FTE)
Suemizu, H., Radosavljevic, M.,
Kimura, M, Sadahiro, S.. Yoshimura,
5., Bahram §S. and Inoke, H.
A Basolaterat Sorting Motif in the
MICA Cytloplasmic Tail.
Proc. Natl. Acad. Sci. U S. A 9§
2971-2976 (2002)
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PRIMERS

ESR1T intron 1

PCR F 5'CTGCCACCCTATCTGTATCTTTTCCTATTCTCC3!
RS'TCTTTCTCTGCCACCCTGGCGTCGATTATCTGAS'!

SEQUENCE F5' GCTGGGCTCAAACTACAG3'

ESR exon4

PCR F S'TTCCACCTGTGTTTTCAGGGAZ'
R 5'AGCTGCGCTTCGCATTCTTAC3'

SEQUENCE F 5'TGCTGGAGACATGAGCT3'

AHR exon 10

PCR F 5'GTACTTCAAGTACTGCACS'
R S'AGCCAAGGACTGTTGCTGTT3’

SEQUENCE F 5'GATAATACTGCACCGATGG3'

CYPTAT exon 7

PCR F 5S'AGCAAAACTGCAGCCAGATCAS'
R 5'TCAGAGATGCAGAGGAAAGGCS'

SEQUENCE  F 5'GCTGAACCTTAGACCAC3'

CYP1A1 3'UTR

PCR F STAAAAAATTAGCCGGGTGTGGT3!
RS'CTGTGTTGGGTTTTACTGTAGGGAS'

SEQUENCE R 5'GGGAGGAAGAAGAGGAGGTAGCS'

PCR LU Sequencing BS54 < —DHELSI

(F (I Forward primer. R {E Reverse primer Z7x9)

- 63 ~
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TRK 14 FEEESBEENRREDNE (AL - LFPELERE IRER)
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AT OISRV R & AR RBROE =Y ) T AR

DEHP oy fasfpfifie 2 bo ¥ o Lt 77 R0 T+ B8 07

FREFRE BB BN (MR
SIEREE BE O EA GHERE)
R NE  RRE—R GEERS)

D=1

DEHP (3B A U b v = 815 ( polyvinylchloride : PVC) Bifuj /< o 2 OR[MR T &
YW\ ETEFEAETEME . SR M, NI ELIE RIS T B BV R & e RRE S 2 B>, DEHP
DEHBESRH D PVC RIS v 70k, (RAFLORE - RF 2BV, FOBES 5
HanhTnd, SEFHAE, BBV T, PVC ®MiE S Z OB Ic o+ 5
oA W IIE M AR & TRE L,

TS M R IR A (2 TS D3R S T\ B A 58 MR, 7 OiRER s BBk (E
MENHETO—FOBRBIZB VTN ZMER S D, —F., BEmish M,
BAME LTRHOORAMEDFE T Lo MBI & 13 R0 0 | 7 OB R TR 4
DTHD, LEzin-T, WHEm&a PVC Bifik S v 70z DEHP 2515
POREERIESND Z EEERENA, ARFFEIDEHP @ (850w 2 ha X8R %
Hol Vo AcERL, = A bas Ly (B) OMALEYH— (ER) % 55l e 4
WTRGE L. & ORBRE~0 P RS Uiz, WS mepiE, RT-PCR & HiliREEz
CIHAIZ L O ER E LT 2f0F 7547 (ERa k ERB) MELcEE L TWA - &3k
WENTZ. O 2D ER OV 7 & A4 Sk AER %, MCF-7 & MMM % fv e 4
ALI—ATIDBF LI EZADEHPIZE v 27/ —L A (BPA) L [E#iZ ERa
% up-regulation T%7%, ER 812492 up-regulation iz DEHP OAIZH\TES
HILiEhoT,

A BIEAR

B TFALTFOE LBk B ER
WBWTbHEA R 7725 v 7 WERBER
MERINTHD, NLEBEALME (£4
T 7AW RFAMIEELRE) . AL
MR, ML T —FT N EDTFRAT
BIEEE, WSy . koS 7. R
AN ) i I S P N B ot S PP N
Uh—dr— Mg, ¥V EELC=L
(PVC) E0FEMBACER TS, B
ATCHERE, S5iig - #iin L — NEoEa
MRTEER I 5 [EiL PVC ®aig < FEx
DR 15 X8 2 -0 28 2 2 ERAEIN
fEoh T 5, BT, AEEILEOFE
Wb, TZAF ZEMEE LTHRELE
SHMAEND, FOERI, BIEOSFH
WAV AL, EOHEEORETH L5
FHFEETD, RN EEE2H - L

WD, TORERTFEAICE, A LEET
ATV, VBT AT VE, RSB =
T, T UV T AT VIR R
NDM, 7 F BT AT VRO E S
b T ANEED T F ~F S ADEHP)
L. ERTEAIAEREBEOK 50%LL LA 55T
WA, =07, MR BAREEG. ARH
WAL = 04 R oG L LE-HA
LOAMH L L CHHE ATV DEHP
FZOWTTDI #%EL b0
LT 28R L7, &S 7o S
v PHOEERBECB T, Yin s
DWMETE <. MBI S5 LTHEAN
HDAEND FREMESEREND, o
T, WA RERITHAEEL T, EEe M
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BN E L 77 AT FRIERF BICER
SR AT EHI O B OB BT ST
)] DTN,

DEHP i PVC iG-S~ F R ERTH
W, AEES AN KR EME. N MWL
TERICHT DRV FEOFE» RS2,
PVC B/ 7ix, DEHP O 5 H
DN, RAMLOBER - REFEICRBNT, #
OffE P ER TS, SEFH 2T,
AL BTN B\WT, PVC 8l S 7o
L BRARAR L 603 2 sk | BRI 0 o 24
Faa MV CRRET L,

MEAF ML M AR L, TR i SR R Rl
I OMALNATEY, ZOHRINLE
HETO—8OmBCENTm#E <y 75
fERan s, WSS, f5Mm
W BNRASEOET Lz o mEk#bE &
R, FORBREIIRRTERN2LOT
baH. Lo T, B ik fn oA 28
PVC 8k S 7{RTERC DEHP (2419
oD ELERITEAND Z LTRSS
Ao AIEITE <2 DEHP @ T8 o & |
2 RRERERFOL 0D AICER L,
TR RuHFrogERLtE 72— (ER) 2
WHLEIMGMIRCRIEL, 0 2oy 7
247 (ERa & ERB) (2 2WTORME
{ % mRNA L~V CEESRZEB LT,
T, BE, AU EHOFOER
HIEHE IOV T. ER 20 LT HER%
HKRTLFETCOMCBRT T v o Ry s Ak
SEbNhAEIRMAOH DB EALHD,
TAbaA itk O—FETHY
LHOA TR ~DIERBETH LK, FE,
LI, B, EESOEBAER LTS
ERFEE AN TR BHEE, CAEE,
A E OBELHER SN TS,
T A M UoOERRBREREIIBITL TS
v IRy s RAEMETLZLE, D%
BOME, BRI OB EEZ LR T
5, T, BAT7 /- A (BPA) @k
A PSS UREN R T HE SN
TWEHEOEREREMARATL Z &
LUETHDSH, AHFETE, [TDEHP o=
Z ba s ARERC W TO®EIG T L L
TOHEBORET) L4, E2, BPA #Fu
T, IER®H35xA ba by AEFORR
BEABFZBA o4 A AU REY) A WENFIZAT

=7z,

B. #FRik

B-1. FEERH S S HIA

FERICAE R U7 A S A R
A A Rzt Mok 0 REEEB TR
DFF P SIHERICEILL . BElRFEOMHE
WA 7L L 00 S h . B
AEAT 27D E R e To .
MEACREShELOTHD, HRMIIC
LA Z T A M, B &2 R BT
REIC L HE—EOEHSHETRES RS
S, FYEHTHhDE, MBHROEKTZ
1% CD34 EMEENDHES L /S b B D3 8IRE
IR L TS, T CD3 Ev—h—&
LT, BEmL O iEnediE s BT 5,
L, BEH A5 Ficoll-Paque PLUS
R RVTHAEE L7z BRI CD34 {2+
LR - X0 FiEE S S, Milas
Bt 27 L (MACS) 2 BT, S meEri
faxoBE+ 5 (Figl),

B-2. Colony Assay (- & 2 & m&EMiROD 5>
bR TR D81 5%

CD34 WMo s MM %E 35mm
dish (= 200 f& / dish #§fE L. E2 (1010~
107mol/L) X1 DEHP {(10:7~10% mol/L)
R ERH0 LA EEH (Metho Cult GF H4434V)
kT o370, 2BEA F o~ T5B,
2 W DA &t b, BB
EhbHanm=—OFREDEVDLIMEON
mEERE L, WEIELSIERO A
OMETEIZ 5 2 D8 BAMSE T THRIEE L.
B b U, bR CHBEEOBEM S o
2=—ik, BRE 29 =—TAHR (mixed
colony —forming unit in spleen:CFU-Mix),
B HEK~ 27 07 7 - CUREKMR
(colony-forming unit
granulocyte/macrophage' CFU-GM), 7R3
Koo —HEMRME (burst-forming
unit erythoid :BFU-E) & L 7% (Fig.2,
Fig.3).

B-3. DNA-Idu Labeling and Detection
Assay (7 & 55 M HIM DB BEFE IR
CD34 Btk o fLiE et Mg % 96 777 L
— MZ 500 &l / well FFHEL, E2 (1011~
104 mol/L) % TF DEHP (1011~ 10" mol/L)
AN L 75 (StemSpan SFEM) 2T,
370, 2BHA VFa—1FTA, 2HAM
DA F ol MR OBH ORI A



DNA-ldu Labeling and Detection kit % ff]
WTCHY L MTAZ LI LB S
BRI OWTER L. (Figd).
DNA-Idu Labeling and Detection kit %
MWD & DNA BREEHRE & U TR
AR A RET A LN TE D, 0F
D, FIPOT IR THE ET— P2
FAEXLTY O] & uyk, FI UM
WL THERP OO DNA IR Y A4,
FO du k3580 du £/ 27 2 —F 5
B% Bz ELISA o & 9 Ak saE % #)E
THI LD,

C. ®FERER

C-1.53 bR UM~ R

Colony Assay OFE R0, B4 Mk s ARA
iZ. DEHP. E2 TE(E F GRS A Bio Y
HZENGhoT=(Fig5)., ¥7-, DEHP &K TFE2
DIFE F TELIZ CFU-GM ~D b o fititk .,
BFU-E ~®O 4 {bE i+ 2EM B A5z
(Fig.6),

F77, Colony Assay DIfEFEREOKEF &R
(2, DNA-Idu Labeling and Detection Assay 2
FHERTH, S MEPHEAROIGHEIL DEHP,
E2 BT CHRIZNETIZ N ool
(Fig.7). F7=. M Assay &b, 107 mol/L &
DEHP % U* 10° molVL @ E2 TFE F CRA®D
HEFEEER R LT,

A Lo#S L0, M ms et i i 4 ek g
PVC BD o7 RGF LGS, BBH L
DEHP (ZX0o b B USRI Z B R T &
BIENIREENT, T, FOan = —TERL
RE~OFEETIE, E2 & T DEHP THLLOH
FARABNFT 6, ZOEEIZE L T, DEHP
I E2 CHEOBAF, %), 2xar o L
LOF I ER THZERFRENT,

D. E#&

fiff 5 L fn AR AR S B AR 3 T oo — 1 O
BIZBWTHEAT ANy 7120, TIiER
Ry T ThDI L 203 LAIEHE
A, FORH, FUEME, BREMEICER
TWAHEE PVC ®ilig < 7RI Eh
Tinvg, Ll SEPVCHRIMmE w7
(i, AEREENRBE SN TND DEHP 23

FYARI L LTEMERTEY . Zhii
TAZERREIN TS, LEA-T,
ff s Mo MR ABAL 2 4R PV C R <
TUARTE L7-BR. DEHP 23 L, W%
1 38 0 $8 FAE O 43 (b e DUHETEIC AT & v D
BARIETZ EAGEHRL, Fhico0nW T
FLf, FOMER, DEHP, BE2FEEFTF
BpIBTE 0TI (KR - DEHP 107
mol/L.. E2 10° mol/ L) A&k, Fi-.
CFU-GM ~®43 e, BFU-E ~o4;
OB OER B A LN, T,
DEHP. E2 2 # s m e Mo 5Lk
WML ELRIITZERDMHD, T 0O
DEHP O RiTTEEiT E2 O RIFTEEL
FLULTWAREYD, Zhix, TE2] T4
B, [m2 bas ] LREEOBRFZ LR
IoTWAIERTREINE, b, E
B if 3 i AR A h Ao A A
bL— hfEREZIT A EEDOBFRRD
7=z, ERO. ERODIFEEOHAEZ 2T
RT-PCRIE& BRIKENEIC L 0, BET L,
FOFER, P S i &ML, mRNA
UL T ERD,EROBFEBE L THhaZ &4
MR TE -,

PLEDZ &hx 6 [ L o Ak % 3R
HPVC R~ FIARTFT B ERCE. #F
OREATHA DEHP (250 04k
VB IC B A RIFENA Z o7z,
FOEMBBREF L LT ER 20T 574
MHLRE XN,

FRTHEE L V. PVC RUMmuE Sy 74
Hr IS M ERAERE ORIV A Z L ik, db
HREFOBEANL RIZESIL, BT AVE
BHHO T vt bELZ NS, L
L., BRAE, B mE AR ORI E
DLl Z EREO— DS TE Y,
mvitro TOWEEFERBI SR TWA. S
BOFERICE VT, DEHP. E 2 (1281
WSRO (EES S 2 EREH D
TR Aol in vitro TOETE A
BRINIEE L., 2B L LI BRTHD
EHhEZBNS,

ARFETIE, DEHP 7B i fn g #mfg Lo
BIFTERBEZOT A b oI ON
TOMETEITo 7.
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With the informed consent, cord blood samples were collected from
healthy donors.
(D They placed in sterile tubes and layered on a Ficoll-Paque
gradient . .
@ The low-density mononuclear cells were washed twice by PBS
and resuspended in IMDM (Iscove’s modified Dulbecco’s
medium).

<Separation >

The haemopoietic stem and progenitor cells were isolated using
positive selection of CD34-expressing cells.

D The cord LD-MNCs were incubated for 10-15 min with the FCR
Blocking Reagent (Direct CD34 Isolation Kit).

@ The cord LD-MNCs were incubated for 30 min CD34 Micro Beads
Reagent (Direct CD34 Isolation Kit), washed and filtered through
a 50p m nylon mesh to remove clumps and placed on a column
in the midiMACS cell separator .

@ The labeled cells were separated using a high-gradient magnetic
field, and eluted from the column after their removal from the
magnet.

@ The positive fraction was then placed on a new column and the
magnetic separation step repeated.

® At the end of the separation, the cells were counted.

Fig.1 The separation procedeure of CD34" cells from the cord blood




(DCD34" cells were plated into 35mm dish 96-well at initial concentration of
200 cells per dish.
*Medium : Metho Cult GF H4434V

@A range of concentrations of the test compounds was added to this medium,
*The test compounds: DEHP (107~10"° mol/L)
E2  (10"~10" mol/L)

Incubation (37°C, 5% CO»)

@ Microscopical observation was performed on day 14 to count the colony and
determined the deferentiation from the stem cell.

Fig. 2 The procedeure of conventional Colony Assay
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Fig.3-a Differenciation of haemopoietic stem cell
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(DCD34" cells were plated into 96-well plates at initial Concentration of
500 cells per well.
*Medium: StemSpan SFEM

@The test compounds were added to this medium.
- The test compounds : DEHP (10"'~10"mol/L)
E2  (10"~10"mol/L)

Incubation 37°C, 5% CO,)

@ The bioassay was terminated on day 14 by removing the media from the
wells, and added a cytolytic solution and counted the nuclei in a Coulter
Counter Apparatus.

* The Coulter Counter Apparatus: DNA-Idu Labeling and Detection kit

Fig.4 The procedure of DNA-Idu Labeling and Detection Assay
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Fig.5 Proliferation ability by colony assay(h=4)

* P<C0.05; Significantly different from control value
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Fig.7 Proliferation ability by DNA-Idu Labeling and Detection Assay (n=3)
* P <C0.05; Significantly different from control value
* k P<C0.01; Significantly different from control value



WREEOFTIZET 5 —Ex
ERE KA i T A S R FTEA B S CHRRLAE
Koichi Inoue, Migaku | Measurement of 4-nonylphenol and | Analytica 1N press
Kawaguchi. Fumio | 4-tert-octylphenol in human urine | Chimica Acta
Okada, Natsuko Takai, | by column-switching 1.C/MS coupled
Yoshihiro Yoshimura, | with on-line extraction
Masakazu Horie,
Shun-ichiro Tzumi,
Tsunehisa Makino and
Hiroyuki Nakazawa
Tsunehisa MAKINQ Female Reproductive Tract and | Japan 46(3) 93-96 2003
Mammary Disorders Caused by | Medical
Endocrine Disruptors Association
Journal
Inoue, H. Yuki, G, | Bisphenol A Glucuronidation and | Drug Metab 31 140-144 2003
Yokota, H. and Kato, 8 Absorption in Rat Intestine Dispos
Suemizu,H., A Basolateral Sorting Motif in the | Proc. Natl. 99 2971-2976 2002
Radosavljevic, M., MICA Cytoplasmic Tatl Acad. Sei.
Kimura,M Sadahiro, S, U.S.A
Yoshimura,S Bahram, S,
and Inoko, H
Koicht  Inoue, Sachiko | Migration of 4-nonylphenol from | Food 18 157-164 2001
Kendo, Yuriko Yoshie, | polyvinyl chloride films  for | Additives &
Kayoko Kato, Yoshihiro | food-wrapping into food simulants | Contaminants
Yoshimura, Masakazu | and foods.
Horie and Hiroyuki
Nakazawa
Koichi Inoue,Yoshihiro | Determination of 4-nonylphenol and | The Analyst 125 1959-1961 2000

Yoshimura, Tsunehisa
Makino, and Hiroyuki

Nakazawa

blood

samples by high-performance liquid

4-octylphenol in human

chromatography with
multi-electrode electrochemical

coulometric-array detection




20020932

PIRRITME/ REICBE SN -mXERYET DT,
P81DITHAERERDHTICEAT H5—ERIZ SIS,



