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& —t 4 X BEMICERED P00,
M A AR 2000 ppm KL D EERETRETRLE.
Hio, AEZEF W00, RBWOERE 2 HEIK
B A&EIZ 10000 ppm BTEEENZRLE. £



DOHICBIT S AGD Rl CHEHERD 2P0z
DO, HETIE 10000 ppm FHETHRICERE L (Table
1. 4% 14 HEOEERSMIC B 2HHE -HRoO
HIBIX, 2000 ppm 25 FRKEIICHEML, 10000
ppm THEICHM UL = (Table 2). HRFRB DRI
BIL Tk, #Tid 200 ppm BHTRLHEDOLNE. E
F-, S8 %RLFHOKEL 10000 ppm FETHEM
LEHOD, TOBTCIRGRBICEHEZRDORD
Si=. BT 10000 ppm B THEHREIIEEL,
B0 KEZERKREEZIRVH DD, 200 ppm
BLECNE T L (Table 3). BERALRF (3 B#) ©
TR AERZR RV OO 10000 ppm F
CREOEEERRDE. =, ETIE 10000 ppm #F
<F, B, BEOENEROEN, BROMNER
DETEHEDE. T HE L ERICFHOENESR
OREIEFESDE (Table 4). EEOREVIEEDHER
LT, BTidE%R 1188 200 ppm FTOEM
BEDSNEDOHARTH o= (Table 5). HETIX 200
ppm BCAEE 17 HEDS 1B THREENZ
s, 20 ppm B CHERRICEHE 17 HESS 4 8IS
P TEMEER L (Table 6). 11 I ORHTIX,
MY HEES P REEOTBEME Lir o7, K
RERICHE LTI, #O 10000 ppm HTEHEMNER
DEFOEMEZED, HsPRARKELERND
DD, 20, 200, 2000 ppm F T T EEENEEOEM
D, £, 200 ppm B THEA ZHEENER
AN %E R L 7= (Table 7). 1 Tid 10000 ppm TS
PRTEABERBOET 2RO (Tadble 7). BHORE
DS 5, 10000 ppm B THEE 11 BEE TORM, 5
DAL, % 20 B B OB L ERITHE S
‘Behiirok. 20 BEOBERR T, HEHRC
DBP E5ICEE L (ERBRRDH LSNP oI
(Table 8). WERERICBIL T, MO TERAEDHE
BB 200 ppm L EOH CIHTARIKENICETZ
Uk, SEROEE £ 811 DM & 17-20 #
OB TR LEER, s11 BORTEREIIRVD
DOKIEEAOTEE % 77 3 #155 2000 ppm BT 8 filH 2
#, 10000 ppm ¢ 8 H{H 4 L IEML /=, 17-20 BHD
i 2000 ppm T 10 B 3PIDBMKILERIOER 2
T L7z (Table9).
AYh—VEEEEAALE, 157 ¢ L E1RY
B e O BUNMHER IR ROV AR NEER TR
DERICEFEL,PBERELET Y FMRRZANVWT,
A h—VBEE T 7 4 EEE TR & DAL -
BN LU /= 50 ng O total RNA 7 513 5 7= aRNA DI
WSRO ER L ERF L= (Fig. 2). TORRE, 2 [
DT poly(A") RNA % 50 FEICMiET a2 L

I, WNT, TOEIEINE aRNA ZHWNWT
GeneChip 1= & 28T 21T\, AEE M T ORI
R OHE%EIT o7~ (Table 10-12, Fig. 5, 6). £7°,
BEEEEFDS> 5, BB presence call & 5\

absence call %77 9 BEFE & FBRD marginal TH 5
BEFEICOWT, REEHAB>SHEE L total -
RNA @ 1 B R 2 @EEEY 7, AFh—
VEENT 7 4 L EBYAE P55 total RNA
D2 EEEY TV ERBELUEER, T 7NVET
EFhEFNCABEINZAGTFRICKEREVZRD
Hhiedrofz (Table 10). /=, K5 3K

PIFTEL 7 —7HRREIN TS GAPDH #E1i=

FO 3O T I RRE UEER, REEMEM
O 1 EEEY 7 (B0~ 1 707 L A BT
BERAWShZAETCHAMIWEY Y TIN) TR
TFEEDFE L CHOIIHLT, 2EE8EL
YL TIVTE, BE - 8B0oERERDY, 3|

DY T F DR ERT W (Table 10). &z, X

BEEfdSc1mzn L 2BEBLEY T E, X
Fh—VEE 1357 4 EBURT 2 EEY >
I eBLhERRF-FICOWTHEEEZ RS L
&R, 2EEELEY Y 7VELTORE TR,
BEF—Y OB R nomalize L=F—FTO

g B IRV BBERER/ S (Fig. 5, Table

11). —h, 1 RS 2 EEE L 7= & DDIEMIET
— S TOREBTCE, AYh—VEE - 15748
Bo&EEICEADL T, 2 BIEEAIR ORI A

THFHBRBENE < RN =D, nomalize Li=7F—
P TCORBTEAZA—-VEE - 274 BEL
AP SR L7 aRNA & REEMSTO 1 B
8 aRNA > 7V O OMEBIZEL (R,=091)& 1

SEEMNE SN (Table 11). 7=, 2 AEEFIEL
(REESEE vs. AV H—VEE-NT 74 T
UIF) TORRICEZDHHBEFEIRP-ELOD,
1 EIES L 2 BIEATORRT — ¥ TRBICER
EZEEoBVWERLERETFEIL, BE - B0
FEEZBOT, 2640 2030%IC BRI AL E
TRole (Table 11}. WIZ, KREEMMO 1t MWL 2
EMET Y TNV EAS h— B N5 T 1 L
YAC2EIBEL TH SN aRNA Y 7LD Zh
ZhOBT, BEBLBELTWIBEFEELTOD
ARB LTV ABEEFORERDEER, 2 [E

Gl REICRRIPES T 5 8EFH 330370 BET

Hb, REEHEST 1 BEIRE LS DT 800 BitkD
BIFTHok (Fig. 6). ThHDBEFODSH, 3
FKHOBEFERFHASPRBODICDE, TO—T
& poly (A") tail FIDIEREZRD=HR, KE T



M1 BEEHOATREBR L T EERSE, 2 61
B INVOHTREL TWEBEFICER, 70
— 7 - poly (A") tail FISEREDI W EHBEE P ER
=7z (Table 12).

75 VBT AT VRORBER ST & B ROYERE
HEERBTIEDIC, BP0V EAETR
T8I FOEBERS (250 ugpup, K FREY,
E#% 1 HEEBUENEE LT, 79 VBT AT IV
@3 HEHEESEL DEHP IZ DWW TEER 15 B
5 OEMY (6000 ppm)&fTo7 (Fig. 7). INH
ORBWIC X, 1% 2 HETORKTE MPOA %
R4z microarray BRITE TS FETH B M, —HD
B oWTIZAY A—VEE - 85 7 1 EEY]
EhBwAL 208y 300k D MPOA i
DEREBREL .

D. B8

Bl S e ENM s LT, $EEIT DBP O
i, FOBMEBRERTLE. REETHES N
FRERE LT, EMHE R 2000 ppm L HFHE
RETERLE. LU, BETHLS PR v F—
VA ZOEBERDRPEI DS, HBRETH

HHERENEW LICBELTWAEEZ Sh.

¥, HEREMOLE IBRICBITAHERERD
EREE, TOLEPOREREEERE Ui-Bit e Rk
LEERrZEILGNE. £/, CORRICBIT S
ROFEROSERX, TOMEREONFTF/

— LRI L AFERICL 560D EEIONL.

B, ThoEEREYTO AGD OXfE, LR -
RBEOLREOE LIIHEHOBREBRZIERL -
FRMZFOV - B—VOEEERCESZBOEE
Aehi.

T b= BHREORE, HHRETOT
ERERORKME, MEAMERE, 79 VBTNV
EOSETHOENTWRWETOEREEEEICNT S
BMETRLTWS., £, BORBWTRDHON
FEFAETCOKEENL, B ARKERRR
W DI Mylchreest 5 O (Toxicol. Sci. 55, 143-
151,2000) THRHOLNTE Y, FULERRLH
% 650, NOAEL OFE ORI >V T,
HIMS M RERE 2/ > TREIIIT 2.

RO AMEEBI DV TIE, RETH MPOA 158
(772 microarray BEATIC X 2 AL EDIREEF
BOEHEYERY LT, ZOTHRERREE
LT, AYhH—VBEERAALT, K718
YR B U NMERT R RO AR EE T
BEEIROBEIIEFL, v MNFEEAY -2

BE - 8774 EEE, YL DRI - BERL -~
50 ng @ total RNA #* 5 poly(A*) RNA DIGIEshH %
BMEtL, 2 EOMET poly(AYRNA # 50 FEIZ1E
BTAZLICRIILE. BT, ZOMIEZI O

aRNA % Fil T GeneChip (2 & 28#7 2T\, REE
HHEBCORBITEREOLBR2T>-ER, A4H
—VEE -7 4 EBLTE, HEMNEESED
SWRETF—YBBONB I NP, i,
FEEHSEEZAWVEESEREL ANVORVES
BIEFE, FIhE70—70 PERED 6 ORE M
WERZD, ZORVEWIAY - VEE - 57
42 BEIZL ZRETIFR <, aBRNA O 2 EHEEIC
LAEETHLIEHHBAL .

E. fif

JERERIRE RSN & LT, SEEIL DBP DR
BIToER, BERBMIBWTEBICL2EE
EEICGEEUERT Y PRV AERICL 28R
BT 3 e, ioBnwTil, SHESHOBIE,
HREETOTRESEOEE, HHBEE 2
L. 2O i, 79 VB AFVEDSETH
SR TWRNWETOEMEMEICN T 2EEEREL
T, &=, oR#SPTcEHOLNEEARTD
REMENIL, WL ERBERERIRVWSOD
Mylchreest H5ORETHHROHOSNTED, BBMLE
RRLEZ N3, HEEBFRBREREZEFH
S TRAERIZEEET 5.

Fh, 377 1 AEUETOR/EBRE R R
R MR R i TR BRMBIT I B ¥ 5 PRS0 &
B, 374 HRPOFHEBO RNA - FEENE
FEAE G > TIET A2 IR THDTHRINL ).
O ER A USRNSSR RSN
EhiERE, ERFZPRPADABOARL T,
ZL OB TCOMEPEFTES. S&, 7V4 3
o7& )VEET A5 VI DE MPOA TO#InTF3
B7o7 74 VEREL, M7 FoYs AERK
L BMOMMEEEICETZHIRY 2 A5 —DHEE
EFELTVS.,
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Table 1.

Maternal intake of DBP, duration of pregnancy, litter size, and anogenital distance at

PND 2 of offspring
Control 20 ppm 200 ppm 2000 ppm 10000 ppm
Maternal intake of DBF (mg/kg/day)
GD15-GD20 0 1.6 14.9 260.0 878.6
PND 2 — PND 10 0 2.6 246 267.3 1298.6
Puration of pregnancy (days) 213 = 5.5 215+ 05 216+ 0.5 213+05 213+ 05
No. of total litters 13421 113426 13.1£2.0 124+ 1.7 12419
Ratio. of male litter (%) 646+ 13.5 513165 495+ 12.5 436+ 157" 337=200""
B.W. of male at PND2 (g} 68+06 75+ 0.6 73+08 7007 6306
B.W. of female at PND2 (g) 6506 7.2+07 7.0 08 65+06 58+05
AGD-male at PND2 (mm) 377021 3.93+021 392029 377£015 3.03+0.11%*
AGD-female at PND2 (mmm) 2.13+0.06 215012 2.10+0.12 212:0.14 212011
*#%: Sjanificantly different from the controls (¥, p<0.05; **, p<0.01).
Table 2. Appearance of nipples/areclae in the male pups at PND 14 in the DBP study
Control 20 ppm 200 ppm 2000 ppm 10000 ppm
Incidence /21 (0%) 1/25 (4%) 2/16 {13%) 4/27 (15%) 15/15 (100%)**
No. of nipples and areolae/pup 0 i 1 L§£10 4.1£2.5*
BW of identified animals (g) - 323 328 320+39 294160
* *¥. Sjenificantly different from the controls (¥, p<0.05; **, p<0.01},
Table 3. Onset of puberty in male and female offspring perinatally exposed to DBP
Control 20 ppm 200 ppm 2000 ppm: 10000 ppm
Males
Age (day) 42113 41.3+15 408 + }.2* 417+ 1.6 426+ 1.8
BW () 186.7  14.2 187.5+12.5 1909+ 14.8 1917+ 14.2 203.6 £ 18.0%F
Females
Age (day) 341+18 336+19 32+21 348+21 356+ 2.0
BW(g) 1024+ 10.8 1083120 1157128 1148+145 1121173

* x%: Significantly different from the controls (*, p<0.03; **, p<0.01).



Table 5.  Body weight changes in male pups during the feeding.study of DBP

Control 20 ppm 200 ppm 2000 ppm 19000 ppm
PND 2 6806 75+ 06 73+08 7007 63=06
PND 4 88t 10 964 1.1 9.0+ 0.6 2009 81410
PND7 1402 1.6 1494238 13.9:% 1.3 143+20 12321
FND 10 19.8 £ 3.0 198 3.3 212+ 1.6 21024 17.7:: 4.6
PN 17 36344 BT 21 42433 36746 365473
PNW 3 45653 4635+ 3.5 48736 457468 450188
PNW 4 BOB 7.3 833+ 48 86,1+ 7.4 826944 82899
PNW 5 128093 1399+ 67.2 1377+ 104 13164 110 1337+ 19.5
PNW 6 1855+ 10,8 1888592 199.0% 13.5 1922+ 17.7 1945+ 272
PNW 7 2489 162 25324130 2628+ 154 235.7£ 235 263.0+ 274
PNW 8 58+ 20,5 3085+ 164 3197+202 312.8+£278 312.7£294
PNW 9 3401 198 349.7 £ 19.1 3576£155 3503 £32.0 363.9:5 287
PNW 10 370.6 5 286 37724271 3963 £308 380.2 4:39.7 3993+ 26.1
PNW 11 3913332 3989 £308 424.9 £ 352% 39934332 4199+ 278
PNW 20 3411 £ 663 38254350 6123797 5673617 Not available

*: Sigmificanily different from the controls {p<0.03).

Table 6. Body weight changes in female pups during the feeding study of DBP
Control 20 ppm 200 ppm 2000 ppm LOOOC ppim
PN 2 6506 72407 7.0£08 65+06 58+05
PN 4 83410 63x 13 87406 B6+07 75409
PND 7 133+ 1 R 142432 142+ 1.4 13720 118420
FNI 10 189+ 3.3 203+33 200+ 2.8 19.9+ 3.0 17.7+3.5
PND 17 315252 388+ 365 RN 356%47 335:40
FNW 3 10378 474+ 39" 47.24:3.5" 43.1£6.6 422+ 80
PNW 4 707 £ 8.1 75.5+ 15.8% 806+ 5.5%F 75589 608 12.6
PNW 5 107.1 £8.2 112351101 170 88%* 1132109 108.0+ 162
PNW 6 1500+ 102 1562 2 {1.2 1622 £12.3% 136.0 + 126 148.6 + 180
PNW 7 1805 £ 11.0 1862 = 13.6 195.7 + 16.9%F 1895 163 1813+ 180
NW 8 20422 126 2086+ 19.1 2187 + 188% 2088+ 158 192.7 & 23.8
PRW Y 2226+ 143 2349+ 182 2480+ 22.7%F 234.0 = 25.6 2263 + 206
PNW 10 2457 £ 158 2534+ 198 272.2 + 28.1%* 2573+ 287 2503+ 21.8
PNW [ 2620+ 17.5 2652+ 177 IRB3+32.0% 2733+ 315 2604+ 239
PNW 20 339,54 345 346,52 24.0 372.5+ 486 378.7 £ 303 3392+ 40,1

* %% gjgnificantly different lrom the controls (¥, p<(L05; ¥, p<0.0D),



Table 4. Relative organ weights at PND 21 of offspring exposed perinatally to DBP

Control 20 ppm 200 ppm 2000 ppm 10000 ppm
Males
No. of animals examined 8 8 8 g 8
Body weight (g} 529270 498439 528+33 555+48 467+ 3.0
Liver (g/100 g b.w.) 3.66=0.20 347029 3.67+0.08 381017  472+025%F
Kidneys (/100 g b.w.) 1.07 + 0.06 1.04 + 0.06 1.09 £ 0.07 111 +0.07 1.10 £ 0.04
Brain (g/100 g b.w.) 2.80+0.35 3.00+0.11 2.80+ 0.24 2724022 3.3 :022*
Adrenals (mg/100 g b.w.) 2887+ 538 2523+3.80 23574784 24112735 3088454
Testes (/100 g b.w.) 043 + 0.3 0.41 + 0.04 0.40+0.03 0.40 + 0.04 0.35+0.03*
Epididymides (/100 g b.w.) 0.09 + 0.02 0.08 + 0.01 0.09:+0.02 0.08+ 0,01 0.08 + 0.01
Females
No. of animals examined 8 8 8 8 8
Body weight (g) 502272 503164 509+ 4.8 492 £100 4.0+ 6.1
Liver (g/100 g b.w.) 381+ 023 3.56 £ 0.20 3.86+0.15 373£015 4,82 £ 026"
Kidneys (/160 g b.w.) 1.11+ 0.09 1.08+ 0.05 1.17 = 0.05 1.23+0.16 113+ 0.05
Brain (g/100 g b.w.) 288+ 033 2.87+0.28 2.87=0.26 308076 326+ 055
Adrenals (mg/100 g b.w.) 2939+ 576 27444679  2004+602  2395+454  2880=6.02
Ovaries (g/ 100 g b.w.) 0.04 + 0.01 0.03 = 0.01 0.04 = 0.01 0.05+0.04 0.03 £ 0.01
Uterus (/100 g b.w.) 0.08 + 0.01 0.08+ 0.01 0.08 + 0.01 0.08 +0.01 0.08 + 0.01

* %% Sienificantly different from the controls (¥, p<0.05; **, p<0.01).



Table 7. Relative organ weights at PN'W 11 of offspring exposed perinatally to DBP

Control 26 ppm 200 ppm 2000 ppm 10000 ppm
Males
No. of ammals examined 8 8 8 8 10
Body wetght (2) 39804+ 158 3981 247 4298 +29.8 41032519 42484324
Liver (g/100 g haw) 3412020 336+021 338027 3402030 338021
Kidnevs (g/100 g bow) 0.69 = 0.0+ 0.66 = {4.03 0.68 = .05 0.67 +0.04 0.61 = 0.04%*
Brain {g/100 g b.w.} 0.50 = 0.03 0.5t =0.03 047 £ 0.04 0.50 = 0.06 0.49 + .03
Pstuitary (mg/100 g b.w.) 250029 2.90 = 0.20% 2.98 x 0.25% 3.04 £ 0.29%% 277 £0.41
Adrenals (mg/ 100 g bw.) 1360 1.1 1230+ 1.19 1358~ 1.40 12152 L.ed 1188 +2.34
Tesles (g/ 100 g bw) 0.79 = 0.03 (80=006 077 =0.09 0.84=0.12 0.73+0.14
Epididymides (g/100 g b.w.) 0.24 + Q.02 0.24=0.02 .22 = 0.03 023003 0.19+0.06
Prostate, ventral {g/100 g b.w.) 012003 0.16 = 0.02 0.17 £ 0.03%¥ 0.15 £ 0.05 0.i3 =0.03
Prostate, dorso-lateral {g/100 g b.w.) 0.42 = 0.06 044+ 0.03 0.47 + 0.05 042 +0.07 038 = 0.08
Seminal vesicle (g/100 g b.w) 0.30=0.05 0.29 = 0.02 032 +0.04 0.25+0.11 0.26 £ .05
romales

No. of animals examined B 8 8 8 8
Body weight {g) 2676+ 167 2672215 28662337 27052399 2709+ 182
Liver {g/100 g b.w.) 341 =017 339023 372020 35203 328+024
Kidneys (g/100 g bow) 0.64+0.08 0.67 £ 0.06 0.66 = 0.04 0.67 = 0.06 0.62 = 0.05
Brain {2/ 100 g b.w.} {169 = 0.05 .73 £ 0.05 0.67 +0.09 071+ 0.08 0.69 2 0.03
Pitwitary (mg/100 g bow.) 542068 524+ 039 304 =054 494052 348 = 0.59%%
Adrenals (mg/100 g baw) 2344278 21572253 2326+ 275 2139+ 255 2155212
COvaries (g 100 g b.w.) 0.03 2 0.00 004 0.0 0.03 £ 0.00 (.04 = 0.0F 0.04 = 0.01
Uterus (g/ 100 g b.aw) 0.16 = 0.2 0.16+0.03 0.16 =0.03 018 0.03 0.18 = 6.03

# %% Qi enificantly different from the controls (*, p<0.035: *¥*, p<G.01.



Table 8. Relative organ weights at PNW 20 of offspring exposed perinatally to DBP

Control 20 ppm 200 ppm 2000 ppm 10000 ppin
Males
No. of animals examined 10 10 8 10
Body weight (g) 541.1 +66.3 SB2.5+ 550 6123 2727 56731617  Not available
Liver (g/100 g b.w.) 282015 292029 312023 294 +037 Not available
Kidneys (g/100 g b.w.} 0.59+0.03 0.59 = 0.05 0.60 = 0.05 0.57 = 0.05 Not available
Brain (g/100 g bw.) 0.39=0.05 0.37 = 0.04 035005 0.38=0.04 Not available
Pituitary {mg/100 g b.w.} 269032 270+ 0.45 273042 276+0.24 Not available
Adrenals {mg/100 g b.w.) 10.59 = 1.69 217+162 985+ 1.51 10.35+2.91 Not available
Testes (g/ 100 g b.w.) 0.67=0.08 0.62 = 0.0 0.58 = 0.07 0.67 = 0.09 Not available
Epididymides (g/100 g b.w) 0.26 + 0.04 0.24 = 0.03 023003 0.26 =0.03 Not available
Prostate, ventral  (g/100 g b.w.) 0.15=004 0.12 + 6.03 0,13 +0.02 0.12+0.02 Not available
Prostate, dorso-lateral  (g/100 g b.w.) 0.15+0.03 0.13+002 14002 013 +0.02 Not available
Seminal vesicle (g/100 gbw) 0.30 = 0.05 027003 0.26 + 0.04 027005 Not available
Females

No. of animals examined 10 10 10 10 10
Body weight (g) 339.5+£345 346.5 +24.0 3725486 378.7 + 503 33921491
Liver (g/100 g b.w.} 276011 287x0.13 271 =028 279+0.17 279034
Kidneys (g/100 g bow.) 0.52 £ 0.05 0.56 + .05 2.54£0.03 0.52 + 0.04 0.51 = 0.05
Brain {g/100 g b.w) 0.59+007 0.58 =005 0.55 = 0.07 0.53 = 0.07 0.59x0.07
Pituitary (mg/100 g b.w.) 6.03 = 0.87 571 =083 504 =077 5.04 = 0.68% 4.64 = 0.80%*
Adrenals (mg/100 g b.w) 1852+4.16 19.63 =2.27 20.05+3.57 1754433 17.09 = 3.01
Ovaries (mg/100 g b.w) 2801 =477 2805=3.82 23.16 = 4.00 26.54=462 24534384
Uterus (g/ 100 g b.w) 0.16=0.02 0.14 =0.02 0.15=0.03 0.13 = 0.03 0.16=0.03

* % Significantly different from the controls (*, p<0.05; **, p<0.01).



Table 9. Estrous cyclicity during PNW 8-11 and PNW 17-20 of female offspring perinatally

exposed to DBP
PNW 8-11 Control 20 ppm 200 ppm - 2000 ppm 10000 ppm
No. of animals exarmined 8 8 8 8 8
Normal 7 7 7 [ 1
{rregular (Extended diestrus} 1 H 1 2 4
PNW 17-20
No. of animals examined i 1% Lo 10 10
Normal E 9 9 7 9
Irregular  Extended diestrus 1 t 0 3 1
Extended estrus 0 0 i 0 0




ANIMAL SPECIES: RAT STRAIN: Crj:CD(SD)IGS

Group  No. of 'r ] i i i |

dams E3 E15 P2 P21 1MW 21W
Culling {4, £4) Weaning

: v

1 8 SF-diet CRF-1
" - h 4 v

2 8 SF-diet |20 ppm DBP in SF-diet CRF-1
v

3 8 SF-diet CRF-1
4

4 8 CRF-1
v

5 8 CRF-1

V¥: sacrifice 8 pups of both sex

Fig. 1. Perinatal exposure study of DBP using rats



Tissue fixation with methacarn

Tissue dehydration

Paraffin-embedding

&

Tissue sectioning

Microdissected cells

§

Extract total RNA

8

Amptlify poly(A*) RNA molecules {two-round)
- Single strand/double strand synthesis

» In vitro transcription

Biotin-labeling at the 2nd round of amplification

Denature aRNAS -
Hybridize with microarray (ex. Affymetrix GeneChip®)

Scan the array and analyze data

Fig. 2. Scheme for micrearray analysis utilizing methacarn-fixed PETs
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Fig. 3. Body weight changes of dams during exposure period
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Fig. 4. Food intakes of dams during exposure period



Table 10. Comparison of gene ratios showing presence or absence call and signal ratios in
the GAPDH gene between unfixed frozen tissue and methacarn-fixed PETs

Unfixed frozen, Unfixed frozen, MF-PET,
Probes Ix amplified 2x amplified 2x amplified
Present 40.3 % 36.9 % 36.4 %

Absent 57.5% 60.9 % 61.5 G
Marginal 22% 22% 2.1 %
''''' Signal ratio (3'/5) T

of GAPDH 1.1 123 11.3

Ix amplified: once amplified by In vitro transcription
2x amplified: twice amplified by in vitro transcription
MF-PET: methacarn-fixed paraffin-embedded tissue

Table 11. Correlation analysis of gene expression data between unfixed-frozen tissue
and methacarn-fixed PET

MFE-PET, 2x amplified Unfixed, 2x amplified MF-PET, 2x amplified

VS. L Vs,

Unfixed, 1x amplified Unfixed, 1x amplified Unfixed, 2x amplified
R, 0.77 0.80 0.98
R, 0.91 0.63 (.98
p<0.05 223 % 27.5% 0 %

1 x amplified: once amplified by in vitro transcription

2 x amplified: twice amplified by in vitro transcription
MF-PET: methacarn-fixed paraffin-embedded tissue

R1: Pearson’s correlation coefficient with raw data

R2: Pearson’s correlation coefficient with normalized data

Table 12. Mean distance from the poly(A™) tail to the probe sites of the genes showing
presence call only in each preparation

No. of genes

Preparation available @ Distance A” Distance B¢
MEF-PET,

2x amplified 6 318 97
Unfixed, s a7 s

1x amplilied

a No of genes whose 3' terminal sequence information is available among genes
showing presence call only in cach preparation.

b Distance from the beginning of the poly(A+) tail to the probe located at 5'-most
position.

¢ Distance B: distance {from the beginning of the poly(A+) tail to the probe located
at the 3'-most position.



