 5,
1) REMH
245-hV 7= ) —n-Z U7 Yy (K TCP EEYE)
2) BERBRORE
# 4-1-2 IR B ER Y ER O 2 79, £, TCP IR ERIK 2 30 RUH DMSO T 5 fi%
AR LT STD1 Zil#l4 2%, Wiz, STD1 226 —E& %A /B L CRlEH A DMSO T 4 f5IZA R L T
STD2 #F#3 2, FEREOEIECIAR 4 EAREIEEZIT 21X, & 4-1-2 ISR TIRED STD1~STD7 % i
WI2HZENTED, 728, TCPIEEEME A G ERWVREA A DMSO OA% 777 L35,

# 4-1-2  REFRERTAEET L O iR 55

HAL STD1 | STD2 | STD3 | STD4 | STD5 | STD6 | STD7 | 757

ng/well | 5000 1250 313 78.1 19.5 4.88 1.22 0

ng/mL | 200000 | 50000 | 12500 | 3125 781 195 48.8 0
3) BRERDER

FIREICHEL L7z TCP EBEBEKO X » MAIEZITW, W~A 77— ) =¥ —{CLVEE
450nm (2R TF B WNE ZRET 5, TCP FEAERROWOLERIEIL, L7 EHIE & R —oFUsEMH~ A
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s a7 L— NCRIFZITY 2 &, TCP AEEWE R ERE L ORIEEN G, FRLIIRT 4737 A—4 —0
ROBEBEA~D)ZH B e~ 70— ) —F—ar ba—L Y7 b2V THLRWT S, BE

BAERR OB % X 4-1-8 1277,
_ (A-D)

y=——72+D
X
1+(z)
ZZiT, x o FEHPEE (hg/mL)
y o WREE
A OREOWEE
B iRy OE X
C : ICso (50%FHEHE)(ng/mL)
D I/ RO EERARE
TCP = e B e i Wi B/Bo 100
(ng/mL) (%) Tl
— N
T5u4 0 1.987 100 %0
STD7 48.8 1.825 95.3 \
60
STD6 195 1.694 87.4 2
STD5 781 1.212 64.3 S 40
STD4 3125 0.613 30.6 \
20
STD3 12500 0.164 8.9 q
STD2 50000 0.045 2.1 0 [Te:
10 100 1000 10000 100000 1000000
STD1 200000 0.017 0.8 TCPAE HE 5  FE (ng/ml)

4-1-8  BEMERLOF

52 REBOEARUVBREZROEERIZ & 5HR
R ER RS AES O P ERREIC L W B 5 N7 — 4 HHIE B GESE) 2R FEIXIC R LIRS
T 5, LTS, g0 A Df %=,
1) MEAIZIIT D IC50(B/Bo T 50%)HEDWNEND | 43T 2 — X — D% F THEEEY) R % F
T 5, #4-1-3 DFITIE, STD5 (ZH1T 2 HIEME D B/Bo 7336 L% 60%(59~63%)ICHH4 T 2,
2) FEUEM LR P A RS R (1Tl 256) & 3 U 7= il & #a NI L E & EMESE &) (ng-TEQ/mL)
HRET 5, (R 41-33H)
3) o mllE &GENSE) (ng- TEQ/mL) & -2 (f : (5.4+5.4)/2=5.4) L, EEKIZFER LIRTTT 5,
4) ICso fHTICH 1T 2 e BRGSO TR () R EO0EZF M L, 20 ZEHRR L35, £d)
FRE(CV%IT 20%LANITINE 5 Z &R EE LW, BIEBAR Z L OFBRIRIEOLBAEH 2 K 4-1-4 1R T,
5 1ATHLEHBRALHEZZGE1T. RRORHEWELITH LT, BHET D, WEDTDIZHE T
P& K OHHIE OFEFRIZOW T, fldkE T 5,
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# 4-1-3 EHEKAT — 2 EHEIEE A R)
TCP i%@ n=1 n:2
0= I
WEIREE BB | e | TRq i (BB [ EEhERE [ TEQ
e EE) | (%) | (ng/mL) (g TEQ/mL) | () | (%) | (ng/mL) (ng-TEQ/mL)
A 1.929 | 100 1.810 | 100
STD7 1.787 | 92.6 1.796 | 99.2
STD6 1.587 | 82.3 1.584 | 87.5
STD5 1.138 | 59.0 | — 196227 5.4 1.136 | 62.8 | — 197126 5.4
STD4 0.507 | 26.3 0.551 30.4
STD3 0.147 7.6 0.147 8.1
STD2 0.032 1.7 0.033 1.8
STD1 0.018 0.9 0.014 0.8
# 4-1-4 FHERHT—Z EHH
I 7 B A PEtH A A 0 U AR O 2k
T2 (ng-TEQ/mL) b 5.49 9.72
HE O YR 72 (ng-TEQ/mL) | o 0.3219 0.4837
I TE A D 2 B AR EL (%) t C.V. 5.86 4.98
H RS (ng-TEQ/mL) ‘pE20 4.85~6.13 8.75~10.7
7.0
~ 6.5
§ ut2o
ﬂ; 6.0
= 1A Mﬂoﬂ i ?/\f\gf\ .
NSRRI
E 5.0 L2
= 4.5
4.0 —4——+————

16 21
TEEEL (E)

4-1-9 EHEOFEHEH T 2)

53 BHEHHOEE

AR DO WO EE 2 i EARIC AR L, B = (B/Bo) 20~80% D i FH T2 D5 B A BRUSE E D Wfi$ & WO EE )
B3R T ARV e (SE ) & DRIIC BAF 7R EARBALR (R RELARME) 2315 B 1L D A RBL IS IZ SV T AR
YEM B AR (SR OIS S A R R 2 BT 7B 09 REOFHE) 25 HT 5, KEICkKITIY
S EE (B A 2BV TUE ng/m3N, (1 Z0 U AR OA 25312 3BV T ngle) # R T 5,

Cs =X X V—,E X =
vV
Z 2T, Cs FRRE (ng/m3N NI nglg)
X IR O fE (ng/mL)
Ve o fhitigE (mL)
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Vi o HhHE S B (mL)

v E AR O#K E(mL)

Voo BUBMREE (m3N Xt g)
(i) P A OERFRIEIC X AHEE, RAUCE S

210,
Al f 0 © BRFEORE On 1281 5 ZHEE (hg/m3N)
Os o HEH T A OEEFE O (£ 5) (%)
Cs o PEHE A A o FEHEE (ng/m3N)

(7 5) YA A T DOEEFEDOWEN 20% %82 DAL, 0s=20 &5,

6. RHTRXRUEEHH

6.1 BRHTRRERUEERHEAORER
B IR M OVE B#H OMERIL, EEEOLEEIRE(CV%) A 30%LL T & 725 mE R TFRE L, 20%LLF
L% BT 2 Rl EEHM E T 5 H5IETIT O, TRill, T A28 W T n=5 THIE L72BlZ2 =7,
1) RUETREEHAEERBOREG
(1) TCP B HERWE 2 3R DMSO T 8 fi5lcAfR L., STD1 Zii#l4 5,
(2) STD1 6 —E&EEZSE L, #EF A DMSO T 4 #1274 LT STD2 i+ 2,
(3) LUF. RO FIETIERK 4 (7B (STD3~STD6) & FH &l L | ki H T PR H AAZ #EIRHE & L C TCP
EEYEYE O 6 BEATIRRS 23 5,
(4) 62, TCPEEME A& E WA DMSO 04 %277 7 L35, (& 4-1-5 )

# 4-1-5 K TIRZEE H A ERR
HANL STD1 STD2 STD3 STD4 STD5 STD6 75
ng/mL 125000 31250 7813 1953 488 122 0

2) BRHTREUEEFEEOH HA
(1) PR U 7o m i IR AR 2 4 . EBREICHE > TRIET 5. n=b O 7 BA ARSI TRIES
LG DA a7 b— h~OGEBRIEO—Hil %X 4-1-10 12777,
(2) WOEE GAEM) ZRELT, 489 A—F —DROBKBHA~D) 2Bt~ 70 F1L—F1k Y
—X—ar b=V 7 FMHNTSRW) L WOREED B T BR AR H FASE HEAIRE 2 & (1 R i)

RS,

(3) MR T RRAEA M AR ERIEA Y & (E R  ng/mL) % FRUITRA L, HEEGEEERICERT S,
‘ E%fﬁ 0.8301
I E B (FPESE ) (ng — TEQ/mL) = 0.0669 X (W)

(4) ARSI T 2 E &GS &) O, AFERZE(e) R OEBRECVR) 2RI 5, (&
4-1-6 2 R)

(5) HEEHCRIE RGEMESE ), fENCEBREE 7 ey FLERE T v 7 7 A VEERT 5, (K 4-1-11
Z )
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(6) fERRLIZKsEF 774150, DOEERI(CV%) S 30%LL T & 72D s st A B0 M T IR

ET5, ¥, W%M&(CW@ﬁ%%HT&&%LTZ&%&&WDEE%H&?éO
1 2 3 4 5 6 7 8 9 10 11 12
VA7 A 7 B B A V7 B B A 7 B B A Vi
DMSO | DMSO | DMSO | DMSO | DMSO
STD STD STD STD STD
6.1 6.2 6.3 6.4 6.5
STD STD STD STD STD
5.1 5.2 5.3 5.4 5.5
STD STD STD STD STD
4.1 4.2 4.3 4.4 4.5
STD STD STD STD STD
3.1 3.2 3.3 3.4 3.5
STD STD STD STD STD
2.1 2.2 2.3 2.4 2.5
STD STD STD STD STD
1.1 1.2 1.3 1.4 1.5

X 4-1-10 96 Y x/b~A 7 a7 L— ~ ETORH T RS H FIEHE R O B E 31

#4-1-6 TEMRE OB HEH T R)

Std PEAEWR I HIE K55 (ng-TEQ/mL) . cv
(ng-TEQ/mL) 1 2 3 4 5 ) (%)

Std.6 0.012 | 0.013| 0.0071| 0.011| 0.014| 0.016| 0.012] 0.0034 | 28.3
Std.5 0.037 | 0.037| 0.034 | 0.035| 0.037| 0.036| 0.036] 0.0015| 4.2
Std.4 0.12 | 0.12 | 0.12 0.12 | 0.12 | 0.13 | 0.12 |0.0034| 2.8
Std.3 0.37 | 0.35 | 0.34 0.37 | 0.35 | 0.34 | 0.35 | 0.014 4.0
Std.2 1.2 1.1 1.1 1.1 1.2 1.1 1.1 | 0.064 5.7
Std.1 37| 88 |15 15 11 6.5 11 3.8 33.8

50

45

40

BT C V=30% f

30

% \ C V=20%

20

CV (%)

15 r

0.01 0.1 1 10
5% & (ng-TEQ/m/)

4-1-11 FEET 0 7 7 A L OEIEEH A A)
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ERAFECEVEE U T A 120V LA TNTR X

4-1-8 TR T, B . AREICLVER LB TREOE
th D FM % B (g-TEQmL) TH 5,

AR T DR T IR & OV B

EELHL

PHZR 4-1-7 KO
P A LT A IZ#3 %5 DMSO ik 1mL

BB 1mL S EZR L 72 UEHDMSO )70 5 80uL 247 B L, Z AU — R 6usi BOS A #E & 80uL K& Y
—RBUAERIE 160uL 200 2 CHHRIRS L72IRIE 100ul 2 7 = VI ET 5729

TERT 26pL &7 %, ABEIXHESMAICED L TR TH 5,

1 v =LY 7=0 ORE Sy

41T TR

S e TR
M I U1~
i (g TEQ/wel) | (ng-TEQ/mL)
R < 0.00028 0.011
I U Ak O 2 0.00023 0.009
7 4-1-8 & &P
S & i
N E Ry T U = oS L
SRSt (g TEQiwel) | (ng-TEQ/mL)
PR = 0.00043~0.055 | 0.017~2.2
T U AR O 2 ik 0.00035~0.075 | 0.014~3.0
6.2 RHEICETHIRETREVERTROMEE

ATALERIC e U 7= 3Bk & & RiTALEE & 3 - e 1

FRAWTHRRMICE T2, BREHCB T 2/ FTRAOE & FIRIX
DIz, £ 4-1-9 KR 4-1-10 (2l &2 7~ T,

# 4-1-9

= W.rey

RN, 6.1 OEAEIC L VG LR TR OVE & T IR
v BRI RO B AR

N =Wriy

RESIC LY B

AEHZR T B TR
Xk W7 LR PR e
M | TR | R | | s | e | S0 FR D o
________________________________________________________________________________ o) | T
(ng-TEQ/well) | (uL/well)| (m3N) (%) (mL/mL) (mL) — | (ng'TEQ/m*N)
HEHH 2 | 0.00028 25 4.0 12.0 10/20 1.0 | 1.0 | 0.0055
* vk 7L BEAAR R i
MRS | B TR | o | AR | oMuRAsHhiRE | RRiRisR (AR RIRE
(ng-TEQ/well) | (uLiwel) | (g) (mL/mL) (mL) —  |(ng-TEQ/g)
FVW LA | 0.00023 25 10.0 10/20 1.0 1.0 0.0018
Xk WAN I HREAA R
REGEGR | Bt R | vk | BURHE | o MuRARRRIIRE | SRR AR SRR
(ng-TEQ/well) | (uL/wel) | (g) (mL/mL) (mL) — (ng-TEQ/g)
Wk 2 0.00023 25 50.0 10/20 1.0 1.0 0.00036
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% 4-1-10  RBHC B B AL 0

SN o TR HRE A T
MR | ERAGTR | i | Ukt | el | Bkt | 0 | IR e e
R S A AR AR €3 2 o W7 S DR
(ng-TEQ/well)| (uL/well) | (m3N) (%) (mL/mL) (mL) — | (ng'TEQ/m?N)
. 0.00043~ 0.0085~
A
HeH A 0.088 25 4.0 12.0 10/20 1.0 1.0 11
v bk L SHE A P e B
BUERS | EEGEE | ovER | BURHE | MBI E | R BRI SRIIRIE |
(ng-TEQ/welD)| (uL/well) | (g) (mL/mL) (mL) —  |(ng-TEQ/g)
. 0.00035~ 0.0028~
A 0.075 25 10.0 10/20 1.0 1.0 0.60
v bk L AL A H g
BURERE | ERAII | piER | RURHR | o RuRAeaiiice | RofRiice (ARG SRR |
(ng-TEQ/well)| (uL/welD) | (g) (mL/mL) (mL) —  |(ng-TEQ/g)
ik o | 0.00035~ 0.00056~
IR Z % 0.075 25 50.0 10/20 1.0 1.0 0.12

(2 6) ABITIE, E R TIREOER EROF S 2R D7,
7. AEEREBHEER) ~NORE

e & (BEEE) T TRomEXE AW CEIRE» SR B L, fRETRET 5, £, A LHmEX
bED, MEEROHEHICE S TZFFEIBRE TN TE 2882 1ERT 5,
1) HHAX
APBGRS 1mL 272 V) O F2HIR E (ng/mDL)X A FRANAREECLT 1Q) L&KM b HF 4 FvCHlE
SR, P T AR IR Y 72 0 )~ OHREEZ1T D,
08301
1(?00) A v
T, Q@ o FHCRIIARGHICENREAZFE L H D (ng/mL)
Ve o HhERE (mL)
Vi o fhiE Sy BuE(mL)
v JERREEIOK E(mL)
Voo BUBHEEGE (m3N)
2) FOCARUVERAR
APBGRS 1mL 272 V) O FEHIR E (ng/mL)X A FRANAREECLT 1Q) L&KM b HFE X4 FvCHlE
BEEEE, TV UARIHIR Y 72 0 ) ~OHHEEZT 5,

& B (#E% ) (ng — TEQ/m3y) = 0.0669 X (

(Y

0.9605 v VE

1000) e
2T, @ : BRI BRAE U FERRE AR U2 b O (ng/mL)
Ve :fiigE (mL)
Vi dhiiR 5y B (mL)
v JEAEE O E(mL)

I 7E B (% 8) (ng — TEQ/g) = 0.0601 x (
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Voo REHRERE (2)
k. WERFEORERAIZOWTIT, FH2EF 28 MIEHEROME) 23RT52 L,

8. MERMOMER

Hiad bt 6 4 Hi2 1 HE, HRGC/HRMS 2 X - CTHIE S izsbEHc oW, AEEIC X DHIE Z1T
., HRGC/HRMS JEIC L0 G ocflliE s GEESE) & ARNEETH O FEHIIRE X 0 #RRis B
L. %6 HiftfiOMEIRE & e 5, 7o, WERMPRBIZED -T2 (e, ARSI F O
EEAELITREHSFOLESE) 26, HREIT O, HOIHEMREN, F 6 firtiloimAERE L K
< Tl 2 %A ATMBEBENGE T, RRORHEITV, ZOMBEROGE Uiz sty 2,

AEHET, H 51220 T HRGC/HRMS JEIZE D B AL FIEIC L 0 RILEZ 1T, R0 IC oW TIAEDRE
BIZE S DAV FIEIC X0 R Z 17> CRE 2 85 5,

PEH T AFEHZ DN T, JISK 0311 ICHEW N E CTEIT o 7o fiitiakel (72720, 7o ' A Ic 8% KF
TH TV T AR, 7 R OHH TR TOZ ) —2 7 v T AL 7 OFRINEATO2R) 208 L, B JiE JIS
KO311LIZED b= FIEIC L W HER (FEHSE) ZRD, E0 L, RE4.1~4.8 L UN5.310HE> THIEL
T2 AR EIEIC BT D FEHRE & ik L C, AR AR BT S,

TV U AR OR Z3GRBHE DWW TR, SRR AR SR 519275 B — G5 — 5 RAfR) (I ML L 7= 51k
(772U, AR Y (O)ONEERE ORMMOEIET TRV ICX 0 IERE GEESE) 2RO, i3, &
154.1~4.8 % 53120 > THAE L2 AEWRREIEIZ 350 2 SRR L & i L ¢, MEAHEFE T 2,
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FeH 2EAEN

[EERED DR RGEEER) Z R D 2BEOBBELRBEOFE T OV TEHEH T 238D )

BEBEMORE (ZOFITiE n=29, n=20 L EAEE L) ZAHIEFEIC L0 BIE LSS SHRE
(ng/mL) &, HRGC/HRMS JEIZ & 0 JIE LS b7 ikl o 3% R (ng-TEQ/mL) D BAFR 7 & I & & (M
EE)~OBAXELRT L (X 4-1-12 3H),

100

HEH A X n=29

10 F

0.1 E

0.01 E

FtE%RE (ng-TEQ/ml)

0.001 E

y =

0. 0669 (x/1000) 830!
r? = 0.9783

0. 0001

10 100 1000 10000 100000

LML (ng/ml)

1000000

4-1-12  HREALREE H () (HEH H 2)

[ERIBEEEH D PR RGEMER 2RO DBEOBBLEOB T ONTEEWV LA K R 2R )

BB ORE (ZOFITIE n=27, n=20 ML EANEE L) ZAHE KIS X0 RIE LE Dz J2e
(ng/mL) &, HRGC/HRMS J£IZ & 0 JIE LS 57 ik o FtE5% B(ng-TEQ/mL) D BAR A & JI & £ (F5
LE)~OWAEXLZREH L (X 4-1-13 3 H),

EWCA - BRx#& n=27
100
y = 0.0601(x/1000)° 96 .
r? = 0.9415

. 10 E
=
(=4
&
g
i
i
#
'HEH 0.1

0.01

100 1000 10000 100000 1000000
FEMBEE  (ng/ml)

4-1-13 HELBEHGED@E U A KO 2 5%)
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FND2 HMBIZ, BRVIVIAFNVASLERVESERDSLEZFHEAL., fiEC, BEE—XBRIERFAA
FOVUBE/ VD —FIILHESRRUBREBRRZAV -EEGSEBRAEIAEEZZMAL TS (A XO U8
DEMESEEATITIAEER 1TFEBEEETENREE 20D 2)

F1H MEAEDHE
MBPAR T LT 2 RIRL, A A A ek, 7V =27 v 7270, A A XV T/

Ja—F VR E AW EERABEAENTCEICEDHEIC L ERT S, BRI SHEEEE £ T
D7 a—OW %K 4-2-112 777,

[

|7U—>7vj|

\ 4

MEAAXOVEE/ VO—F IR ZRV-EERSBRRBEINTERICK HRE

v

| BEWE (ZARE OFE |

'

| BEGRRICLPUEE (BHER) ~0BE |

X4-2-1 BRI O REMEE £ TO 7 a—of)

F28H MEOESR

1) |MAATXIU0EME Py A A VEPUREA~ D Al A~ U A EHERR @A SEL LT
HEMHREZ Ff o lonA 7Y F—~v Z2AfFR L, H—OHKELAMIZRBINT 5, 2 2 TIXZ OFkEE
MIBICEVEOND, XA TF L VHICRRENICKOST 2MWEZAT o~V AE /) 7 a—F k&g
R

2) RERGRAE MM —XCEE SN A AT VEIURE T A VIR A7 7 & — B HUR
LD BRHIERIA L LTI v TITEA STV D,

) HEMSERREARE Vo VTG ENIMED AWE % BERER L 72HUR & BRI L6t
Rz v, EEGURHUARIS 217> THIIWE 2 1E S 5 ik,

4) RAMEOEREE MAELEL L T4 AT AT Y T2 Mgz —ERFM L, BERMSCX
VAR LIZENE (4 ATF AT R 7 xnm ) OEGREZ FEREOOCER 2 VT, BhiEEE
363 nm, HHWRE447T nm TRIE L, #HIEWEOAEMEE (nmol/(L - s), H\ XRatefl) A REKIHIET
(23T CTHAMMIE LT, EMIRE (FREWERE A S URE) 25T 5,
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5) B/By HIEXIZUT DOV T BTl B O AERGREE DOFAE (B) A AR ERE L v oa W E 04
B O (Bo) CTEl 72 %I,

6) METO 770 FEMRAa Y b — VR L EERK (CV%) & OREKRK,

7) TCAP L4 A A% VPRI KIST 6B, 54 % V-5 [245- NV 7un 7 c=1)7 3 ] ¥
VBETHY, MEMEIEKRT DO OEREL L L THERHINS,

F3f HHENAEICHET SFEEER

1. BT ROBRNE

BT ZAOFEEIL, RO XD RFIEICL > TRET D, REIERIZOWTIE, 20 BIIZER U CREHY
ADFAERNE L +3BE L TRERBIPERINTE 5 X2 2 LTl b 7u,

1) FHl L2 i e b W/ hORE AR ET 5,

2) FRIZHREMNIRWERY | 1) TWRE LTZIRED 1/30 LLFIZEE T AZB T 2l FRARRET 5,

3) LLFORIZ L - TEIC LB/ ORI T A D BEEZH T 5,

Xxv V 1
:QDL < JE

v k 7
ZZie, v s MEIC B2 B/ N OB T 2 D (m3N)
Qo FEVEIZET 5 TR (ng-TCAP/mL, DMSO % 1)
k c ER (HHSE) ~OMERK
v c EAREO#E (mL)
Ve : fhiH#EE (mL)
Ve o fiigs ECE (mL)

Cpr : WMBLERAHIFABTAZEITHHHE TR (ng-TEQ/m3N)
4) FH SN2/ OB A D B EZREIT AOFIE LT 5, 7272 L, RO KR O —ME 4
T2 XD ICERE L2 T U B ey,
(F) 5 ngTEQ/m3N L~ DX A A% VEREZET 556 (WEE R BT ACBIT 5T
1% 0.17 ng-TEQ/m3N)
I Z 20 mLIICER L. TOMEENS 10 mL 250 LT27 U —27 v 72170, K& 0.5
mL Ol EHFUEHEIR TR 5356 OB A O BE % LLFICR T,
. BEHEYVEICR T A TRRIT 26.3X 103 ng-TCAP/mL, HEH A A ORIE E~DOHEREIT,
200.6 X10% & A7z, HREAREIILLFIZ L kDT,
(1) AWEFEC LD ERPEEL. Y, HRGC/HRMS ik 2 @MSEL2 X & L, YX 2RD %,
(2) 2RBHZOWT YX #Rd, 2B oK EE 2R RE ST 5,
263x10°x05 20 1

X — X —— = 0.77m?3
2006 x 105 10 017 N

2. FVLCARVRABANORNE
[TV C ARG OBRIEIE, RO X5 TN K-> TRET D,
1) #Hl L2 T AT 7R 5 22 W R N OIRE A IRET D,
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2) FRICHRENRWVERED | 1) TIRE LIZRE D 1/30 LLFITIEW UA K O 2 3N 81 2 i TR % %
E—ﬁ—éo
3) LLF ORI Lo TRHEIZLE /N DX T A K YR Z 3RO &2 EH T 5,

Xxv V 1
QpL o« JE

W= Ve CoL
T2, W JIEICKERENDITW U A KO 2Bt o & (g)
Qor : FEEWEIZBEIT 2B TR (ng-TCAP/mL, DMSO &)
k s HERE (BHEFRE) ~OWERK
v o HEARE O SR (mL)
Ve . fhibigE (mL)
Ve o flibigsyBuE (mL)

Cpr : WELRDITVUCAKRORZEEEHZBIT 2 TR (ng-TEQ/g)
4) B SN/ U AR OB 2R E OB L2 130 UA R O 2GR O EE L 35, 7272 L,
B OREM R O —MEZ IR T2 L 9 ICBE L2 T iU 5720,
(#) 3ngTEQ/g LSO A FXL VHREZNET 256 (WELE 2 23EHIB T 2/ TIRIZ 0.1

ng-TEQ/g)

FHEZ 10 mLIZER L, ZOMEE»S 10 mL 25 L T27 U =27 v 72470, I 0.5
mL OHIEAFREEEIC TN T 2 5BA4 DIX0 U A MO 233 E OB 2 L FISRT,

. EWEYEICE T S TIRIX 26.3 X103 ng-TCAP/mL, BEH B A OHIE E~DBEAEIT,
175.5X 103 & Flv o, #UELREUTILITIZ L W R T-,

(1) AHEFECEDENEES Y, HRGC/HRMS EIC X 23S EE2 X L L, YX 2k 5,

(2) AREHZDOWTY/X ZRed, B O A2 R E T 5,

KT U A K OYA 2k DIEALREIC TR D\ oo | liakkl & G b E B R A AT 5,
263x103x05 10 1
= T1755x 108 (10701 07499
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F 48 AMORLE

1. BEHORLEDHE

B L7-30HT, 2179, MR SLEISS U THOBRAEIT., 2V —0 7 v FIcB 5, [M4-2-21CE
B O NS EIEE TO 7 a—oflE R,

(HBEWTHE)

| BRIUNTILERRASLIOINTSTERE |

B AR

X4-2-2 BREGREIOHE N HRTLEEE TO 7 v —o04fl

2. BE

RELOFTLEIC WA REIL, wick s, 2 boRE L, 77 0 7 BREIC X » THIEIZZEN 72
WZ L ERET D,

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

K JISKO0557 IZHLET H A4 (UL A3) DK, XXFRFEDOHEDH D
7 b2 JISK8040 ICHETH LD, XIXFAEDRKED EH D

FLTY JISK8680 ([ZHET 2 b0, MITR%DME

yoopAly JISKS117T ICHETHH D, XTFZEDRED S D

ATHL JISK8825 ICHET L2 HD, IREDHEDH D

CAFLRILKFL K (DMSO)  JISK9702 IZHETHH D, XFRAZEDOHEDO LD (1 1)
WEEF L)L JISK8987T ICHETH b D, XILFEEDHED LD

ThYy WEIZKEOMNEEDE O

HE JISK8951 ICHET Db D, LFEEDHED H D

BEUDSNLASL JISKO311 ITHESHI-T U BNV E RO BEREFETHH O
FEMRHASL EHRESESERLU AL, T E RSO SBEEEREZ o b D

AfA Vv 7 AL—HICHWS, 77 AMTARRT, LEEOR LZRHEIR ALY A X
DHED, RN >TTE hoE L, EHIC ML VETY v 7 AL—HH 21T 9 2, XU 450°C
PL BT 4 RpHICL BB 5
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13) HSRGHEAHE A 05um BEOLD, 77 F—HIHW5S
14) BF JISK1107 I[CHET 2 EMEZEFRE 2 #
(1) YAFAANLERXT R (DMSO) OMEEEIL, WEMRICEL LTI Lnbdizdr y OEEREIIEET D,

B ORTLEIZ N D 8RB M OERE T, WIZK D, T DDA OEEE L, 77 v 7 lBREIC L > THI
BN KRNI NT & 2T 5,
31 HSRFHA

JISR3503 K OIS R3505 IZHETHH D, 2y 7 OGNSR BIREHO b OEFHNTEH I
32 Yy R L—iHEE

JISR3503 IZHETHH D, XTI ERFEOHED LD, B
3.3 RHESE

I TFNF ==y v a B fiEg(KD), u—F U —T oKL — X FE LT NN L— 2 BEGERIC S ) — A &
EARHL T s2n
34 i

Bl A7 s 730.25 MPaO EZER 7 LRGSO REEZHT 55D

WIZZ ) =2z L TR b7n

r]&

4. ATALERIRME

4.1 BMEORE

BRI LUk, BB TR 5.

4.2 #H

1) BHAR
JISKO3116.4 (2 XV, 2175, 7272 L, WIEEMEORMOBERITH/20, X 4-2-3 (2P
ARB O E TO 7 vn—DFZ 3T,
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[wm | | mEse |

| wwro—omz | | mewossr |

v

&S Bk

v

HCI(2 mol/L) 438

A Zk1gIxLT 20 mmol

y LI EDIEER
i@
v v
\ 4 \ 4
JwH X L—iH R—RiRESHH
(MbIy. 16 BFRELLE) ¥ hnnr4ay (3 @)

v ‘L

Y hnnrayE KiE

- () mkxssty

Il [ =z
&

[ Jomxizms

[44-2-3  PEH T A ORI 7 7 — o]
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2) FLWCARURZRR
Pk 4 FEABERE 192 BRIRE— GE—FBfR) QXX TFROFECL VM ZITo, 72720,
NI E O UM OEEIIAT D0, X 4-2-4 12130 U A KL OR 2 sk Bt o g i £ T 7 o — o )
%ZT—\‘?—O

v

SKERE

\4
HCI(2 mol/L) 4038 | &# 1 g [SxLT 20 mmol
ULt DiEEE

v v
-

A 4

TA—YRE—YTETHEV I AL —Hth

(MLT> . 16 BEEILILE)
v S ARAITEN
L [

3 S ALE R
| HH & I

4-2-4 130 T AR ORZ BB ORI £ To 7 v — o]
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43 H)—or7vwS
X4-2-5127 V) —r T v 77 a—0fl &R,

________________

RHEDDZ UGS

v

> RENE

KHEPDZNEE
<
\ 4
ZE)NT IV EER
HSLHATRT STk
! ] 2
- — . ERTEZ
5&“%%5?&*4 ................... é mﬁ {’E%
X4-2-5 7V —2T w7 O7a—Df
1) #MHBERDHE
() MR A2 B L C— 32 E ISR T 25812, @R Lbigo s BICE b T—ia o md
z)o
R &HHLNLD, T 0.3mL WiV Zas il EOMIEE At a—& Y —x 3R L— & CHLE TR
F CIRMET D,

2) FHHISLOER

1) BRERYUATILASL
HI7 A7 v~ NE (NR15mm) 12, ¥ 4-261ZR-FT X912, FoLmATBEETTY v b, HiRR
UL (L5 gREE) . UM (1.6 g BREE) . Wilk[44% (H&EHF) 12U v (1.6 g FE).
YUBTN (25 gBRE) ., il U UL (256 gRRE). 7V v FOIEICHEET 5,
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] «— JYvhk

|« mEFrUYL

= <« JUhT L

<«— AERERD ) HTIL

| «— 2unsL

<« WERLUNTL
<«— 7Yk

eSS U HFLEOTAR - REBIAE, BB
CRIZHLT. BEEELTHAEDAL, |
REL, S44F L BOEREAESNEIEE
%Ka?’ubfﬁ( &,

X 4-2-6 @2V TN T HAOR

(2) EHERHISL CE2)

I A7 m=< ME (N 6mm) (2 Fbi X FEETT Y v b, filfg) h Y v A (2S5 10 mm),
TSR U 7 V% 0.3 £0.01 g, FilgT RY 7 A (B 10mm), 7V v FOEIZFEE T 5,
(£ 2) IEMERIIRE D v Mok o> T, SEEBINEZ DRDT-0, NIEENE (7 V=27 v 72510 27) 0T, vy kb2

D=0, FMEYLEZ HRGC/HRMS HEIC X VR L TR ZEMNEE LU,

3y VU—=2FwF
(1) BRBgMmIE
JIS KO0311 16.4.4 FilEEL/ > U BN AT Ay v~ N7 T 7EEXIIZIE ) B FNV T AT~
k7T TR UL L 72 5 i,
(2 BBVUATNASLIOT IS /FHRISLIDT NI ST E
a) TEMERA T LD EICEBL YDA NI T LET 7a s fla=d Tk L, BN 7 TlA LIz,
XV ERET D,
b) WHMEKIZ~FY L 1 mL 2B L%, ZEC Y DT AD T BB ERINT 5,
c) ~FHr 1mL THHKOAS TWeFasaPeif L, BERE D 7 LMZHEAT D,
d) ~FH¥ > 1 mL CRBEOBIEEZIT,
€) N7 ATA~FH 45 mL AT,
fy ZEVIUDZFALITLEHL, EERD T DbV o AF Y r=1:9 (Viv)% 40 mL i 7,
g) EMRA T LEWEEIZLTC, bz 30 mL &9,
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4) BEEBREUVAERRBORE

(1) 3) THEOLIEEEAr—& ) —x K L — 2 Ok c1 mLEE £ ClEfET 5,

(2) MR A T ARBRE (A v VIR ([T L, R T CRIESTRTE TN L. DMSO%0.5 mL
23R 2,

Q) HBE AL TNICE L, Bk, =R CHEITICRTET 5,

SE5H RE

1. AIEOHE

REFEX, ATV HOBESEEOMBEMEOE W, BT XY 7T VEHEORENL Y R
V7T R E B ROICRIR T DR Y — XEEH AL A A XV T ) 7 m— T VPR R O R
JR& AW R AR REN R LV A A A VOB S REWET 5 HiETH 5,

5-4F%V-5-[(2,4,5-F V7w 7 =)7 I /] ¥ U (TCAP) Z W THREMRAER L, 3O
WYV DOAERGEEE 2 DR U7 ERRE EEWERE I CHRAE SN RE) 202, B0 CAK
VR ZBIZOWTED DN BELHECHRT LIV NERGESR) BT T 5,

2. ERA¥Xy b+, BE, RERUVEE

21 EAFY b
A b (B — XEE IS A A2 VT 7 o —FAPURICIE, ~ 7 ZHEROBAMKE (1
TV R—=) O Lie B (bR 7 T VR ORI LR Y T T R R RICERE T D PR A
FERAERAURIZIL, TADVHERAT 7 X —BTE#RINTZ 245- N 7mn 7 /) — Vi8R E | R
VERCAEYESIZIZ, TCAP M7 2%,) (X, LFTOREENOHE/REINDL DO TH S,
1) REREHE (1007 R +53/F)
RIEA » T20NOESDORED v 7 B L AW, T IWOPFRZICHO SN TWD, 1EHIE
gy GRIED » 7 Ul) \TITAS R AE TR & L THAA A% v VEREELLE—XB LT
NHIVWERAT 7 ¥ —BiEi#2,45- N 7 eun 7 /) — V8RR EERLTWD,
) IBESEY F (BERQ)~6) &1mLAYSE 2K/
TAFNZNEFYF (DMSO) R THY . LTORED 5-4% V-5-[(2,4,5-F Y 7 mr 7 = =/)
TRz U (TCAP) =&,

HA A% O HRERERL (D) 0 pg/mL
B A A F v FRE R (2) ) 40 pg/mL
HA A% ISR (3) ) 120 pg/mL
B A A% o HREYE L (4) % 360 pg/mL
5 A% L AR (5) #11,100 pug/mL
B A A% L RS (6) 1 3,000 pug/mL

B A F 2 HEREYE L (6) DR FE 1T 3,000 pg/mL TH B8, HEHEN Y oy M XV EENRH S 72
W, PREETE D MEiko ERE LT 2,800 ug/mL &35,
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) REFIRAE (4mL AY 4 K/58)
0.01% Triton X-100 % & Te KIEHR T, FEHES K OBRIEOHRUIZHE T2 K 0 ICHE T b,
4Havira—=iLty bk (LRLL, LRL2 H4mLAYE2F/FE)
CAFNANLKRFT R (DMSO) WK THY ., LLTORED 5-4F% /-5-[(2,4,5-h) 77 ==))
TNz o (TCAP) % &,
FAFFTaryba— LUkl 180 ug/mL
FAFFTaryba— L2 360 ug/mL
5) 43 (100 mL A Y 4 &/58)
FrE LT1OA (100 mL) H7=b, v s U 300 (FR{FAD) 0.03 g =5 Te,
6) ¥i®i® (100 mL AY 4 &K/5E)
FrE LT1OA (100 mL) H7=0iE{bFT FY 74 0.88g, HHR=20.06g %51
7)EEHEY b+
R (BUEREE . 100 mL A 2 A/4H) ¢
FHDELTIOASTY 4 2XF N R 72 U0 AR 26 mg &5
B (100 mL A Y 2 AR/4H)
Ty L T100mL H729 227 2 /-2-AF-1-F /X ) —)L 45g & 5&Te
22 BE
HECHWDEH > RS ORI, RIZE S,
1) &K JISKO557 IZHET D A4 (T A3) DK, XIIFEEDHED H D
2) SAFILRILKRFS K (DMSO)
JISK9702 IZHET 5 b O E - IEREOMEDO LD (1)
23 BARUEE
HEIZHWDER B R OEEE T, KITK D,
1) BRAEIEEE
2) RILTYIRIFY— (RRESXY—)
3) MHEBE
4) Y49 0EARy b+ (10~100uL, 100~1,000uL)
5 IA47RERY b+ FYT
6) HSRAREE (13mm¢ X 100 mm : R E v YHIK)
7) HBRERSvY
8) EBFRAZAEREBERY>IILFvT (1,000 FK/FE)
9) #B&EWERH YT (200 h v F/5E)
10) BHBREAH Y T (200 h v F/5E)
11) RRAY—ILERY b
12) BFXT (FtE&E : 0.001 g~#7 200 g)
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3. ¥v FOEYHEL

DIFORY D EOEERZBETFT 52 L,

1) XA A% VHEOERRIFIEMT 5 ET2~8CTHREL, 15~25CITHEL T+ L,

2) XA AR HORMMIMIEL. REAEOHEG T, #HE T, 2~8CHRAFET, BiEH LY 1A TH

5,

(1) RERGRE ¥ 4% HEMERSREOH RS ZBE L CEMT 5, BE#%IZ, 15~25C
HET1IH ., 2~8CRIFTTHHAZTH %,

(2) BER XA AFvUBEELEY M BEELQ~6) KOz br—LEy b (LLVL b
N2) FVAFNANLEFT R (DMSO) K TodH Y, DMSODRERIZ18.5CD=8, MO
BRIZ1220~25°CIC R L CRilfiR, 0 ciBfm L Cob A+ 5, MLzt BE®%IIES
L15~25CIRfF C1HMI A CTh B, 2 ha—uid, BEZITEE L15~25CIR1ET30H A
HMTh D,

() BUFERKE & 14XV EREARIRILIRKZL DT, BAE#15~25CTHEMAT 5, BHE%IIE
B L15~25CIR{F C30HM A TH 5,

(4) E£BH& HLEty MoOREEICAUICEERMRIKICA (100 mL) Mz CRERZAMT D,
TR T, T, 15~25CIRIFT3H, 2~8CIREFETTHMAZ TH D (EHE B, KIR
W TRNEDITEET D) &

(5) %k&F® Ve EEMBOWwHHKY 7 1T AND, 15~25CHET30HMAZTH 5,

(6) 9T DK EEEMBOSTERS 7 1T AND, 15~25CHET30HMAZTH 5,

(7) BRAEREBRADY T BRELEHD v~ (STCH v 7)) (XEEHE I E L E O BRI 206,
I T ET 2Ty b D, ARV 15~25CTRIFT D,

3) ¥y FERETLHAIE. RELIT. RAFFE, HRORE, RERCREDOHFREZLE L., KT

THZ L,

4. RERE

i (2~8C) RMFSN TV HREIIL, 16~25CICR L T b7 5%,
41 HRERGHRE

T OB GRS » T20E RN O0E SORIED » 7 N U AT kY . RIEL v S ETD
LTS 2,
42 BERKEY

EHESE > NI ha—ty MIUAFLRALEFT R (DMSO) I THY . AT CH S,
FAEAESL K OV > b e — L 320~25°CIZER L T BERE LT T 5,
43 TOHORAE-HTNFvT

SRR, Ve, REIR. BRIRAIRIR L OBRRENERY 7Ty TITHRAE Ch 5, HRuE
) ELEE OB EIZEVE v b5,
44 BEHARRIIOAR

ATALEE D%, DMSORK & L7cikkEHE, @E., DMSOIZ L W AR T 5, TEQIEREN 2 KRIMOFE DL
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A, W& LT, R, 3MEmBUIR. IR, 2715 A IR, K ONSUEA I DS/KERE O EZIT 5 (F
4-2-1) . WHRIZIIH 7 AR EH VD,

#£4-2-1 REO ARG

Aot (ul) DMSO (uL)
115 J R 0
3 JiiE 100 200
9f% 3fEATRIK 100 200
271% A BRIk 100 200
8114% 27 AR 100 200

45 RELKOAE
S NHROBIERELIZ Y A F L AL EF T R (DMSO) K TH Y . 20~25°CIZERE L TH b EHE

L. BERAENIELEEICE Y M5, BERIIREAIKIC THEIMR S, 20% DMSOME #EK (1)~ (6)

N EN D, TSN 7-420% DMSOREHEES0uL M O3 K450 uLid F BRI fafE SOG R EK DOFIE A

» FNGTE S NSRS MRt S D, BEHEIR(D~6) % ZEHIE L TR b 2 SRR O S E O 4

R E D)% R B, 15 DT B E O AERGEE O FHE (B) %R (1) 08 W O A s E O -

il (Bo) THI-72%fE (B/Bok L., ZDOfExyLT2) LBEEEROERE (x&75) %ItiLogit-Log=

WENFRUT L0 B EAREAERRT D,

1) BER G E R E O BIRS I E ISV, AEARE EiT 2,

2) FEFRSIEREEE OBARGLHEICHED, LT OBEREIT S, EHEH(D)~ @) DK I, K O L
ET 0T T N EERGENEEE SRR T D,

3) S (D~@ONLY A F N A LHEF T K (DMSO) i Th 5, DMSO Ot iiE 18.5CTH 5 DT,
R OBRITIZ 20~25CICER L TR L.+ L THhHH 7 A% (13 mm¢e X 100 mm :
A B VIR) 12K 300uL B LA X %,

4) LTOK 4-2-TICRBELTHD L HIC, FEHEREZB LEZ T ARBRE (HPOE 1~1E6) . &
AR 7 > 7 (P OWEE) 1 EEOE A A% 8 RERSRIEORIE D v 7 (KH D %)
3 HONEE CRERMEREREICE Yy b L (BRIEQEA S » 75 6 i, ¥4 A4F2 8 o sR
ORI » 7518 ) | HERELE 3HAET D,
7R BEERERL, RO SIERWVRENRICE XD LERSH S,
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EEL )~ (6)

4-2-7 FREARIERR ORBRE | LA D > 7 RERISRIED » TERE O B

5) WIE AT D L FHEUES DMSO K 40 uL 35 X ORI BRI 160 uL 23S RISAELH A~ 7 (K
DIFNPEE I, Yo 7T o T X0 B U CHIZRMT 25 L0 5 AR BB
TSNS, AR S 72 20% DMSO L (1)~ (6)4 50 pL M V3 R4S 50uL 23 % B ik 3R ok
KAy 7 (P ORIE) I TE SNHURPUA SIS S BIA T 2, BRI FICHURPUARSOS 2 10 43,
3TCTIT o 7=th., W CURIFT 2 2 LI X 0 Wl OB FARMPUR & RIKRL Y ZBRE L. T D1k,
Btk — RICHEA LToBER OTEMEZET 5720, BEREEZIRM L, BRI T2 37°C T 5 43 [H
WEFTDZ LIy, BRSO REONDENWEOEMEE L RD D, Iods, WERKND
FERM T E TIXEEICTABIM A DEFIC T D,

6) MIEBMAE., K920 3 TRYOBIE/MENAH SN, Z0% 10T LI 1 >TOERHRE SN D,

46 a2 kA—)LRUEREDRIEH

1) FEFRSERERE O B E ISV, 2> ha— WlIE T e 7T Ak R RE RS E BT D,

2) avba— LU 1IBLRLL 2P ATF NV ANLEFY K (DMSO) & CTHh5H, DMSO @
flAIX 18.5°CTH D DT, MHADEKICIE 20~25CICE L CRlfE L. 0B L Th b AT AR Bk
F (13mmé¢X100 mm : AE v VIR) 12300 uL 2B LE X 5,

3) iR U5 K OV R S 7= R B1EEL 2 7 7 AR BE (13 mmy X 100 mm: A B v Y HIR) 125 300uL
BLEZS,

4) [ 4-2-8IZFHL THDL LI, 2 b —nAZB LA 7 ARARE (Mbho=1L22) | K
RS » 7 (P o0E) 1 EEOE A FX U8 ERISGREORED v 7 (K 05hE)
1 EONEFE CRERERELEE I v L (BRIEBLERA S » 75 2 8, 24 4%V 08 R RnR
HKORIED v 75 2Mf) | Farbe—AE  1HEUMET D, (F2)

5) Milka B LER TN 7 ZEBRE (Kot 1) | REQEED v 7 (P o) 1EECY A 4 F
UM SR ROGRIEDRIES v 7 (P o) 1 EONEFE CRERAENEERICE v b LREE 1
HET D,

6) HIE L 72k D §1 T B/Bo 2 50%IZ & bW iRk Z B2 2 EHEET 5.
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7) BT AE SEIOBRERNERS RO EHEEZSED,
(FE2) =z bo—LOREFHERZ &I 1 EEET 5,

Qe koo, B QEND Bk QERD

4-2-8 v bwu— b, BREFEORBRE ., RELEAL » 7 REKISRIED v THREOH

51 BREHROER

1) AEHE S (1)~ (6) DMITE H> & 15 5 du 7o K45 e i (2) ~ (6) O 8L S W B 2R Al i FE 0 372 ¥4 i (B) & 4% ¥ it (1)

HOCHE O A REE O TEEEBo) TEI > 72 %fE (B/Bo & L., Z0Ofiz y &35) & AR ORE
(x £9%) %ZitiZ, Logit-Log =&k [lH=IZ L W R EMRE1ER T 5, Logit-Log = k[EIF & (X L4

ToHRRRXEZRT,

Y=AX3+BX2+CX+D Xi&

Logit y =A [Log (x/5)]3 + B [Log (x/5)] 2 + C [Log (x/5)] + D

Y : Logity. y:B/Bo. A, B, C,D: &%

X : Log (x/5), x: #E¥EMEORE [ug/mL]

2) MEMOAZNHIRKIL 60 B F‘ﬁf\‘é@ D ZAFXT U REOSREOR —r v hOBITHEH SN D,
BEBRIERD 60 BB LIZHA. 22 b e — VENFOREEREZ 00 L725a . st
®Hykﬁﬁ%¢é%é\%L<i$%§y7@§@£®ﬁA (= ﬁfiﬁ%% IZH9E - Tl &R
ZAERLT Do

3) WIERIEIZ L VE SN DB EROB] % X 4-2-9 (2 A2 45 E #5 2 % OVB/Bo Dl % 3 4-2-2 1287,
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By 84,18 11196
I:I:II_IEIQI:I | Il:lr\l HFELI1T ELd ASSAY DHTE . @7 E4rim
FEJECTS B0 i
: REJECTY 1.0
5@, 15548 il FEJECTS
AL 2 41.9Pus ML 41.E6560 REJECT 3 '
S5.595957 REJECT 3
41.58171 REJECT 3 ,
CAL 3 1PS.@@useml 32, 45815 Sal FEJECT Y .
SE.44117 gl FEJECTS 3
3. 13279 REJECT » .
CAL 4  S37S.@8useml 15, E5084 REJECT » y
1935736 gl FEJECTS .
TTETEE REJECT » .
CAL 5 11e9.@8us.ml 7. elocdd REJECT »
7. EZRES1 REJECT»
T.914235 gl FEJECTS
CAL & =2885.@Pussml 2. el5-P0 REJECT: @
Z. 68145 REJECT 3 9. 6 3. 69
Z. TR4SPd SRl REJECTS LOG CONC
¥ = 7. 1Te-E ¥rT + 2. FAGeCl $eZ 4 —1.Stethot 4 1 Fodetm BO = 4.52d45+1
h NERT CALIE. ]| |[[ENALviE oeL. ]| |[Bccert cAiiel| [Ccacoiate ]| [CBeRp coev )
™ g =7
X 4-2-9 EEEREHIEEE NS H ) S - mER O 5]

# 4-2-2 X 4-2-9 OFE RS S5 HHMENR O B/Bo DHF

a8 3 EE JEE
TCAPBEMARE | poioqer | T8 | SD | oV | B/Bo
(ug/mL)
0.0 16.16
1 0.0 48.40 4824 | 2.00| 41%| 100%
0.0 50.15
41.9 41.87
9 1.9 39.60 41.02 | 124 3.0%|  85%
1.9 41.60
125.0 32.43
3 125.0 32.44 3267 | 040| 1.2%|  68%
125.0 33.13
373.0 18.64
4 373.0 19.40 1927 | 058| 8.0%|  40%
373.0 19.79
1.169.0 7.62
5 1.169.0 7.62 772 | 017| 2.2%|  16%
1,169.0 7.91
2.885.0 2.61
6 2.885.0 2.60 264 | 006 2.2% 5%
2.885.0 2.70
YEAMEOEREETHY . nmol/(L - ) TERT,

52 REROMBERUVBREZOEERIC & 5HEE

KRB B OB ([ REFFELME)
1) T4, FEEME ITHEWREREIERT 5, KIZ
Fx210MEHEEL, v ha—LEELEE TS,

— N E R 2E EET D ZEBREE L,

WIZix, =2 e — L ZFEKIZ
2) BNz ar e —LEE (ug/mL) &I LRET S,
3) #=arv hu— VHIEMEDFYE (M) LEFEERFRAE (SD)

B (CV) 1T 20%ANICINE D Z ENEFE LW, #ROBIZE 4-2-3 BIOEHEKOF %X 4-2-10

~

= N = 1%

7272 U, BERERE LA
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10 [EFAIET A Z EDNEE LV,

ZEH L, 28D Z#EHRA LT 2,

L~UL 1 X L~UL 2 ZEEC
ek, FEFHEICIIBESHRICE, a2 bne
B VITERE O

ZEEh R



L:/‘T_“—g—o

#4983 avbo—1 UL 1KLL 2 ORIEREEOH

oy hr—L L1 o hr—b LUl 2
RER LKA | B/Bo (%) 63.9 46.6
) fE M(ug/mL) 183.3 357.5
W EEOZEER 2 | SD(ug/mL) 7.35 16.43
) E A D ZE B AR CV% 4.01 4.60
EgEliigis M+2SD 168.6~198.0 324.6~390.4
250 450 C
400 I
200 \25D r M+2SD
@ g_xisﬁfai;;gﬁagiM m i y
® ®
CH! woso & | NN
150 i M-2SD
[ 300 |
100 250 [
1 2 3 4 5 6 7 8 9 10 1 2 3 4 5 6 7 8 9 10
BIEE AIEE S

[K4-2-10 #4-2-3THLNTZa Yy hr—/L LTI E DL ~)L 20 E B D]

4) 1 RTHEFHRRMZBAEEEF, RRAOEHZITV, BHET D, FEFEFHIZE SO TRHE T E
BLOFHRHEORREZTLHRT D,

53 BIERHOEE
B/Bo 28 50%/Z i & 3T VO FRE O I E S (DMSO VAR HH O SRR L) 2 3595, RO 7= 3 (ug-TCAP/mL)
MHUTORICE - THEEDHTZV OFEBIREEZRD D,

1) BEHA R
Cs=XXnXvXx V,E ><l
Vg V
ZZiE. Cs PR AT AT DO FERIRE (ug-TCAP/m3N)

X o ABGEE R ERRE  (ng-TCAP/mL)
n D WIRRER
v c WEMREO#E (mL)
Vi % E (mL)
Ve o fhHEZECE (mL)
vV D PR T AREE OB IR (m3N)
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f#5) PR A DIRFREIC & HHIEE, kAU X D,

C= i X Cs
21 — O
ZZiz, C 38 DIEFE On I 5 EHEE (ng/m3N)
Os : T AP OBFEORE (E£3) (%)
Cs : HEHHTAHFOEREE (ng/m3N)
(1 3) PEHIY AP OBF DU D 20% 5 B2 5 AL, 0s=20 LT 5.,
2) IFVWVCARVBRZ R
€, =X xnxvx-Ex—
v Vg W
ZZiZ. Cw 0 U AL O Z 3 o EREE (ug-TCAP/g)
X o RGBT SEHRE (ug-TCAP/mL)
n N (NS
v c EAREO#E (mL)
Ve fhi#E (mL)
Ve o fliESERE (mL)
W XV LA YR Z RO IR (g)

6. BMHTRRUE SR

6.1 REVEICHE T 2RHTRRUEERHEDHEEE

FEE BT D PR A OVE #iPA OMRRIL, ERIEOLETRE (CV%) 23 30%LL T & 7 D IR & 1
HTRRE L, 20%LL F & 722 BT 28R ORE 2 & &#iH & 32 H51ETIT 9,

IR, A FFy HRIEEAZ AT n=10 THE L= ZR7T,

1) BHTRARUVERGEE HAREMEEROMAR

(1) AEHESL (1)~ (6) B OFEHE L (1) & (2) D D FE A A e (2) & A HE S (1) & W TR 2,

(2) TR L7 IENEM BRI DIRE OB % LT D% 4-2-4 |ZF#T 5,

F 4-2-4 W TR M OVE B IH 5 R 0 B O fR 1

TR | oo | oo | oo | i | i | i | i |
1 2 3
WAL Ty | R AR 2 AR @) 3) @) 5) ©)
ug/mL 0.0 13.0 20.8 28.1 42.9 126.3 377.8 1,116.6 3,318.6

2) BHTREVEEHEDHH
(1) FHELD~6) & AW TREREERT 5,
(2) FEEM(2)~(6) R OHEHER (1) & QD ORE DAL 1~3 2 n=10 TAE L, #REHD,
(3) HIREMICI T DMEMEOFE, FERAE (SD) ROEERE (CV%) ZHHET 5, FREICS
W, BEIELERES D Z EBREE LU,
(4) T PR B OVE BaElR 5 RE RS R O 2 3K 4-2-5 1287
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F 4-2-5 Mt T IR K OVE B ARG H B E RS 2R OBl

o ﬁ;ff WERR (g/mL) v | s | O
P Y S A YN N NNEEY:N NS ) ey
A 2 208-""3£€ —————— %gg ------- gig~""%%§ ------- éé%- 189 | 698 36.9
s | ear |2l atalsol Tanel a0l T T
B I ¥ Y a1 M) B B
T | 1zes i e | laba | i 1276 1454 114
T | s e aeo| aeia| ssss| 56| 1069 23
To | mes e e  Ters | 1is00 | L1650 | 2090 18
Fo | 33188 [ i 7 | 545 | sacii| 9968 | 11829 | 34

ND:Not Detected (FEARDOEIFR N SEEEZFHRE EINT)

BN CFRIRE (pg/mL) | fEENZZBRE (CV%) 27y FLERKET 07 7 A VR ZERT 2,

(5) HETa 77 A0l %K 4-2-11 IZ7-7,

50 EEREEITHTHREECV®%)
45 -\
\ y = 233.76x 26276
40 \
35
@
—~ 30
X
> 95 \
@) \\
B N
15 hd N\
10 \\\\\\\\
5 ° \H
0 y
10 263ugmLé 1% 1000 10000
50.3 ug/mL 1ZHE R E (ug/mL)

X 4-2-11 FEFET 0 7 7 A L O] (FEHREE K OFIRIR)

(6) HWETa 77 A NN, ZBERE 30%DIRE Z I TR, 20%& 722 BT 2 O E
I & T 5,

AIEIZ K B U7 TR & OVE il 1L, BERZRIE I35 DMSO ik 1 mL H OFEHEY)
EAYE (ug/mL) THD,

()
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BAKEIC 1 mLZESR L7z DMSO e 10 pL K& OB R A B 40 uL OIRESEHE 50 ul & 51E
% 50 uL OFF 100 pL & % SOGRIEDORIE D » TN ET 2720, 1 7 v 7870 OB E &
I 10pL & 725, ERFENOGEH LA A 4F U HREORIE TREZ R 4-2-6 12, TRz %
4-2-7 2R 9,

% 4-2-6  FEEMHIC L S TR
FEAEME 23T DR TR
263 ng"TCAP/H v 7 | 26.3 pg-TCAP/mL

# 4-2-7 PEMEWEIC LB E A
FEAEME B 5 e R
0.503~28.0 ug"TCAP/H v 7 | 50.3~2,800ug-TCAP/mL

6.2 BRHICBTARETRRVUEETROMER
1) AR

(1) THE3E REHEERGECHET 2R FE 1. R 2A0RRE] TR LR L, e
AZOHHEZ 1.0m3N & L, fitika 10 mLICER L, ZOHHE2» S 10 mL #5HL<Tr7 V—r
T v T EATV, BRI 0.5 mL OMIEHREHARICTH S 256 OB FTIRAZKR® 5 &, 0.066
ng-TEQ/m3N & 725,

(2) FfRICEERPHEZROD L, 428D X HI20.13~7.0ng-TEQ/m3N & 725, AL, EEITiEEL
7o @By 5 AR DMSO 2 W T, 5 /K#ED 3 5A ARSI (&K 811%) Z+ 570, E=
#PH O LRI B EBRO 81 1% (570ng-TEQ/m3N) * CEEFHGETH D,

# 4-2-8 PR ATEHT I 1T D I HE R IR & E R
AUBHZIR T DR TR BN I % i BT
0.066 ng-TEQ/m3N 0.13~7.0 ng-TEQ/m3N

2) BEVWCARUHZR

(1) T3 REHREBGECHE T 2RHEHEE 2. B0 CAKROBZ B OfRIE ] Tio# LzitHE
ANS TV CAL R Z RO EEY 1.5g & L HEE 10 mLIZER L, 2O S 10 mL
ESARLTYZ V=07 v P 2TV, BN 0.6 mL O HE HRBHAR ISR 2 B8 OB TIR%
KHbH L, 0.050 ng-TEQ/g & 725,

(2) FRICEEHAZRDD L, £ 429 DX 512 0.096~5.3ng TEQ/g & 725, B L, EEITfEE L=
B2 & 7R DMSO & VT, 5k #ED 3 5 HURA (K 81 £5) #4270, E&Hl
PHO EFRIIR Ik B 81 f% (430 ng-TEQ/g) F CTERAIGETH 5,
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#4-2-9. TV CAKRZBIZET 28 TR & & R
AEHZ B 1T D TR AN I 1T D E AP
0.050 ng-TEQ/g 0.096~5.3 ng-TEQ/g

7. AEE (EHEFE) ~0BH

5.3 CRDIZEPIRE ZPEHH A, (ZOC AL 2R E BICHBERETHRT 2 2 & THER (BE%EE)
T 5, Z2C, P AOMERE (15 381 SREHREUGIEICME T 2RECFE 1. 3BT 2 OB
] 22 M) 13200.6x103, X CAKROYR 2 ik OHUEARED (155 3 8 RUBHRIUTIEICB T DRt FH 2.
TV C AR OE 2Bt OB IR ] 22 M) 13175.6x103Th 5,

HERE (FHE%SE) (ngTEQ/m3N, ng-TEQ/g)

= FEHEE (ug-TCAP/m3N, ug-TCAP/g) B (7%

i, WEMROBERRIZONWTIT, F2EE 26 MEEKROBRE] 2RI D52 L,

8. MEMRMOMER

Die L b6 HiZ1, HRGC/HRMSIEIZ & o THIE S 7-iBHZ DWW T, RBIEEIC X 2 EZEFTV,
HRGC/HRMSIEIZ L W bz illE R (EIESRE) & ARNEE TF b vz 2R E L v #EAREZ R L,
%6 Eii OMBERE L il 5, Fo. WERESKIEICE DA ey, WU S 0L F A5
LITMERYEOEEE) 126, WREIT ). HONIHEHRED, # 6 MmO E R & K& < Tt
T BBE TN BT, JRE O EZITV, £ ORSE L O U iE 2 0k d 5, BRI,
BURAREL3100£30% & i L 72356 SUTFBIRER30.98L T & 72 o 285 A812i1E, IR 2170, Z Ol
BB OGHE U B 25k 2,

AEHE, A 722V THRGC/HRMSIEIZ E W DAV FIEIC & 0 R 1T, 7% D IC oW CIAMREE
S DAV FIEIC X 0 RTLEE 24T - TRl 2 Rl %,

PEH A AGEHZ DWW T, JIS KOSTUZHEW I £ TEAT o 7ol (72720, 7oA Ic8% KF
TH TV T ARSI FOHH TR TOZ V—2 7 v 7T AL 7 OFRINEATOR) 2% L, F XIS
KO31ULZE® b e FIEIC K D lER (FEERE) 2RO, FE0IEL, 4.1~4.6 K D5.3120E > THAE L= 4
BB 5 R & g U, #BEHREEEHT 5,

TV U AR OR Z G BHT DWW TIE, PR IE A SR 192 5 53R 55— (G — 5 BIER) (T HERL L 7= 51k
(772 L. FHERYA@)ONEEDEORMOBIEIXTHOAR V) LV HlER GBEESE) 2R, &V L,
4.1~4.6 L OB.3I20E » THAE LI AEWE RIS 1 5 F2HIE A & el L C, A EHEET 5,

¥ FMESMR% (TEF) X, WHO-TEF(2006) % £ L 7=,
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FeH 2EAEN

[ZRIBEEEH DR EERGEMEER) 2RO ZBEOBRBELIOB T OWT (HEHH 238
ZHOPEH T ZFE (Z OFITidn =52, 64 HIC1En =684 EHRIE) (2> TARE 715 & HRGC/HRMS
ETENENENFRE, BEEEZRD D, RREFIEIC L2 FHEEZHRGC/HRMSIEIZ L 5 @S & T
Br L7z b O OEM A Z AR L T 5,
(FDHEH A 2 506D BARAR G 0 J7 1k
1) ARIEFTIEIC L D EREEZ2Y, HRGC/HRMSIEIZ L2 mtE%EEE2XE L, YXZRD D,
2) ZREHZ DWW TY/XDME A KD, RO BT EAEEZFIH L, Zalbifis 35 (K4-2-12Cik
Y/X O AAE T 8 5 200.6 x 103% HFiRE L L),

[ERBEDHHERGHEER) E RO ZBEOBBLBEOEHRICONT (X0 CA KU ZZE
ZHOIENCA ROz 33k (ZOFITlidn = 57, 64 HIZ—En = 620 ETHIE) 12 2WTARRIE %
EHRGC/HRMSIE CTENEVERRE, BIESFREA RO D, ARIEHFIEIC X 5 EZHRE 2 HRGC/HRMS 14
IC L DS TR LS ODORMTEHME 2 BRI E T 5,

() 1F U A B O % ek o MR SRR EOE HH oD 5 ik

1) AHEFEIC & 5 EREEA2Y, HRGC/HRMSIEIZ L 23S RAXE L, YXE2RD 5,

2) ZHEHZOWCY/XDOfE A KD RlB OB EAEZFR L, Zh a2 AR e §5 (K4-2-13TIXY/X
DIFEETH 5175.5 x 103 %R L L),

BEtH A RER# (n = 52) IEWCARVBRZFREAHE (n=57)
100,000 10.000
, O
y = 208.732 x0-964 y = 183.966 0949 OO
=z R? =0.983 — 2 _ o
£ 10000 | /699@ G R®=0.966 5
N a
< S 1000
(&)
b L
L_% 1,000 2 %%9
iy 1
55 ;100
= 100 B O
W #
10 ' ' 10
0.1 1 10 100 0.1 1 10 100
EMEE (ne-TEQ/mN) EHZ%EE (heTEQ/g)
X|4-2-12 HEAREEH (H1) X|4-2-13 HBEAREGEH (B1)
(HEH A ) XV C AR Z7%%)
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N3 FIWEIZ, BBEUIVASNATLRUVFTILIFASLEFERAL., AEIS. REAATXFOVEE/Y
A—F LR ERUV T L— FERRRZAVV -FHERSERAEAEZEZMNALTIMA T o EOBHSEE
FAETAAETER 17T FREAETE 28820 23)

E18 MEAZOME

SIGIEAR T IR BZ B L, XA X U EEMER, 72— T v T EITV, BiAA AT
7 a—F AHURE O R SRS EEIC L AMEIC LV ERT S, MEFED 7o —%2K 4-3-1
IR,

.................................

g2)—27vT
v
MEAA XU EE/VO0—F LR ZERAWNV-BEGABERENTEEICLDAITE

!
TEWE (RHRE) OER
v
MERMICLDAER (BHEE) ~0BRYE
v

A ETEE

4 4-3-1 WEHED T 1—

F2H MEOESR

1) MAAAFOUOEE/ 70—k o ClRAAFF U UHEEULEM E X v VT X LR OE
BEEGETDHZLICEVEONDH A A A VHEPUREAREEZ AT D B Mla L. ~ 7 X B BEEH
fo (Rxu—=) ZMATDEZEICEVIERLIENAA T Y F—~bEb, XA 4 XV 8 R
N T 2HEEE AT DE ) 7 v —F A HukE 487,

2) —RIMEBR HiX A 42 VHEPUEZBE R T IS ST b 0

3) WMERIMEBR HiF A A X UHBURD Fe AL (REEAL) LRRNICOET DHRY 7 a—F
PUR (BERIERY)) ZRERICER LT b 0,

4) —RBBRHERE T4 A 4% UK L HURF A A2 ) & DR,

5) ZXRIRME KRG M7 L — N EOBRLEPURICHES Lichiy 1 4% & U BbUR & kbR & ok,

6) B/Bo% MIEXMGOWINEL T T 7 (REE 0) DRI TR L 100 % L 723,
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7) ICso  50%DBHE )5 I (50% Inhibition Concentration),
8) BETR I 74 IV KL H OIEMERIIR L & EBERE(CV%) & ORIEK,

F3H HHENAEICHET SHEEER

1) BHATROENE
BT ZA ORI, RO LI RFIEIZ L > TRET D, BERFRIZOWTIE, 0 B U TR
T ADFAERNE L+ BB L TRERBIPRITE 5 LI LTI beu,
(1) FEAM L7220 7e bW/ N ORE AR ET S,
(2) BHTHRENRWIRY . (D) THRE L7ZERED 1/30 LLFIZEELT 2B 2 FIREZZET 5,
() LLTFORIT I o THIEICKLE R/ NOREI T A D EZH T 5,

Vg 1
V:QDLXkXUX—,X—
E CDL
ZZiz, Vo B RE R R N OFRENT A DB (m3N)
QoL FEMEYEIZEBT DB T RMOg/mL, DMSO ik H)
k DO E R G R) ~ DOHBELR K
v o HE RO R (mL)

Ve g E@mL)
Ve o il sy B (mL)
Cpr : WELRZEEH AZET 2B H FRMg- TEQ/m3N)
4) BHEHINTHRNORETAOEL EEHB T AORELE T 5, 72720, REORFBEL O —E
EREPRT 5 L O ITELE L iude 5720,
(#5) 5ng-TEQ/m3N L~L D& A 4% U U ARIRE 2 E T DA W E & 72 D507 A 2B 2 H TR
1% 0.17ng-TEQ/m3N)
% 20mL (CER L, £ O S 10mL 238 L T2 U —2 7 v 72470 i &AM 1mL
® DMSO WHIZTRELT 2356 OB A OREUEZ LTI RT, 708, MIEMEICB T St TR
1% 0.018ng/mL, #EH A A DRIEE~DOWFLRENT 0.422 % AV i,

_0018X0422X1X_Xﬁ_009

(FRATE LT, 4 B 3m3N ORENT A BB A HE#e L 5, )
2) FLCARHOENE
T CARBOREREILZ. kO XS RFIEICE > THRET S,
(1) FHE L Z21FUT7R & 2 W N DY EE A BT D,

(2) FFITHREN2WVIRY . (D) THRE LTZRED 1/30 LLFIZiEW U AREHS HRHTIREHET D,
) LLFORIZE > THIEICHLE R/ DI CARBIO&E R T 5,

Vg 1
W=0Qp, XkXvVX—X—
E CDL
T2 W EICKE R RN OIEW U AR O ()

Qor : BEMEWEICIT S TR(g/mL, DMSO #HEH)
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k D E RS )~ DMK
v s HE FRRE O R B (mL)
Ve g E@mL)
Ve o RSy BuE(mL)
Cor : MELRHITOUAREHZB T 5 FiRng-TEQ/g)
(4) BEHEISNEHAOIZOCAREBORY L& 30 AR OREE S T5, 72720, o~ #M &
DA R T D L D ITEUE L 722 T AUT e B 72wy,
() 3ng-TEQ/g LIV D XA % HREZMET H5AWE L 2 5130 CAREHC BT 2T
FRI% 0.1ng-TEQ/g)
R % 20mL IZER L, OHHE2 5 10mL 208 L T7 UV —27 v 72470 e &HIZ 1mL
@ DMSO #RICHRE S 256 DXV CAREBIORIREZ LLTICR T, ok, EEWEIZBIT S mi
TFBRIZ 0.018ng/mL, (£ U AGEIOMIE &~DOWELEEIT 0.595 & AT,

— 01 =
W =0.018 x 0.595 x 1 x 0 501" 0.22

3) MARHHOENE
IR A BB OTREUE T, RO K9 RFNAIZ & » TIRIET 5,
(1) R L7220 TR S R W R N DR E IR ET D,
(2) FHTHENZ2VRY . (DTHRE LIZRED 1/30 L PSR 2 3EEHC BT 2N FIRA R ET D,
() U TFORUIZ & » THIEICLE 2/ NOR 23Rt O B2 FH T 5,

Vg 1
X=Qp, XkXVX—FX——
e Cpp
2T X EICREREN O A O i (g)
Qe : FRHEWEIZET 2 HH TR(0g/mL, DMSO &)
ko AERGEESE )~ OMRE IR
v o BE RCE O i EE (m L)

Ve o K EmL)
Ve o R Bt (mL)
Cor : WEEL 72 DR ZBEBHI BT 2 FiRhng-TEQ/R)
(@) FBHEINTRNORZFAE O R E2R B ORIE L T 5, 72720, BRI IER U
— MR IR T D K O ITELE L 2 1T AUE 7R B 7220,
(#5) 3ng-TEQ/g LIV D XA A% v VHREZET 256 W E & 722 288 2 3% URHZ 3817 DR FRRIE
0.1ng-TEQ/g)
& 20mL I ER L, £ OHE2» 5 10mL 25l L T2 V=27 v 72470 i iEIZ 1mL
® DMSO HRIZHHR T 2356 O 2 3G B OB EUR A LU NIRRT, 228, MEMEICB T 2T
FRIX. 0.018ng/mL, & 2 %R0 WE &~DOHELREIT 0.522 % H 7,

_ 20,1 _
W =0.018 X 0.522 x 1 X o 501" 0.19
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%45 REOMLE

1. BHONMEORE
PR L7ZB0RHE, BT 5 . BRHERIELBIIE UCAMETTV, 2 U =27 v 71085, [ 432 103
BRI & BIE £ TO 7 B — D& AT,

D —EmSE  (HBETAE
v
EBLUNT IS TILIHHSLIATRT ST

v
B AR

X 4-3-2 FREIOFIENSREE TO 7 1 — 4|

2. HAE

RELORTLEIC AW 2RIIE, RICE D, ZhH0RIET, 77 v 7 BRI K > THIEICKER 20 2

L EERT D,

1) K JISKO0557 ICHET D A4 (i A3) DK

2) AB/7—)L JISK8RILIZHIET D HD, XIIFRFDOHEDH D

3) 7FY JISK8040 IZHET DD, XIXFEDHEDH D

4) BFILTY JISK8680 I[CHETHH D, ILFEEDHEDH D

5 /B8R XA2Y JISK8IT IZHETLIHD, XIFFRFEDOHEDH D

6) ANFH>2 JISK8825 IZHET LA LD, IRFEDHEDH D

7 THAY WEISEDORWIED SO

8) TAFIRIEKRFYE (DMSO) JISKI702 (ZHETHH D, RSO HED LD

9) EE JISKS180 [CHET D LD, IFESEDOMED H D

10) BiE& JISK8951 ([THET D LD, ULRIZEDOMED H D

11) FHEESR JIS K8550 ([CHUET Db D, NILFRZEDOMED L D

12) BREEF LU DL JISK8987 ICHET D H D, XILFESEDHED H D

13) AFHUHEkEK 1) OKE 6) O~FH U THSE LD

14) Y AT JISKO03116.2 ICHET L2 H D, IFREDHRED H D

15) Wil (44%HEHE) L UHHFII JISK03116.2 ITHET D O, UIFRSEOHMED H D

16) THEER CONEESE) L UBFIL 14) O U B 100 g ik LT 1) ORSERER TR L 7= mYBEER
iR (625 g/L) 40 mL Nz 72k, 7—% U —Z /R L— X TR ZERICBRET 5, mERIRT U H
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TE, %, EATE DEBAERICAN., TV — 2 —HIRFT D,

17) ZILSF JIS K0311 6.2 ICHETZ LD, IREOME D H O T, AIEICHEH L TR
BoNDZ ENERINTNDED

18) X JISK1107 I[THET HEfliEZEHR 1%

19) ASR—JL JISK8251 I[ZHET HH D, XIFRZEDOHED LD

ARELORTAHIZ VD 8 AL OSSR, RICE D, THOOMEKROEEREIL, 77 v 7R BREICL > THI
BN KRNI NT & 2R 5,
31 HSRH|A

JISR3503 KT JISR35056 ICHET 26D, =y 7 DN T v EBIFRHOEDZHNTH LUy,
32 EEBFHEHMHER

ZA 37 A8 ASE-200 XixZh & R%M, ASE Ao#HRE X (BVARTF 4 —, BLrZ Ry v
TR T U, WER ML, fER M AVTRUT Y ar Ly )
3.3 R¥EZE

IFNF ==y 2 (KD)EAEE I n — & U — T SR L— & BRI 7 ) — 2 2 LTIz & 70,
34 BEVUATNASLYBR VIS TE

NEE 14mm, £& 300mm OF T AWMA T rru~ N 7T 7%
35 FIEFASLYVARLIE

N 6mm, X 50mm OHTAMD T LI a~ NI T T
36 E—4—

BT ALY v~ NEEERIAR 100CRRE L TMATLZ N TEDLHD
3.7 EBRUT

RO Sy 0.1 ~ 10 mL OFPHNTREETH - T, MO LB N E2%LLIND H D

4. AILEEIRME

4.1 AHEDEEK
BEL L 72 3URHE, SRR Z R8T 5,
4.2 HiH
1) AR
JISKO0311 6.4 (ZHEHLL . FhHZAT 5, 7272 L. WEREME ORI TO 2, X 4-3-3 (2P T A50k
O FREE TO 7 v —D | Z T,
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RN, Sk B2 TO—T ik ] | M54 e |

\ 4 —
A1 v

| Hol mo/L)iREE |
I | * 20.mmf>l/g—f‘°7\|~13)~=J:
(2% | (ma&) BBk | SRR

1%
|
A A4 *
R—EIRESHH ERA I
ooHoonoiray . 3 [E LTy 2 [EH

it

B

1 [:]  RAX EELH
i —
SR () #xiEss

4-3-3  HEH T AFEL O E o 7 17—

fil}
)

PR R H 13 R RLARAE T 2 [|IAT 5

Vo it . bz
IS S
L : 2%
77vva o 710%
IN—Y 60
A7 Y 1|
iThEsS : 150C
£ : 2000psi

2) RVWCARVRZR
Wik 4 4EEAE SRS 192 BRIRE G —SBR)(©Q) I T FiEIck vtz 5, =720, WNiE
WEYVE OFRINIITH R0, K 4-3-4 12130 UA KOV 2 3% B o £ co 7 o —ofilz2 R,
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y

HCI(2mol/L)AL38
v
Aid - Kk

v v

£

812 B—RIRESH
v H
A
LT, 2[H

v

i
T () waxzss

%? [ ] e
A () wmxEss

4-3-4 13X U A KR OWR 2 kel bt Ol G £ T 7 v — il

A B T RS TT 2 [T 9

iy N NV
PIIEL S
i © 24y
7TV a o T0%
IR—= : 60 F
A7 ;5\
IR : 150C
£ : 2000psi

43 H)y—ory7
4-3-5227 V=0T v 7D 7 a—0f &R,
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AR R

R YAFTILAS LIZEM

ERVINTIVASLET IVEF NI LG ERE

ZELI)NTIVHZ L% 60°ChnER

NEY LR
FASFHILERS | =X
DMSO Z 33 A M (<& L . [E4R 90°CHn#AT DMSO &

v
BIEBRR

X 4-3-5 27 U—2T7 v 7DOT7a—Dff|

1) HHBERDSE

(1) I Z DB L C—EE2 RS AT 258, EF Lo b BCAEbE T a5t
%o PEH A AT OW T 1.0m3N IS B, 130 U A L OYR 23122 Tt 1.0g M4 B o fhiig % 1 (8]
DIV—=rT T ORRZET D,

@ &BHNTH, T 04mL & AN -2l &K E AtL, 7 —% U —x /3R L— & CHLE TRl
FCIRMT 5, ZORMKICE G EO~NFTH 2z, v—% U —x /KR b —& CTHLESTRTE CTiRiE
T5, ZOEEE 3 RIREREVRL, MU ERET DL, 0%, WRITTRTEZRE I DTN T A
—TNAIFTHTAEBECL ST V=T v T %ITH,

2) FEASLOER

QW)BEIVATILASL
33DA T Ly u~ NI T TEDERICH T AT —)VEGED, U BT 2.3g, filE (44%E &5 %)
U HBFN 104g, VU ATV 0.2g, MEEEER (20%EER) U BV 3.6g, U BT 1.5g &
ERFEES 5, ZDHh T K%K 4-3-6 ([TRT,
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«— THERER QUYEBEENZE) LAY : 36g

SURFIL - 028 0 —>

| BB GHEEBHE) SUBSL c 104g

YRS - 23g  —>

52— . @R —

X 4-3-6 %@ U 7T T LD

QFINZEFHS LA
34 DHT LI NI T TEDERICH T AT —)LEFHED, 7/3F 1.0 g BELZFEL, 0k
MNOHTAT— LV ZeEDDL, ZOHTLEM 4-3-7TI17T,

HIRD—IL : EE

TILEF : 10g

AZRD—) : BE ’

X 4-3-7 TN T T LDOH

) V=T THEE

(1) X 4-3-8 lZRIHEIZ, 20 DWEEL VAT NI T A, QT NI T AT LEE#EL, ZEVY 7L
T 7 DNERERRT D SO U 17V WEERER S Y I SV R OWREE S U 1 TV D B D B D K
e —F—xnty T 5,

(2) W LImiRBHCA~F 2 MA, 2B U B FNH T DZENT 5, I 538 ORRIIERO%
WRaetbETRKRK ML £TET 5,

(3) BE—H—I2kV 60CT 10 /3 H 7 LEMET B,

211



(4) 60CHENT, ~F ¥ > 85 mL %% (2.5 mL/min) 3%,

+«— E—%5—

(60°ChnZh)

ANEYUER

J

«— ZRVINTILASL

— BERT7ITE—

)

— TFIZFHIL

X 4-3-8 B UBF NI T AETIVIFTH T AORISLTHI

4) BEEBRE THERARBORE

(1)
(2)
3)

(4)

DO@WOENER, TNAIFT AT ACEBREBEL, ~F VP 2RET D,

TNIFTHT LEEdlirite X dlice—%—%tEv FL, 90CT 10 3 EMET 5,

9O CHIEA T, 3) D@)D~F Y v OREH T & ITW iz, b7+ 7 A Faflar 5 DMSO
2.5mL %% (2.5mL/min) L. Ediflns 595 DMSO K 1mL % T O FFEF A D/ A T )V
MIZENL T 5, X 4-3-912T7 WV F 1 T L& KRS G WIGE OBER 2 /1T,

[T, A T VA TR L, Btk SR CREATICIRET 2, FRED#5r % DMSO Ex & E 7T 5,
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= — TETE—

+«—— E—%— (90°Chnz)

NATIHE —>

Ll «— TFLAZTFTHIL

]

DMSO & &
4-3-9 TII TN T LERIESE WSO DMSO ~O & i E D f

E5H BE
1. AEOHME

KFEZ, AT HOREER L OMBEMEORE W, TEMT XY 7T VR E RIS 25T
BAFX VT 7 a—F PR KR O b— bEHURZ A7 B A iR E SRS L0 214 4%
VVHOBBNEREZNET L HIETH D,

6-(3,3,4- NV 7 BT =4 B X I)FH U (BEFRTT-2EE M E) & AV TREREER L.
BN DR L7 RIS, PEHT A, 1BV CARDRZ ROV TED bR E R L
HZ ik, MEEGESER)EZHENT 5,

2. EAFy b~ BE FRERUEKE

21 EAFY b

%> b (A AF T 7 v —F AHURICE, v U AHEROBEM (N T R—<) 21D

WG LI B b Ry 7 7 VAR RS T 200K % . 7 L — NEFRHUR & OB SRk FAE e 12

X, 6:(3,3,4-hV /T4 A XUV UBREEHT S, ) 1T, UTOREENSHER SN

HHDTH D,

1) FA4FFPURREHRETA 2B TL—F 96well 14K

2) I (0.0375% Triton X-100, 0.05% R S5Z 7 72N) TmL

3) —REEMRK 3.5mLA 2K

4) BE-RHBEMEK TmLA 2K

5) MERNEEBHO04% TRV I I—RGBESRTOvFUTHD, 0.05% 2T 7 72N) 24mL

6) 6 f&RME%E®E 50mL

7) REHKO.O05%UT FRSIAFILRUSDY, 0.01%LT BEIEKEK, 05%LT pH BEH, 1%L
T REFHF) 15mL

8) HEMFILEMH 2%0.2MHEE, T0OH 0.1%LLTF) 15mL
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9) FL—Fri—L 1¥K
10) fEFAEREAE 10

2.2 B

HEZHWSEERF >~ S ORIET, KRITK D,

1) K JIS K0557 IZHIET 5 AdCUIE A DK XILIFZED SED D

2) SAFIRILKRF S BF(DMS0) JIS K702 (CHET D D, XIRZSDOHED L DGE 1)
3) BEYWHG-(3,34-FJVARETToIL-4-A4 AFI)ANTH V) (77-2 BEYE)
(1) YAFAALKRF Y FOMSODMEEBIE, MEMRCHEL RETZ ENb o0 r y NOERRESCIT R T 5.
23 REARUVEE

BBV D2 R OUEE X, RICK D,

1) FL—bh)—F— SHRER AIERE 450 nm. REHIEEEETE

2) T4 ARAR—FITIEEHRE 6well 24 TOHS AEFRABTRAT

3) BEBEIXY—

4) AEE

5 YAYRBERyY L 1~20uL

6) YAV RBERY F 20~200uL

7) YAV RAEARY L 200~1000uL

8) TWIFFXURIERY L 8 Fr 2RI 5~50uL

9) TWILFF¥X¥URILERYF 8 Fr PRI 50~300uL

10) ERy rFy T

11) ERyF 4 T JHF—)N—

12) R4 VAF1—TRAS VY ~ATFF v U RZ By MR Lt D

13) RAbyTo+vF

14) R Y F42xH 48—

15) R—/8—4F)L

ﬂu

3. v FOEY L

DFOTWY N LOEEREZETFTHI L,

1) ¥ v MI, BEEC~8CONZTHRET L2 &,

2) ¥ v M, SEHATNC 30 REEHKE L TRIRIE L THBERT 2 &,

3) Bt xy hOREEZHAGDETHEH LW &,

4) *v FESEEERT 56, MRIURZERE., MBRAET2HRMZEBZ7Z6DITEN LN &,

5) % v bOABHIEIL, REFORETREL Y 1 EM T, AHMBOBZ b 0ER LRV &

6) ¥ v MERETLIHEIEL. RAEGIT. RAEFIE GROBE, RE K OVREOERAZ TR L, RET
5T &,
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4. RERE

4.1 FIERE

ABNE TIE, ICs0 FTDWIESE LA D EZ ERME L L TERHAT 5720, TERICZE Y 1Cs0 & 7 D AR
FEWELZOBICRFERZIT) ZENEE L, PHFERITKRO LS Z2FIEC L > TITH, TG %
4-3-10 (2”7,

1) # ka2 DMSO & T 10 fi5, 100 f5ICART 5,

2) 4.4 IEOTFIAT n=1 THRIEZITV, BBo%xH T 5,

) MREAXE T 7717 vy FL, ICs0 &R DAPUGREFAM D, AT mPERL LD KO

#EHE DMSO Il CAR L. AEBRARE &35,

THER . POLE & BBo%HA — 7w b — AR - ARFEBR

RSP A S92 Ay 0
Ay | WG | BB AREEE
g7 1. 250 100
X1 0.129 10. 3 16f5E9 %
X 10 0.543 43. 4
X100 0.975 78

E10 16E
BRI

X 4-3-10 T I 55

4.2 {RERBORAR

DMSO &ifi & AW THEEME Z AR L, 20, 5, 1, 0.3, 0.lng/mL iBEIZ7/2 25 K 2 ICTnEhIEERBRE
(AR 2,
43 RHEARBROFAR

FRUBH 6 U CRRIE L 72 A B =R 00 7y BUAIR 2 B 2 s AR IS 5,
4.4 —REUEBEDRE

— PR RITH RPURIRIRR (24mL) @ 5 H0 3.5mL 2N Z THEMFT 5,
4.5 —RAFRRE KRG

A AF v ogiREMRE~A 7 a7 L— hO% well 12, ARIKE 40uliwell Z ML, KIZ 2K 3) Tl
U7 EAR, AR IRIAR L ORE 0 77 > 7 (100%DMSO ¥iR) % 10ul/well iIML, 20%DMSO
W EAERT 5, TO%, TR L kPR 50uLiwell ZEN L, WEH2K /25 K9 1chiz <
m< (2, Fb—hyr—nZikn | =i (18~25C) T90 G5 (1 3),

n=3 CHIETHHAED, FREHRKO~A 70T L— h~On1 (FE) iz X 4-3-11 1287,
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1 2 3 4 5 6 7 8 9 10 11 12

S B w s B w s W Sl e S v S S v s e

A | DMSO | DMSO { DMSO | "0 1 a9 | sy | 111 [ 11-2 | 11-3 | 19-1 | 19-2 | 19-3
p | STD | STD | STD FUEH | BURE | BURE | BURE | BURE | BURE | BUBE | BURE | BB}
5 5 5 4-1 | 4-2 | 4-3 | 12-1| 12-2| 12-3| 20-1 | 20-2 | 20-3

c | ST | STD | STD FOEE | B | BBk [ BUeE | BOBE | BB [ BURE ] BUBE | BB
4 4 4 5-1 | 5-2 | 5-3 | 13-1] 13-2] 13-3| 21-1| 21-2| 21-3

D STD | STD | STD | #kk | R | BURE | #0eE | 308 [ B0BH | BUBE | 308H | 30kt
3 3 3 6-1 | 6-2 | 6-3 | 14-1| 14-2| 14-3 | 22-1 | 22-2 | 22-3

B STD | STD | STD | #kk | #URE | BURE | #0eE | 308F [ B0BH | BUBE | 308H | 3kt
2 2 2 7-1 | 7-2 | 7-3 | 15-1] 15-2| 15-3 | 23-1| 23-2| 23-3

p | STD [ STD | STD fRUR: | SO [ BURE | &0k [ BORE | SOk [ 50K | &0k | 50R
1 1 1 81| 82| 83 |16-1|16-2| 16-3|24-1|24-2| 24-3

G FORE | BORE | BORE | BORE | BURE | BORE | BORE | BORE | BURE | BURE | BURE | OB}
-1 =2 1391|9293 |17-1|17-2|17-3|25-1]25-2] 25-3

u FOBE | BORE | BORH | BORE | BRORH | BURE | BORH | BORE | BURE | BURE | BURE | BURE
2-1 | 22| 2-3 | 10-1]| 10-2| 10-3| 18-1| 18-2| 18-3| 26-1 | 26-2 | 26-3

¥ 4-3-11 96well ~A 7 1 7L — k L TORE O E 4]

(FE QW BTV, HTEOBTEIABALRNE I o< 0 LEETS 2 L,

EIRIEHITI~A 70T L— b EHETDZ L,
4.6 FHRBORERUERRGHDOIRE

—WPURFUAR OGRS, 6 [FIRMETE IR & KB K% 155 OFIA TIRA L. iR ARE T2, —Rkit
JFRPUABGRE T4, MUSIKRZ BEZEET %, YRV 300ul /well AN CHEZET 28 EA SR VIK L, &7 =L
BWET D, WL, X=X AV ETHA AV URREM YA 7 e L — bR BT L, B
A ERITRET D,
4.7 BEZ R EDORE

TGk PR RIS, MIRPUAEMER (24mL) @ 5 HO TmL Mz CTRET 5,
4.8 ZXRERHUE RIS

et L2 A Ao U PURERE~A 7 a7 L— M2 7) Tl U722 R BT 100puL /well 2 00 L .
WWHEIDAKFEIZ D L) ITmEAEI, ZL— o — L Z2HOEmICEEY . =iE (18~25C) T 60 20K
RSB,

4.9 RRIEYDBRE

CIRPURHURSUGHK Tt BUSK & BEFET 5, 6) Tafd L7 ek 300pLiwell A CRERET 2 #ifE4 3 [
BOIKL, 7 VEERET D, iRk, X—"—F 4N ETH AV UPEEMRE~S 7 a7 L— &
2y 7L, Wik a w el mET 5,
4.10 BRI

Vevg LT XA Ao U HURER b~ A 7 v 7 L— MR Z 100ul/well 1L RE A K FEAZ72 D X9
Wi a <<, FL— b — A ZHOREICAY . |iE (18~25C) T 30 oL 7%, stk
% 100pL/well #5325,
4.11 WRFERE

TAFX U PUREA~ A 7 07 b— MMUDERIZAT S LTER0K g % b g _—— 2 F )V
TERWICRE R o724, R 450nm (ZRBIT2WEEZ 7 L— kU —&—THIET 2 (1 4),
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(FE4) WOREEHIE XU 14, R0ANTAT 5 2 & (15 LA E L),

4.12 HEREROPERER

1) —RPURPURSOG . IR BURHUARE 58 68 O BOSRER & OSSR X FTE O & T037 9
2) XAF X UPREMIb~A 7 07 L— b~ EBEIZFERATI 2 &,

3) FA ATV UHRBEM~A 7 07 L— hOWE%KIL. ROREESET DRI
Lo Z vy BT EITV, BRRERET D Z L,

4) FEAKIEOBIZEERANTED bNDEAIE. RKRIC L 2 E/REENEZ NS, A 4F v
ﬁﬁﬂﬁv4ﬁm7v%h®%@ﬁﬁ%ﬁ@ﬁb\W:wW@:&#W#+ TERETE DU RIFITER
ETHZ L,

. RIEDBR IV D

5) FEEIEEZ T LTc &I, 16 UNICROLEZRET 2 2 ENEE LV,
5. E&
51 REROERM
FEYEME DPRFE X L CREEE 7 vy ML, REREIERT 5,
1) HEMHE

6-(3,3,4- R~V 7T x=/b-d-A 0 X )N U R(T7-2 FEHEY)E)

2) BEBRBORE
F 4-3- 1V ISR ER AR MENR O 3R 8451 & /3, T7-2 BE VA A& DMSO CIER AR L T # 4-3-1
(R TIRE D STD1~STD5 2 iiil4%, 7Zads, 7T7-2 FEUEM'E % & £ 72\ 100%DMSO 1Rk % 75 v 7
LT 5,

# 4-3-1 WERER A EAEAR O L)
AT STD1 STD2 STD3 STD4 ST |77
pg/well 200 50 10 3 1 0
ng/ml 20 5 1 0.3 0.1 0
3) BEBOER

FIREEINCRE U7 7T7-2 BYERIE O X v MIEZITV, 7 b— Y =& =2 LV R 450nm (2817 5

WHEANET D, T7-2 IEEDERERE R OWSCEN S, FRRIORT 437 A —2 —DOXDOKREK
(A~D) #HMH 4 RFA—F— - V7 T EZHNTHLEI) 75, F4-3-2 KO 4-3-12 12
BROMERGI %, £ 4-3-31237 A —F —DOROSREH 2R,

(A-D)

N

FEH P E (ng/mL)
y oo WOt

A BEOTOBB%
B : ICsCTOHE

C : ICso (ng/mL)

y:

- .
2T, x
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D . BEEETOB/B%
% 4-3-2 BEBROIERS

T2 YEWEIREE | B/B,
ng/ml %
75 0 100
STD5 0.1 89. 6
STD4 0.3 74.5
STD3 1 44. 3
STD2 5 15. 4
STD1 20 7.2

100

RN
N

40

B/Bo (%)

20 \@\

0.1 1 10 100
TT-24Z WY E R E (ng/ml)

—o

X 4-3-12 ®REHEDOVERH

R 433 4NFA =2 —DRDEFZREG
4-/3T A —H — DO EARE

A [BEEOTDB/B% 99. 83
B |IC5 COMH X 1.088
C |ICs)(ng/ml) 0. 740
D [EEIEE CTDOB/BY% | 4.702

52 REROEZBRURELTHOEERIC &L HHE
EARER A RERIR OB ERIEIC L 0 G N7 — 4 0 O JE BRGNS B) 2R | FHXKIC ek LIRTE

T 5, LLFIC, W CADOHERT,

1) BEFRITEIT D 1Cs50(B/Bo T 50%) T DWNEEMN D | 4-/3T A — 2 — D% FV CHENEY) IR L % H
T 5, % 4-3-2 OHITIX, STD3 1T T HHEMD B/Bo 733 L% 50%IZHH ST 5,

2) FEVEMVBIREE ARG R A U HE A IR L, WE RMmg- TEQmL) 2 HINT 5 (%4345
)

o

3) HoNHIE EMmg TEQ/mL) % ¥ L, EHKIZGE LIRTFT 5,
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4) ICso IR HMERD TEEE(n) & FEERAOAZ R L, 20 ZEHRR LT 5, ZOBEOLEH
FRE(CV%IE, 20%LANICINE 2 2 LR E LV, FEIRFE OB F S O L 72 BB Dl % 2
FNR 4-3-4 LK 4-3-13 1277,

5 1ATHEHEMRAZHEA GG, RROEH L LGELTT O & HIT, FHIET 5, ZEEOLOIHELT
FEE K OVEE OFERICOWT, ki T 5,

* 4-3-4 FHMHT—ZH I

TT-2F= e n=1 n=2
YR | HIEM B/B, | HEUEM) R e TEQ HEM B/By | IEYEM R R TEQ
ng/ml (W ) % ng/ml ng-TEQ/ml | (WL YEJ) % ng/ml ng-TEQ/ml
770 1. 428 100 1. 564 100
STD5 1. 333 93.4 1.425 91.1
STD4 1.078 75.5 1. 235 79.0
STD3 0. 668 46. 8 —1.02 —0. 61 0.834 53.3 —1.00 —0. 60
STD2 0. 254 17.8 0.322 20.6
STD1 0.113 7.9 0.122 7.8

# 4-3-5 HEXAT — & E A

TR i1 0. 60
HEMBOEAERA o 0.0193
HIEE O ERE 1C. V. 3.19
B E R S E=r 0. 56~0. 64
0.7
0.65
U +20

e\/?\\ AN

0.55

ICsoii fEEE M H E(he-TEQ/mI)

0.5
0 5 10 15 20 25 30 35

RIEE K (ED

X 4-3-13 ‘EEXDOF

53 QIERHDOEE

B O WL EE 2 AR IS NS L. BRE R (B/Bo) 20~ 80% D #ilFH T s D7 R ELIRE AN TR D & 41 % i oD i
A TSR 2 T 7O FE (BEOFEHMHE) 2 A, Rz L0 FEME FH 7 2B\ T
ng/m3N, (ZVCAKRZ RSBV TE nglg # R+ 5,

Ve

Co=XX X —
s Vv
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22T, Cs o FEHIEE (ng/m3N XX nglg)
X . BEOYHEHng/mL)
Ve o il E(mL)
Ve o sy B (mL)
v o IE FRUR O i (mL)
Voo REHREUE(mSN XX g
(5) Heti A 2 OMFREEIC L D2MEE, KRk D,

ZZiT, € EEFORE On IR 5 EHHEE (hg/m3N)
Os : HEMA AT OmERFIOWRE(%) (F 5)
Cs : HEHEH 2 d o 1 EE (ng/m3N)
(1 5) P AR DOERFEOIRIEN 20% %82 AL, 0s=20 &5,

6. BHTRRUEEHEH

6.1 BEMHIZH T IBRHTRREUVESHEORER (B EHLE)

FEEME L 351 D Mt TR & OVE B ORI, E RO ETRE(CV) D 30%LL T & 72 5 R A i T
REL, 20T &7 5 BT 2 M4 E&HH & 3255 TIT 9, TRl n=6 THIE L72#lZ7~7,

1) RUETREEHAEERBOREG

(1) 100ng/mL OFEAEEEH(STD1)% DMSO T 4 {#Ic#& W L, STD2 #4425,

(2) STD2 »6 —E&EAZ4E L, DMSO T 4 247 L T STD3 Z i+ %,

() LLF. [FEEDOFNECIERK 4 (57 RIZ(STDA~STDT) 2 %l L, i T IR & H AR & L CIE

WV D T Be A BRR 52 4 5 (3% 4-3-6 B[R,

# 4-3-6 R IR H TR IR
Bf7 | STD1 STD2 | STD3 | STD4 | STD5 | STD6 | STD7 |7 Z 7
ng/ml 100 25 6. 25 1.56 | 0.391 [0.0977]0. 0244 0

2) BHTREVEEHEEOEHG

(1) FHHLU 7o M T IR ARSI & 4 . JEBAEICHE > THIET %, n=6 O 7 BeAVBGRS| TRIE T
LGED~A 7 a7 L— b OEREO—f % X 4-3-14 |27,

(2) MR GUEM) ZMEL T, 439 A —2 —DROBREA~D) Z B H L, WOLEED & B T RR%
B A Y R(E R A E T 5,

() HABUREEIIC IS T 5 RAHOFEIH, AEUE(R 72 (0) i OEBRE(CV%) & R T 5 (3 4-3-7T B ],

(4) BEEN BT RS R R B MEE S A B R R T ey P LEERE T v T 7 A NV EERT D
(M 4-3-15 ),

6) HEFa7ryALXL0 . EERE 30%D R4t TR, 20%& 705 BT 2 A&~ . &l
P& 5, ZEMRE OB TR, E& FROMESEL, F 36 HWET —XORBEEH 5. &Y
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BOEIEIZ BT 5 E i R OMEE & fEROMmE 5.1 B FREERFMIZRT LB TH D,

A ] DMSO | DMSO | DMSO | DMSO | DMSO | DMSO
B STD | STD | STD | STD | STD | STD
=172 |73|74] 75|76
c STD | STD | STD | STD | STD | STD
6-1 | 6-2 | 6-3 | 64 | 65 | 6-6
D STD | STD | STD | STD | STD | STD
5-1 | 52 | 53 | 54 | 55 | 56
B STD | STD | STD | STD | STD | STD
4-1 | 4-2 | 43| 44| 45| 46
P STD | STD | STD | STD | STD | STD
3-1 |32 33| 34| 35| 36
G STD | STD | STD | STD | STD | STD
2-1 | 22| 23] 24 25| 26
H STD | STD | STD | STD | STD | STD
-1 |12 13| 14| 15| 16

X 4-3-14 96 T x)L~A 7 aF L— kL TORH TR H R AEATR O R E 5

# 4-3-7 EEMREOBE LK

STD FE VBRI S HERE A (ng/ml) . cv

ng/ml 1 2 3 4 5 6 S %
75U 0 | 0.026 (-) (=) | 0.011 (-) (=) |0.018[0.011 [ 56.7
STD7 0.0244 | 0.033 (=) | 0.036 [ 0.049 | 0.051 | 0.058 | 0.045 [ 0.011 | 23.3
STD6 0.0977 | 0.103 | 0.103 | 0.116 | 0.129 | 0.122 | 0.128 | 0.117 | 0.012 | 10.0
STD5 0.391 | 0.401 | 0.365 | 0.399 | 0.398 | 0.387 | 0.375 | 0.388 | 0.015 3.8
STD4 1.56 | 1.456 | 1.406 | 1.530 | 1.553 | 1.446 | 1.503 | 1.482 | 0.056 3.8
STD3 6.25 | 7.696 | 6.747 | 6.889 | 7.975 | 6.544 | 6.889 | 7.123 | 0.573 8.0
STD2 25 [36.789 [25.545 |13.665 |44.156 [24.610 |30.136 [29.150 [10.563 | 36.2
STD1 100 |33. 126 (+) (+) [31.559 (+) (+) [32.343 | 1.108 3.4

HEB)RF OO LTI EERREL N2 o722 & 2R T,
CVITHIEREENE LN b DI >V TEE L=,
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60

50

40

30

CV ()

20

10

0
0.

03501 1 10

EERRRE 10.2
(ng/ml)

01 0
0.018

4-3-15 HEESa 7 7 A4 )LD

FREAFEICEVEH LZX Yy OB TR L OVE E#iH % % 4-3-8 (27, 7ok, ANEICKVEHLE
B TR A OVE B I, 100%DMSO ¥ H O HEY AR Y B (ng/mL) TH 5,
Fo, 17z B0 ORI 10uL TH Y, HEEARIZEDL TR U Th D,

# 4-3-8 EEWEIZE T 5B TREOE &4

R TR TE H it PH
pg/well ng/ml pg/well ng/ml
0.18 0.018 0.35~100 | 0.035~10

6.2 RBICHTH5RHTREVESHEADRER

ATAVER |2 f U 72 30k &: & AL 2 R - oM B O . EEEME ISR T 2 TIRE OVE & T RRZ H v
TEERAIC R T 2, SBHT BT 2 H PR L OVE & TR L, SBHR R CR IR EEIC L W 2 D720,
# 4-3-9 KO 4-3-10 2Bl &2~ d,

% 4-3-9 HBHIBITHHBE TR

X Rk o7 L PR R
WM RHITIR | SR | BtRR | meskilr| s/l | 50 | S e
=:N [l
pg/well | wl/well| m’NXidg(16) % ml/ml ml - | ng/w'NXidng/g (XD
e A 1.5 12.0 10/20 1.0 1 0. 024
A 0.18 10 1. 00 - 10/20 1.0 1 0.036
R R ik 1.00 - 10/20 1.0 1 0. 036
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# 4-3-10 kNI 2 E&EFPH (1 8)

X Rk o7 L PR R
BUEMC | R | SR | BURR | meskilr| s/l | S0 | B S e
=:N [l
pg/well | ul/well| m’NXig(1i6) % ml/ml ml - | ng/w'NXidng/g (XD
e A 1.5 12.0 10/20 1.0 1 0.05~13.3
IFW T A 0.35~100 10 1. 00 - 10/20 1.0 1 0.07~20
R R ik 1.00 - 10/20 1.0 1 0.07~20

(6) HEH A 22N TIE m3N, 1TV CAKRRZBRICB Wit g &%,
GE7) P A Z2H WD TIE ng/m3N, 1TV CAK R ZFRICB W Tt nglg LT %,
(£ 8) AflTlx, ERTFREOEE EROMW S ZHEH L=,

7. AEEEHER~0BRHE

WEEGESEIITFROBRENEZHOWTEARE SRR L, ERE2EET D, £, FHLEHBELXD
G, WEROFIMICE - i HIBRZ P T 2 &R 2 1ERT 5.,
1) AR
AHCRF 1mL Y72 0 O FHPRE (ng/mL)XAREHE (LLT Q) & KF) b #RE A A CllE &G
PR R PRI T AR Y 72 0 )~ DR %17 5,

Ve v
I B (G S &) (ng-TEQ/m3N) = Q x 0.422 x V_ X v

E
il falt Q D ATIRAERIC IR E A2 3 U7 b O (ng/mL)
Ve o AR E(mL)
Ve o il sy B (mL)
v o JE RO IR B (mL)
FBHREL i (m3N)
2) IFnCA
ARSI 1mL 272 0 O FERRE (ng/mD)XAREERELT 1QU &K b #F A Fv CllE & GE
PESE &, 1ZWV U AR HIR Y 72 0 )~ DOHHE Z1T 5

Ve v
) B (S ) (ng-TEQ/g) = Q % 0.595 x V_ X v

E
T2, @ ARUERICENRE A FE U b D (ng/mL)
Ve i E@mL)
Ve o Sy Bl (L)
v HERREO# E(mL)
Voo RBHRHUE(g)
3) MAM
A HGRA 1mL 272 0 O FERRE (hg/mL)XAREFRELT 1Q) & Kt b #E N4 v ClllE &GE
PESE R R BRI S 72 0 )~ OBE 1T 9,
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\Y, Y,
I i G ) (ng TEQ/g) = Q x 0.522 x V—E v

E
2T, Q@ ¢ FRREERICENREL R U2 O(ng/mL)
Ve o fhiiEE@mL)
Ve iR BeE(mL)
v E AR O E(mL)
Voo BURHRHE(g)
B, WERFEOMERAIZOWTIT, H 2 EE 268 TEMHROBME] 22RT52 L,

8. MEMRMOMER

Died b 6 AL 1A, HRGC/HRMS JEIZ & o THIE Sz BHZ W T ARBPIEEIC L D E 21T
., HRGC/HRMS {EIC L B oz illE R (S E) LARREE TS b v HIRE X v bR e |
L. 286 fistioMERE L LT 5, £/, WEFRMFPKIBIC LD 72856 (e, RETRE D
EEELITEHELGEOLTEE) 1T, MEEZ1T O, 15O THERED, %6mﬁﬁ®@%%ﬁtk%
< MBS H5A UTMHBENENG AT, RROFRAEZITV, T ORE L O U i@ 2 ittt 5,

ﬁﬂ@\HﬁKOwTHMKMmMS%:m&%ﬂtﬁ&:i@%%ﬁ%ﬁ%\%DKOVT@E%@%
BIZE S DAV FIEIC X0 R E 1T > CREHZ RS 2,

PEH A AGREHZ DWW TiE, JISKO311 IZHEWH F TEATo 7o filitialll (2720, 7oA los KF
T TV T AR 7 FOHH TR TOZ V=0T v F 2 7 OFINF TH 2R 2555 L, J 5% JIS
KO311 IZED b= FIEIC KV lER (FHEEE) 2RO, EVIL, KRk 4.1~4.11 KOV 5.3 IT1E-> THAE
L7 AR TETE 331 2 FEREE & s U C, MBREE BT 5,

T U A S OYR Z BEREHZ DWW T, SRR 4 AR SR 192 BRIRE — G — SRR @I L 7277
(2L, ARV ONEEMEOBRMOBIEIITH2W) ICX v lER GEEERE) 2RO, Z0IiX
4.1~4.11 KO 5.3 (24 - THRAE L e AR EiEIZ 61T 2 FEHIRE & i L <, MEREE R T 2,
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FeH 2EAEN

[RAEENSHEEGHER) 2RO 2BEOBRBEEKOEHIZOWTHEH T 23K )

R FEREEN O PEH A A G2 AHE H IS L0 HE LE S 7z IR E (hg/mL) & . HRGC/HRMSIEIZ LD
HE LG S -k o 3% B (ng-TEQ/mL) D BZ 5> b I E &GEMESE &)~ 2B L (¥
4-3-1621R) .

BRI A n=20 v = 0.4224x
R® = 0.9101

10

PE% B (ng-TEQ/m1)

=
g

0 5 10 15 20
FRPEE  (ng/ml)

X 4-3-16 HBEARESE HE] (HEH P R)

RAEE»SHEEGEHER) 2RO BOHBBEEKOBEHIZ OV TEEW CARED]

FEFEEREFN O IE N U ABENE AIE HEIC L 0 E LE S - IR E (hg/mL) & . HRGC/HRMSIEIZ LD
HE LA S5 o Fih % B (ng-TEQ/mL) D BRI E B G ML &) ~0BEN2EH L2 (X
4-3-175H)
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WL A n=20 v = 0.5952x
R? = 0.8869
10
*
8 L
v—E1
>
=N >
Lo
=
o4t ¢
ki o Jeo .
Eul S *
bl
21 o4 *
*
0
0 5 10 15 20
FERRE  (ng/ml)

X 4-3-17 #BEAREE G XV TA)

SERRE D B HIE R (GEESER) 2R 2 BOBBEREE OB T >V TR RREED )

T PERE S0 D8 25k 2 A AE 51T L 0 RE LG S 7= S8R (ng/m L) & . HRGC/HRMSIEIZ & v il
iE LA D LB P O 55 i (ng- TEQ/mL) D BALR 7 & M E S (Rt % ) ~ 02 B L7 (44-3-18
Z )

o

WS AL _
RRARE n=20 vy = 0.5221x

R® = 0.8836

10

P& (ng-TEQ/m1)

=
HE

0 5 10 15 20
FRIRE (ng/ml)

X 4-3-18 HBRALREE B (R 230

226



z0a

FRBIZ, BBV ASFINASLRUVTZILIFHSLZFEAL., fiEIC. RESAXFOVEE/D

A—F G RUVRREREE—XZRAWV-BETERNEZIAL T XLV EOBHSEREAET
SAETER 17T FRBEERE NEE 2D 4)

F1E MEAZOME

SIBBEREICHE 2L, XA e m%, 7V =0T v BTV, BIAA AT UETE S
0 —FLHRE WSS TP EBRIMEIC K D HIEIC L WV EET S, HIE 7 v —%X 4-4-1 (TR 7,

5 FHRER
v
H
v
g—2T7wF
il

MM XL VEE/ V0—FARAREZRA VB S EEIRINEICK S BIE

v

BREYE RARE)DEE

v

BMEFRRICLILATEE (BEFE) ~0BE

v

Al 7 fERE E

X 4-4-1 WEHEDO 7 v —

F2H MEOESR

1)

2)

3)

4)

REAATXVOF/ 78—FAREK GESRC X > THEHEBIICEA SN DHUE (2 237 H) %
~ U AHRROMAEMIE (A TV F—)EHOTERE LI L DT, XA 4% U E RIS
LWEEAT D,

HEeEERNE L 77 —0F BEAAFTV T/ 7 a—FAPik) LU H L REFA 4% 8)
& O EAFR % FRH CRHME 3 2 7 v — R B EETH Y | ATV =T A% (%) THDHH BF
SBEEAT o 72 & FIERZRIRHE 2 SRR C & 5 il 72 0 7E R

J0—RGBEREE F A AL UVEEHFAAFXT UF ) 70— T AHURE SRR O MR e
~OFWEMA, EEERERITHEE SR WRMISHUE M L—Y—%  Hilk & OBFPEZFIE L7z Y
A RE&EME L2 IE VSR L, B RIS SR L —Y— R L0 7 A 4% B
BRI 55k,

S@ESTFEBEER EHRICBTD2EESFRIOMET (774 =7 4) LT, D THW,
L <D THWEEA A1, ST, MRd TRV, 3L < 3D GRWAES - MREESUS 78 & O EY) I
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HEADZ &,

5 BERIL KREISHUENL—F—ZHET 2 BT, BRPELHIE LY T FEEHBLE LT
R ZFE LIotEEtEr =y b Z L,

6) BEHR Hik— )T FESENPOHURZREESE 5 7 V70 U EORREIK,

7)) FvU—F—N—EGE SREXA X EREZE LTEBRICRE ~D XA A X v EHOWAE
DIEESNDD, ZNEVEFRET S B THEHT 5 50%DMSO KEKD Z &,

8) KWEHEMEE AL 1 >OWEENL ECHIKORE, ML L TITWV, /e Lok 280k
BLELTERLTRODD LWV HEE LD LD, KEWEIC XD EAREOBREE, KORE
VAMREAEEMHIET DUNEND D, O DA OHIE L7z ERIfEIC SV T, TCPHA K IEK O
fii & TCPHA EEVERS IR Bt & DEOTBEZMIET 52 &%),

9) RVV—ZUJRE mRBREToREREPICEENI XA A XU U HORERMEEZHEE L, &
RGP T ORIE %3 5 723 O AREEATHI E FH B el 4 ok 2 JIE,

10) FFEEMEBE <27V —=JWUEICLVELNTZERENHEROEE TREL ETH L5, &
ESNToREtlEZ b L1 3 Bl EOMPCRIIOFEI ZRME L, XA AF L HREAZR TS
HIE,

11) EREFERARE =7V —= 7 EICLVH LN ERHESREROE R FRIERE CH 55HA .
AT Y == TRETORRGERE, T AT 458 85, TV CAKLDRZHIL 25 & 4/5ICT
FC2BMEANE L, EEHMFANOMEE b L ICH A 4%V U HREZ R INT 20E,

12) BEBRAIE YA AXVUHREZREOEERHUET D700, TCPHA IEKRRE & RIREIZR D
F O A BGEHRHE S L 0 B L2 lEs B B A2 E L, A4 43V UHREEZRET2HE

13) IC50 M L7=HiikED 50% Ml 50%DHEN 212 (50% Inhibition Concentration)

14) B/By HEXMROENEEZT 77 (BEO) O®GE T LI,

E 3 REEWAEICET 2N EE
1. BT ROERE

BT A DERIUEIE, RO K D RFNAIC L > TRET S, SRIEERICOWTIE, £ O HANSS U TR
ADFARIF %2 +3 BB L TREREDERILTE 5 LI LT iEe b 72w,

1) &l L7221 7R B2 W R N ORRE 2 IRET S,

2) FRIZHRED72VRY . 1) THRE LIZIRE DO 1/30LL FIZEEHT 2 2B 2 TR ET D,

3) LT ORUT Lo THIEIZ L ERE/NDOREH ADEEZF T 5,

_QDLXTI,XU VE 1

T v e
ik, v D LB /N OFE AT A D& (m3N)
Qor FEHEYVEIZRB T A TR (ug/mL, EFERETR )
n : AR SR GRE SRR o E A BUEL & O FIA)
k JERE GEMESER) ~OMELRE
v CJE AR O E (mL)
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Ve DR E (mL)
Ve RS EGE (mL)
Cpr : ML 25T A28 5 TR (ng"TEQ/m3N)
4) BHENTE/ ORI AD L EZRE AT AORREE T 5, 72720, B OREE LY — M2
BRI 5 LD ITEUE L2 T L7 670,
(#8]) 5ng-TEQ / m3N L UL DX A 4% VERE ZWET 256 WE & 72 5500 2 2B 2 IR
120.17ng-TEQ/m3N)
I Z20mL [CER L, ZOfMEES510mL 2508 L T2 V=27 v 72170, &I
0.9mL D I E HFEHAIR IZI S 2356 OB T AR EZ UL TICR T, i, BEEMEICEK T 5K
HI T FRIZ0.0022ug/mL, AHREHRIF2015% ., BEH T A ORIE &~ DOEFARHIT1.49ug/mg- TEQE H\ 7z,
0.0022x20x09 20 1
- 1.49 *107017

2. FLLCADRIME

WV CAORREIL, KO XS RFIEICE > TRET D,

1) Bl L2 iE e B Wi/ N OIRE 2R ET D,

2) FHTHREDRWERY | 1) THRIE LIZIRED1/30 LLTFITIXW L AT 2 TIRARET 2,
3) LTFORIZE > THIEIZHLERE/NDIXNCADEERNT 5,

W_QDLXTI,XU VE 1

k Vi G
2. W B RERENOIZ N AD R (9)

Qoo BEMEWEIZIT DM TR (ug/mL, HIEFRHE R )
n o ATBYE SR GHIE BBHA R T O W E A RO )
ko ER GEHESE) ~omERk
v HEAREORE (mL)
Ve R E (mL)
Ve iRy B (mL)
Cpr : WELERDIFVCAICBIT2BHE TR (ngTEQ/ g

4) BEHEINTHADIENCAOEM EZ XN CAORBEET 5,

o2 L. BBt OREMER O — M2 Ml 92 X O IZRLE L7221 iER b 7w,
(#1) 3ng-TEQ/g L~/ D XA A% VHIREZNET 535G WME L 72 2130 CAGEHI I T D1 TR
130.1ng-TEQ/g)

R 2 20mL (IZER L, £ O 5 10mLA SR L T2 U —r 7 » 7 &7, ieféiic0.9mL
OREFFRBHARICHET 256 01XV CAORREZ LITICRT, 2k, BEEWEIZBIT BT
FRI%. 0.0022pug/mL, ARREZHRIZ206%, 130 CAREIORIE BE~OHELREIL, 1.22ug/ng-"TEQ%E H]
Wiz,

1.22 10701
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3.

RABOFENE

R ZROBRBEIL, RO XS RPINEIC L > TRET D,
1) FHl L2 il o Wi/ hORE ZRET S,
2) FRICHREMNRWIRD . 1) TIRE LTZIBED1/30 LLFICRZZRICB T 2 FTIRZZRET 5,
3) UTORIZ X » THIEICHE R /N ORZZOREZRHT 5,

Xnxv V 1
:QDL . XV_ZXC_M
i, W RIS ERENORZ DR (g)

Qo EEEPEICEIT 2 TR (ug/mL, DMSO #%9&H)

w

n s AR R GRUERCBRA T P o I E FRUEHE)
k D HER GEMESEE) ~OMEIRE
v : HE FRRRE O & (mL)

Vi DR E (mL)
Ve o HhiHiR S BuE(mL)
Cpr : B LRGN BT 2/ TIR(ng-TEQ/g)
4) B SN/ OB A RO, FERZFRORRE LT 5,
7272 L. BBt OREMER O —MEZ MR T 5 X 0 IZRE L2 TR 670,
(#) 3ngTEQ/g LN DFAF XL VHIREZNET 256 WEE L 72 DR 23R EHI BT 2 H TR
130.1ng-TEQ / g)

R Z 10mL ([ZER L, O 510mL 20U T U —2r7 v 7 &0, i1 mL
ORNE BRI T 2356 O 2 B3GR OB 4 UL FIOR T, 7ok, EEDEIZR T 2/
TERIF0.0022pg/mL, AREFSRIT2065 . R 2 R O MIE &~ O HELREIT1.27pg/ng-TEQE MV e,

0.0022x20x09 20 1

127 ><1—0><E= 0.62
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F 48 AMORLE

1. BHORTLEDHE

B L=k, #2179, RIS EICIS U TOlREITY., 2V —o T v 7l 5, 4-4-2 |23
BLORHLENSHEIEE TO 7 a0 —f &7,

L —HaE | (HBREER)
........... o

ZE)HTIV/ TIEFHSLIOINT STiEE
v
HBIE A

4-4-2 FEOBHLENSHE E TO 7 a—D 4]

2. HE

B RTEIC WD, KICE D, ZNH0RIKIT, 7T 7B IC L > CRIE IS RN 2 L& 7R
5,

1) K JISKO0557 IZHLET D A4 (XL A3) DK

2) AB/—)L JISK88ILIZHET D bD, XIFFEFEDMEDEH D

3) 7bFY JISK8040 IZHET L LD, IIRFDOHEDH D

4) FILITY JISK8680 IZHETLHHD, NTFAEDHED D

5 Po/BRAZ2Y JISK8117 IZHET LD, XIXFREDOHEDH D

6) ANFH> JISK8825 ITHETHH D, XIIFFEDHED D

7 ThY WEICKEDRNEED S D

8) TAFIRIKFY K (DMSO) JISKI702 ([ZHET D H D, ULFRZEDHED H D
9) &8 JISKS8180 ICHETH D, XIXREDHEDH D

10) BREE JIS K8951 I ET D L0, XXRZEDLED H D

11) THEEER JISK8550 ICHIET 2 b D, XIFFRIFEDOHED H D

12) BB+ bU DL JISKS987 ICHET DL LD, IFRSOMED H D

13) AXHUEBK 1) OKkE 6) OAFH L THAWESHE LI LD

14) Y AFIL JISKO03116.2 IZHET L H D, XIXFREDOHED H D
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15) Bl (44%PEHE) V) HSIL JISKO031162 ITHETS LD, NIFREDOHED H D

16) THERER (0%NHEEHHE) L UASFIL 14) O U B 100 g ik LT 1D OFYERER CTHHHL L 7= AR
VR (625 g/L) 40 mL Mz 716, 0—4& U —T K L—4 TN E5Z2ICHRET S, MR U
L, %, BEATE DEGERICAN, TV — 2 —HIRET D,

17) ZILEF JIS K0311 6.2 IZHET D LD, XFRSEOHED L O T, AEICHEA L TERAFRERN
BoONDZEPHRINTNDHO

18) BF JISKI1107 I[ZHET HEMiEER 1/

19) HS5R—JL JISK8251 IZHETHH D, IFRFEDOKED D

RELORTAEIC AW D B R ORI, KICK D, ZROOMAKOEREIL, 77 7 BREIC L - TRl
TENZEN 22N & 2l T 5,

31 HSRFHA

JISR3503 KT JISR35056 ICHIET 26D, =1y 7 DEHNT v FEBIFRO LD ZHNTH Lwn

3.2 EBEBEMHEE

A F 37 A% ASE-200 XX 24 &A%, ASE Ao —X (BAART 41— BELr=r RE v v 77
BTV WEER MV ERILT STV ar T Ly )
3.3 iRiE:R

T NF == 2 (RD)EMERXIEr — & U —T R L — 2 Hy
34 BBUVVAFNAS LA NS OE

W 14dmm. £ 300mm DT AWM T A a~ 7T 78
35 FILZFHSLYATIE

N 6mm, X 50mm OH T AMD T A a~ NI T T

36 E—4—

BT ALY v~ NEEERIAR 100CRRE L TMAT LN TEDHHD

3.7 EBRYT

RO ESY 0.1 ~ 10 mL OFPANTRIEETH - T, MEHOEBENDBL2% LN D & D

it

=)

WIC 7 ) =22 LTI 6720,

4. AILEEEEME

41 REEBORLEH
BRI L7 aehE, slbHR & ik 5,
42 #H
1) HRHHAFR
JISKO311 6.4 (THEHLL | Bl &4T 5. 7272 L. PEEMERE OUMIZATHO/RV, K 4-4-3 (2 JISTURAR
A AV TERI L 72 JRH T AR OSHEREL % T 7 n— DRl & 7T,
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[ ®3|170—J %Rk ]

l AE 5K l

—>
\4

[ BAXTFI4I43 ]

HCI (2mol/1) LR

!

A -K%E

20 mmol/g-% ARLLE
FAMNGENZLETER

A 4

R—RIRESHE
ooair4y, 3 [E

E1%
|
v
=R A
MLy, 2 [
v
i=iE

filt
)

v

AR H R

UL

4-4-3 P AR ORI E TO 7 v — Dl

PR R H 13 R RLARAE T 2 [|IAT 5

LS

pAIE

G

7T vV a
IN—
YA 7
IENES

=7

2) BRVWCARUBRZR

[\ =
757

297
70%

60 ™

5 [=]
150°C
2000psi

SRR (T

B

R L

SRR 4 ARIRAER HRE 192 BRHIRE—GE—SBR)Q) I TROFEC L VI 21T, 7272
IEVEME OBIMOBAEITAT O 720 B 4-4-4 12130 U AR OB 28R o iR £ To 7 v — o fil %

Y
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A

!

HCI(2mol/l) .38 20 mmol/g-gR# LA E

v FANI N EERER
A=Kk
y
C‘@’E
218 T — B S T
v sonargy, 3[E
R
MLIY, 2 |
v
i () mwxesn
v
s [ =
v
T (] mxuss

4-4-4 TV CA RO ZEEE ORI ETO 7 —D

i A HIX R RESRAE T 2 [T 5

YL S VI
IS S
i D29y

77 va o 70%
IR—Y . 60 F
A7 Y 1|
IR : 150C
£ : 2000psi

43 H9Y—vFvF
X 4-4-5 (27 V=07 o7 O7a—OHERT,
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#H 4 %

ZREATIVASLIZEHM

v

ZB)ATIVASLETILVIF IS LEERE

ZR)HT VA5 L% 60 °C InEh
AX YA

TIEFTHILZEFIR 2%

DMSO Z# A IZE &L . [UR 90 °C INET DMSO jaH

v
BIEBRR&

4-4-5 TV =T DT a—D

1) HHED 5 E

(1) HHIERZ DB L CT# 2 REICHER T 254120, B Lz S BRICE by T—E o iy
%o HEH AT A2V TIE 1.0mSN FHE &, XV CA KR 2T OV TIE 1.0g Y &K% 1
mlory ) —rT v T7ORZET D,

(2) HHMUD, FHY 0.4mL & A2 B O A AT, 7—% ) —T H L— & CEE
AT E CIEMET 5. 2 OBMERICE Y BEO~NFH U 2%, B—4 U —T /30K L— & THE AT & T
MiT D, ZOBEEZ SEREMYIKL MU 2 RET D, TO®%, WIRTEZE I DTNV T A
—TNAIFTHTAERECL ST V=T v T %ITH,

2) BEAHSLOER
1) BEIVATNAS LA
33DH T LT v~ NI T TEDETIIH T AT —NVEFED, ) 7 2.3g, il (44% 8 B/y=R)
U BTV 10.4g, U ATV 0.2g, MHREER (0% B &) UV 3.6g, U ATV 1.5g &
NERFEES 5, ZDh T L%EK 4-4-6 ([TRT,
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ATV

ATV

ATV

HSAD—IL

(2) PILEFHASLA

1.5g

0.2¢g

2.3¢g

(et
Ll

—

«— THERER QUYEBEENZE) LAY : 36g
—_—

| —— B GEBSE) SUNFIL - 104g
—
—

4-4-6 ZEL ) DTNV T T D)

3ADH T Ly a~ NI T ITEDIERHICH T AT — L&D, T/IF 1.0g BEFHEL, 20O E1b
WA —NEiEDL, ZOHT %K 4-4-T 12577,

AZRY—IL : EE

HSAH—L - EE

3) YU—2TFy TRE

(1) 4-4-8 IT/RTHRIT,

¢ FILEF : 10g

N1

4-4-7 TINIFTHT LD

2) OWMZEL VA TN AT A, QT NI T AT LEEE L, ZE ) AT

AT DEAERRT D LUwD Y ATV REERER S U I T R OEREE S U T 7 D BGOSR S K
e —F—rkty b¥ D,

(2) WM LIcaBHIA~F 2Nz, ZJE U BTN H T DIZEINT D, IS 230 O B IR FR O UE
HaEEOE THRAIML £TET 5,

() E—#—I2X VY 60CT 10 AT LaMET 5,
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(4) 60CHZENT, ~F ¥ > 85 mL # % (2.5 mL/min) %,

+«— E—%5—

(60°ChnZh)

AR

J

- — ZBEVUNTIVATL

— BERT7ITE—

i)

— TFIZFHIL

X 4-4-8 %@V W FNT T L ET VI F T AOISL TH

4) BEEBREUVAERARHORE

(1) DDWDOENES, TAIFTHTAIEHEEZBL, ~FH U 2BET D,

(2) TAIFHILEmMBBA L HICe—%—%Ey ML, 90°CT 10/ RNE+ 5,

() 90CHELT, 38) DWD~FH v OEWE ST & ITrmic, L7747 A TN S DMSO
2.5mL % 2% (2.5mL/min) L. F3#f7 5 ¥ H 9% DMSO ¥&E#) 1mL % T FEE D3 A T L
BUCEIT 5, X 4-4-912T7 V2 FH T L& KRS TR WIS OREG 25 LT,

(4) R, A TR L, B, Sl CRITICRFET 5, FEEOZS %2 DMSO ER®E L T 5,
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l «— THETH—

= e
o HE — e—s— (eocHm
INTIEE —> o
Ll «— 7uIFHSL
DMSO %%

X 4-4-9 T T H T LE KIS ERWOEEE DO DMSO ~O &t/ o

ES5HE AE

1. AEOHME

AKFEZ, XA TF L HOBFBEERE S OMBEEO W, (LYY 7 7 VRICRE RIS T 58T
HAF X HE ) 7 a—F AR R OPUR EE B — X% O 7oA B BRAMEIC FE S < AR 1A A
TERfRET S 2RI Lic 7 o — B EERIC L D XA A v VOB EREZNET 5 HiETH D,

245 hV 7> ) FA~AFH ) ALT I ) FaFd g (TCPHA) %AW CREREER L. 2B
DESENDEH U EREE L, YR X, 1TV CAR PR ZBICOVTED b RERMTHRT 5 =
Lzl WERE GEESRE) 2RI 2,

2. EAFy b~ BE FRERUEKE

21 ERFY

EHX Y b (JLFAFF VT 7 n—F AGURICIE, v v ABKROEEMIE (N 7Y F—<) 2D
WAF L7z 2,8,4,7,8— ALY N2 Y 7 T 2R RIS D ik & | PUREM L e — X121, 2,45— b)Y
run”x /)X UHEERENESFHRENPDAKR LI 0%, MmERIERHEERLICIE, 24,5- MY 7rm >
=) FIANFHIANT I Ta A UBEENT L) 3. UTOREENOHERIND DO TH D,

1) BEEL RREMEE—XFEEF) 5EHAY

2) RIAAXLUMEBR (x10RE) 5mL

3) MEABBERRANYI7—& 45mL

4) 245 bYoB07x/ XIAXY /AT S/ TOEF VB(TCPHARER 4mL

5 F¥—F—/N\—%F®& 50mL

6) CDHREHRT—2AY) 1#

7 AREES
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2.2

HEICH WD MAF v PEAORIET, KRIZLD,

2.3

1) 7K JISKO557 (IZEUET D AdCUT A3 DK, XIEFFEDHED H D

2) YVEBKEZF MO LFZKHNY JISKS00L ICHETA LD, UIR%EDMED H D

3) /i rUDL JISKS00L IZHET D HD, IFRIZEDHEDH D

4) YUBBZKEHAYUDL JISKS001 IZHETD D, IFEDHEDH D

5 &\EHVUDL JISKS01LIZHET D HD, ULXFRFEDOHEDH D

6) V) UBBEEHEEAER (PBS (1) JISKO461ICHET D O, UIFRSEOMEDH D

7)) VmBEBFINIIY (BSA)  JISL1902 TEA S TWAAEFERBAD L O

8) JKEE{EF VUL (NaOH) JISKS8576 IZHET Db D, XILFESEDME D D

9) FIEF RUHL (NaNy) K9501 IZHET 2 D, XFAEDOMEDH D

10) T4/ —)b JISK8101 ITHET H b D, XIIFEEDHEDEH D

11) AHRHEARER 1000mL OKIZY CEKFE T MU UL+ KF 2.79g. BT R UL
7.60g, VU rE_IKFEHY UL 020g, HHY LA 020g, TUFTRYTA020g . VUM
BT NT I 1.0g oI Ef S -1k, L2 0.45pum O 7 4 VX2 —ZHNTABLEZH D

12) BIRFASE® S00mL O/KIZY U EKFE =T hU oA+ K 2.79g, k) MY v A T7.60g, Y
VEEZKFEH Y UL 0.20g, Hi{b Y U 0.20g, TV T RY U A020g, UVEIIET LT I
1.0g &+ 2R ¥ 72 % . DMSO 50mL Z Nz ##4 5, KEzHWTa2E% 1000mL & L, FAEE
BHRL-%, LB 045pm D7 A VL E —ZHNTABLEZL O

13) SAFIILANLKRFY K (DMSO)  JISKIT02 (cHET 5 D, IEFEEDHEDEH D

14) BE®E 95mL O/KIZKERILT NV © A 0.10g Z¥EfE S 72%. 5mL @ DMSO % il X B H g <&
/R X%

BARVEE

HEZ AW L 8B KOS 1T, RIZE D,

1)
2)
3)
4)
5)

6)

7

HAERHEE o MO h2MEELZEE L, Bl E 650nm 230 TE, 5O D HLK
& 665nm OO A KL R Rl TE D4EE

7 4 L3 —(0.45pm) JIS K3802 IZHLET H D, TFAEDHED LD

RIS RE)  5~10mL FEE DML sk 5 1k

YA OBEXRY FAFY T JISKO0970 IZHET 2 H O, IFAESEOHEDOH D 200uL . 1000uL
Y4V BERY b JISKOI70 IZHET D H O, XIFRZEDOHEDH D 10~100uL, 20~200uL, 100

~1000pL
BBRRAT L 3 FEEL Lo (BONKR. FEER., FAERS) ZEMHO, MERIE, Jil CEil
TEDHVAT A

BHERFa1—T FAFXT U EHOWAEEIH LN 0.5mm DAT L AR-DF 22—

. ¥y FOEY HL

A FORYFN EOFEEZEFTHZ L,
1) HERN, LA AT U HURRIE (X100 ) B X OWMRIRIEA RN v 7 7 —iRiE, HE#E2~8C)
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ICTIRET D Z &,

2) BiFA A X UPURRIR (X10IRE) B X OWUABIRAIRA Ny 7 7 —IROAHMIZ. MIALD 24
HUR, 72720, PR (xURE) ~FifkiE, 17 HBRUAICENDS Z &,

3) WEENLOFEMEIL. MALV2, ALN, 72720, BREHRIZIAUNICER TS Z L,

4) TCPHAR EWII LT FIRE T CRIFT 2 Z &, MIARHIH > TV DA, FIR T L+ 1R
ETHI L, REICEELRN,

5) ¥ v MERETLHEAIE. RIFEHAT. RIFEFHIE, GRORE., REXONREOHERETE L, REFET
5 &,

4. AIERE
41 REAHZOZO—

BIALER 2 AT > 72 A A% o VR E AWV TRE G B bRIMEZ AW ZRIEIC L D E&T 5, HEHED
7 u—%[X 4-4-10 2R 7,
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AT B IR

HEH R
|

AR R P

|
RO Y—=VJAE

EaTERNMNEICLDEE

MEAFF L2 (DXN) HuR&RHM

(BRAeBREERE)
EETRMBLE ' EE TRIBERE
fRAT
FAFX L VERELHTE
EMEHERTE
|
7 IRERAIE 1€ i FEE Rl R XE
HETERINEI & BAE HETERIVEIC & B RIE
(HAeBREERE) (BAeBREEE)
| |
R fEtT
BAXF L UERELER BAFTFS U EREREH
ERAE —
nl:%l:é\,/_z\ 5 Z ;‘I'-.-‘ s =
B FRRILA S SRR BB LT, BRAEAEO.
(HAeABRERE)
|
fRAR

SA4A%L VEREEER

IT&Y. FYBREDEWVAEEZR

X 4-4-10 JEFEDO 7 a—
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42 BIEEHTAR
1) FSUIRHBR (BofE) DR
DMSO 400uL & #kFR AR IR 5600uL 2 3UEHEIZ N 2 VUL Tl K O ICHFRE A Ltk iy A
% BEPURIR 2000pl A BN L, FEVENL TRV E D RIS HRIES LR 2,
2) RESRFBROBAR
FRIEHR 200uLs & FORHR R AR 2800puL & BUEHBICIN 2 VN2 TR X 9 ICHHFRIR A Lotk iy A
3 L HEBURIR 1000uL 23800 L, FFETENL TRV E S BRI BIREAS LRI 5,
3) RAEHMBTROAR (XR/V—=VTJRER)
A7 Y — =2 FRERF OGN A 2 £ 4-4-1 1Zn T, #EHE L DMSO £0OAFA 200ul & 72
5 EIITTRORK 4-4-1 1206, e DMSO Z3UEHRICM 2 8 <IBAT 5., & ISR AR
2800uL ZEM L, AN TRWE S ITHIHRES L2, S OIZHF A 4% 2 VPRI 1000ul 2800
L. BERSL TRV E S FERICHEES Ltk 2845,

F 441 A7 U —=2 7 RIEREORE BRI 1)
Bo &% BIEFRAEHA I T E RURHAR

DMSO 400uL OuL (200-X) uL,
N B TCPHA AT B -5k

200uLL XuL
AR A AR 1R 5600uL 2800uL 2800uL
PLE A A% o HPURI R 2000uL 1000uL 1000uL
T 7 R 0 AR ) 8000uL 4000uL 4000uL

(FE 1D X [ZATCHE CTORLIEE L FREOLEEICHDETRE L, TORBEICBWT—HEIZT . BT ADEEH
0.022m3N FiY &, TV CARRAEDOHER 44mg HYE, (B HEHT A 1m3N/0.9mL | 130 U A K OWA 2 %
1g/0.9mL D FiLELFE ARG 2 AV 2 56 OFEHEQIFHEE T 2 DHA 20uL, 13V CAK O 2084 40uL
L7 %)

4) RIE R & O R B (F IRETMRIEA)

Ao BREFAL I E Ir D OB BB 22 32 4-4-2 (R, 3kt & DMSO ED&FE)8 200uL & 725 & 9

[ TFREDF 4-4-2 1200 B L 72 & 3RHR: & 22Ukt L7z DMSO % #EHEIC N 2 8 < IRAT 5.

Z 2B R AR R 2800puL BN L, S CRWVWE D ICBHRIRA L%, SHicEhFhichsy

A F % 2 UFEPURIR 1000uL 25800 L, FFEEJEN. TRV K 9 BEONITRIFES L 3 k24 5,

F 4-4-2 A B E R O I E SRR I R (1 2)

A BREEAT UEE 1 A RETAT R 2 A REFAT R 3

DMSO # (200—0.5X)uLL (200—X) pL (200—1.5X) pL

Stk B RATALBR 37 Fr 5k RATALBR 7% Fr ke RATALER 7% 7 )
0.5XuL XuL 1.5XuL
OB R AR T i 2800uL 2800uL 2800uL
PLAA A o PR R 1000pL 1000uL 1000pL
T 7E g D i AR} A 4000uL 4000uL 4000uL

EDAZ V== ZRERFR LY LT ORE RN T, AHRGHERE A Sl 2k 5,
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00095 x V
B C

T2, X o A BGEHEREE Bl g R (ul)
Voo HEASOFREHE L) @ PEH A 0.022m3N FH Y &)
C . IEWEWEHRYE (TCPHA # 5 fEpg/mL)
5) RIFEEHE KO R B (KR ETMAER)

AT B T 7 5y D RROBHER WA B 1) A2 3% 4-4-3 17" d, #lBHRE & DMSO & DA77 200uL & 725 £ 912
TREDF 4-4-3 1216V, Filk&E & 22 st Lz DMSO ZiEHIC A B <IRAT 5, £ 2Tk
B AR ER 2800uL Z BN L, JEANLCTRWE S IHRIRES Lok, SOITHA A 4% v ViR
1000pL #3800 L, FEVNL TRV L D FRONITHIES L 2 3B AR+ 5,

F 4-4-3 AR EFFAM I E R O W E FEHA R R (G 3)

ARG R AR 1 ARG BT Am R 2
DMSO # (200-X) uL. (200-2X) uL.
. RITALER 7% 2 ikt RITALLER 375 A i)
XuL 2XulL
AR R L R R R 2800uL 2800uL
LA F v BRI E 1000pL 1000pL
T E B oD i S AR 4000uL 4000uL

(£ 3) HEH AT ZADEAR 0.089m3N A &, (EV UAK O ZBROEAR 89mg FIY4 &, B HEHA 2 1m3N/0.9mL . (W UAK

OYR 2 7% 1g/0.9mL O Fi LR A a0k 2 W 5 55 A o R(X) 1 80uL)

6) BEFRFBEROAE(ERAER)

E T E R ORI 2 3R 4-4-4 ITRT, TRLOFE 4-4-4 276V, B U723k & DMSO %
FEDBICIN B IRA T 2. £ ZIZTRURRR R E R 2800uL 23800 L, JENL TRV E 5 ITHHES L
Toth. I HITHE A A% VHEPURIE 1000ul 2B L, FFEVEN TRV E S T IcimePiRAe Lalkt
ZRRT 5,

*K 4-4-4 EENEROJERERAGRRE] (7 4)

& e
DMSO #: (200—X) pL
s L RITALLE 35 Akt
ui*’l’% XML
SRR S 1 I 2800uL
XA F v PRI E 1000pL
T E IRy o R BUEORL 4000uL
(FE4) ARIMPERER LY Y=aX OFE &SRR b, 2 OEE L 0 R 5 2 B R i 4 R 5,
~0.0095
B a
Nl el X o EENERREMGE (u)

a o AOREHIHER R &S 6NN Al L ER OB
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43 HEFHEBRNEICKBI T AT VEORE

WEE N ~OERIL, WE R G O s B E % T 5 7o OISR T = — T HHWTITH 2 &,
AEREDIO—

HE B V2 AW TR U INE O 7 v — % X 4-4-11 127”7,

1)

2)

HEERRE - AERILICAREKBREEZRT D

A 4

R AERIVICRERBREREER L. BEI IHAMBRERET D

A 4

AIERE . EABERAET D

A 4

BARE  AERIVICBERZERL. AECVICHESI-RARERBEIED

\ 4

HREREE  AERLVICAEREERZERL. AEELRAZAERABRERI~NERT D

X 4-4-11 FHEARBED7O—

Ay V—=VTRE

(1)
()

3)

(4)
(5)

(6)
(7)

(8)
(9)

4.2-1)~ 3N > THRE BB 2 TR 25,

HEE I 4.2-1)7 7 > 7 3 ERAIR 0.4mL % jiti# 0.76mL/min TR $ 5 (LT, SUBH@IRERE &
B3 5),

7 FIAEETK 0.75mL % 3 0.75mL/min TR (LA, WdEEE R+ 25) L. HlER LV iBIcsk
179 2 SBEHAIR 2 PEi R 595,

O EAREST D LT, WERELHT D) (BofH),

WIE 2 VAR 0.75mL % it 0.75mL/min CT&E (LLF, FARELFHRT ) L, WIEEMC
O LTHAA A% bR & R S ¥ 5,

P 24TV, MEE AL 2 T OREICEIF S E 5,

HIE L T 4.2-2) DR EFERARK 0.4mL % #iE 0.75mL/min TR 5, RICHEFHRIEEZITV,
HEAMET D,

WE' N OFAERESR, FREZITO, WIERLEZITOREICERSES,

HIE B AT 4.2-3) OREFENARK 0.4mL % #iE 0.75mL/min TR 5, RICHEFHERIEEZITV,
EEZHET S (BE).

(10) HIE vV OFAERER, TaFREz1TV, WER AV ZTORBICEFSED,
(11) 1 EORE /L THREZIZIS U, K 4-4-11 IR THRIEZ B IR L, WEZ1T I,

WIZHI &R & | FEE TR O 5 B KR ERHE I E | &2 PR _E OGS I3 ARG HIE 21T 5.
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3) HRFMAT HHHR. FVCARUVERZR)
(1) 4.2-1), 4.2-2), 4.2-DITHE-> THIEARE 282,
(2) K 4-4-11 17T 7 m— GUEHBIRIERIE, TeiiE, MUEBME, FAERME, WHEE) (20> TRIE
2179,
4) ERESF@EAE HHAR. IFVCARUVRAR)
(1) 4.2-1) | 4-2-2), 4-2-5) [Zft-> THIEARE 2RSS,
(2) K 4-4-11 17T 7 m— GUEHBIRIRIE, PodiE, MUERME, ARG, WiRERE) (20> TRIE
2179,
5 EEAE EHHAX. EVWCARUBRZR)
(1) 4.2-1) | 4-2-2), 4-2-6) it CTHIEAREI 2RSS,
(2) M 4-4-11 17T 7 v— GUEHBIRERE, TefsE, IEBME, FARRE, BElEEiE) 1I20t-> THlE
2179,

5. E&E

AFEIZBNTE, ZOFRBICESE | Fl—ry FOREELEZ HWGE, MERICERRERZ G T 5
VBRI, FRIC, K 4-4-11 IR T 7 e —%2 BEITIT O 56, IR EREZ W TEMIEZIT 5 FTTOMEK
L 7= AR ONEH % FE I E BE~ DM 21T 5 FRATRETH D,

7272 U ARRE SR, MIERFIC 31T 2 BREGIR L & BN ER T 5 2 &b | BRERZAERT 2581,
BRENREEICOWTEERT 5,

51 BREHROER

TRERER O TCPHA FEHEVRIR D 6 JREEKMELL ISR LTt RE 7y F L, REREERT 5,

1) TCPHA B#58i%

# 4-4-5 ([T EAERUH TCPHA R ERRIR OFH #6477 3, TCPHA IRk (STD7 ; 20ug/mL) % Bt

FBIC L W STD1~STD6 D) R %2 4%,

2) AIEREHBRORR

F 4-4-5 (TR ERRIER I E BRI OFREE 2 73, £3. 7 DOREHRICERE Z & o TCPHA FE#E

Rk % 200uL TOWINT %, £ 0%, R AFERETE 2800ul 2 B0 L, JENL TRWE S ITHIES L

Toth, IHITHE A A% VHEPURIE 1000ul 2B L, FFEVENL TRV L R IcBmiRAe L4

%o MEFEHANL O IR R R RRENIR & PL A A% v VPR Z BN 5 2 L1k W TCPHA i #E

Wik % 20 5N L7722 L2/ b, 728, TCPHA MR = 5 £ 72\ DMSO OH%2 T Z7 7 LT 2%,

F A-4-5 TR R E SUBHE IR 0 R B 1

i i [ J504 | sTDL STD2 STD3 STD4 STD5 STD6 STD7
TCPHAZEER R pg/ml 0 0.01 0.10 0.19 0.40 1 4 20
AEABER | po/ml 0 0.0005 0.005 0.0095 0.02 0.05 0.2 1
3) REHOIEAM

BIREIZHEL L7 TCPHA EHEEROWEZITV, St HEEEIC LV KR 650nm (2B 28t E%
HET S, TCPHA HEMEWE R EEE KR OHEEND . FillmRT 439 A —2 —DOROK25 (a~d)
ZRET 5,
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BEFUER K O T A — 2 — D% [ 4-4-12 [ TR T,
b

() *

2T,y HEE

<

(Y

d HERICIT D T M (/M #1275 5 (B/Bo)
a o HIERICISIT D B AE (R R a7 5 52 (B/Bo)
X EEWE OE ERE (ug-TCPHA / mL)
¢ ICs0 23T AR HEYE O 'E & % (ug-TCPHA/mL)
b HIRROMEE
BIEHAMBREE
v/ B/B, &
0. 0005 0. 970
0. 005 0. 845
0. 0095 0.745
0.02 0.603
0. 05 0.411
0.2 0.178
1 0. 052 2
D
4-73F A — K —ROFAREK
a K B/Bo 0.997
b RO E 0.878 I
ICso 0.0326 0 S EEE—
0.0001 0.001 0.01 0.1 1 10
d kb BB 0.007 RIS AR (ug/m))

B 4-4-12 BEMRIER KL PN/ T X —Z — D

52 REBOEARVBREZROEERIC& 552

EEBIENEYNATOIL TV D E D iR 720, WERYSEF X, WEFOBERES LTHEH
T HRIER (0.0095ug/mL) ORIEME ., FHEEICGEE LIRFET D, £ 72 RIRHCHE R O BREE IR % fldk
5,

B K DM@ R L, FERA (w200 76 ORBURILE ORI OMEMZEIZIG T RO LBy &7
% (u: TRV, o JIEM OEMERZ),

R EARVER R O BRBTIR FE+1°C OFPHN THIE SN 7B IEROBIEMEA 18 TH EHIBR 282 2545813,
JRR DT L #2179 & & blT, FET 5. BFEOTZOITHE U7 & OFRIE OfE RISV TRk
15, £, BEHRRANTH > THEEEICKH LT, —EOBEATHN TN L D 2REE IR - 72 3
EENF S L9 RREBIZBW L, RKOEREZITV., BEIZSE, 8BEEEITHY & Ebic, BllET 5,

5.1 TORIEREHAH(0.0095ng/mL) DHEIEZ 25°C TV MERRIC L 2 FE (ng-TCPHA/mL) %%
ML, BT ey FT5, 34 BT OWTTo e — Bl A3 4-4-6, K 4-4-7, M 4-4-13 |[TRT,

246



# 4-4-6 BHXMT — 28]

— B E
| B/BO
W (103ug-TCPHA/m])
1 0.742 9.77
2 0.763 8.57
3 0.744 9.67
4 0.748 9.46
5 0.737 10.09
6 0.744 9.66
7 0.749 9.39
8 0.766 8.42 # 4-4-7 FEAT — 2 BB
9 0.744 9.65
10 0.748 9.43 TiEF1Y B 9.31
BIEBEDIZERE o 0.50
BEBEOEHZRE iCV 5.34%
34 0.741 9.81 EIRER pt2o 8.31~10.30
12.0
11.0
— +26
£ 100 | i ” 5
% { ‘a*/ o f\ B | \ /@@\ 7 .
o 9.0 \if NN AR f X B W R
8 \i/ \(‘I 3. N Q i
2 : p—2c
~ 8.0
1l
i~
= 7.0
6.0
0 5 10 15 20 25 30 35 40
BIEEZ (=)
X 4-4-13 EHXDH

53 AESHOEE
BB TORTEIZB N T, FER (B/Bo %) 65~80% D& D7 REEANRIE TORARMENZRD Hi
LA FOHIEREB/B) B EMICNTR L, B 5= AR R E 2 AT, %2 L » (TCPHA

FEVEPS R 24) SEIE RS (BT 2 2BV TIE ng/m3N, 1T U A KL OYR 2 5128V TiE ngle) 28T %,
Cs =X Xnx V,E X d
VgV
ZZiT. Cs (TCPHA FEHERRIA M) FMIRE (ug/m3N XU pglg)
X WE BN EHI(TCPHA FEHERIRA )M E (ug/mL) (15)
N A RAE =R
v e AR o (mL)
Ve iR = (mL)
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Ve o B B (mL)
Voo REHRIRE mN U g)
(2EB) JERBHRRIEIILE (T2 VRS OB b 5120, KERETOMIELTT .

0.0095
X=Xy X 5——
RESY
2T, Xy o BREERENAN (TCPHA FEYEZAWAY) FEHME (ug/mL)
Xsiraer o ARIEREHAIR O FEHIE (ng/mL)

(%%) PR 2 DB L 2 MEE, RAUTL D,

9
21 — O

XCS

ZZiE, C  : BRFEOWREOn 2B FEHIEE (ng/m3N)
Os : HEHAT AHOBmFEORE (116) (%)
Cs : HEHH AP OFEREE (ng/m3N)

(F£6) HEHIH AH DEEFE OWE N 20% % W2 HHAIEL. 0s=20 & 15,

6. RHTRXRUEEHH

6.1 BEYHICHETIRUHTREVERHE

EYEYEIZF 1 D TR A OVE B OMERIT, EREOEBEE(CV%) A 80%LL T & 72 5 AR T
FRE L. 20%LA F &5 BT 2 AHAERHELE T HETITI, 2720, MERIZIHNT CV R 30% L 7«
5 ROWREIZIIT 5 BBED 0.9 22 286 . Z OBIE 2 )58 371C B/BofEAY 0.9 2~ 3R E & i TR
L5, £7o. [FERIC CV 28 20% & 72 5 M OMEFEICE T 5 BB 0.85 ZR A HBE. T OXE % G
FINC BB 0.85 - IRELZ ER FIRELE 35, ZOHA. TRZhO CVIZLV/NEL b0,
BELY bELWVHEE 25,

1) BHTREEHARERBOHARG

F4-4-8 (TR T I OR T PR IR 2 s S 5 GRS, 1-2) 22,

F 4-4-8 MR T IR H AR O R B

Bk "B [7°504] STDL [ STD2 [ STD3 [ STD4 [ STD5 | STD6 | STD7 | STDS8
TCPHAAZAER& pg/ml | 0 0.01 0.1 0.19 0.4 1 4 20 40
BIEREA®K wg/ml | 0 [0.0005 ] 0.005 [0.0095] 0.02 | 0.05 0.2 1 2

2) BHTREVEEHEDHH
D THR L 7o M FRRAER AR 2 n=5 DA L CHIE L7o B L 0 @& L, WIE BRGS0

¥, FEVER R OEERE(CVIZH L, BET a7 7 A VEER L, B TFIREOVESHAZ X L0 &
HELD, B TIRNE OVER&&HOFEHFI A R 4-4-9, X 4-4-14, X 4-4-15 |2~
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#4-4-9 PEFERH] (n=6)

=E BIEE(Y) : B/BofE Y®DSD | YDCV
pg/ml | n=1 | n=2 [ n=3 | n=4 | n=5 [ n=6 | Ave c %
0.0005] 0.955 | 0.964 | 0.962 [ 0.958 [ 0.959 | 0.964 | 0.961 | 0.004 0.4%
0.005) 0.826 | 0.829 [ 0.832 | 0.821 | 0.821 | 0.825 | 0.826 [ 0.005 0.5%
0.0095] 0.716 | 0.720 | 0.721 [ 0.713 [ 0.714 ] 0.719 | 0.717 | 0.003 0.4%
0.02| 0.574 | 0.581 | 0.579 | 0.567 | 0.569 | 0.574 [ 0.574 [ 0.006 1.0%
0.05{ 0.371 ] 0.382 | 0.375 | 0.364 [ 0.376 | 0.364 | 0.372 | 0.007 1.9%
0.2] 0.163 [ 0.168 | 0.163 | 0.160 | 0.168 | 0.163 [ 0.164 | 0.003 1.9%
1) 0.047 | 0.051 [ 0.050 | 0.054 | 0.055 | 0.054 | 0.052 [ 0.003 6.1%
2{0.031 [ 0.034 | 0.029 | 0.036 | 0.036 | 0.037 | 0.034 | 0.003 9.7%

XD
CV(r)
pg/ml | n=1 [ n=2 | n=3 [ n=4 | n=5 | n=6 [ Ave %
0.0005] 0.001 | 0.000 | 0.001 | 0.001 | 0.001 | 0.000 | 0.001 | 31.2%
0.005] 0.005 | 0.005 | 0.004 | 0.005 | 0.005 | 0.005 | 0.005 | 5.4%
0.0095| 0.010 | 0.010 | 0.009 | 0.010 | 0.010 | 0.010 | 0.010 | 3.3%
0.02] 0.020 | 0.019 | 0.020 | 0.021 | 0.021 | 0.020 | 0.020 | 2.2%
0.05] 0.051 | 0.049 | 0.050 | 0.053 | 0.050 | 0.053 | 0.051 | 1.6%
0.2/ 0.189 | 0.181 | 0.189 | 0.194 | 0.181 | 0.188 | 0.187 | 1.5%
1] 1.230 | 1.075 [ 1.099 [0.974 | 0.934 | 0.962 [1.046 | 6.1%
2| 2.837 | 2.373 | 3.377 | 2.049 | 1.994 | 1.933 | 2.427 | 57.7%

=E FEEE(X) : pg/ml

50 50
40 40
g g
g 30 é 30
a 1ol
g L]
iy 20 iy 20
10 10
N \.
Pl L] ==k L1
0 0

0.0001 0.001 0.01 0.1 1 10 0.0001 0.001 0.01 0.1 1 10
B (p g/mL) BE (U g/mL)
4-4-14 FHTIRE DR D F 4-4-15 TEETRMEE ONE & EIREORD S

X OKEE T 17 7 A W L0 R 72k FEREIE 0.0006ug/mL (B/Bo=0.959) T ¥ | = OJEEE 1T &R
IZHBWT B/BoflE2 0.9 225 Z En, B/BofED 0.9 Z R 2 FIRE0.0022ug/mL) & 35,
72, E= FBRIE 0.0009ug/mL (B/Bo=0.945)TH ¥ . Z O¥EEITREMHRITIEVT B/BoflEind 0.85 Z % T
WHZ NG, BBofEA 0.85 A /R E & E & FRIE(0.0038ug/mL) & 35,

K 4-4-10 FRYEVEICE Y DB T IRIE NS E & T RO E A H

e T BREUEE E =T RR
pug/mL pg/mL
0.0022 0.0038
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TCPHA RIS 2 FIRE OVERFMIZ, 27< &b 6 » HIZ 1 HHS R EEAEoh T D
ZEEMERT D, £, WESRMENKIBICED > 756 H e, HE IR EFOZEL L ITREHSE D
ERENC S, R D,

6.2 BMICHETIEHTRESEETR

AEHZ BT D TIRAOVER FIRIZ, #BHE & AL 2 R 7o i ER BORBIE & . RIS o TCPHA
IRMERIRIC I 1T D IR A OVE R N IR O BGRANICE T 2, SBHT BT D TIRAOVER FRIZ, &
BHER RSP ERBEFICL > TR > T 5720, REZTLITKRD D,

Cp, =Q ><n><v><ﬁ><l
DL V’E |74
Co, =0 Xanx—V}E—xl
oL T e VeV
Z 2T, Cor  : BREGREHZ BT 2B TR (ng/m3N 3T pglg)
Cor : REREHZIH T HE & PR (ug/m3N XX pglg)
Qo BEYEWE BT S TR (ug/mL, HIEREHAR )
Qo BEYEWE T 5 E R TR (ug/mL, HIEREHAIR )

n s AR R GUE R ORI E FREHEOEIE)
(B B ERENANR0.40m LA (2l E F#EH0.02 mLO B4, n=20)
v s JE AEE R (mL)

Ve DR E (mL)

Ve iR EUE (mL)

Voo BB EGE (m3N XX @)
7B, Qpr Qeullix. 5 6.1 MEMEWMEIZEHIT DM TR K& OVE &ELPH ] ICHEWEH Lzt TR &
ER NRERAWD, 16.1 0 2) Bl FIREOERE FROF B 12381 5K 4-4-10 127 L7l Tlx, %Y
BRI DB FRRIZ 0.0022ug/mL, 7E & FRI% 0.0038ug/mL TH 5,

K 4411 AEHCR T DB TERAE ST GEHA A 1TV CA KU )

A EREILY BETR e
BUEBA | B IR | B () %H&}f@ RIS | SRR (128)
ug/mL m'N or g NI BRI R pg/mSN or g
- e |l
BEAT A
WA 0. 0022 2 10/20 0.9 20 0. 040
4 2% %

GED HEH A A2 m3N, 1IZWVWCAR Oz g
GE8) HEH A Aug/m3N, 10 CAKR R Z % nelg

K 4-4-12 BEHIB T D EE FRE AT HEHT A 130 CA KRR ZR)

x> b Ak Y HEE A T i
il . BelvE (F [BuEE /| Bl | soqn | FERNRE
i e BT T P Y F BT
He N or o mlL/mlL mL " o /mN or o
P A
A 0.0038 2 10/20 | 0.9 | 20 0. 068
A%

(9 HEHIA 2 m3N, [ FVCAKORZF g
(FE 10)HEH A Aug/msN, £V CA KO Z 3% nglg
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7. AEEGEEFE)~NOHRA

X4-4-16 12, EWREEIC L > THE S R EOHRGC/HRMS {EIC X > CRO IR EIZH T 2 MK
g, BURESCHBIRK L 0 Rz RO o R, PR T 2 D85 y=1.488x, X\ CADYHEYy=1.221x K&
DR DY Ey=1.267Tx £ 725 TW5b, H-T, EMRELE TRDIZEHIRE (ng/m3N H 5 ikng/g) % |
P A DA H542551.488 (ugng-TEQ), X\ CADHA, #FEIE51.221 (ug/ng-TEQ), M UMk % ik
DG, HFER%1.267 (ug/mg TEQ) A bR L CHIE B (FEMHEER) 2 R 5, WA K v e &GS &) &2 |
M5, £, WE &GS ) ~OBERE OB 4 F4-4- 131277,

c
wﬁ%ﬁ@%ém@—mmm%xm@_mwng

ZZIZ. Cs: (TCPHA FEAEZRIHFAY) EHEE (ug/mdN XL pg/g)(E11)
ko EEGHESE) ~OBRESRE (ug/mhg- TEQ)
(fE11)  (TCPHA FEYEVAIRIA ) FEMEE OB R O FEMIL5.3%2 BT 5 = &,

# 4-4-13 FMESEBEA~OWBREREOBH]

Ve 2 [ 13w A | BRx &
HafR Ik 1.488 1.221 1.267

B, WEBROBERAXITONTIE, HEFE2M THEHROME ] 22MT5 2 &,
8. MEFRBMOMER

e bh 6 4 AT 1 |, HRGC/HRMS I & - THIE S 7-iBHZ W T, ARIEEIC X HHIE %
1TV, HRGC/HRMS LI X 56z illE & (FHESE) LARIEE CE LN FHEE X B e %
BH U, %6 fHimtfloORREMRE L T 5, £, WEREBKRIFICE D756 (B, TR
DEFF L ATHEFRLEOLEESE) 126, EREITI. HONHMEREN, F 6 HioMmEMRE L K& <
TeBfEd 2 86 UTMBREWG AT, RKORHEITV, ZORE KOG U7 B 2 5ekd 5,

HEHI, F 51220 T HRGC/HRMS {EIZE S HAVIZ FIEIC L 0 RIEL 1TV, R0 12O\ T AEMRE
EISED BT IR X0 LB %47 - TRl 2 R 2,

PEH A AGEHZ W TiE, JISK0311 2RV & TEAT - 7 iiEkel (2720, 7 v e A 1o 8 s KT
TH TN T AL T FOHH TR TO 7 ) —2 7 » T AL 7 ORINFATO R ) Z0E L, A AIE JIS
KO0311 IZED b HFIEIC IV lER GEMHER) 2RO D5, HEVIX. Kk 4.1~4.3 KTV5.3 IZ7E-> T
VE L7 AW Eikic 3T 2 TR & ik U<, MEREE R T 5,

TV U AR OYR 3G BHE DUV TR, SRR 4 FRIR A R EE 192 SRR E— G — SRR @I I L 7=
B (2L, FRYOOWNEEREORMOBEIIATO2RV) IS ER GEESE) 2K, R0IiT,
AR 4.1~4.3 L O 5.3 12hE > THE L7 AEMRRETEIC R U 2 E IR & bl L ¢, BAEAKERHT 5,
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FeH 2EAEN

IRHARE,PLHER EMHER) 2RO IBROBBELBKOEHIZONT FHrHET AR |

T FERERN O FORL 2 ARRE T IEIC L0 MIE LA o 632 IR E (pg/mL) & HRGC/HRMS {42 X0 JIE L
Bo B OEEEE (ng-TEQ/mL) ORRNGHER (FEHEE) ~0MEXZHE N L (X 4-4-16
ZH).,

BEHA R n=35

20

ERIRE (,e-TCPHA/mN)

0 2 4 6 8 10 12
HM%E (ng-TEQ/m’N)

X 4-4-16 HEFZRHEL (F) HHEARX)

FERREPOHER (FEHER) 2RO IBOHBAEMBKOEHIZONT (X0 CARURZ B |

T FE LR O R0RE 2 AR E T HEIC K 0 E LA 50 6 32 R E (ug/mL) &, HRGC/HRMS A2 L W JIE L
FoNIRE T OB ERE (ng-TEQ/mL) OB LHER GEMEER) ~oBEzHH L7 (K 4-4-17
ZM).,

IEL\CA n=23 PRZ K n=27

y=1.221x
10 R =10.946 10

S2RIREE (ie-TCPHA/g)
[=2]

SRR (1g-TCPHA/g)
(=2}

0 2 4 6 8 10 0 2 4 6 8 10
HMHEE (ng-TEQ/g) HMEE (ng-TEQ/g)

R 4-4-17 BEUREGH (B1) (20 CAROWR )
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