(19) BFRERFFT (P

RITH FER23F4F28H (2011.4.28)

Ba®RRFAW)

JP WO2009/078386 Al 2009.6.25

(11) B L MES
W02009/078386

43) EEAME TAR215E6A25H (2009.6.25)

(51) Int.CL. F 1 F—7Ia—F (&)
GOIN 1/36 {2006, 01) GOL1IN 1/28 R 2G045
GO1N 1/28 {2006, 01) GO1IN 1/28 J 2G052
GO1TN 33/53 {2006, 01) GOL1IN 1/28 K 4B0O24
GO1N 33/48 {2006, 01) GO1N 33/53 Y 4B0O63
c12qQ 1/68 {2008.07) GO1N 33/48 R
ELEER KR FTHESEER RER (&2 B BEECHKS
HEES $FEE2000-546258 (P2009-546258) | (71) HEE A 000003311
(21) EBZHEEES  PCI/JP2008/072787 AL BER A T
(22 B ER ERR205E12H 158 (2008.12.15) RE#ftRZEMSTEHSE 1 &
(Bl EEETRET SFE2007-322944 (P2007-322944) [(71) HHEE A 502423691
(32) &5 H FER19E12H 140 (2007.12.14) TrP="AYANE  VHF—F TSR
(33) B EEEREE BEE (P -k VIFwF

(THREAN
(THREAN

(THREA

VARE—N 138667 ~VFA
#05-08,/709 HNAFRVA-v
1 11

100140109

#EL NEF STRER

100089705
FHELT #FE
100075270
#EE I

—R

Bt H IZRE <

(64) [REAOEN] ERTBRITE L RRAERFCEACHESRFERE

G7) [##]
FHAR

CREOMIF LB FICRNY) oo e My 2R R xR TL 2k

RHE T2, SHWEHTETCHRINIERI VA 70T (s a v BERL 2 THE
ORI HER L . OO BT REPET T2 2 HMET S,
DIF o TREZ &0 § AR o o2 Fitiey UM (M2 I <) OEAIEE

Hik

1) BHWE T2IEE T 7 1302 PRAE CRIE T S |
2) WGEIC X 2855 7 ¢ VAMEEFTH o



(2> JP WO2009/078386 Al 2009.6.25

(45 fF 75 oK o i [ )

[FEkIH 1]

LToTHEZECHEE T LIIREEO2SH SR VLM (M E R <) oERER S
o

1) HWE 2453 - 38 % PFAR CHET S ;

2) AMEXEIC L %5 7 0 AMETH,

[FskiH 2 ]
PRAE 1= & 2% [ & 2 B & VAT ) BRIE 1 LB T B,
[ kiH 3]

AMXFEIZ K 289 7 4 VAR T -2, BUYR 28T TELZ SSICELFKE
1 F Ak 2RBoRE,

[ HoKIH 4 ]

BoN-HBOOWROHENT 71 v BELUCHKEO T2 S5EELHKRKE I TR T,
[ HoKIE 5 ]
ﬁﬁ%@ TR L S e I B AR L S e % & BI2AT 9 RESKTE 4 SR H

[ HKIH 6 ]

B2 BR AR OE AR FETH L HRKE 1 ~ 5 0w it Eo Fik.

[FEKIH 7]

B SZ IR AR OB A FETH L HEKE 1 ~5 o T ICiiBoHE,

[FKIE 8 )

ERIE1 ~S0VTNANREOFEICLL-THE LN, £ BRI (Fast
<) DEER,

[FEk1H 9]

B SZ AR A T 2 55K A 8 S E oA,
[k 1 0]
B SZBRFE AR A T H 2 R 8 SiH oA,
[FkKHE1 1]
LUF 0 A2 % 8 tr i 25 AL AR A b o M ARL 35 1 2 MRNAD S B M s T i
1) BRELI~7TOVTNARTHEONEL Lo THONABE N IZHEBIERL VIED
HRZBFRT 2 ;
Z)RﬂttF%®%ﬁm%ﬂﬁﬂRm%%ﬁT%:
3) il S NA-total RNAL W iR B NS & 1TV CNAR S 9% &
4) B L7-DNAR SR L LT g-7 2 7 > D SFEIGH & 3R o FH % PCRIZ & 1) BIE 3
%
5) WR SNz p-7 7 F > oSKigHl L 3RigHoHEKOEY R 28 M LT, 3 RigHll
wHig /5 Kl ¢Hi O PREY DO AT —EMLUT L7225 b0 % BIFZmRNAD R B % AT 2
EHINTT B,
[FBkiE 1 2]
s ATHABEAR L Wi Eofilas~A 7 07 A 27 2 a YICL o THNTLHKEL 1
SO,
[FEkHE1 3]
DToTITEZELNA A 7 a7 LA H Y 7V ofFR i .
1) 8kHE1I~7T00n TN HBEOFEL L > TE LN HE IIHMBER L WITZED
M2 T 5 ;
2) HHRLZ-FEOMiA 5L TOHER L o THETOMNAS R EREZITS
a) FELZ2FmEOMRA & total RNAZ I T2 ;
b)mﬁéﬂiﬁmmRm;@ﬁﬁﬁﬁm%ﬁm®M%%&T%;
c) B L7-DNAZ SRR LT 2-7 7 F >~ OSEMMA & 3R 05 % PRIZ L b 1
&4 % ;

10

20

30

40

50



(3 JP WO2009/078386 Al 2009.6.25
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WERIEL 3OHFETHONAF Ly TVEHOT, DNAY A 707 LA THREBWZ 525
v TR RAT O A

[ZSRH o FEM 72 A ]

[(ZHDE T 5 4l 5B
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AW, HBEEORSR L UEBRo R ERFICENLL, HMROEREEBEICETS
o SHIZFEL X, AR, PRAREIC L 2 B & MMeXEEIl X 285 7 4 s % A
L7 M o ARSI T2, ARG F - LRSS CH LN 2 HEME A, SLHEEE
A OMIBIZE T Z2mRNAD B REFE. BLUOGHEMEALTHWSL, DNAwf 707 L
AW LD BETREBITICELAYT Y 7V orR FECET L,
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BT IV d s WiTEYEEEY L E v -Gene ChipONA~ 4 7 a7 LA IZ & &
BIZFREABTZITIES. 22EEORESOMEMBAF OB ZHH L, BTV
DD —WHTH -7z L LT IIEN E T2 iR~ Ml EENns iz
D, INEHELOHIEEIE LML ko T, SOHBSETD -0, WS
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7av) LHWLZ HFEFRS SN, BETRRERD A — 5 — b5 FHOBIEHERTTE &
N, E<CHAVWBRD LA o THETVS,

[000 3]
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BE AR AL RN A 72T TH Y BBOHORFIEN TS, LEALED S
. HAEG R IR T E ORRFAE , BT 2D 2 VIHEN L T AL ofEEEIC L -
TITHNRRE B RED R T4 CTH 2 B ED % v, PlZIE, BIZBRiEMERD & 5 I IEEEM, #
TR ERA7 . mUREEsfz (PIN; prostatic intraepithelial neoplasia) ., FEEMZARAET S
BE., Bl Z2HN L TR T2 B EEFICRETS > —FH, HEEBTLNRT
Kizhn=D YEENT 74 YOR CRIRITRMEBEREORISEZEBECEI N, FED
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(3] siazhidiEs & Al i MR BT 28T REE a7 A VoBEN Y 5
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MR DT TN THooh, EREEHE LR, AT viREBEICEEY L,
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FECERIC O L Ao BEss SR L. iR TS D,

[0014)]

AEHDFEIL, FEF - ERFEE OB I w22 EDNTESL, LehsT
. SNAP-Frozenti » /' JLig E DRGNS Y 76 6N L WA R S N v T vgEs
o
[0015]

RIEH O T, B h o Loy it F T PRAE CREIE %, PRARL L
8RNV AT TR RO 1~ 6 %BKBRIZY » BB & & BE % I A 7-MALE
BHWTH Y, 17 F L < i134% PRARE EH#E (4% 795 )LV A 77k K/0.0IM PBS(pH7.4)) #%
Awid, 20
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AREEHIZ BT ZPFARIE L B EER, B & T2 I3 E 1 ~6%., IFF L
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FET, 2~4 OB, 17F L6 ~3 0BMEETZZEILLVIT) ZENTE D,
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RKAT, BE LARBE 3T ) v BRE TR TR T4, Tk &, BIEL
Fo e XAIHRR oo M L2, BB L TH L,

(001 8]

ZHOLANUTEE LA I3 R ICAMGE TN T 7 0 A RIT S . At
VIETENCEE, TN LK, BREFBAFLEXF VL VLD ERMBUNT 30
T4 vAEE—EORRE TS, NT T v AEYETHD, BAWICE, —25~8T,
FFELLWE—20~6CO7TEL P I02~2 480, ITF L34 ~1 6BMERL, X
s AR TE R Y RRRCRET. 20VEEREOT P IER OIS EE L
B, BIETO., b~LEM, IHFFLIF1 ~4BBHEAKT L, RIZ, XEFWA T VI
FERTO. 5~3EM., IFFLLIF0., 5 ~2BMER, ¥ L rydIcEETO., 5~ 3
Brid, FF L<id0. 5~ 2HEERELTEMEfTVY, F0HB55~65TC., HFLE
58~62TD/NF 7471 ~48M, HFFLLIZ1~3BMESELTCAETL, 20
& 912 LT PRFA-AMeXYE CFf b L7z figay U /8T 7 ¢ 7o v 7 |3 Ak E TR T
HET 2,

[001 9] 10

HHEICIE, PR TEREANAT 7y Ty 7%, 70— bk ER T
FEAREL, SHICEYYROI/ ST 70 Y RUBKIEEIT e BNT 70V ROUEAKL
WBEMOFEICEVERTLZENTEL, Pl2E, [ 71 2%y, Py
WWEWERL, TAEKEET VI, TR M WCEIVERTLIEDNTED,
[0020]

ZOLHILTHALNAZEGORIZE S5 ICLES U THMYEE ., tiEfibirngsm
AT F AL T et e fT - T T 2,

(0021]

REROFE TR L SR T MM (B T4 5120, BED/NT 74 ¥
AR T RE A BB THHH T I TEL (B2, PASEM, Faiged, 50
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VA DY TN —gtie &) o F4, BN E L 2 HRId e THERET
2 (Flz 0, MR R, MREE, i~ vV v o2, 14 vhA v, EETT
T SV T L& NE) o BEAMLENEREE., W LT EAHEATES (F
A X, ALP, ACP, TRAP, A7 7 — ¥ EDflis Dgeth) o o, HWHMMT O TLIC
i, —igdeeE LT, A FFE DY v, L4 Uy (Hematoxylin-Eosin) Heft ; RIS #i
HeELT, 7 - X¥—v» (Van Gieson) #ufs, 73 (Azan) ¥:f6, vV Y7o
— /4 (Masson Trichrome) Yeft ; B & LT, 74 %N kb (Weigert) #f, =3
AFH 7 F— s (Elastica Van Gieson) #Hefs ; fl#Eff - AERA L LT, Bdo
gEgRdutn  PAMYeft (Periodic acid methenamine silver stain) 7% &% f\va = L AT
Zdo

[002 2]

KRR F -, ERRTBECEI VA SN 2 S UM (M Z R <) oERE
AT 2, 4RI F LVRERIE, A2 R, T2 TH 2 A5, TRICHRE Sk
Vi,

[002 3]

RIEHAOHETE SN L EF T - GHEBEA L, BT 2 SR h oML B %
total RNADE R EMRNAG B OMEIC Al VD 22T X 2, HigER2: S E 0Lz H
WTailid~A 70y Aftriarvig, G- -7y tsar (IMD) ¥
PRAWD AN FE Ly, LD, SEMEIC L —F— R E R S a2 Ho
T, TMET CHMUA 28R L2500, VR EOEMETLMEE L —F -1l -T
WYL, HIL AT EOTELHLVIIER Y - L Thd, ZOFFE., £ A
PHEMMREZRINTL 2 EATEL700, BANICBWTHEEDEETY, HBrE
T AL HRD A5, EOMIBIZ ENTLIRELTWLOT EMIZHZ 2 E AT
Do WA ZUF Ay areiTalisl LT, Bz IFAS-LMDY % 7 & (Leica Microsys
temsttEDZ A WD T EATTE D,

[0024]

RKANTHIL 2 E oMy & AMoFEI L htotal RAZHIH LTI h2ER T2
TENTED, T/, RNAERTRR, &) IdTT 5 4 v — LG Z % v TmRNAZ iz
BEL, DNAZ EHT 5, Sl LADNARSER & LT -7 2 5 » o SKIG & 3RIGH o5
2 PRI L IR LT, MRS -7 2 F v oSkl & 3K o EROEY & L%
HHETsZLicLy, total RNAOZGILZRIE LD, 2 W IIMRNAR EDRIEZITH =
ETEDL, -7 7 F ik, EOMME - MIRTLEZBIRELTYWL EETTHL2D
VBB A RIS RARNAD BB R RSB0, fBEE LT 2 2 E AT
&5, REHTIE, 3 KugMltHl, /5 KinllHIEOPREY O A —EHLT L 22 b
TR mRNAD BB R G55 LT 5, 3 RigsERE. 5 Figfl $8i% o PCREEY) @ It X
F L CIE, 20BLTF., £ 0iFF L CIFIOLLT., SHIICHF L CIRSULTTH D,
[0025]

AEHITEHIE, FRTECL > TmMRNAR EARIFTH 2 LTS NAF I rEAn
TDOMA~ A 7 a7 LA S TN REE T2 LD TEL, MNARE AR RBITTH 2 L HIHT
SN v Fvdtotal RNAY B | Bl 2 iFAFFymetrixtklh DAL 3 2 Mg 7% T EET T ~Ub
ALCRNAY 2 — 7% (E8L L, DAY A 7 0 7 LA 2 W THEFRE -7 2E LT, 7
SAF) Y FEITRITA LN TED,

[0026])

FlziE, sy 5250 » 7 (BEasr o2 7@ ) Tk, HlETA - 72/
B3 HEL., ZORPEEIBEHTER T2 ZENTEL, ZOFTER2AVDE LMW
EIAORIIEDEEF T IAHOAEEELIHR LR T v, 2B T 2EREANIRT L
412, PFA-AMeX—Paraffing: TS L Z24EA A 54 5 NI 2 W - 541213, ArIzig
REFEARM & Al PR R AN Tld, BETRBEAY — VR L S TEB Y, Al R4
HLAM VB BERBEEI ML 52y — L LTSN — . Bl SBR[ A
F 2R B A A E L TR EMME O WEBE TR - TH ol S BT, HIAE
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BFEOSF THRENEE L VEMEERRE, Do RERRE S HNE SN REIZBW T, &
SACERERAAE L. &2 Wik b RRERAR L oE 9 25, #ETEE Y - V%
P L W EWZ EHHY | BREETERMEE P E S RAREIRICZ 5257 — 2k
TERBEL G -TEY, BPEBHBOERL EECEMT L EETBEAY - VA LRT
Wiz,

(0027]

— R RN Y 7B W T, Y VIR RE I N b o (SNAP-Frozent
TUINERTH N, THEFFICEBRY 7 BoMBIcHWENT S, F -4
R EIEC D\ TIZSNAP-Frozen 4 7' )L % W 72 BAS T H OB — I T RETH

LA, GEEDNT T 4 YR ERTHEBE E OB ICE# DS o e ZD A%, SNAP-F 10

rozent > 7 b (RS HHASE) 12 W T PFA-AMeX—ParaffingEic & WA % /8 |, 22 R #H
MR ERSE L OMRNATEIZ oW T2 T o o Z D FE, SNAP-Frozen(E4%) > 7
ey b PFA-AMeX-PraffiniE iz & » TR & NZAEARD /8T 7 « VB H TId. s
fa & fEEL X N7 PFA-AMeX-PraffinfE R /85 7 ¢ W & 13 12AE 0 T ek q
WHRETH Y, FARAEY 7L IV IEER SN AEAR L FIZEZEO NG OmRNADRET &
NTWE ZEDHERTE,

[ =5 hi ]

[00228]

FEHAZDTOEBIIICL Y S BILFELCHBT2H, ERFIOERICBEE ST, &
FEILET, B LEZCINETH L, KAEHILs0ZET, Mz otz %
BT 5,

[0029]

B, LToOEBNICENTIZ, @TomMEL T, BEH 5 HIC(Informed Consen
DA rERELEN, HEHOHH RIE SR b DE Hwni,

FEREH 1 fEA R
(DPLP-AMeX Paraffini: & L { i3 PFA-AMeX Paraffingt |z & 2 B A{FEL B & CHBTEED
fHlzs

Tl Lol B R 72 22 FEE LRSS L CEEZRAIED B
BEOMBEHEA Lo AF LT 7 0id, #5me K2ty 37 L, 4 CHPLPREER
(0.0LM @3 ~E®iE , 0.075M U >, 0.0375M ) ¥ BB, 2085 KL AT
LFE Y L b L i34% PRARSEWE (49735 R )L A 7 L5 F/0.0IM PBS(pH7.4)) ¢
16HR I 2 & 24 EE Lz BE LAY v ik, 0.0IM PBS#i#E THEMLEE (4 C. 2
Brf) LA-fRic. 7 ook K0 (4T, overnightis X U5, 30454H) #1T
Vi, AF ARy E— ML (FiE, 304520H) |, R L L BRI (SR
L 3092 B{Toi, FDE, 60T 8% 7 4 YHEIZEE (4053M) L., /857 4 4
AL 2 ATV, 4ACTHRE L 2o
(2) PFA-Paraffini:ic & 2 fE AR{EHL

Rl LAk A A T2 22 RAE LARZRRED L 2R RED H
EOMBEEMEH Lice AFLAT V7, H5me s ) 37 L, 4 CHPFAREER
PG 1O A 6 2 B 2 L7 BELZT v P, =7 7 — iz X 2 B a7 A
HO(70%6 =& 0 — ) S53E2 Bepg. 80% T4 0 — )L SiE1.5 BRRA. 90% & — )L EiE
1.5 Bep, 95% =4 ./ — ) SEiE1.5 R, 10006 =¥ J — )b SSiE2 B3 B L OF
LK B (L SRR 2E, SR15EMIE) 2 7ok, £DFE., 60
CONF5 7 4 VHEIWEE (LOERRILA, 2EFRI2[A) L, /%5 7 ¢ o AHEHE 247, fiE
TIRELZ,

(3) NBF-Paraffinj:|z & 2 K 4 fE L

R L2200 A T2 2 2RAE LAMIZEED L a2t iR ED B
ZOMBEEMER L2 AP LT i, H5me K b)) 27 L, 4 Co20NBFE &
i (209% &~ »/0.IM PB(pH7.4)) w TL1OKEM 4« 5 24 EE Lz, BEE LAY~
Wik, =% 7 — WIS X DR EH 2 FACLE (7006 =% 7 — v =iR2 KEH, 80k =¥ / —
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N S3E1.5 BRfg. 90% ¥ o — )L 2538 1.5 BRf. 95% ¥ J — b Z5351.5 ERp. 100%

Iy J— b BEiE2 BE3E) BLUOFI L LI BERE (F3L 0 SR 1R 20,
HIRL.5EMLA) 2T o/ F0, 60CH NG 7 4 Vi EE (L.SERLa , 28R 2[0
) L. XF 70 YEAMPH 270, B THRE L o
(4) HAGEARER

TR LA BT 22 RE LAZRED L XAzl RED R
ZOMEEEMH Lz AR LTV, ESme RIC NI T L, 9271 v o8
I (70 FF R (B . 297747y 748 F /- L7-0CTa Xy
F (s 7747y 788 diclEly, FSATAABLCT R TREAZMZL
BN Ao ~F T VEICHEDR, OCTa vy v FEGHILEO 2, PR LA 7oy 10
ZNETITATF A4 v BN EANFT 2 AN T I AT 1 v 7RRBRICBL, —80TCILR
%Lfio
(5) ¥ b FlILRRE 0 A, (LNCaPHl A2 ) SEA% & 0 o FE A/ L

BRER e~ Y ZNOG <77 Z)ICLNCapffiig (e + A 2Bt RE in vitro/in vivoffila k) %
B L., BiEEMAS67AHIZ Y AL VERELL., &5’ 12 M) 3 7 Lz, miiko
4 D>OFERAEELHEE (PFA- —Paraffinyk, PFA-Paraffinik, NBF-Paraffing:, H[&E &
FASH) o T Z T, FRENOERE AR L L,

Eh sl 2 o AR E o Bl
PFA-AMeX-paraffimEic L W AR Lz %9 7 1 70wy 7 L ) oSSl L o
IR EN TV — AR, EERZMA L2 BAMIiZ s 70 v #EYwRE 20
k. — MG HEE TG 7 70y 2804 ymMEDONT T 0 YU REEL, A
S-LMD Z 5 2 (Leica Microsystemstt#)YHD 7 4 A WfT 7 L — A< b, RS
Voo ¥ VL VLD T 7 0 VAL (RIS 2E) BLU TR NI L DKM
MO(ZEL15 B2m) %ATo 2k, RNasefree K TR L, =4 ¥ — A< bF U Vi (
Fim 10%) IEE LA, BERNase—freesk THPEL . 43 Vg (RIE10M) 1B ER
VI = XA AL (10006 & 2 — )b, SRBI0R) 2 T ot AT FF Y -
T Vv HDHEEEIT - W 28RBS, AS-LIMDY 27 & OFEME T CHpE £ Bl

L7

[0030]

BB HATE L D RS L A OCT—compound a3 #4544 7' = v &7 K ) o /B, 30
Hefo 1k, — L. REEAMH LA, HAMICaEEeoR X, — i i
WS THAE 7 2y 7 &6 (mEDFHH U Z/EE L, AS-LMD 27 A (Leica Microsy
stemsiHEVHO 7+ A MF 7L — 22wV b LI, A8/ — VI XD REENH (K85
) Bfro/ztk, RNase-freel kK TKEEL., ~A ¥ — -~ &0 v (FBiE 308) i
B Lo, MERNase—freesk CAKPEL . T4 TV (RE30W) ICEEE, =7/ — L
&2 AR (1006 % /7 —), ZiRl0W) #1To /o HERE 21T o L diE WA 2 H 1%
BICASHMDY A 7 2 OUAME T CHIMIERE & 8% L,

[0031)]

HASH B L OPFAAMXEIZ K 235 7 ¢ YOI ORI REO BT RE 2 i L - L =
A, BAETMARTIE (K1) | Bl BB B L U oRE, REMizoifhiE o
L <. BUZBRHR & F DA oIRZE (PIN, BIZHIRE) & oBHNEEETH -, £RIC
L., PFA-AMeXGEIZ L B85 7 4 YHIRA T (K2) . LR RAHBICHETE L0
. BIZBRIE DR BIDTHETH - 720
FEWiB 3 o 4 FEOEAREEFEIC & WS L 2184 9 5 ototal RNAHIH ., & B L U'mRNA
o O Mg

NOG—= 7 Z 124l L 7z & b i 7 M5 B 240 B (LNGaP#I AR o W — PR B ik 2 A v TRIE
4 o DRERIEEL G CRE S #A M, PFA-AMeX-Praffing:, PFA-Paraffinj:, NBF-Paraff
inik) CHEEARZARLL, ZoOEEWH 2 5total RNAZHHE L, mRNAS & o i % 17 - 72

°( 1) MR XV oototal RNAOHIH 50
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PFA-AMex—Paraffing:, PFA-Paraffingt:, NBF-Paraffini: C{i#l /& AD /N5 7 .1
EUW R EZNENR A DF 2 — 7O 20D \IZL . FHosT 70 VA (R Ly, B
IR1SF3E) B L CBKULEE (10006 7 7 — ), RF1SE) %217 /=14, HUWH %8
S, FDFklysis buffer 205 , LGEFE/ Sy 77—, 20 mM Tris-HCl, 20mM EDTA, 1%

SDS, 500 . g/mL Proteinase K)Z jillz . PREGHFMRZ ML L 725 o — 7 & IR0 (60T
v 16REH B & UFI5T, 104) % LAsf&i, #rAlL . 45, LoRNase-free waterZz iz, &
512750 4 Lo Trizol-LS (invitrogent:) % il 7o Trizol-LSiFNt4. =ik T 54 MR E
L. 200 . Lo Chloroform-Iscamyl alcoholifg% iz . 107 M =i CliEHEL L7z, L
EH2EIZL, 50uLe 3M NaGAck 4, L5 mg/mled 7 1) 0 — 7 A, #2500 ;Lo
AT TIVIa—VEINA., I00MERTHRER, B LAk, FETRE., 1meo75 10
%Ly S —NEMANLY FE2) VALK, 351C100% 2% 7 — VT VAL,
Ly MBI, 14 4 LoRNase—free waterZ fiz ., RNA~ L v  ZFIfFE L, —80T TI®
Tl

[003 2]

HATHEI L DR L AR R o Y9 F A 5 13RNeasy MinETute Kit(QIAGENA:)% Fv»Tt
otal RNAZ il it L. —80C THfE L7,

(2) total RNA®E & & mRNAGL B D i

total RNAE |XRiboGreen RNA Quantification Kit (Molecular Probest:) # H\WT%E
B LA, RNAEETR, 5 ngdRNA% Bl 5 o — 7 ~uh4 i L DNaseLHE L iE A L Twvr 4 DNA%
ML ot AN TdTT 5 A = — LR E R (Superscript IT RNase H- reverse Tran 20
scriptase; Invitorogentt) % f\»TmRNA% ##2%5 L, & k g-actin mRNACX00351,1761
bp) (DNADELH % ELF &5 1 WCR-d) DT T4 L% A4 F (MEiEFHEE © 136947152147 ,15
3bp) L3754 AW A4 K (MEIEFEM © 160047-1758f7%, 159bp) @ /5 1 < — % HTHIE
L. HARXN=F )=V EHANTHFOPREYM L E& L,

[0033]

5 (1369-1521, 153bp) DPR% AT 7 I A4 <w— ¢ LTU T D E HW iz,
[0034]

5 _ACAATGTGGCCGAGGACTTT-3"  (1369-1388, 20mer) (FiFI&EE : 2)

5’ —TGTGTGGACTTGGGAGAGGA-3"  (1521-1502, 20mer) (FR#|&E = : 3)

37 (1600-1758, 15%bp) HPRZITH) 7I A w— L LTLU T b0 E vz, 30
[0035]

5’ —TTGTTTTATTTTGAATGATGAGCCTTCGT-3" (1600-1628, 29%9mer) (EiF|FES : 4)

57 —CGGTGTGCACTTTTATTCAACTGGTC-3’ (1758-1734, 25mer) (HA|&E= © 5)

HE 26, 5794 AR OMIEEY ALy ML L, 379 4 AR OMIFEEY
AL 2oy NP R, 3 YA AFEE/S VT A AGEIROPREY @ L AT20LLTF ORNAS &
WITEEME D E W Gene Chip7— # (Affymetrix Human X3P array¢% present—-call ff (a
rray FIZHE I N TV 2 EETO ) A% OEETH “BELTWE” LRI %
RTE) AL EE s L OINEETELEAIMERINTEY, TN HDME% EHEE -
LT, oy 7VoBRZHE L,

(3) AEDFEA/EEL G CrEEL L 224 AR 1 3517 2 mRNAR B o M 40

A DFEARVER TS LA BERIZ B0 Z2mRNAR B o a8 o 2% 3 1 IR T,
[0036]
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(% 1]
Fresh Frozen
Sample name ANA cone| B-actin 3' FW & RY| B-actin 5 FW & RV Ratio
{ng/ul) (Set A} (unit) {Set B){unit) {SetA/SetB)
MQ5-0458-01 2714 44.690 58.520 0.76
M05-0463-01 8.20 10.920 7.262 1.50
M05-0484-01 29.09 26.940 18.170 1.41
M06-0016-01 14.19 18.660 14.110Q 1.32
M06-0017-01 7.72] 4.072 3.367 1.21
M06-0018-01 9.18 14.460 23.570 0.81
average 15.92 19.96 21.00 1.14
PFA-AMeX-Paraffin
Sample name RNA concf p-actin3'FW & RV| B-actin 5' FW & RV Ratio
(ng/ul) {Set A} (unit) (Set B) (unit) {SetA/SetB)
M05-0458-21 7431 7.325 2.570 2.85
M(05-0463-21 42.47) 19.810 7.361 2.69
MO5-0464-21 54.18 24.050 9.525 2.52
M06-0016-21 28.59 24.920 10.290 2.42
M0O8-0017-21 75.62) 35.050 11.650 3.01
MQ6-0018-21 59.05 36.750 11.500 3.20
average 55.70 24.65 8.82 2.7
PFA-Paraffin
Sampel name RNA conc| f-actin 3' FW & RV| p-actin 5' FW & RV] Ratig
{ng/ul) (Set A) (unit) (Set B){unit) (SetA/SetB)
M05-0458-11 49.35 not amplified 0.955 N{A]
M05-0463-11 37.48 not amplified 1.342 N/A
MO05-0464-11 14.47 not amplified 1.053 N/A
M08-0016-11 53.93 not amplified 1.321 N/A
MO06-0017-11 157 .46 not amplified 1.102 N/A,
M06-0018-11 86.78 not amplified 1.061 N/A
average 66.58 not amplified 1.14 N/AS
NBF-Paraffin
Sample name RNA conc| B-actin 3' FW & RV| B-actin 5' FW & RV Ratio|
{ng/ul) {Set A) (unit) {Set B){unit) (SetA/SetB)
MO5-0458-31 86.19 85.240 21.890 3.89
M(5-0463-31 76.18! 31.760 7.252 4.38
M05-0464-31 15.94 15.170 3.723 4.07
M06-0016-31 21.82 21.340 4.751 4.49
MO0B-0017-31 50.18 35.740 §.082 4.42
MO06-0018-31 17.20 38.110 8.801 4.33
average 44.58 37.89 2.08 4.27|
Criteria >156 »1 <20
[0037]

3754 AGEM/D T A A OPCREY DL oEHfEIL, ®iEIA Tidl.14, PFA-AM
eX—Paraffimd: CHLER L 7% » 7713 2.78, NBF=Paraffing:z CULEE | 7-% >~ 7 i14.27
b7 o7z, PFA-Paraffings CHLE L7-H > 7 0id, 3 754 A5 A Mgz & v PREE
YA EES T PREYO AN L o7z B, PREIGIZEITS 7/ ADNARE A o1
Bz i+ 270, HEERIGZETHOTICPRET 728 24, MEEREZTHI A
o F2 ¥y 7T (A PCRIRTE W) 1275 & 1UF, PORIYIREE W AS 4w 5 B 5 1 & A1 7 CONA 3%
Thd I EDMERI N,

[0038]

ZORE, ATEOEAREEE TR LAERIIBITZ2mMNAG Y (X, #EAEE R B
¢ . v TPFA-AMeX—ParaffiniE, # @k HINBF-Paraffiniz¢# v . PFA-ParaffiniZdim
HENWT Ao,

EHatl 4 . PFA-AMeX-Paraffinik & PFA-Paraffing:CrEHL L - & b §il 2 BRAEALFREE A O mRN
Al o Lh g
PFA-AMeX-Paraffing: £ 7- (3 PFA-ParaffingkiC X W (EEL S - v F a0 iR AR AR A om
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RNAT B L8 % 4T 9 728, & b B 2B RE S PFA-AMeX—ParaffiniZ A 79k &, © T 8l 2 BRRE
4k PFA-ParaffineOf ik & b Ul W A 2 1F8 L, FERFIBICFLHE o J7iE Ttotal RNAD L
. EEBEBLUMRNAR EOMELTT o/ TOMRPELE2ITRT,

[0039]
[% 2]
BEAER G AR | EES VTR
PFA-Paraffin i% 69 (211.3%)
PFA-AMeX-Praffin i% 79 (67&??%)
[0040]

PFA-Paraffini: CIEEL & N7z & i ZIRAE AR A CIImRNAR B 2 IR E L - 2o 9
52L.7% D A (6 AR ISEAE) D WIRNAR B T 2 S E Sz olaxk L, PFA-AMeX-
paraffimE CrEE & M- MAl LB R CIIMRNAR B 2 EsE L@ v v d 5
67.1% (79% > 7 NWid53H v 7)) ARCMRNARE TH L L NE S Wiz, Thb b, PFA-
paraffingH ks 48 12 H T PFA-AMeX—paraffingffifi% 4 T ik B v mRNASY B & OB S 2 R
RO EN G H 5. 4% 0] 1§ 2 & vy 9 KilEZmRNAG B OUCGED TR & Lz,

FERH L W 25 DASIMDY 2 7 A2 £ 2 #HEEOF IS £ UEREGHER 2+ & o total
RNAMIH . E& . MRNASR B o E B & UGeneChips™— # o H{G:
(1) AS-LMDZ, 72 7 A 12 & 2 #Hikk O TRET

v NEC IR D WIS R 2 1R ER o 5 i CPFA-AMeX—paraffimZ A % kg L. H
Eguft %47 - 72 H 2 i e 1o AS-IMD S 2 7 4 (Leica  Microsystemstl-&)i2 L 24
TWERZTWHBE TLMIBEHIL 2, BAmiciE, ASIMDY 257 AnE =¥ — B
ML S NS R SRR S £ Rl C R B ESE#A L. L—— TR B L O
B E ENENH A DF 20— 7.2 MW ET L Az T o — 73> 70V (FRPGH
f&) & b oototal RNA iz, ¥ 7VENNLHTIZ30 4 LoLysis bufferGEfig <
77—, 20 mM Tris-HCl, 20mM EDTA, 1% SDS, 500 , g/mL Proteinase K)Zfijx TH &
LAY T WENLR & BIZ175 L LRSSy 7 7 — 2R T,

(2) BREGHHE A & oototal RNAMIH ., & B L UmRNAR B o s

YA TA T a2 L D ERIL A 5 ototal RNAJIHE, E & B L UmRNA

BOMEIFERY 3 12k ik & mERICAT - 72,
(3) GeneChip7— ¥ OEL{&

MRNAR B IR BB W TS5 5 A ASHIBOMIFEEY A L= v Nk, 375 1 AgH 0
WBEWAIS2 = + b, 3 754 A5H8/5 75 A 45HIROPCREEY) @ L AHT20LL T D RNA
v I iEEEMEO E vaGene Chip7 — ¥ (Affymetrix Human X3P array¢% present—call

EABWLL E &2 b DIDVPUR TE 2 BRI L VR INTEY, Thbofiz
HHEMEE LT, Yy T VoRERHE L, BEMZH-ZL, BWiEomNAYE TS
L RS LAY v 7 b total RNAA: S ATTymetrixt: it -4 2 iE# 7 T 5 )b
fLcRNA- 0 — 7 2 /&L |, Human X3P array(Affymetrixtt)z» HWTEEFBEHF— ¥ %
e Lo BB LA EEZTRE 7~ % ©9 b Present—cal MEASBWLL L & % % 7— 7 28
WEHEOFEWF—FE L, TRHIZ2oWT T 5 A7) FET &7 - 726
FEHF 6 ;B ZIRRRHR S & O R BT R BV B TR — ¥ DT

FEHH 51BN TEE S WA B IR £ ORI S BRI BT 2 R T —
FUOWTHERZ 9 A5 ) v 7t Hierarchical clustering) 2177y, &z 5
Y — v IEPMEERE L o BRI 13 GeneChipd i (7 F 4 B2 B v Tpresent—cal Il
AIBOULL E 2 om L Wi ZIRRE AR 1 1 MR L ORI BT B fA 4 2 Ao i 5
F—=F I DWTORMAET, ¥ 7+ VE (BETOEHERZRTME) 2&5HL., oz
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BAEIZZH L, mean centerfl, (FEHL BB E R F—F £y PodLiz oy PO

HEBETLZETHY, 2F W REHOTEHEIIE O L LD, ) Zirofk,. BEHY

SATN) Y TR ol B Z S A ) IRy r— DRIZKEIMGZEIEB L O

F574 0 7DHDT ) =07 My 2 TIOpvClustsy r— U R AW T{To 7,
(004 1]

75 ALY )Y TRITOME T HIBIRT, M3OMERN(F Y FZFIL)TREND LH K
B2 BRI R & BT 2R B R AR Tl BETREARY - VR L - TE Y, 'R
FERE AR L BT VR BRI A D 7 5 AT — L LTy iz, — 5. BT SZRRERE (&
Et. F AR AR L CRENMOE WEETREENY - Th oo

(004 2]

S5, WZRFEOh THERENERE L DL bR A, o fbBRME & NE s ki
FZ BT, LR AER 1. 5 Wi oL RRERER Lo 5 25, EETF5R
By —oEUMASA LS . BRI L VESMMEE & HE S NABRESEI Y T A
Y—RBHTAHEE LR -oTEY), BEABERE T BRI T 2 #EZ7BE/ Y — )
BHENT Wi, MHOEES L7 — 7T o il LR A EME AR T AW T T 2848,
PFA-AMeX—Paraffingl 7R fHARIE A % W - BRroD & 9 ISR BBl B B 5 B (n T3
F—UHAEEIIFEMETSEVIFRIIESR TRV,

FE i 7 : PFA-AMeXEEIZ & W ALHE | 7> SNAP—Frozentr > 7 )L D #HE I EE 55 & UFRNAY, &
— AR kRN 2B T, R OV ITEEREE S Wb o (SNAP-Frozend
TWINERTH N, THEEFFICEBR Y 2 BEoMBIcAVSEN TR, T -4
SREER R I DV T IZSNAP-Frozen > 7L % AW 22 S S1 Fr S AT— I IX T AET 3
205, MEDNT T 4 VORI ERTHBEEORIF IS -7y S0z, SNAP-F
rozent; » ")l CGHRAL FHAE I Dy TPRFA-AMeX-Paraffinikic X WEE AR Z R L . SEARDFE
IR F R L OUMRNAR B IZ oW TEMEZ T 2770
(1) SNAP-FrozeniHfik 5> & @ PFA-AMeX—Paraffin{ A /&L

T LA e i e HICMEH T2 22 FE LAZERED L XAz RE o B
2D FAE HH 7 (SNAP-FrozenfHfik) % 1 JT] L 720 SNAP-Frozenir o 7" VL., #5mm® k12 b1 3
v L. EHiF 1 o PFA-AMeX—ParaffiniElc & b, HA& 28 | 7-,

(2) FHEPERE O L8

SNAP-Frozen(745) 4+ 7 L 7 b PFA-AMeX—PraffiniEic & o TSl S N lE AR D 85 7
4 EWWH T, HERRROBEBEEBIC B Th T oER bbb bon
. EGHEHAME L Y EEL S N7 PFA-AMeX-—PraffinfE Ko /35 7 ¢+ @8 R & 12 IZEE DR
I ERI AT EETH o7, (K4)

(3) mRNA® 5 Bk 5

SNAP Frozen(i#i#E )4 > 7 v 7+ & PFA-AMeX—Paraffinthk TR L S NAEAR X v | FEHif 4
WCEHE o FETtotal RNAKIL, E2 B L UMRNAGD R ERERTo/, Z0RFERE3IC
T,

(004 3]
[% 3]
SRS B HUEHZ ) 7K
SNAP-Frozen 10 7
PFA-AMeX % (70.0%)
[004 4]

mRNA B 18 5 & 1T - 72 10 R b 78 E (70.06) 2SRV an B OMRNAT & 2 & 5 S 17z,
AL HRR T TV B BAERL S N 72 PRA-AMeX-Paraffint A ¢ 1367 . 1% ki fd (79 {4+ 53
BAIDBRNFHEOMRNATH 2 L HESNTHBY CERBI 4. £2), SNAP Frozen (i)
F 7N DR S N2 PFA-AMeX-ParaffinfERICB W T RARET » 7L R a R
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PR FIZAEDOHEOMNAYRE SN T VD T EAMRTE 1,

Cluster method: average

Cistance: correlation
=1 Adenocarcinoma, moderately-differentiated (Gleason pattemn 4, 5)

= Adenocarcinoma, poorly-differentiated (Gleason pattern 3}
= Hyperplasia

‘ o & m
$hOB1 R B9 LT BO OGN vH g g
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X Suzuki M, et al., PLP-AMeX Method, Fixation 1-1¢
Using PLP Fixative and Embedding in Paraffin by
the AMeX Method, is Useful not only for
Histochemistry but also In Situ Hybridizatiom,
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“0"  document referring to an oral disclosure, use, exhibition or other means combined with one or more other such documents, such combination
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INTERNATIONAL SEARCH REPORT International application No.
PCT/JP2008/072787
BoxNe. IT Observations where certain claims were found unsearchable (Continuation of item 2 of first sheet)

This international search report has not been established in respect of certain claims under Article 17(2)(a) for the fellowing reasons:

1. l:l Claims Nos.:
because they relate to subject matter not required to be searched by this Authority, namely:

2 l:l Claims Nes.:
‘becanse they relate to parts of the international application that do not comply with the prescribed requirements to such an
extent that no meaningful intemational search can be carried out, specifically:

3. l:l Claims Nos.:
because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box Ne. IIT Observations where unity of invention is lacking (Continuatien of item 3 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

The inventicns according to ¢laims 1 to 10 relate to a method of preparing
a specimen or a specimen which is prepared by the preceding preparation
method, while the inventiong according to ¢laimg 11 to 14 relate to a method
of examining the gqualities of mRNA or a method of preparing a sample for
DNAmicroarrayswhichcomprisesaqualityexaminationstepusingthepreceding
quality examination method.

The matter common to the inventions according to claime 1 to 14 is “a method
of preparing a specimen from various frozen or unfrozen organs or tissues
(excluding hard tissues) of the whole bedy which comprises the following
stepg: 1) fixing a target organ or tigsue with a (continued to extra gsheet)

L. l:l As all required additional search fees were timely paid by the applicant, this international search report covers all searchable
claims.

2. l:l As all searchable claims could be searched without effort justifying additional fees, this Authority did not invite payment of
additional fees.

3. l:l As only some of the required additional search fees were timely paid by the applicant, this intemational search report covers
only those claims for which fees were paid, specifically claims Nos.:

4. No required additional search foes were timely paid by the applicant.  Consequently, this international seatch report is

restricted to the invention first mentioned in the claims; it is covered by claims Nos.:
Claims 1 to 10,

Remark on Protest ] The additional search fees were accompanied by the applicant’s protest and, where applicable,
the payment of a protest fee.

I:I The additional search fees were accompanied by the applicant’s protest but the applicable protest
fee was not paid within the time limit specified in the invitation.

|:| No protest accompanied the pavment of additienal search fees.
Form PCT/ASA/210 (continuation of first sheet (2)) (April 2007)
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PFA sclution; and 2) embedding the same in paraffin by the AMeX method” .

However, it has been clarified as the results of the search that
the above-described common matter is not novel because of having been
digcloged in Suzuki M. et al., J. Toxico. Pathol., 2004, Vol. 17, pp.
171-176 or JP 2002-082026 A. As aresult, the commonmatter as described
above falls within the category of prior art and, therefore, cannot
be considered as a special technical feature in the meaning within the
gecond sentence of PCT Rule 13.2. Thus, there is no matter common to
all of the inventiong according to ¢laims 1 to 14. Since there is no
other common matter seemingly being a special technical feature in the
meaningwithinthe secondsentencecof PCTRulel13 .2, notechnical relevancy
can be found out amcng these inventions differing from each other in
the meaning within PCT Rule 13.

Form PCT/ISA/210 (extra sheet) (April 2007)
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