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1. 8RR, A%, 3 A bytrad T X ROREER
140 8RR, 2 AF, 3 A, byEoay, T X ROBROBRAERIR

A Z DNAFAN IS BN AL —IZ0f L TWnWA E W) Z E&2aifEE LT, 7y a8
FT 2D L) RIKERIAIT O 72, B Lmbo Yy hOKE &, WL, AEERREIIN L T,
PURICHT 2R BRI EAT 5 0 MIRERBUCEE L TIE, e v FOBRIDRA LW X 5 +5
B L, AT 28 H « R EEIIE N ETOLOEFHT L0, TORE, +olcikhid
BEERATWMERT 5,

AT BRI U728 270 5 L 9 +ICiRE LTctk, 2O b REIC LB/ —
ERARY ., B s AV CHWEICHIET 5,

T FXOFERNTBE L TE, 1 R (BABRERE 1kg) © 5 5500 g2kl CTHWD, 720
D500 glXFRLORETHRE T 5, FREDORHIIXIZNEH WS,

111, ST — b UFEA DS

LUF DFITHE > THRIKERIEZTT 9

2y hORES RAERIR D720 BRI | FRIAEREUE (k) R
= 15 2 1 1
16 ~ 25 3 1 1
26 ~ 90 5 1 1
91 ~ 150 8 1 1
151 ~ 280 13 1 1
281 ~ 500 20 1 1
501 ~ 1,200 32 1 1
1,200 ~ 3,200 50 1 1
3,201 ~ 10,000 80 1 1
10,001 ~ 35,000 125 1 1
35,001 ~ 150,000 200 1 1
150,001 ~ 500,000 315 1 1
= 500,001 500 1 1

1.1.2. [ E6HADHLE
1.1.2.1. YA o ARy

A BIZHATHEEC 1 Hfasd 1 vy hELT, vy hEEKERETLHRIELE 0D
EOF— 7T —EEHWTHRERIZIT) o & L, #IERRFHEREZ S > TI1S
[, 110 kgbh EZ BRI L 72 © D& HEsy LT A 2@zl Bk (1 kgbl b)) &35,

FEIZH A 2T A L2 DIZHOWTIL, oW A v |28 X 2 R CRIBRIC R AL
2179,



1.1.2.2. 1 X UITHR AR

LT (AR ZEte,) ITIATAEIC T IZLITA2 1 oy hE LT, By haEKREZA
FTDHDHIKE DL 94— M7 T2 O TRIEERIZITY) O & L, 1@ 72 R
MRS Z © > T 15 [EIEF 10kg PA EZ BB L 7= D &2 4i00 L Cid LI 1 ik (1kg
PIE) &35,

1.1.2.3. X LIFICB T D RiaERE

I I IZHRA L2 b DICHOWTHRERIEZITHO %46, 1 IZLidEl vy LT,
=V W%ﬁ%#5#¢kﬁéiohﬁ e | Tﬁﬁzﬁﬁm%\%wﬁﬁ#%

FH10 kgll B2 AR L7 b O & HEy LT LT mEIc] Bl (1 kgbl k) 9%,
1.1.2.4. 2T FI2BT DA

12 7 %#1ay FE LT, vy hEKRERETIHRIKE2D L5 EE, HE, TEEIZ
KE5HFT. M5BT, FH0kgUL EZ BB L= b D&My L Car Tz 1k (1kg
PIE) &9 5,

1.2. LA S ORISR
MTESOBIEEEUZOW T, MR ERDry FORE SIS T TULFORIZHEV R
KRB EIT 9,

121, buEsnavORNTY (=27 yYy, a—r 750 — a—2 32—V

BRI LTZ b D)

RAEEBUZ DWW TCIE, 1.1 1.0 XTI — b VB DOEAIZHED

1.2.2. TN LSO T A dh

LU DORITHE > THRIREREL AT O,

7y hORKES FRARERIR D 7= 0 DBAMREL | B EREE (g) FRAREL
= 15 2 120 1
16 ~ 50 3 120 1
51 ~ 150 5 120 1
151 ~ 500 8 120 1
501 ~ 3,200 13 120 1




3,201 ~ 35,000 20 120 1
35,001 ~ 500,000 32 120 1
= 500,001 50 120 1

1.3. T AKX OB T ORI UNEHE, BRiZMEL7Zb D)
BEEEUZHSOW T, 1.11. 08B OLEEITHED .,

2. 2 v IEH Lk KO ORI

2.1. HEED R, Y AREOIZIVN Lk KOV ST O R EEREL

HERED SN A Y AREOITIN L X M OEY 7 ORI OW TR, dReERLm
FORE SIS CTELF OFRISHEWVRIEERINZAT 9,

my FORE S BRUERIR D72 DO BAREL | Bih sl (i)
< 50 2 2

51 ~ 500 3 3

501  ~ 35,000 5 5
= 35,001 8 8

2.2. A 1T L X KO O A S ORI EL

2L L IRV Lk KO OINT A S OBREBETIZOW TR, ffRERdey o
RE ST L T122.0RIZHEVRIEERINEZIT 9, 7ok, Ryt - fOBHELGL | OKEEERIG IS
Wi, BRIRERIEE 480g &35, E/o, A T WL X I ogF &N D7
WII T IZ DWTERT 2561, B0 & ICEBEIORTLEERIT R AREE 72D L 9
HE R A E A L TR 5 2 &,

R A

YRRAIL, EREL O A O TELPRESRRK L L TRESIND D, ZoMiRiz
iDMEF% IEI;TDH, NS EHENT DD DOFANZ SV TEET,

c BRERGRIRIL, — R E R E T 5,

- JRANEL T, AR ZBIKROBI/2WE D aBEIEL- Al B ARk 95, (Bl IE, Effo<

IRAVNZOW TR A« B A RO RSy XV L IS DWW T R AR - BEZE 45
%&LOwTi%%ﬁwt&%%ﬁﬁk@%&®%@%+A’&U% 7)

- RBIPORIE, AT D EBERADND D, AT AN EE B
WrRes S CTHor T L. B RT L CRERGCE S 475,



- AT 2 P REUEH I BRI R OMERIZ B 69, EEHEIC T E&Z T

2

- B S 0RAESKIE. ZEROEE N7 RE - BEOEE N DI WXY] 6 vz
MTITW, avZIx—ar&20< X 9 ERT 5,

- MEREDTD, MR EES., R, BRI R Y EEA % T %
TH ) PEENC BRI T E X T D, B WVITH ST Z O, 305 [ O8I AL EE
w179, PeisfeiX. DNA Zap solution (Thermo Fisher Scientifictt:H) 7 &% H L&

H o« REAHE LTZDNAZ SR L, o TR B Lo, ERICENT s %
BH5,

* Ly F=GM200 (L yF =itfl) | Lt — (AU Z =48 | Force Mill CRFRZ 7L 418Y) |
Xtreame Blender (Waringf1:84) | ZHEFLEA - AR B L ORIF O RN ELNLHDEH WD,

3. Fofh
MR OHRE, 2 A, F# R L TiE, REBRREIIREZ RV IRLITO DI+ oEE
95,



0. ERRESE

() A FEIZEITD CqEDOEHR MZDOWT

Roche Diagnostics LMY 7T /L% 1 5 PCR #H#s DA 1%, Automated Method (% Second Derivative
Maximum Method Z VN CT1E51L5 Cp fE X IE Cq fE% Cq i 75, F£7=. Thermo Fisher Scientific #-#DY 7
JLHA L PCR BEZR DAL, R—AT A% 3 AT NS 15 A2V TREL, ARn D/ ARNED e KAED
AHIT 2 LIRS B 7 g R - CAZ0 5 Threshold line (Th. line) &L C 0.2 IZFEL . 56115 Ct
E% Cq EET D,



Wik (FP967) Dfad ik

ARRA LTI 2 ARG & L, DNAFHRERIE, LU OREA 4 o A bt &
A 7% v hE (QIAGENFE# Genomic-tip 20/G) ZH\\ 5, 1 Bk 52 (T TDNAZ il
L. SHHDNAGENER Z FAWCEM. Y 7V & A4 APCRIEZ EfiT 5,

1. DNAJh H Rl
1.1, A A U RHRAE & A 7" ODNAHIHIRE RS >~ ML (QIAGEN Genomic-tip)

kel 05g 2ARY 7oL UREIEE SO0mL &) ICEVERD . A F RN &
A 7DODNA iR %~ + (QIAGEN Genomic-tip) % AW TLLFD XL 912 DNA ZHiH
W5, 3EHZ, G2 AR 7.5 mL & a-Amylase?20 uLZNx T, AT v 7 AIF
P —ZTHLIEA L, 37°CT 1 FFEMRIET 5, S BHIZG2 FEME#L 7.5 mL. Proteinase
K3 200 uL, 3B XLV, RNaseA™ 20 uLz Mz, o PNV RF a—TDEIFEG 2 2D %
THE L. 50°CT1 FFERIET 5, EOM., 2 ~3 [BlmLE % ]iis S8 CRUEH 2 #isfE)E
9%, KWT, 5000xg, 4°CTI15 i omBEL, Foi7c RiEA2 mL7 22 mL%&
F=2—75 A& (FF10mL) (2B LS, 20,000 x g, 4°CTI15 piEELDEET S, HH1EH
QBT #&E#Z" 1 mLCFH#5{k L 72QIAGEN Genomic-tip 20/G (2. &2 mL KT =—7 b
FEZImLTO8ELS AT 5 GFSmL) . IRWT, v 7 %QC #&EWK " T2mLd
O3 B LI-1%, Ty 7E2HLVELEICBE L, H 55 Ld50 °CIIhNE L7-QF FEE R
1500 uLE A L, DNAZIEH T2 GEH 1) o Ty 7Z2HL0nEREICE L, S HIZQF
TR 500 L CDNAZ IR 5 (& 2) .

WNT, IWHIREEZEDOA Y 7 a X —)LvaEH 1EEH 2ic2n2nisinL, wo<
V10 EHAEREFI L7212, 5 2M=RE THET 5, 12,000 x g, 4°CTI15 oz L, RF
BBEEELT-1%1270% =& 7 —/L500 L& RN L, 10 [EEEIEFI3 5, 12,000 x g, 4°CT
3 SrfiEi L7ctt, RIGZEMIEE L, o b2 1SS 5, EH 2 omiEIlC
& 5L 6H60 °CIZHNE L 7= IR E AR KS50 uL % 2 CILBeW) & TafiR S8, & OWRfRIT A
5
W 10E=ILE I LA, KRG LS, fliHDNAGREHK &35, filltHiDNAGEHKZIZ 7>
WIEEE R 2 VW CDNARERIE 21T 9,

" G2REMER. QBTHEMER. QCAEMENR, LN QFFFENRIZF » MIMB L TWD, BV RWGHEIT
3% v FOBEICHE - THBARETH D,

2 o-Amylase (FIREM) T=v R o—Bo b o, Xx, FEOEEEFS>L0E W5,

"3 Proteinase KX ¥ 77 4L 20 mg/mL) F 7 IXREDO 12 HObDE W5,

“ RNaseAlLFx 7 7 8 (100 mg/mL) F72IXFEEON I Z b ObDEHN 5,

S LR B8 DR O A B D eV K D ICEET D,

 ILE (DNA) AR L7eWEATX. 65°CTISMIR & DWW fiET 5, TN THREICIEM TE T,
R DFRD LN DAL, 12,000 X g, 4°CT3 izl L THELNT BEEH LWL B



L. ZHhZ&HMHEDNARENE &35,
1.2. DNA B 1 O DNA OHE OReZEA TN DNA SUBHK O FH 8L L {517

DNA BEHFIR O Y &2 Y | WEEEE K EZ AW CHEEAR L™, 200~320 nm D%
TERANERIN A~ RV ZHIE L, 260 B 100280 nm DWW (Ao B LN Aso?) %D
Fkd D, RUNT Ageo DL 1 % 50ng/uLDNA & L C DNA BEEZHE TS, £72 Awo/Axso %
HET D, ZOHN 1.7~2.0 I221E. DNA BN HSITER I TWE Z L 25R173, 55
A7 DNA JREED G IR 7584 K T DNA RBHRIE 2 50 ng/uL (AR L TR L, DNA &
BHK & 9%, DNA BREHIRIZ 15 L T Lo~ A 7 amibEIciE L, -20°C LA T CHR T
T 5, HiELT- DNA BEHRIE, Bt EBICHER L, Eo mIRiR T EERTE T RET
%o 7235, DNA REHEIR DOPRFEN PCR THIE SNZBEICE L2V E XL, D F % DNA
B & LTHWS,

ARSI WO EE I K @ el I BT AR ER L ONREN R RS-0 EEE T D,
2 Aseo 75 DNA HIEDOWIEREE . Aggo XX 2 /X7 B AR DOWIE L E X 5,
3 Aoso/Aago D EEDI.T~2 0D HIPAAN Td > T HIFRE DO 72 D EEIXE X 720,

2. BV 7% A LAPCRYE (ABIPRISM™ 7900 % 721%7500)

FPI67 DI HIIFPI6TIR A D77 A ~—, T —T % iz U 7 /L% A LPCR & HiFRES
Pt DT A4 ~—, Ta—T%HN2) 7 F A LPCRDO2 RIRAZITVHIET 5,

FPOOTHAI & LT, NOSH —I X —& — L AT F /)~ A ¥ ViR R T O 55 fEk
BT AT IA~—, Tu—TEH\5D, £, #REE A & L Tstearoyl-acyl
carrier protein desaturase 2 (SAD) Bin FEAIZHBHTH 774 ~—, T r—T% 5,
KT ITA~—, T —THREEE KBRS 2, 774 ~—xf, 7 r—7OHEERINIL
LT LB ThHD,

FPOOTIR N 7 7 A ~—%xf, Yo —7

NOST-Spec F: 5°- AGC GCG CAA ACT AGG ATA AA-3’

NOST-Spec R: 5°- ACC TTC CGG CTC GAT GTC TA-3°

NOST-Spec probe: 5’-FAM- CGC GCG CGG TGT CAT CTA TG-BHQ1-3’

TR EXT R 7 F A ~—%F, 7 a—7

SADF: 5°- GCT CAA CCC AGT CACCACCT -3

SADR: 5’-TGC GAG GAG ATC TGG AGG AG -3

SAD probe: 5°-FAM- TGT TGA GGG AGC GTG TTG AAG GGA-BHQ1-3’
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2.1. PCRAI SR o R

PCRAI SRS HRIE25 pl/well & LTSS %, MEIZLL FD &30 TH S, Universal PCR
Master Mix ' 12.5uL, KRT7T T A ~—xwik (%77 A4 ~—. 50 umol/L) 4% 0.4 pL. Xt
G7a— 7V (10 pmol/L) 025 pLZ&RA L. BEARE /K TR 22.5 pL (ZFH5E,
50 ng/uL DNAGEH®E 2.5 uL (125ng) ZiRIN3 5, PCROT 7 7 Sk & LT, &3
DNAGREHR Z I 2720 S DIZOWT G [AIRFICRELT 572, B EK TR, B R v —
AL, BRIV AEEHRTS, 20X, LBRAELZRVWEIEEL, HEHOY—Y
YIOMT TV =2 =N TT I, BBV AVOELZBIE L, EICKIERH D55
L. 7 — bOBERI NN TR EZEWNTEBL<, 7' — FOfEE%. MicroAmp Optical
Cover Compression Pad™* Z DN LIZR5 L5, FYb— Mo E@icEy b5, &
DNAREHK & 7= 0 FPO6THEN Y 7 /L % A LPCR & MFRBRMESH R U 7 /v % 4 APCR% %
Nz

2 Tz WIITLTIT ) D LT 5,

! Universal PCR Master Mix

AGREI TR ED m N IREEEZIT O BRI, IBREDHERIATONL L O ICHEET D, A5
RS AEITIE, PCR 239 E WD RWIEAENH D, ) BERNIZS TR LT v 7 ZIFH—%2 T3
BREERSG L7k, BOEL L, BRZAEDOEICED TBWThBMEAT 5, 72, U= Lilsh
HET DL, DAEBEE, mODBKNERZ L 2BE L, Vo LORICHEEICAND,
"2 Non-Template Control (NTC)

DNA REHEDOWIMOES, NTC (ZIZDNA SEHE DD W IZKZ 7 = /uiZ2.5 b N4 5%,
896 VAT L—F b BIY =V IT ) =4 —

MicroAmp Optical 96-Well Reaction Plate, 35 J- TPABI PRISM Optical Adhesive Cover (Life Technologies
) ZHERT S, V=V ORI OV T T BO~ =2 T AV EBED L,
"4 MicroAmp Optical Cover Compression Pad (ABI PRISM™ 7900 %55, Life Technologiestl:)

ABI PRISM™ 7500 T3 L7220,

2.2. 7L— MEBROERE

FOSIZER L Tk, 7b— MEBMOBREZITORITITR GV, RELXITHIHB X, &
RoOBdE L, BXO, 7rn—7F/METH o5, BRI — N BT, AR LY
U— FOBLEIZKHET D X IR &2 T7en 6, iRofSE ( INTC) : Non-Template
Control, [UNKNJ : DNA #EHK) OREZITO, £/ m—7FMEICE L TiX
NOST-Spec. SAD & % (ZReporter 78 [FAMJ . Quencher 7% [Non Fluorescent] & 7272 X
INCET D, F7-. Passive Reference |X [ROX] IZHET D, BB, 7EF— ROEE
129600 emulation &— RZE&RT 5,
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2. 3. PCR #1ig

WEICT L — b2y b, KGET—X OV AL ZBRET D, KIGRHEITZUITO L
B THD, 50°C, 2 SEOSEMTHREF L=, 95°CTI10 BINE L, &~y hAZ— b
ETCRIS TG 5, D%, 95°CTI15 B, 60°CT1 /pfZxEl A 27L& LT, 45
P A 7 VOMEES%1T 9, Remaining time230 43 & 72> TWVWDH Z & &R L, KIS E &
T EETk, WEMREOMENT 21T 9,

3. FEROAT LT (K1)

FP967H 1 5k I L OV RRBG Pkt FR A ERBR O W Tz >\ Th L fEROHIEIT
Amplification plot I~ CHIEBIEA 70t i & CqfE DEFE. 36 L Y, multicomponent | ToD
KR EFBROENIRE (FAM) Of 3B 2 PR 2N O %2 & - TIT 9,

F 9" H £ TAmplification plot_{ZNOST-Spec D Fa4L BIEL 1) 72 HEME ph AR SRR S L= 5
21X, FPO6TBIMEZEE S, IRWWT, X=X T A % QYA 7 NANBI5TA 7 )V) REL.
ARND / A RMEOHKRAED BT, Z2E L7 FaEBaEn 7 tiilE dh#f |- T 223 % Threshold
line (Th.line) & L CO2IZRRET D, 7272 L. Th. line’ / A XL B T W B R
M & DD HEAIE. TN EXDLRNVE D Th line2 MW HRXET 5, < DTh. linen 5
CqlENT BN 2 BN E T T 5,

20M TR K V15 5 WZDNARCEHE (I &H72 0 27 = VAT THIE) DO&EFH Y =L
FTRTEHANTHIET D,

DNAGUEHEIZ BT,

(1) HRRBEMEXREBRO20M T X TDO U = L TA3RH DO CqEN S H AL, 2> DOFP967
BAARBROT R TO T 2 /L TR DOCYUEN G SN2 E . Ykl
EHIET D,

(2) HRRBGMEXHREERO20M T X TDO U = L TA3RH DO CEN S H AL, 2> DOFP967
AR DT R TO T = /LIZB W TR DOCQE IS B LR WA T &
HIET D,

(3) FPO6THENAABRICB VT, TR TCOT 2 LT LIEMENE N> T-5
AL, Bl - WEH OSBRSS d T2 B H ODNARIHRE R 2170, &5
2 2. @MY 7V Z A APCRIE) LIBEOEEAR T LT, HEZTITH, 2EHB D
DNAFRENE Z W2 358 THIBIEOHIE NS SR W AT, FPI6TREME & ¥
ET D,

20HTHIH D Z N Z N OHIHDNAGEHE (5527 = /L) 12OV T, fHROHEE A F—
(P THE L, 5 OHHDNAGUEHE (5547 = /V) (IZOW T &HIE S iz s

12



Z ot &P 5,

72k EREHIEIZ LD FPOOTIG M 3 I E S A7/ 2R (2 -2V Tmulticomponent Z f##T L, H
R CFAMD 8 YETRFE O FEERBIELR 72 B N3 Bl 2 C & . ROXDEIREE O Bl 72 TR0
FAM®D &SGR IE DFEe 72 ER NN 2 & 2R+ 5,

F 7o, dRREG M R ERER T2 7 = VAT O[] 7 T43AK:0m DO CqfiED 5 H 4172 VW DNAGUE}
TRIZHOWTIE, HE, BiiE250 T DNAMERER DEOBIELZITV., TN TH2Y =
JARAT DTl )5 CA3H M DCQE T S L2 WA, ARRED S ORENIRFE L T 5,

13
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* :
or
== - &)
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2% (MON71200. MON71100/71300, MON71700, MON71800)
DIRATT 15

O AFXER I T a2 mERNSR L LT, R 5207 CDNAZFIH R4 2,
BN EDNARENE 2 VT, 2% = VT TEMEY 7% A APCREEiT 5,

1. DNA i K Hd
1.1, WRELOWE - i ERLOEA)

aAXERARE (EE) H-VMERD1% SDSKIFRZ I L TS5, F0%.,
WA CIANHRL A ETTT X, 2 N0 I HesEhi 2 50T, 8z L v 40°CT
A0S THRLEE S B 5, Halgts . L —S5 0k T4 5,

1.2. VU BT NWES A 7% > ME (DNeasy Plant Maxi Kit, QTAGEN) ™!

B gZ250mLAT = — 72 Y B . 100 mg/mL RNase A™ 10 pL % AP TFETEHE ™ 5 mL
ZWNT 5, BN RS R D2ETHALT v 7 AIF P —FETHMLIHHE L, 65°CT1 K
MRIET 5, F DM, =0 2 2~30 s S AR 5, Z OEHT . P3FEEIKR™ 1.8
mLZIML, AVT v 7 ZAIFH—FTHILLIE, AOKPTISHEHES 5, A7
XomE OB 25 L. 3,000 x g, S|IETISHRELOES S, EiE424.5 mLEREL .
QIAshredder Maxi spin columniZ & fif L, A A > 7 Rz OB IZ 2T 5 (3,000 x g, =R,
5031 o EiEZE4AmLEER L, H LWSOmLA T = —712B 3, AWUEEIR S 6 mLE ML,
RNVT v 7 AIFH—FTH L BT 2, T4 &% DNeasy Maxi spin column (2 & fif L |
A A 7RO TEEEIZ T D (3,000 x g, FIR, 5T . BEVIREE T, T HIZAW2
R 12mLE N2, AA 2 7 0B IS 2N T 5 (3,000 x g, =ik, 1543fH) . B9
LEFLWDS0 mLEF 2 —7IZB L, BT HI2H 5T H65CIZIRD TBUW =ikl mLz
Mz 5, SHMERTEER. A1 2 7m0 o IC 2T 5 (3,000 x g, =i, 10551])
WHIKZ2 mLEY TV Fa—T7I1CB L, WHKREFEEOA Y T a/N ) — LV ERINT 5,
ETFiCpo < 0 I10EHEEIEMEZ, SHMERTHET 5, =002 EH L, 12,000 x g
T, 4°C, 155 Oy BEt% . RIGEBIET 5, 710%T % J —/L500 uLZ2 U L., JLEn
Fa—TDENBIEFBNDIETT 2 —TDEEZHELTIIC L, LB H L. 12,000
x g T, 4°C, 377 Lo BEte, RIS 5ERICBEE LY, WE 2wl S5, Mik130 uLz
Mz E T 0 v THEE TR BEM IS, DNAREHRIR E 55,

*l FEBRAE L TOREREDETLIESR Y hRTF v T2 TN TR LT T 58 T
MDarZ2Ix—a PRI BRNEIITHATEET S, DNeasy Plant Maxi Kit, QLFAGEN DAif1iZ
FIEOMREEZET L Xy hEHTHZLENTX S,

2 F v MEBEOL O, QIAGENL W BIEEA L2t @ (Cat.no. 19101) | XILRAZEOR N #Fi>H O
ZHWD,

3 Xy MIBOLD, &HDHWIIQIAGENL Y BLEIEA L7=H D (Cat. no. 1014630) M\ %,

*4 %o MEBOHL O, & D VIXQIAGENE Y B A L=t (Cat. no. 19053) %M\ 5,

*5 %o MEBO LD, HDVIEQIAGENE W B A L=t (Cat. no. 19081) %\ 5,
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*6 X v MIEDOSH D, %6wimmmNiD%ﬁ%ALt%®(&nmlwn)%%w
*7 TR N R Z 0 EILEN DS ITIZIZ TE 27202k 9 L@%@%f
éo

1.3. DNADHIE R « FA% - £R1F

DNAGREHFIR O Y &4 D . #liAkz2 AWV ClElEAR L™, 200~320 nm D & TLEFM 56
U AT RV ZHIE L, 260 nm Mz U280 nmDWE T (Azso e (NAngo) 2 xF0ERT D, KD
TAu0DfE1.0%50 ng/uL DNA L #5H L. DNABEZR TS, £7-. Ao AwxatF L,
ZDHALT~2.01272 70X, DNARHSITERENTWD 2 L2733, 1551 7-DNARE
25, DNABUEHRE % 10 ng/pLIZ #iK THAR Lfiﬂ;@b DNAGREHE & 9%, DNATEHK
13120 uLZ 21205 mLE XI5 mLAEF = — 7120 7E#, -20°CLL F CHlRET 5, ik
L 7-DNAZEHK 1L, BlfRR E B L, 75 - IR EER - TEET 5, /28, DNA
PUBHFIR DIRFED 10 ng/uLIZZE LW & &%, £DOF EDNAGEHK & L THWS

*1 ARAERIT, WO ERIEEEEIC K0 @) R B IS BT 2R E L RSN R 5720, MEET
Do

*2 Asso)SDNAFI R DWLSEREE | Aggo/N X 2 /37 BRI SO E LB 2 D,

*3 Ae0/Aaso D LE3 1.7 ~2.0 DFIFHAAN T > T HIEFRIEE D W 72 D EEIXTE X 720,

2. EMEY 7V & A4 LPCRIE

B2 2 A FOHIE, FRERROBIRBIO Y 74 ~—, =%
72V 7 NE A LPCR, MO a AFGHERBEBN O 74 ~—, Tn—7%2 U 7L
% A KPCRO2RER 21T VVHIE T 5, MON71200, MON71700, MON718005% 45 S oA ek
B E LT, aAXT ) ARSI & BB TR ¥ —OBERERZ BRI 5774 ~—,
7'r—7 % Hu %, MON71100/71300AF R FRABEIGREBRH & LT, 2 AF 5 MIHA S
NIz R TRV 2=y VREERS ZRAT 5774 ~—, Tu—7%[\\5, £/-, 3L
FEEMEXEGER A & LT, Acetyl-CoA carboxylase 1 (ACC1) Bin f-Bl¥| 23577 A
~v—., Tua—TEHNA, KETFIA4~v—, Tu—3MKEBETS, TIA4~v—, T
— 7 OHIERINILUTO LB TH D,

MON71200 A MR AR R D7 T A~ —xf f N\ m—7
MON71200-3’ junction-1F: 5°’-CAC GAC GGT CAT CGA GC-3’
MON71200-3’ junction-1R: 5°’-CCG TTC GTC ATT GAC TGT T-3’
MON71200-3’ junction-P*: 5’-HEX-CAT ACG GAA/ZEN/AAG ATG CTG CAG GGA ATA
TAT TGA AC-IABKFQ-3’

* MON71200-3" junction-Pid, PNHEFIZZEN & 3’ Kl lowaBlack™ (IABKFQ) % f&fifi L7z
XTIV Fx—Ta—7Thbd, HPLCKHER 7 L — ROt O % Integrated DNA
Technologies (IDT) - TAFARETH 5,

MON71100/71300 AR BB HO 7 I/~ —xt L T v—7
SQ0814 : 5°>-GCG CGG TGT CAT CTA TGT TAC TAG-3’
SQ0815: 5°-TGA CCT CGA GTA AGC TTG TTA ACG-3’
PB0103 probe: 5’-FAM-ACC AAG CTT GAT ATC C-MGB-3’
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MON71700 A#EFF SRR O 7 T A ~—3 L T m—7
71700 forward primer: 5’-CCA TCA TAC TCATTG CTG ATC CAT GT-3°
71700 reverse primer: 5’-CGG CAT GCG CCA ATC AGT-3’
71700 FAM-probe: 5’-FAM-TTC CCG GAC AGC GGC GGC GG-TAMRA-3’

MON71800 A FF ARG HRERH O 74~ —xt O T —7
SQ0718: 5°-TTC TTC TCT CTC TTT GAA TCT CAA TAC AA-3’
SQ0719: 5°-CCC CCA TTT GGA CGT GAA-3’

PB0101: 5’>-FAM-TCC CCC TCT CTA ATT C-MGB-3’

a AXGHE B O 7T A ~—xt L O e — T
acc forward primer: 5’-GCC TAC CCC CTT CAA CAA GAT GA-3°
acc reverse primer: 5’-GTA CGC GCT TGAACC CTTTTT TTG-3’
acc FAM-probe: 5’-FAM-CCA CCG ACG AGT TAAAAC CAA AGA TAC ACG-TAMRA-3’

I RBEELLT UTOT 74 ~—{ROTn =7 2T L bAETH D,
PRP8F: 5°-GCA CCC ATG ATG AGT ACT ACT ATT CTG TA-3’
PRPds6R: 5°-TGC AAA CGA ATA AAA GCA TGT G-3°
PRP-Tag5: 5°-FAM-CTG TGC ACA TGA CTC AGT TGT TCT TTC GTG-TAMRA-3’

2.1. U T2 A APCRIXGHEDERHL

DNAREHE &H7- 0 £lBRIL, 2N EI207 = AT L TIT 2 D ET 5, HFV LD YT
JL B A DPCREUGEIF25 uliwell & U T4 5,

= A 3 et FEEER . MONT71100/71300F 4847 AR F1E0ER . MONT7 1700t 4 22 A9 15 %0
PR N O'MON71800 % # 4 S B kR ZnsABR O IZLL T D £ Y TH 5, FastStart Universal
Probe Master (Rox) (Roche Diagnosticsth:) 212.5 uL, &X%R 77 A <~ —ixiK (%50 pmol/L)
%0.25 uL, ¥R 7 10— 7L (10 pmol/L) 0.5 uL&{RA L. ik TEE20 pLIcFH % . DNA
FBHES uL&wsin+ 5",

MON71200 % #8457 19 i En el Bk ORI L F D & 30 THh %, FastStart Universal Probe
Master (Rox) 2 12.5 uL, MON71200-3’ junction-1F~7°Z A <= — (50 pmol/L) 0.2 pL, MON71200-
3’ junction-1R 77 A ~— (50 umol/L) 0.4 pL, *H~7 1 —7 V%% (10 pumol/L) 0.5 pLERE
L. MK CTAEE20 pLIZFH% . DNAGREHKES pLZ 457,

U7 WHEALPCROT T 7 RSHTE LT, ST DNAREHKR DO 0 I ITHiK Z Nz 7=
HDIZONWT G AR 5,

DEBRIER TR, 96U = /L7 L— NMIZEENLY— VL, BRIV = VEERATH, 2
DEE, LORELRWEYEETS FEHOY—V U ITHT 7Y r—42—%HWTIT9H
ERVY) , RFZICTU VDR EBEL, KICKENHH5E1E. 7 L— O EE Iy
TRIaxE RN TE L,

*1 Thermo Fisher Scientifictt#d U 7 /1% 4 LAPCRIE# X, 967 = /L7 L — | & L TMicroAmp Optical
96-Well Reaction Plate (Thermo Fisher Scientifictl:) . 3 —/L & L TABIPRISM Optical Adhesive Cover
(Thermo Fisher Scientificfl:) % f#H7 %, Roche Diagnosticsttfd U 7 /L% 1 LPCREEZRIX, 967 —
/L7 L— K & L TLightCycler480 Multiwell Plate 96 (Roche Diagnosticstt:) . *—/L & L TLightCycler
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480 Sealing Foil (Roche Diagnosticstt) Z{EH 3 %,

*2 FastStart Universal Probe Master (Rox)D {0 (2, [Al% BEATLILOEHWSZ LN TE %)
e, Ihn %é\ﬁfﬁfﬁli*ﬁ‘@ﬂ Wiz, IBA ?Séf/lf%ﬁ o) WT X, BADVBHEEIATOND LD
HEET 2. A Ha2R5EITE. PCRD D £ WDRWEERH 5, 5 EANZIT L RE Lt%

<L w@%ﬁﬂ%®ﬁmﬁbfﬁmfﬂ%@%?éoit Uz VZET DB, Ltk
PR, mOPHEEERZ EE2EZE L, Vo LOREICHEEIZAND,

*3 MR D H USRI, M b DI o TR TR, K ECRIFET 5, K ETRIFELER
Hizox, F—0F v 7EHWERSET DL, Xy NNOEXBNGBEIS NS T2, 20 B LI,
BHEFOEAy MUETITIEMIZDESNRVOTHEET S, BEXy hOFBEIC #hh R
B2 o BHA OEEE GAYF., S& L O LIRS HE) ZHM L CTHEHAT S,

*4 Non-Template Control (NTC) (%, DNAGUEHE DD W ITHIAKZ 1Y = VIS LRI L7 b D & T 5,

2.2. 7L — MNMEFROERE

AR DR E k7m TORVEICHERE LN D, U TS A APCREEZR ORI D~ =
2T NEBEBIZLTRET D, 7 r—7RMEIZE L TiE. MONT712005% %845 52 A 6 kiR
TlXReporterz VHEXJ % TVIC] | Quencher% [Non Fluorescent] . MON71700% #7452
AR R BR CldReporters [FAMJ . QuencherZ [TAMRA] . MON71100/71300% #45 HAY
i En a2 O'MON71800 5% 7t 45 5 i A 01 35k T X Reporter [FAMJ . QuencherZ [Non
Fluorescent] . = AF[GMExIIREER TlXReporterZ [FAMJ . QuencherZ [TAMRA] & 72
HEDITEET D, F7=. Passive Reference DI EDH DV T /L ¥ A LAPCREEZS DAL,

[ROX %% ET %, Sample Volumeld25 pLIZFRE T 5,

2.3. PCR1E

967 = )V L — hEEREIZEY FL, SET—F OBV IAHLEZRRGET D, ROSSMHT
LFDEBY THD, 50°C, 20 OFMTHREFL72#%, 95°CTI0OMIME L, &y hA %
— METKIGERGT 5, 0%, 95°CTISHH., 60°CTIoMAE1YA 70 e LT, 484
A 7 VORI ISEIT D, W%@%ﬁﬁ%?&@mm@&m%@ﬂ&ﬁbf%%ﬁ#%
L7720, Remainingtime 23077 & 72> TWAH Z EAfER L., LT T S8 72%. HIE
FERDIRNTZAT O 6

3. RO & HIE

Y 7 L5 A APCRICIE O ROHIE TGS LT, BOEER IO IIME (FAMX
THED) ORSERETHRANEUCEORRE b 5 1115, EXEMAH LRI
BT 35\ C H LRI 7 R AR ASHER S U B 6 (I, SRR TR = A DR
PEEEED,

T3, 20MTHIH L7221 E N ODNAGREHRIZ DWW T, LTOFREROHEAF—2L4 (X1
SR 19> CHIET 5,

A DNAGEHRIZ I\ T,
(1) = A X IRERBRIZ T2 = VB T2 T TA3RIMOCAEN T S v, oo
AR AR EERIC C2 Y 2 VM T T TR OCYEN S b= HE . Uikl
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(o) * & HIET B,

(2) = AFPHHERHRERBRIZ T2 ¥ = VTR T TR OCAENT H AL, D oOnTimo
AR RO AR C2 U = VM TR T TR OCEILT SR> T 8A, Uik
AEHT TRtk S HET 2.

(3) 2 AFPHMERRERBRIZ T2 = VTR T TA3RIEOCGEN T H v, honT o
AR BRI QU 2 MIMTRE T TR LEEERAG O N T HE1X. F
BE. iR 5 0 T DNAFHIRE SR DI OBIELITV, HET 2, AR R L 7-DNA
AREHE OFRBRIZ BN TS T OHENHFLNRWIGEITIE, T LHET D,

T2, 2 AXGERERBRIC TO < & B 1Y =)V TR DO CqiEAE S 72 " DNAGR
BHEIZ DWW T, B, A S0 T DNAFIHRSRY) DIEo#EEZIT), ZhTh s
TR RFERIZ T D722 < & H 1Y = /LT3R OCEN TS SN2 WEAITIE, ARERD
DITBE M 2 2 20 TRIAREE L35,

WA, ERLOHIER R4 R, BRI A 2 A X OIRADHEAHWT 5, 200 T
L7 ODNAREHRIZ I\, TR SHE S o miRid, HEn iz = A %R
Al BT (FRIBR) , D7 L L~ HODNAREHR ORBRIZIB VT ek LHE
SN, BEHR a AR AZR L] LW,

# 1. EEFHBEZ I LFBREALTND) &HE S 5B R

e SR AR BRI
v B

R M/O;\g 5(1)00 MON71200 MON71700 MON71800
DNA &k}
W (b (s ot ot B [1s
@)
DNA &k}
W (i Roi Rt Rt Roi [
@)

! ! ! !
e MONT71100 MON71200 MON71700 MON71800
/71300 1B A NEYN RBA RBA
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M1 BEREERF—L
STEP1

O L B X B alER

y v
e -
DNAD fh HH#E B % B 451 (201 B)
|

STEP2
MON71200. MON71100/71300.
VION71700. MON71800%& %15 55

* N *
ﬁ DNA i H K5 5L b4 % P31 (2[5 )
|
e T
ik

ELT TV RIDRTEBEARONIZSEIR, 2V Iir—rarsE
MEEHN, BUBREITHONTWEL 72 & ZRT,
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z A (63Bt, NNBt. CpTl) DfifJijiL

ARBETITaIABLRaANLE (2 A2 FFEET5H0T, axhpee—7 %,
FEMBESUIIM T ORE DKW D) ZAERSR E L, DNA fiHERIT, LT O A 4 AZH
KR % A4 7" DNA &R % >~ & (QIAGEN Genomic-tip 100/G) % i f L 7= DNA Ol
FEREZ WD, BliEE LT U AT NVEZ A 7D DNA fiHiFE#R S~ F (NIPPON GENE
GM quicker 2) Z i H L7- DNA it HE 4 2 A 3 LOGEMBVII TS H T & 5,

1 BiR725 2 17 C DNA iR L, DNA BREHRZ W CTEM ) 7 v % A & PCR
EEET 5,

1. DNA il Hi k5l
1.1, A F 2 ZHkthE % A 7" DNA fliHiFE# % >~ % (QIAGEN Genomic-tip) *'

DNA [N &3+ TH D IRIC OV T, LT OEEE . 50k 0.5 g 2 D FRT IR & FERfE
&% 012 L CDNA OISR EZITH) Z LR TX 5,

BPEIZ2 e L=l 2g 2R ) e e L U fEEE SOmL &) ICEVEY . G2
PR 15mL 22 C, BN BEIZRDETRAT v 7 AI XY —%LTRE L., a-
Amylase™ 12 uL & RNase A ™ 60 uL Z# /% 37 °C T30 0fRIET 5, D2 ~3 [\liE
B % IR S8 TRl 2 #5BIIRFI 35, IRIT, Proteinase K® 60 uL AN, H o 7 /hF
2—T7 DIERICFES 2L D ETHE L, 65°C T30 0MHETSH, TR 2 ~3 [EiELE
% SR S CRBHZ BREIR T 5, BERAEK T4, Kb TmoL, TOEE %
3,000xg, KIE T (4°C) | 15 R0 57, RiEERY 7YoL ok (15mL
) B LT, KFIZ 60 rHERER. 3,000 x g, {KIET (4°C) | 15 EELT D, £
DO, HHPLHARY e L o fihxrikE (50 mL %) EiZ QIAGEN Genomic-tip 100/G
Zt > ML QBT #EEIK S 4mL 2 L CEfb S8 T <, BOKTHR, Bon B
% . Efr{b L 7= QIAGEN Genomic-tip 100/G (&4 5", Z OEFORHIRIZIE TS, &
2. QIAGEN Genomic-tip 100/G % QC #Z#{#X 3 T 7.5 mL 72 3 [HIEHF L72%®, H 6011
b 50 °C (21D TR 2 QF FEEES 1 mL # A% L, WHIKITE TS, QIAGEN
Genomic-tip 100/G Z# LWWAR Y e v L gk (S0mL %) Eicky ML, HBE
50 °C [ZIR & TH\ /o QF #FHK2 2 mL # A% L, DNA 27 %5, DNA IBEHIKIZA Y
T T a—2mL M EILSEET S, v/ 7 aEkE (1.5mL &) IZRE L
Wik %31 L, 10,000 x g LLET, IR T (4°C) 15 iz L BiGZ2#ET5, 2O,
FIFERARET 510 RWT, FREE YD 710% (viv) =% /) —/L% 1mL 7T Do
KVINZ, EHIT10,000x gL BT, KR T (4°C) 5 LT 5, RGEHETO, 5%
STk ARG ST 5, v 7 aEiE (1.5mL %) Oz, T8 50 °C 2RO 72 JHE
FREEIK 55 uL (ViR L. DNA #UBHREIR & 3511,
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T HEREAZBELTC, REESETOIERY RT 4N —fE Xy N Ty T EY LT LI L
VT ohE oI~ a I x—a UPREILBNEIICHSEET b,

2 BRI L 22 E Al DNA BICEE R H L2 ERH 0T, oL, WEET 5,

S G2REFETR . QBTHEMIR ., QCREMIIKIS L UNQFREMkIL, 7 & 4t (Cat. No. 19060) (ZfFEL T\ 5
D, B RWGEEITIEF® Y OB EIZE S THEATRETH 5,

“o-Amylase  (EHES) (F=v Ry P—r o b0, Xk, REOFEEEZRES L2 WS,

"5 RNase AIZQIAGEN =7 %7 > 418 (100 mg/mL, Cat.no. 19101), X%, %D HE b L D% HW S,

"6 Proteinase Ki% % 7 %7 AL #AHL (20 mg/mL, Cat. no. 19133), Xi%, FEOHNE L LD EHWS,

T mEOr—2—ZA T s A TN AKDOELLEAWTH LW, AT X —B LW
S0mL AT 2 — 7 ORMELZZELTZ) 2T, gP|RRERD L IICHOLFMEZRET D,

8 PRBOVRIE S A ATRE AR IR U HUS 22 K 5 2 RIE A BT 5,

O AR OVEENRE LB LIESAITE, A5 EEMAS 10mL T AESY Y (a— RES: SS-
10S2) O 7 V¥ = EEHWTRESHIINESE, MEEENnsEs, 770y —%2FHT
LHHEIIE, 7Ty =% BT M em BRER UIAA T BEEA RV RS, ZoB, 77
Dy — i LIADEMEIL, 7T Py — O T A & T ANEER B S, RN
X279, —FH, Ty —mHE<EBEX, YA STEDIC, 7oV y—E2RIc LT
TV RO T LE Sy E T ANEELE ORISR 25T, BT ANANERE AN BT,

OB R Z 72 WGEETH, EIRENOESTICIXTE 2720wk 5ic, RiFERET D,

MR EDBICIT, ETIARD~ A 7 a@mik& 1255 pLOWERE K Z A, ThE L7-DNAZ g4
%o WWNTZDODNARIRZ IR D~ A 7 aim ik B I AL, hE L7-DNAZRIRT 5, Z OFEEED K
L. EHEHICERRIEDN BEDILDDNAIRIRZSS uLE 725 £ 9129 5,

1.2. VAT NESZ A 7O DNA #itER % >~ FE (NIPPON GENE GM quicker 2) ™
(AL, = A3 JOEIMEIN T &2 )

BV R L7230k 500mg 2R Y e v L o BETEE (15mL &) ICE VY | GEL
RS 2.1 mL 22T, RENHEIZRDETHRLT v 7 AIFH—ETREL, a-
Amylase™ 6 uL & RNase A™ 30 uL %12 37°C T30 fRiET 25, £DOM 2 ~3 [AELE
% s S CRUB 2 BREIR 95, IRIZ. Proteinase K 60 uL 1%, o 7T AN F 2 —
TOEIZFES 72 70D ETHI L, 65°C T30 RIET D, TR 2 ~3 [BhxEILE % i
S CRE ZEENRAT 5, GE2-K FEERS 255 uL 2z, AT v 7 A FH—T+4
(ZIRFFE™, K B2 10 0 fEEFE T 5, 6,000 g Lk, 4°C OFMT 15 oS =ELT 5, E
ETEHLWTF2—7 QmL &) 2B L, 13,000xg Ll k., 4°C OFMETS iz LT 5,
RNTZED EEBZH LW F2—7 (I5SmL %) (2B L, EE 1mLiZx LT GB3 fEE RS
375uL BEA V7' a X —u375uL 2RI L7, 10~ 12 [EEERREF T 57, IRGHK %
700 pL 97> spin column (ZEfF L7, 13,000 x g L E. 4 °C O%&MET 30 BEELL, &
HKEHETD, TRXTORAREARN T2 E TIOEELKREY KT, RWT GW FEEIR™
650 uL A A L, 13,000 x g LA - 4°C OSAFET 1 ArfiiEo L, WK % #5C %, spin column
R LWF2—7 (1.5mL &) IZB L., WEZAEK S5uL 20 % 3 43 M= THE L7,
13,000 x g LA k. 4°C OFMET 1 oz L, 557 EHEZ DNA BREHRIR & 3%,
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TERAEL T, REESETHIER Y T 4N F—fFE Ny N F o T E UL TR L
0T ohE TN~ a s Ix—a PEILBRVWEIITHAEET D,

2 BRI L2 Sl DNA BICEBNH D Z ER”H 0T, okt L. 8T 5,

S GEl #E#E K. GE2-K fEM#ik, GB3 #&E K., GW FEMH L, Proteinase K, a-Amylase 3 J T RNase A [T
U F RS A 7 D% > b (NIPPON GENE GM quicker2) @D H D, Xk, REOH 2oL D
ZHW5,

tEPPRER AT TH D L DNA DIWENE L DT 25, ATy 7 AL TIS mLETF 2 —
THEBEEIZH T, TOEEI0MHL o0 LIBHET 5, BEEPAH0RGE1ES 51T 30~60 FH1#
15,

SR LTNT 2 — T NIZFE-> T T, Hitl) T GE2-K fEEIRZRINT 5 Z LN ARETH 5, Hilith
WAZITREENAE U TWB DT, I L7 GE2-K FEFERIE A+ — L 72 D L 9 IRET 5,

CHEHT A E X —BLOVISML AT 2 — 7 OFEEZE L9 2T, g DK &R D K9 I LS
ZRRET Do

T CTEDLRYEL O EFEEEINT D,

8 LRV 2 FREAR IR D IS AW K D I RIE &R BT 5,

CGB3 FEEIR AWML, Fe\NTA Y 7 aX ) — VBRI LRI, B EIEEIT 5. friti» AL TH
BLCWAEEIT, BN EINCR D E THBENRMT 5, T2 —7 OBDOEHSITRIHE LIZGE
TR A U H T L TEE% spin column (ZEMTT 5,

1.3. DNA #EHEI D DNA O #HfiFE D REFEIF ONZ DNA #EHE O FREL & R~ 1F

DNA BEHFIR O Y &2 Y | WWEEE K EZ AW CTHEEAR L™, 200~320 nm D%
TERANERIN A7 RV ZHEIE L, 260 B 100280 nm O (Ao B LN Aso?) %D
Fk9 D, T Ao DFEL 1 % 50ng/uLDNA & LT DNABEAZRET 5, F72 Axo/Axo &
HET D, ZOHR 1.7~2.0 120, DNA B oI REINTWS Z L 25R173, 56
FU7- DNA JEEE 5 | PR K T DNA #EHRIE Z 10 ng/uL I A L CHRELL . DNA #
BHE & 3%, DNA &EHEIT 55 L T &2~ A 7 mim k& 120 L, -20°C LA THBRAT
95, iEL7- DNA RENRIZ., A% EGICER L, Fo AR HERTEE TR
%, 7235, DNA REHEIR DOPRFEN PCR THIE SNZBEICE L2V E XL, D F % DNA
b & LTHWS,

AR, WO ENEREEIC XV @ el E I BT AR ER L ORERN AR A0 EHEE T D,
2 Azeo 7S DNA HHSRDWRIEIE | Aggo 23 F 2 /NI H R HFDOWNE LB Z 5,
"3 Aaso/Ango DL 1.7~2.0 OFIPHITH > THIERIEED T 72 2 /EITTE X720,

2. FEMEY T VE A APCRIE (ABIPRISM™ 7900 % 721%7500)

ERIRPIEEG A o A BEA 3EBRICB W T, 63Bt A HRE L L CBt=
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AR DO T 74 ~—xtB L 63Bt= AR H 7 2 —>7 NNBt= A fr bR & L TBt=
AHERADO T 7 4 ~v—xtB L ONNBt2 A A7 v —>7 CpTl= A HRE & LT
CpTRIRHA 7 74 v —X B LT e —T7Z2ZnEnHW, U 7 V& A4 APCRD3 Rk AT
VWHIET D,

Fo, RERICH T - TE, = ABGPE AR & L Tphospholipase Dig{s A4 & 1R 13
L7 T4~ —RBIOT e -T2 WD, KT T4 ~—"BILOT 0 —7 " OFEERSNILLT
DY Th D,

- 2 ARG IR RABR
A AGHHRE T 7 A ~—xt, Tu—7
PLD3959F : 5°-GCT TAG GGA ACA GGG AAG TAA AGTT-3°
PLD4038R : 5°’-CTT AGC ATA GTC TGT GCC ATC CA-3’
PLD-P : FAM-TGA GTA TGA ACC TGC AGG TCGC-TAMRA

- E PRS2 = AR 3 R
63Bt = A fi HH FH AR
Bt 2 AMEHADT T A ~—xf
T52-SF : 5°-GCA GGA GTG ATT ATC GAC AGA TTC-3’
OsNOS-R2 : 5°- AAG ACC GGC AAC AGG ATT CA-3’
63Bt = AR 7 v —"7
GM63-Taq : FAM-AAT AAG TCG AGG TAC CGA GCT CGA ATT TCCC-TAMRA

NNBt = A fi i H R
Bt 2 ARRHH DT 7 A ~—13 63Bt =2 AfEHHEERD 7T A =~ — (T52-SF & OsNOS-R2)
ERERTH B,
NNBt = A 7' v —>7
NGMr-Taq : FAM-AAT GAG AAT TCG GTA CCC CGA CCT GCA-TAMRA

CpTI = A f i HaER

CpTR AT 7 A ~—xt, 7Ya—7
CpTI-2F : 5’- TGC AAG TCC AGG GAT GAA GAT-3’
NOS-IR : 5’- ACC GGC AAC AGG ATT CAA TC-3’
KDEL-P : FAM- ATG AGA AAG ATG AAC TCT AG-MGB

KT TA~—, T =T KBRS,

2.1. PCR HIBCIGiR  f
B OPCR UG HR1325 pliwell & LTSS 5, ZOMMKIZLLTD EBY TH S,

Universal PCR Master Mix ' 12.5 uL, &% 77 A4 ~— (%50 umol/L) 0.4 uL., &*xt5~7
27— (410 pmol/L) 45025 uLZiRG L, JREZAH /K TEE20 pLIZFHE . DNAGEHK
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S5uL (10ng/ul) ZHMNT 5, SEREKTH, B ENS T —12 L, %8I0y = L& 5 H
T5, ZOLE, LORFESRWEIIEREL, §HOY—U IHT 7Y r—2—z M
TITH. BRBRICV 2 VOEZBLZL, ERIIXKWENH L5551E. 7 L— FOfxaE < T
KidEHRNTEL, 7 L— b OfER%. MicroAmp Optical Cover Compression Pad® % A4
OEMN EIZRD LD, TL— O EHEIZEY T 5,

HalBRIT, FEDNARBHEHTZ V2 = LWATTITHO b D& L, U T AH A LPCRDT T
YIRS E LT, DNAREHE Z N2 TR 2R & LT 726D 1 U = /V5312
ONT BRI 5,

! Universal PCR Master Mix

RIS E N2 IR BELAT S BRI, IREDPMEIITONDL L O ITEET D, A4/
BaiZid. PCR YD £ W RWEENH D, 5 BEANJIZLTBERM L%, B<ELL, BWiRE
AEEDRIZED TBWThOHHT 2, £72, Uz /MCHET 2%, DR, EO0RREgERZ &
ZEEL, ULOEIZHEEICAND,
296 VT L— ]k, UV ABIOV—D TS r— A —

MicroAmp Optical 96-Well Reaction Plate 3 &2 OF MicroAmp Optical Adhesive Cover (Life Technologies f1-)
AT, =V OGOV TR RO~ =2 TV ESED L,
"3 MicroAmp Optical Cover Compression Pad

MicroAmp Optical Cover Compression Pad (Life Technologies 1) Zf# 7 %, ABIPRISM™ 7500 Cix
fEH L72vy,

22. 7L — MERDORE

FORIZBEE L Tk, 7 L— MEBROREEZITORTNEZR 6220, REEXITHIOHBIL, B
BROREEEHB L, Te—T78ETH5, BARMIZITHHY— M BT, AR LTV
— FOBLEIZHICT D K 9K 2T 7223 6 BiAOFESA (TNTC) : Non-Template Control,

[UNKN] : DNA #EHEK) OREEITH, T ma—T7RMEICB LT, = A G R AR
Br. 63Bt = AR AHFERF LY NNBt = A i HEER D55 121% Reporter 75 TFAM]
Quencher 78 ' TAMRAJ & 725 K 912, £72 CpTI =2 A i H A ER D354 T Reporter 73 [FAM | .
Quencher 78 None| L7225 X HICRET D, i, 2 AGMERAH, & RitE s 744
iz o AR ARERS 3 REROWT 4L & 4, Passive Reference % [ROX| ERET D,

2.3. PCR #ifig

EEICTV— b ety N, /G ET—X O IAHLZFET 5, KIGRMFIZLLTO &
B THD, 95CTI10 IR L., &Ry P AZ— METKICZBIGT 2, 2B, MUSSK
HOREIZEB VT, 9600 emulation E— RDOF = v 7 # AN TEL, TD%k, 95°C 20 b,
60°C T 1 p&x 1A 7L LT, 50 %A 7 /VOHEERILS%1T 9, Remaining time 75 0 47
Lo TNDHZ EZMER L, ISEKT I %, MERROBEITZ1T 5,
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3. FEROAT L HE (K1)

2 A Bt B R ER ES L OVE RSP SR T 2 2 A AR 3 RO &R O
WU OWNT b O E 1 X Amplification plot_b THEEX BA%L A 72 HANE Hh#R & CqfE DOFERR.
F LN, multicomponent | TOXIRAFRH KO EIRE (FAM) OFEERIE 72 Bl f 72 HE00
DR E > TITH, FEREPIMEE 2 2 A REARER 3 RBRICBWTEHET
Amplification plot_E (2 FE4 B A 72 HEME MR S HERR S 7= 55 A1, 3 P s R
ZARAGMEERED, IRNWT, X—=RAF7 A% 3 AT B15 A7) EL, ARn
DA XMEDERAED AT, ZE L7 5B 72 ¥ g dh#% | T3 % Threshold line

(Th.line) & LTCO2IZRET D, 7272 L. Th.linedd / A R4 S BAERH) T 7o\ g ph #R &
RODHEGEIE, TNH ERDBRWE HTh linex B HXET D,

20MTHI X 0 15 5 UZDNARCEHE (I &H 720 27 = VAT THIE) DO&EFH Y =L
FTRTEHANTHIET D,

DNAGEHEIZ BT,

(1) = ABGMER R ARRER D20 T3 X T DO 7 = )L T8 Kl O CqE 235 B v, 2o Bk
PR 2 2 A AR 3 BonThiroRBicksnwT, X Toy
T VTR DO CYEN G ST HAIT, Uikl T E R &S /e 2 = A
Bt & HIET 5,

(2) 2 AR FRARER D20 T3 T O T = )L T8RO CqE 235 B v, 20 Bk
PG 2 2 AR AR O3 BBROTXRTORRICBNT, $3TH Y
= /LT8R DCEN T DAL WAL, F REPIHB S i 2 = A 2k & f)
ET D,

(3) = ABMER R AZRER D20 T3 T D 7 = )L T8 Rl DCqE 2 5 B v, 2> 0E Bk
BB 2 =2 AREARR 3EBRoOWThroRBRICBWWTTIXTo Y =
IVDOFERD =B L7 WGE IR, ik - BEHZ O YRR e T2 [ H ODNA
FHRE R ATV, & 61T 12, @MY 7L Z A LAPCRIE] LA OEREZ F20 L TH|
EEITH. 2[H ODNAREHE 2 W 2555 T H O HE DS LW iGEIC
&, FREPUEE S R 2 o AR L HET D,

20HTHHH D Z N Z N OHIHDNAGEHE (5527 = /L) 2OV T, FERDHEEAF— L
(P THE L, 5 OHHDNABUEHE (G547 = /V) (IZOW T &HIE S iz s
Z B & HIlrd D,

SHERRIAD /N F—>

&%t BB FPLD 63Bt NNBt CpTI
HHDNAR B R —D (+/+) (+/+) (++) (+/+)
HHDNABH R —@ (+/+) (++) ) )

U U W

63Bt AAMGE  NNBt IABHE  CpTI a+iE&tE
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723 ERLHIEIC L0 F BRESIEEE A 2 AGENHE SRR ONT
multicomponent Z fi#HT L, H i CFAM® a8t YR FE O Faf BRI 7 23 @122 T &, ROX Dt
FeoEE OB 22 B T CFAMD B LR IE DFEC e ER NN & 2R T 5, £72, 2 A
Bttt FRHERBR O3 X T D 7 = /L TA8AKT D CE 1T B AV W DNAGEHI DWW TR, AL,
For « BB 0455k B ek sd T2E B ODNATH R RIZ 1TV, &6 12, @ty 7v
% A4 LPCRIE | LIBEDOEAEZITV, T TH 2 ABGMEXRARER O3 X TO v = /L T48%K
i DCEDMGF BN AT, ARE D OREIIARRE L T 5,

ABI PRISM™ 7900 & 7213 7500 LAA DV 7L 4% A 2 PCR #z+ & LT, ABIPRISM™
7700, 7000 &8 AIRECTH D, HHT DY TV A A PCRIESRICE » TREN RS
DT, FEHETZ XA FDNABK (Fie2%) & AW TEHEANTS PCR HISIK O FHEE,
PCR &M, fiffT 5 ik & fcifb 3 5,

(%)

(1) A A Hakétig % A 70 DNA fhHF# S ~ b (QIAGEN Genomic-tip) 1%, &7 4~ > (T 104-0054
HOR AR X & & 3-13-1 FOREFRONT TOWER 1. Tel. 03-6890-7300 Fax. 03-5547-0818) 75 fi
ANA[RETH D, VU BT NVEH A 7%~ Mk (NIPPON GENE GM quicker2 Z5{%) @ NIPPON GENE
GM quicker2 & NI, =R ¥—2 (T930-0982 & (L=l 1-8-7. Tel.076-451-6548 Fax. 076-
451-6547) M HEEAFIEETH 5,

(2) A ADKBEIEHND T T A ~—%f, Fu—7 (CpTIa A7 1 —7 (KDEL-P) %%
<o ) BEXOU T NH A APCRIEFIEHET T A I R (GMa A FEREGMEa ARERBME= L h e
— VT T AINR) F, =vARrY—r (T930-0834 & (L EAT1-8-7. Tel. 076-451-6548 Fax. 076-
451-6547) XX 7 7 A~ 7 (T 243-0041F ATk F:5-1-3. Tel. 046-295-8787 Fax. 046-294-3738)
MOIEARRETH D,

(3) ZAOBEBIEICHND Y0 —T7 D55, CpTla A A7 v —7 (KDEL-P) (Z2oW X7 A 7

77 Jav—Xtt (T108-0023 #EX ZiH4-2-8 (FAAREE =MV A > E/LHEAE Tel. 03-6832-
9300) MHLEEAFEETH 5,
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K1 #HFRHTRAF—L
STEP1

2 A5 1% ot B 5l B

v

) G o)
I

DNAD IS IR Z B RE(2EE)

STEP2
t3A, NNBtAAXR [XCpTITARENERER*

DNAM#H Hﬂ.ﬁﬂuﬁ’éﬁﬁﬂi(zlﬂ B)

v
—or

ae

SEITSUIRBERTEENESN-IBEE,
VAR —arvELNEDLL, BULREMN

u THNTWNVGENSCEETT,
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a2 A (LL601) D5k

AREETITZaABI O AT (2 A2 EFEE 35 60T, FEMBINT AR
5. ) ZEXfGE L, DNAMHKEELL, v U B 7F VS A4 7% v ME (NIPPON GENE GM
quicker2) W5, 1 MIEN52 T TDNAZ RS L, &HHDNAGREHR 2 v C
EVEY T IVH A APCRIER FEiT 5,

1. DNA i HH5
1.1, VAT NWVIEZ A 7 ODNAIHFE R » FE (NIPPON GENE GM quicker 2)

BV U723 B500mg 2 AR U 7 B L BERE QmLE) I[CEVERY . GEl REfE
#%*' 700 pL. Proteinase K (20 mg/mL) 20 pL. o-Amylase (FiEEMS) 2 pLB L O
RNase A (100mg/mL) 10pLZ Mz, B2 WL S IZAALT v 7 A I FH—T30 M
IBE L2122, 65 °COSZMTIS 2RIINES 5, GE2-K #&EHRS 85 uLzMz., AT v
7 A FH—THoITiBE™, Kk EIZ10 2MFFET D, 13,000 x gl F, 4 °COZEMHT
5 LS5, WNTED EE® 400 Lz 1.5 mLF = — 7128 L, GB3 FEMHEHK 150 uL
BLOA Y7 a7 —1 (100%) 150 uLz s Liztk, 10 ~12 EHEENRFfI4 27, BE
%700 uL% spin column|Z & faf L7, 13,000 x g LA b, 4 °COSRMET30 MmO L, A
WRAEHETD, WOTGW FREHR650 uLzAff L, 13,000 x g LA, 4°COSMETL izl
L. WHIEZ#T5, spin columnZ H7-2721.5 mLAFT = — 7128 L. TEFEMEHLZ 30 uL& N
A3 Sy CHIE L72#%. 13,000 x gbl b, 4 °CORMETL iDL, 5 b iR
Z DNAFREHEIK &35,

*! GE1RETETIR
U BTNVES A T DX+ (NIPPON GENE GM quicker2) fHED D, HHWIIBLRBEALT-H D
ZHWD,

2 BIPEER AT T D & DNADIWENEF LB T 5, AT v 7 R L O2mLE T 2 —7 %
MEEIZH T, TOEE30 BRI L o2 Ef#RT 2, SRR RGEILS HI1230~60 FPRFHRT
el

S GE2-KAB &K
YU NTNVER A T DX > (NIPPON GENE GM quicker2) fHEDH D, HDHVIIBLAA L7 D
ZHW5,

ORAELTEENT 2 — T NICFE-> T T, il CGE2-KEEFEIR 2RI 25 Z E N A[RETH D, K
WZIEREENAE U TV D O T, L 7-GE2-KEEEE A +0128)— £ 72 D L HIRET 5,

SHEHATLIE X —BLO2 mLET 2 — T OREEEE LT ) 2T, gl K ERD XD ITELSME
RIET D,

6 PLERROTRE 2 FREAR IR D IS AW K D I RIE &R BT 5,

T GBIREIR AN L, HWNTA Y 7 a X — )L aRIM L%, B EEIT S, THREL TH
BLTCWDEEIE, WP ENICR D E THoiENRNT 5,
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1.2. DNA R EHRHZ H D DNA O OREFE TNZ DNA #UEHE ORI & LrAF

DNA FRBHFRIR O Y a2 LY | JRE A K E AW TEEAR LT, 200~320 nm O i
’Ci—%%%ﬁ%ﬁﬂﬂ%“\(’ﬁ }\/V%@\U/’i? L/\ 260 S];SJ:U\ 280 nm @%ﬁi‘é&? (A260 iSJ:U\ Azgo*z) %%ﬂ
Fkd D, RUNT Ageo DL 1 % 50ng/uLDNA & L C DNA BEEZHE TS, £72 Awo/Axso %
HET D, ZOHR 1.7~2.0 120, DNA B oI REINTWS Z L Z25R13, 556
A7 DNA JREED G | JREZAE K T DNA #UBHRIE A 40 ng/uL (AR L TS L, DNA &
BHE & 3%, DNA &EHEIT 50 uL Z & lZ~ A 7 mim k& 12501 L, -20°C LA THBRAT
9%, L7 DNA sUEHEIZ, M EHIZHER L, o MIRRITEERA T T HEIET
%, 7235, DNA BUEHFEIR OIREEDS PCR CTHUE SNTIREICE LW & XX, D F £ DNA
AEHER L L THWA,

AR, WO ENEREEIC XV @ e E I BT AR ER L ORERN AR A0 EHEE T D,
2 Azeo 7S DNA HHSRDWRIEIE | Aggo 23 F L /NI H R HFDOWNE LB Z 5,
3 Aso/Aaso D EEDN.T~2 0D FIFHAN T > T HIFHEDO H 72 HEEITE X 720,

2. FEMEY T VE A APCRIE (ABIPRISM™ 7900 % 721%7500)

LL601 DFRHIEIGM 2 ARMA DT T A ~—, Fr—T &M= 7 /L% A LPCR
Ca XGOS T A ~—, Ta—T %AW 7L Z A4 LAPCR D2 RERAZITU ]
ET %,

Fo. ABUZHT- > T, = AGMERTRR SR & L Tphospholipase D 1B Ax B4 2 F A0
TETIAv—HBLOT =T E M D, KT T4 —BLOT 1 —7 O EEFNILL
To#mbh Th s,

- = A R ek BT R
A ARG R T 7 A ~—xt, Fe—7
F-primer (KVM159) :5°-TGG TGA GCG TTT TGC AGT CT-3’
R-primer (KVM160) :5°-CTG ATC CAC TAG CAG GAG GTCC-3’
KVM-P: VIC-TGT TGT GCT GCC AAT GTG GCC TG-TAMRA

« LL601 =1 A f& H AR
LLOUR A 7 T A ~—%F, o —7
F-primer (MDB498) : 5’-TAT CCT TCG CAA GAC CCT TCC-3’
R-primer (DPA143) : 5’-ATG TCG GCC GGG CGT CGT TCTG-3’
LL601-P : FAM-TCT ATA TAA GGA AGT TCA TTT CATT-MGB

2.1. PCRA itk D T

PCRAI SR #R1325 pliwell & L ClE9 25, ZOMMAMITILL T O LY TH D, Universal
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PCR Master Mix"  12.5uL, ®RT T A ~—% @K (%77 A ~—, 10umol/L) 1puL2, xf
G7'm—7EHK (10 pmol/L) 0.5 uL, JREZKBE7KS5 uL, 40 ng/uL DNAGUEFHEK35.0 uL, 437E
BER TR, EEnSb s — L L, BRIV VEEHTS, Z0Lx, LbRHEbAnk
YHEB L HHOY =V ITHT ) r—2—% HTITH5, mZICT 2 VOJREBIZE L,
JEIZZIE1D S 55813, 71— FOBEBR S IMNTRIEZH N T, 7' — N OMERE.
MicroAmp Optical Cover Compression Pad® ZZ5 DM@ RIZ/R 5 K5, 7'L— D Emick
v M5,

" Universal PCR Master Mix

AGREITHED m T IREEELZIT O BRI, IREDHERIITOND X ICHEET D, A7k
A lZid, PCRS D L WDRWEENH D, 5 EANIILTRLT v 7 AIFH—2 T3 iR
FEIRG Lok, B<EL L, WRERBEDRICED TEBW T MEHT 5, £o, U= lpiET S
BRI, DAEBEE, mORRERZ L 2BE L, U LORICHEIEICAND,
2GR T T A~ — R IR

A AGHERBRHOR T T4 ~—2 O D5EI1TI305 plLae iz 5 2 L,
SDNAREHFRIR OPEDHUE SNTIREISE LRV E &I, £OFE EDNAREHR & L THWS,
4 MicroAmp Optical Cover Compression Pad (ABI PRISM™ 79000 %545, Life Technologiesfl:)

ABI PRISM™ 7500 T3 H L 7220,

22. 7L — MEROERE

FOSIZEE L TiE, 7 b— MEBROBREEITORITNIER S0, FREEITHIEA X, B
ROEE EFEB L, e —TR%ETh s, BEMICITHH— M ET, R LET L
—k@@a% IRINT 2 K ONZREfTT 2 S, MiRofEE ( TUNKN] : DNAGUEHEK) @

REEIT D, 127 1 — 7L I%‘ébf X, 2 ARG D86 1213, Reporter’ [VICH |
Quencher75> [TAMRA] L7205 X 912, E£LL60K HH DAL, Reporternd [FAM] |
Quencher’d IMGB) £ 7225 K 912, & E@“Zoo e, 3 ABGMERIE A, LLe0 R A & b iz,
Passive Reference> ROX| L EXTET 5.

2.3. PCR#I
EIZT L — 2y L, e T —H OV AL EZBAMGT 5, MIGSRHIILL O &
BOTHD, 50°C, 2 DEOFEMTHRE L%, 95°CTI10 oMMMEL, &~y hAX—F
ECRISZRGT 5, D%, 95°CTIS B, 60°CT1 75&1 A7 E& LT, 45 17
/I/O)ieé'fllaa}im%TT? Remaining time30 73 & 72> TWH Z L ZfER L, RIGE KT w7
%, WERE RO 21T 5,
3. fER AT & HIE (K1ZR)

= A RGPS HIEER FS & OILL601 4 H FIRBR D W T 4L DWW T b R O E 1, Th. Line
& PCRPEY) DY NN % 7~ 3" Amplification plot & DA (Cqfl) DG HNDINENE S > TIT 9,
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WNT, XR=R2AF7 4% 3 A T7NANnB15 A 70) FEL. ARnD / A RMEDE KA
D AT, ZE LT eSO 2 riE R | 484> % Threshold line  (Th. line) & L T0.2i
RET D, 72720, Th. lineds / A XA TR WVEIREIIR & 2D 5 581E. £ b
ERDB7RWE D Th lineZ i HiXET 5, CqiEIZ- 2V TlIAmplification plot =T HHIZ T
3 5 L bic, fRELTHD SN HIEIZ SOV THERT 5,

20MTH K V15 5 WZDNARCEHE (I H72 0 27 = VAT THIE) DO&EFHY =L
FTRTEHANTHIET D,

DNARBHEIZ I T,

(1) =2 ABBYEREBR D20 T T X T DO 7 = /LT3R DOCYE S H v, 2> OLL601
RN FAFRER T X TO U = /LT3R OCQE 3 15 D256 S i%albH X 5 &
HIES D,

(2) 2 ABGMERIEBRO20M T T X TDO 7 = LT3R DOCYEN S H v, LL60 IR A
RO X TO U = /LT3R OCYEN T DAL WA I & fHET 5,

(3) 2 ABBMERIEGBRO20M T T X TDO 7 = /LT3R DOCYEN S H v, LL60 IR AN
AFRBICE N T, TR TOY o L T—E LIERRPE LN WA, Wik %)
B DM R B T2 [BlH ODNAHFE R 21TV, S5 12, @D 7
VH A APCRIE] LB OEAEZ EHE LT, HIEEITH. 2 Bl HODNAGFEHK %
WA TH O HIERS DR WEEIZIX, LL601EEM: & HIET 5,

20T O Z N Z N OIHHDNAGAEHE (5527 = /1) 2OV T, #ROHEARF— L
(e THE L. 5 OHHDNAGUEHE (G£5H4 7 = /V) 2OV T & HIE S iz il
Z B & HIlrd 5,

7ok ERRHIEIC £ D LL601 52N HIE S AL 72/ 2 -2V Tmulticomponent Z f##T L, H
B CFAM D8 G50 FE O FREBIEA 70 N8I T & . ROXDEOLHREE DB 72 TRES
FAM®DH#OETRIE DFEC 2 ERAN W2 & 2R+ 5,

F72. 3 ABMSBTRER T T O W = )L T43RIME DO Cl A 5 H 722 VW DNAZEHK
[ZOWTiE, FE, BRIENSO T, DNAHRERL DIBEO#IEEZITV, £ THT T
D7 =V TAIRTEDOCYEI G LN WGEITIL, AEN D ORENIARGE L T 5,
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1 HBROFERF—L
STEP1

2 A (551 %of B S B R+

\
En -G

DNAD I HFFH UGB EIEEE)
1

=) -

LL601FR &N E BR *

% g DNAD i WL £ B21E CEE) |
|
% :

u *fizji‘zblimfﬁ‘ﬁﬁﬁbfi%ﬂf:ﬂéI:L“

A RIR—Ta ENELA, BUGREDN
ThhTLVEA>f=ZEETRY,
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FrEw oy (Bt10) OfBETiE

r7ET TR XL h R T a L BRI OW T, EME PCRIETIT O, 7235, DNA il
HRERLE, U B VS A 7% » b5 (QIAGEN DNeasy Plant Mini Kit) % fV %,

1 KA 5 2 17T DNA 2R U, &t DNA 5UEHE 2 F VW CEM: PCR (£ 5
j}/@j—éo

1. DNA i H Rl
1.1. U BT NVES A 7D DNA iR %~ & (QIAGEN DNeasy Plant Mini Kit)

PIEICE LTt 2g 2 ) e B L U BLEEE (SOmL ) &V, HH02 U
65°C |[ZIRH TR 7= AP1 FEMEZ ' 10mL & RNase A20 uL 201z, sREHEA v X 9 laR
NT v 7 AIFXH—THLIIRE L, 65°C T I15 pMINET 5, O/ 2, 3 B, =miLE
% Sfin S CRUEH AR 5, P3ARENR? 3,250 uL 2 ANx, JK EI2 10 2y RIEsE L=,
4,000 x g LLE, 4 °C OFMT 20 yfEE 72573, W TE O B 500 pL % QIAshredder
spin column |ZE % L, 10,000 x g A =T 4 JpffizE0f%, BHKZELE 15 mL &) 128
T ZOBRFEEZHERRYIK LG, TOWMIKD 1.5 GED AW EER4 2Nz 5, €O
JEAE 500 pL % mini spin column (2B L, 10,000 x g L ET 1 3R® @095, FE0 DR
BWDH B, X512 500 puL %A U mini spin column (B 7 L, RIS Tl LIS &2 £
Th, BMNTIRBTEN TR TRL 705 ECRBEOBIEZ Y KT, R T AW2 FEE LS
500 pL Z#&fir L, 10,000 x g LLET 1 oS @ OL, BHKEAE TS, FROBIELEE3
[l ¥ 34, PAHIE Z 5 C. mini spin column % Fif S w5728, 10,000 x g LL T 20 4y
.07 %, mini spin column ¥ v FOELEICE L, HH L8 65 °C ITIRD TR 2K
FEAREKTIOUL Zx., 5 EE L7-%. 10,000 x g LLET 1 430 L DNA Z2iEH 7
%o b —EAKEMZ, A CEEZITWV, DN HIR % At DNA BREHRIK & 95,

" AP AR

U BFNER A T DF >~ b (QIAGEN DNeasy Plant Mini Kit) fTED D, & 5 WIFBIRHEA L7z b
Dz WD,
"2 P3 AR R

YU BTNER AT DF >~ kb (QIAGEN DNeasy Plant Mini Kit) {JED & D, & 5 WIFHIEEA L7z b
DERMND,
B EWOMED BIE

FEEMER L, BHTRWEAICE, RS CoEMMEZFERVIEL, DBROBEZITY,
4 AW FRTETIR

YU BTNER AT DF >~ kb (QIAGEN DNeasy Plant Mini Kit) {JED & D, & 5 WIFHIEEA L7z b
DERND,
5 R

mini spin column (ZA T DD MIRIZ LD . BT LOEIEIZFRERN DN 2 ERH D, T XTOWMN
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71T KE BT D OB DR 2 E, T 5,
6 AW2 FEFETK

U B FNER A T DF >~ b (QIAGEN DNeasy Plant Mini Kit) fTED D, & 5 WIFBIREEA L7z b
DML,

1.2. DNA B T O DNA OHlE OReZEAE TNZ DNA SUBHK O R 8L L {517

DNA FUEHFIR O Y A B Y | JREAREKS 2\ TE FEMHR 2 AV ClEiE AR L,
200~320 nm DEIFH TEEINBLIL AT ML ZHIE L, 260 3 L1280 nm O (Ao
BELO Awe?) ZFLEKT D, IRUVT Azeo DA 1 % 50 ng/uL DNA & L C DNA JRE 2R 5
Do FT2 Aol Asso HEET D, T O 1.7~2.0 (1272 00E, DNA B+ ST
52 T, BHIT- DNA JEEN D, DNA REHEIK 2 DL ORI VB2 B 12 KT
AR L TDNAGEHE & L, 20uL Z o~ A 7 ol BHE 127 E L, -20°C BL R CHBRAT
T 5, HiELT- DNA BEHRIL., MRt EHBICHER L, Eo mIRiRIXEERTE T REET
%o 7235, DNA REHEIR DOPRFEN PCR THIE SNZBEICE L2V E XL, D F % DNA
HEHE L L THWS,

THBRO BT LV . DNA BUBHRIR IR KK S L <X TE K TR S TWb, AT 2546
(Z1%. DNA BRI OFHEIAE ] Uik a 5, 72, ARERIE, BOLERIELERE I LV @EY)
RAEICE T DR ER T ORERN R 5720, HE LT D,

"2 Azeo S DNA HIRDWIEEE | Aogo 23 U /N7 BERMM B KR OWINE L EZ 5,

2. &M PCR %

EME PCR X, i &4 72 DNA O —#% 7 7 A ~—x%F % T PCR B4tig L. X IkE
(2 X0 EE L7281 FOMEIEEY 2 T 5 HIETH 512, Btl0 OMHIImHEH T 7 A
~—% AW EME PCR & BMEXIRA T Z A ~—% HW=EME PCR @ 2 SR ER 2 1TVVHIET
5o K7 T7A4A~—OWERINFILLTOMEY ThH 5,

*Btl0 AT T A ~—x%t
F-primer (JSF5) : 5’-CAC ACA GGA GAT TAT TAT AGG GTT ACT CA-3’
R-primer (JSR5) : 5’-ACA CGG AAA TGT TGA ATA CTC ATA CTCT-3

s BEtERIRA DO 7T A <~ —%t
F-primer (Zein n-5’) : 5’-CCT ATA GCT TCC CTT CTT CC-3’
R-primer (Zeinn-3’) : 5-TGC TGT AAT AGG GCT GAT GA-3’

TPCR {ETIL, #7% DNA DMMEIFE L CHEREM MM SN D 5, L7=2i-> T, HES O DNA (5F
(Z PCR HEIEPEY)) DIRANICHFICIEBE 230 5 LN H D, £7-. DNA 1. ABORELE S HWEH
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TV 5 DNA 4 fif% DREND DT, KEBEZEDORANEBLIE LTI bR0, ZhbDi%
EREL, @Eb\?ﬁ;T@?:—j\ F v TR L, DNA, DNase /32> % I3 —va v LNk HE
BELTHWSZ &, F2, B PCR OFRIZHW DKL, FRZHI 0 EZ NV R T TR s i L
72 RO KX IFAR K% Milli-Q 25T 17 MQ/em & TR L7k 72 £ DNA, DNase 728224 I R
—2ary L TWRNLEDEHWS Z &,

2 F T MSEATEOE NEMOKEETE BN o & — 1R D JAS STk~ R 7y 7 DS 2 Rl
WA -~ ==27/ arZ2Ix—a PR 6233120, a 0¥ Ix— g VRIRICHLOEER
9 =

2.1. PCR H itk D i 8L

PCR ASSEEVE ISR Z LT O X 5 I 5, KOSIX, PCR fE@EHR™, 0.16
mmol/LdNTP, 1.5mmol/L ¥i{bk~ 27 R 7 A 0.6 umol/L 5B LUN3I T T A ~—WNT 0.8
units Tag DNA 7R U 2 7 —8"2 2& k12, 10 ng/uL (255 L 72 DNA #EHK 5.0 uL (DNA
L T50ng) ZKHPTHA, £E%Z25uL 127 5,

“1 PCR #R{EIR

PCR buffer Il (Life Technologies ft:, Mft~ 7RI U LEZEERNB D) IFRFEDOHERNGLND
Dz MWD
*2TagDNA AR U A 7 —F

AmpliTaq Gold DNA 7R U * 7 —+€ (Life Technologies 1) XIZ[RZEDREENELNDL L OEHND

2.2. PCR Hamg

PCR FRSFEHE 2 PCR HEIRZEE 1T v M5, RIGSRHITROEY Th b, 94°C I
SR G EOL 7 BRlG S 71, 94 °C“C25 O, 62°C T30 FM. 72°C T 45 Bi%x

1 4%4’ 7NVE LT, 40 A 7 0®D PCREEIEZIT 5, IICKE TS E LT 72°C T 75 M%
ST, 4°C TIRAE L. B 672Kk % PCR BIERSIK & 45, PCR D7 F v 7 KUk
ELT, T 7 T4 ~—xEMz72nH DB L DNA REHEZIMZ 20 DIZ-N T
[FRFZAARLT 5, F72. 3D DNA B SN TWD Z L OB & LT, DNA #EHR
Z &I, BUIORHA 7 7 A ~—*%tORO VITBHMERTRA 7 Z 4 ~—%t & H, AR PCR
W 21T 9,
* PCR H{ls s

GeneAmp PCR System 9700 (Life Technologies f1:8d) XIZ[FEDOFRERPEGEHND b DA HND

2.3. 7w — AT IVERIKE)

PCR MR SR 2 7 v — A7 )VESRIKENC L 0 3B L. PCR HEIE/ NN REMEET 5,
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231, T Ha—2AF LDOERK

VEEDT Jia — A& L, TAE $EER " 2Nz, MALTT in — A ZEET 5,
RIZ100mL {720 SuL o= F v L7 1 I FEHK? (10mg/mL) ZMx. 7 /v% 50°C i
BETHROLIEE TNV A =T — I LiAd, B THZITHRLED TT A2 ERT 57,
TTTIHERT 200 E LWA, FEERICIR L CRARRGTFTA2ZEHTED, 7
JVOPRFEIIVKENT 5 DNA OE SIS U THRODZMERH DD T, AL T 5 PCR HEIEFE
MOy FRIZBDOE T AEE (1.0~4.0%) ZkH5,

"' TAE #F& &

B AR TR EE A 40 mmol/L Tris-FEEZ, 1 mmol/L EDTA 725 K 9 IR /KE AW TR L2 D% TAE
TRERE 95,
2xFU AT I FEIK

2 A DNA OFHOMIC AV IATLEAFRIETH D | BN B T ANERH E BN H D, BRSNS
FREITO, AT EEHTDHZ L,

S YL

T, BT BEE RS, ZOEBTZF U AT e I RFIREMA T, EXUKEIE T, 2.3.3.
> T, FAEBREAELTHRU,

2.3.2. EwXUKE)

TAE #REWR & 7= L= S kEE I 7 v 2t~ b5, PCR BEELSGIE 7.5 L & 2 &
DTN —T 4 U TREEIREZIREEDE %, FVD T = VITHEAT D, T A~OEHE
MNITHEDID 0 385 &0 DNA MEB LB RN E S NI K DD THEET D,
WIZ 100V EEE CTEKIKEI 21TV, Frn—F ¢ o THEEHRIZ 8 £ %5 Bromophenol blue
(BPB) BT /VD 1215 23 ETHEAL L ZATERIKIZK T T 5,

2.3.3. FLDgth (BYf)

AT 21T © TG B IIARH OB EIXLE 20,

TIVINR D ED TAE SREHR NS A - T RKERI IKENE D7 V28 LA D, IRICERETR 100
mL %720, SpL Ox=F VAT a I REKE (10 mg/mL) 2z, FeasziE s )ikt
T%<%k9bﬁ#6w‘%fﬁ@ﬁ6 Z D%, TAE RE R O B D N o T2 K412
YPtb 5 HDOT NV ERE L. SRREBRSEBB LN OMYMAEZIT 5,

2.4. FA A —TUfENT

TNA A —=VRATHEENDO AT —VICBWAERT v 2B X, F0O EICESIKE) &G
OPNIET LIz & ORTERINR (312 nm) ZBET 5, ZFIbA A — Ui IS E o i ¢
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BRIKENNZ — 2R T D, DNA oy &% L i L CHBYO PCR HIE N> RO A
PHIET S, 7707 KIS THIET 5 PCR #lE /S R S -84 1. DNA HiH
BELIBEDOFRE R 2B L LT, O TEREZD E T, KIS RIZE®T — & & L TR
L/VC% < o

TRV =Y T RO T 4 VA TRWDEEINRITRIN SN T LEY, @REoNRWEERH 5D
THEEZET D,

2.5. fEROHE

Bt BRI =77 A ~—%f &2 iV /= L — 2T 157 bp @ PCR g/ N> R23EH &4, Bt10
M7 7 A4 ~—xtZHi=1L—2 T 117 bp @ PCR g/ N R Sn-546. #i-
IZ[A—@ DNA #EHEZ v PCR FIGNEZFAEL L, Btl0 fEBH 77 4 ~—x" ZHw
PCR IR 21T 92, 55172 PCR BMEIGIKRIZOWT T H u — A 7 VESIKE, 7 A A
— UHRAT 24TV, 151 bp @ PCR BiME N> R S =856, AR Bt10 RHHE &
HET D, 7B, 220 DNA I CORERDBELR S TG E TG L HET 5, £, &
H O —HOMERIZIBW T, B 77 4 ~—% TP ER O PCR HiE/ N> R H
SNV EIZIE, BEEBEBXIKEILIFEORIEZITV., 21 TH TERE® PCR #F/ N> K23
B SRR WIGEIZIE, ZOMBER TORBRELZESE L, &5 —HFOMBEORRIZIT T
HIET 5,2 2D DNA i & IGEIBA 77 4 ~—xt 2wz b— 2 Txbi3 % PCR
RNy R CE 2 0EAICE, ded T2 B H O 21TV, & 512 PCR LABEOEAE
ML T, HEZITH, 2B HO DNA iR E W58 CTH BB~ 7 A ~—%t
T PCR /N ROV S 7o & & id, Al b 0L MERBE DAL X DNA £
ISR S DORFNIAREEE T 5, LA TNICHER 277,

HIE B
AR 5 1 | 2 | 3 ]| 451617181059
1| BT 74 ~— | + + + + + + + + -
BIHAT 74 ~— + | o+ |+ |+ - - + | o+ /
WERHA 7 74 ~— + + + + / / - - /
i 2 | BT 94 ~—| + | + | + - + - ¥ - )
WA 7 A ~— + |+ - - _ _ + _ /
e 7 7 A ~— + | - / A A R / /
HIE Bk | B | BB | B | B | Rtk | ek | BB |/

RS 9 OFIDEEIZIE, 2 BIH OMEE1T 9,
+ IR, - IRREME, | IIREARE AR T,
Bt10 #ERH T T A ~—xHILL T DOl TH D,
F-primer (Bt10LS-5") : 5’-GCC ACA ACA CCC TCAACC TCA -3’
R-primer (Bt10LS-3") : 5’-GAA GTC GTT GCT CTG AAG AAC AT-3’
2 Btl0 M7 74 v =% 2 HW 55550 PCR FIFIZLL T DY Th D, 94°CIT 10 RS %
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BHAE X724, 94 °C T 25 M. 65°C T30 B, 72°C T45SHMZ 1A 7L LT, 4091 7L
®D PCR MR ATT 9. I THRIGEE LT T72°C T7 HEfE-7-%. 4 CTHREL., BoN-nik%
PCR R SINE & 35,
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KEwm = (CBH351) OWMEHE

hYED AL OBEICONTIR, FF7IATm—ETHT . T, a—v 7Y v, =
— 7T T — a— I VE BB LD BTICREEND X L BN R
LI ZAEE T TORWEBFIN TS CUF, ThyEra s iG] Ln),) 220
ThH, 77770 —ETITH,

ZFOMo rTET LI T AN OWTIRENME PCR ETIT 9,

B, FUEDAERBICONTI, 7 707 m T ok, BN PCRIAIC K
D HERRREAT D,

1. FoEaa gkt CBH351 F7E w2 O/
11. 77/ 70—ik

iR @ TestKit 1%, Strategic Diagnostics 1 (SDI) #{ Trait + Bt9 Corn Grain 5-Minute Test Kit
(Part#7000012)  ZH\\25ETH D, TSR 25753, F v FOBIEICHEO
FikEEARNZFE—Th 5, 2B, ERETERLITOLEITIE, KX, R EEH
IRVBR Y TR B R L 72 RO K SUTZARKE WD 2 & 2 HEET 5,

1.1.1. FEEfRE

BELL7- Ut w o VR O EEEA T 800 KA EREL ULIH: L 7=t . M % 500 mL
RIEEDO D DIENE & ORZRITEED . /K 288 mL #IN 2 7-%. 10~20 R, RE»R T
HENDETIKIEE YT, b LIDOEMETEBRENELZRITIVUE. DPEOKEMNZ,
A LSCIEL I L, IRE DB LELIENECT=0E > 0BlET 5, IRE H%, H mL &
D FBHRENELDETKEMZ D, KIZ, 3EO EEAWK 0.5 mL 2% > MEED 1.5
mL BEHE 1B L, FOREMEIZ Trait * B9 7 A A MY v FHTEEIZN T D,

T 230 g A BVERVDFEL-H O (230 g T 800 K72 2w & & X 800 KL HE) .

1.1.2. #EROHE

TARARNY v T EREVEICNT T, 5 B LR C, T A MA MY v T ORRHE
BT 5, REOTAUPT A RA R v ZRREIC 2 KBS, 20 he—LT
A BN IVUEEME L HET D, £ L ABENRTIIE, T ORBRITER) & HEST
Do

U5 HUERET D LIRED T A VNS RDGEN DY IELHET LI ENTERVOTHER
75§LZ‘£0
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2. FyFEuwa AT SO CBH351 b 7E w2 O/

LT OFEIHE > T, —BHZ D & 2 FENFAT THIH 21TV, 15 54072 DNA K& VY,
LR OEMETEM PCR 2179,

2.1. DNA fili ks Hd
211, XA, MLT 4—%F, a—rFyrBIPa—r7L—7 (MEYITEhTW\5
HDOIZRD) 56 D DNA i H ks R

B A ARSI LT th, IF T — I VETHIRT 5, ROTHIGERE 1 g 2RY) 7r e
Vo (S0 mL &) ICEVEY . A4 U RHEIE X 4 7O DNA g > b
(QIAGEN Genomic-tip 20/G) % FHWEL R D X 9 12 DNA iR T %,

AEHZ G2 BB 4mL 2T ALT v 7 AIFH—ETHLLEA L, THITG2
FETEE 4 mL, Proteinase K2 100 pL & RNase A 10 pL # /12 C, K <IR- TRA L7214,
50 °C T2 RfHE T 5, £ DM 2 ~3 [EhEihE 4 i S & CREF A EBER 3 2, kv
T, 3,000 x gL ET, KR T (4°C) 1500 L, BFo BEEZRY e e L o iRt
B (ASmL ) 1B L, SHITECELT D, IRWT, QBT FEE#K ™ 1 mL & VWPl L
7= QIAGEN Genomic-tip 20/G {Z 2 mL § 2 [EZ 53 1) CTARMTT 5, IWT, Fv 7% QC &
ERT C2mL $0 3 [BIPEE L7k, Ty 7 E2H LVELEICE L, 620U 50°C (2R
DTV QF #EEIK 2 % 1mL 3722 BN %, DNA AT %, IWHRZ=ILEICE L,
0.7 f5&DOA Y Fu AT va— iz I<IEE L, 10,000 x g LA ET, KR T (4°C)
15 i L, BEEEZ#CRE, 70% % /—/L ImL #01z2, & 512 10,000 x g LI ET,
RIET (4°0) 5 =0T 5, SHICHEEHET, EoltibEa 7 A L —& —% Vi
MU 7=, BEZRE K 100Ul 2%, 65°C TS5 REEL, By 7 1 712k ) DNA
AR SH. DNA REHFRIR &35,

1 G2 FBER,. QBT $EME. QC KB H L O QF BEEHITF v MIB L TWA AN, &Y 2Z2WEaicix
¥ v NOBBAEICHE S TR ATRETH B,
2 QIAGEN #:D & O XUI[FEED N1 2 F> b D E H W5,
212, FZUAD P 7ET a5 O DNA HhH R

LR 12 FEEEMOKER SRS 517 555 3 SRICHIET 58I 2 oI T &2 5 O DNA O
HURESLE . ISTATEOE N EMOK EETE B il o 2 —1ERk D JAS Zoirako~Ny K7 v 7 &
foTHRHR 2 B S RA » T~ = =2 7L fEBEL B iR IS STV D FiEaERT 5,

2.1.3. DNA #EHE R H > DNA O FE ORI NZ DNA BEHE OFR L & R 1T

DNA #BHE IR 5> DNA O#fE ORI ONZ DNA FREHR OFFEL L {R1FZ21T 9,
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DNA FUEHFEIR O Y B4 B Y | WEAREKS 5T TE FEERZ AW ClEEAR L.
200~320 nm DOELFH TLEIELIL A L7 ML ZRIE L. 260 33 1 8 280 nm OWEIEEE (Aszeo
BEO Awe?) ZFERT D, RUVT Ao DfE 1 % 50 ng/uL DNA & L C DNA i & H H 5
Do FT2 Aol Ao HEELT D, T O 1.7~2.0 (1272 00E, DNA B+l ST
52 T, BHIT- DNA JEEEN D, DNA RBHEIK 2 DL ORI VB 72 BB I2 KT
AR L TDNAREHK & L, 20 uL T &z~ A 7 aalBPE 1201 L, -20°C LA THIBRLT
9%, L7 DNA sUEHEIZ, M EHIZHER L, o mIRRITEERAE T HEES
%, 7235, DNA BEHFEIR OIREEDS PCR CTHUE SNTIREICE LW & XX, D F £ DNA
AEHE & LTHWD,

1RO HEJIZ LY . DNA BUBHFIBIFIRE AR K S L <13 TE BREHE THE S TWn 5, miRT 256
(213, DNA BRI OFRBU T Uit M 5. £ Ao, WOLERIESEIC X 0 #EdZ
RIS DR LR e 5720, HH ET 5,

"2 A0 75 DNA HRDOWIESE | Aggo 235 /37 BEAMMHSROWOLE EE X D,

2.2. B PCR %

EME PCR 1E1Z. it & 472 DNA O—#% 75 A ~—%F %2 iV T PCR g L . &5 kE)
IZ XV BEL72RIC, FOMEIEEY 2 MR 5 515 TH 512, CBH351 O i~
FTA~—% MW= EM PCR &R T T A ~—% AW EM: PCR @ 2 35k 21TV V]
BT D, 774 ~—DEREEINILL FOEY TH 5,

« CBH351 #7714 ~—%t
F-primer (CaM03-5’) : 5’-CCT TCG CAA GAC CCT TCC TCT ATA-3’
R-primer (CBH02-3) : 5’-GTA GCT GTC GGT GTA GTC CTC GT-3’

- BRI 07T A ~—x%t
F-primer (Zeinn-5") : 5°-CCT ATA GCT TCC CTT CTT CC-3’
R-primer (Zein n-3’) : 5’-TGC TGT AAT AGG GCT GAT GA-3’

“PCR IETIL, #5% DNA DMUETFE L THIBIEEM SRS 5, LB ->7T, HAYZO DNA (8
(2 PCR $8IREEY) OIRNIFHCERZL O MERH D, F7-. DNA 1T, ABOEEER S5 Sh
TU% DNA fREERICE D RSV DT, AR ORAZIE L2 TER 670, b D%
ERL, W TCOTF2—7, Fo7EEHH L, DNA, DNase &3 a2 % I x—va v LAWK H 7
BELTHWSZ &, 72, EMEPCR OFRIZHWDKIE, FRZHET 0 EE R WIRD T TR RS L
72 RO KX I3ARK%Z Milli-Q 25T 17 MQ/em F TR L 72 #li/k72 £, DNA, DNase 2782 % I 3
—aryLTWRWnsEDOEHWASZ &,

2 F fo MNATEOE N EMOKPEIEE ST o % — 1B D JAS HTilBioN> K7 v 7 TB G 7R % B
A - oir~==27 /v arZIx—va ik 25l ary ¥ I x—2a VIO OER
D Z L,
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2.2.1. PCR it ik D fl

PCR JH PG EEHE ISR 2 LN O K OIS 5, OSHKIZ, PCR FEMEHK . 0.20
mmol/L ANTP, 3 mmol/L ¥if{b~ 7T 7 A, 02umol/LSFEB LN 7T A = —iF NT 0.625
units Tag DNA 7R U A 7 —E2 & TeiRIZ, 10 ng/uL [ZFH% L 7= DNA iEHK 2.5 uL. (DNA
E1LT25ng) ZKHPTHA, 2% 25uL 127 5,

1 PCR AR TETHE

PCR buffer Il (Life Technologies ft:, Maft~ 7 X U LAZEERNB D) IFRFEDOERNEGLND
Dz MWD
2TagDNA R Y A7 —F

AmpliTaq Gold DNA 7K U A 7 —+ (Life Technologies 1) XIZ[FRHEDFERNEFONDL L DOEHND

2.2.2. PCR g

PCRﬁH}iﬁS@Wﬁ% PCR #IE3EE 2t v T2, RISERMFIZROEY THDH, 95°C I
SR B RS2 Bl S 7=% . 95°C T 0.5 43, 60°C T 0.5 43, 72°C TO0.5 4 F'Eﬁ
fz 1A 270 LT, 40 A 7LD PCREEEZIT S, RITKTRISE LT T72°C T7%5
MR- 2%, 4°C TIRIF L., 5 547 GHR 2 PCR BEMER SR &35, PCR D7 F 7 X
i E LT, T 774 ~—xE M2 720 DB IO DNA EHEZINZ 720 H DIZHon
THRIFHCHART S, F72, 3B 5 DNA MlH SN TWD Z & OffEiR & LT, DNA i
BHR Z &2, CBH351 M 77 A ~—xtORD 0 IR R 77 4 ~—xF Z v, [H
FEIZ PCR HEMEA1T 95,

" PCR M4 IELLE
GeneAmp PCR System 9700 (Life Technologies 1) SULFRFDFERP G LN L DX HWD
2.2.3. 7 Ha— A7 )VERKIKE)

PCR MM SR 2 7 H 0 — A7 )VERIKENC X 0 238t L. PCR MR/ RE2MHERT 5,

2231, 7 Ha—2 7L OVERL

WHEBEOT HHu— A& L, TAE FEWR 2z, AL TT e — x%?ﬁﬁ’%ﬂ”éo
TV 50°C Hife £ TH°L72%IZ, 100mL %4720 SpL O=F Vv A7 v I REE? (10
mg/mL) ZMXL<KEES LT, FVA =TI —ITt LiAA, B THoITHL LEO T L
ERIT B, FOVE T ICHERT 200N EE LW, FEEIRICIR L CRBBRGET 52 &
HLTEX D, FIVOREIXUKENT 5 DNA OESIG U TRODMLERH LD T, B ET S
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PCR HMEFEM DX REICHDOETT Ha—REBE (1.0~4.0%) ZHRD5DH,

"I TAE FEfEi

B AR TR E A 40 mmol/L Tris-fEfZ, 1 mmol/L EDTA 725 K 9 IR /KE AW TR L2 D% TAE
TRERE 95,
2 oFoy AT a I NIEK

2 Ag{ DNA OFEHOMICAVIALENRIETH Y | MR H AEH EFBERH D, BHRWITITLNT
FREZD, vRAZEEHATLHZ L,
RIS

2T, B EEE RS, ZOBM T YU AT e X RIEKEMZT, BRIKENK 7%, 2.2.3.3.
> T, FAEBRGEAELTH RV,

2.2.3.2. FEXIKE

TAE FEER & i 7= L= K KEE I 7 v 2 © » 95, PCR BEHESOGIR 7.5 ul & X4 &
DTN —T 4 TRRERZIRE G D%k, F VO 2 )VICHEAT D, T~OREHE
MNIZEEREIR 2000 X% &0 DNA DMEB U7 R NS 5 IS < 5 D THEET b,
WIZ, 100V EEE TEIIKBIZITV, Fln—TF 1 v VEEERICE £415 BPB 37 /LD
1200532 FTHATEE ZATESRIKEIZETI 5,

2.2.33. S oyt (1Y)

ATt 21T o T2 A IR O BRI I LB 7200,

TIVHNR D 8D TAE RRMEE S A o To 54w (2 UK B D 7 v 28 LA D o IRICKETEIR 100
mL 4720, SpLO=F VT LAT I FEKR (10 mgmL) 22, BaziRe 54 IlRkE
TRSIRE D LD 30 pREYRAT S, D%, TAERE K O H D AN - 7= K41
ROEHLOTNVEBL, 30 0BRERSEE LN OMEAEIT O,

2.2.4. TNA A — UMY

TNA A —=VHTEENO AT — VIZRWEERZ v 7" 2@ & 20 LICEXIKE) & G
BT LI VO TR B12 nm) ZRET 5, 7L A A — RN EEE O T
ERVKEN N — 2 MR T 5, DNA 43 - EAEE & il LT HO PCR lE/ N RO AT
PHIET D, 7T 27 BURTHIGET 5 PCR BEE/N RO S 72541, DNA i
BIELIBEORE R 2 & LT, o TEREZCV ET, KEFERITEGRT — % & L TRAF
LTHL,
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2.2.5. FiROHE

Bt BRI =7 A ~ —%f 2 iV 7= L— 2 T 157 bp O PCREGIE /N > K723 H & 71, CBH351
B~ 7 A4 ~—%%&HA\W= L —2T 170 bp @ PCR g/ R & i=8E. #ii-
(Z[Al—® DNA #EHE % v PCR AROGNIR AR L. #3877 4 ~—x%t" & > PCR 1§
MB%21T 9, 155172 PCR RS SHRIZOWT T H a— A7 )VESIKE), 7 VA A — DT
21T\, 171 bp @ PCR BEE N> RMRH SN2 5A . ARIRIL CBH351 it & HIET 5,
728, 2 50 DNA R CORE RN A > 258135 S HET 5, Fio, Ebonh—F
OIMHIRIZB W TBHMER R 77 A ~—xt TTEE® PCR HE NV ROV S7e Wi
AL, FEEBEXKBUBEOBIEZITV., TN TH TER O PCR HiE N> R S
WIGEIZIE, TP TORRELENE L, & 9 —HFOMMBKOFERIZT THIET 5, 2
>@ DNA iR & L EMERR 77 A ~—%t 2 iz b—2 Txfiid % PCR HilE /N N
DR TERWGEITIT O T2 EE O ATV, & 512 PCR LA OEEA S L T,
HEZIT O, 2 BH O DNA iR 2 W 72356 TH MR " Z A ~—%FC PCR H#iiE
N RBBH ISR E &3, KRB D O EMERBFBEOHEE X DNA HITCHEMLD
FRAENIARRE & 95, LAFICHER Z7~7,

) E B
v ael 1 2 3 4 5 6 7 8 9
1| BT 740 ~— | + + + + + + + + -
MIHA 7 74 ~— + |+ |+ ]+ - - v | o+ /
R HT 7 A ~— + + + + / / . a /
2 | BT 74 ~— | + + + - + _ + _ _
MHAT 7 A ~— + + - - - - + _ /
e 7 7 A ~— + | - / A A A / /
HIE B | BV | otk | Bok | B2 | Pt | Btk | Btk |

REHE 7 9 OFlDOGEIZIE, 2 B H ORI 217 9,
+ IR, - TR L IImEREERT,

"CBH351 #8774 ~—xHILL T DY Th D,
F-primer _ (Cry9C-5’) : 5’-TAC TAC ATC GAC CGC ATC GA-3’
R-primer _ (35Ster-3’) : 5’-CCT AAT TCC CTT ATC TGG GA-3’

3. hwEna il (a—2 7Y oY a—r 750 — a—2 3 — /L) )G D CBH351
MU ER I ORA

AEHZOW T T, 2O F 230g B AT 1.1.7 7 I 07 a0 —iEE->TITH, 7
T I 7 v —{EIZ L0 BEORERE DT RIRICS OV TIL, 12,1 DNA RS (280
2 [AF47C DNA ZHiH L. DNA #EHE 2 -V CTHEIZ22.0EMEPCR #E L., &b 50
DR H R D PCR #IESINRIZB W T, BtERRA Y 7 4 ~—xt 2\ L— 2T 157
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bp @ PCR g/ N> R3EH &4, CBH351 M 77 A ~—xf & /2 L— 2T 170 bp
@ PCR g/ R S =56, Btk & HET 5,
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FvEr =2 (DAS59132) D& ITiE

M ER 2 TERIZOVWT, DNA I RIZ U B 7S A4 7% » MiE (QIAGEN
DNeasy Plant Mini Kit) (2> T, 1 K& 6 2 17T DNA 2R L, 55472 DNA
AR Z W CTLL T OEMN Y 7% A4 A PCREZFE T D, 7. b UEr a UG H
H7o4~—*®BLOTe—7 1L, hvEr S BIICIEET 2NEEERE T L LT,
A M —F 2 H—F 1Ib (SSIIb) BI&T-ZHV, FEE 2N L9257 T A ~—%F SSIIb-
3 &7 —7 SSlb-Taq & AV 5,

1. DNA HfiH k55

11. YU BTV S A 7' DNA #liHFE R % » % (QIAGEN DNeasy Plant Mini Kit)

BYEIZ LTzilkl 2g 28 ) e e L CBEEEE (S0mL %) ICEVED, HONTO
65 °C IZIRD THW /= AP FEMEHR 10 mL & RNase A 20 uL 21z, REHEA 72V X 91T
RNT v 7 AIFH—THLLIREL, 65°C T 15 MR T 5, £of 2, 3 [\, =ik
% SR S OB 2 BT 5, PR FRENR 2 3,250 uL AN oK B 10 Ay ERE L7214,
4,000 x g LLE, 4 °C OFMT 20 yfEEd 2573, RWTE O B 500 pL % QIAshredder
spin column |ZE % L, 10,000 x g LA =T 4 pffiz 0%, BHKZELE 15 mL &) 128
T ZOBRFEEZHERRYIK LG, TOEMIKD 1.5 8D AW FEER4 22 5, €O
JEAE 500 uL % mini spin column (2B 7 L, 10,000 x g LA ECT 1 7fP LT 5, 70 DR
BHDH B, 5T 500 uL %A U mini spin column (2B L, [RISRME Tl LIAHIK % £
Th, WEIZIRAGEN TR TR 725 £ CRIBOBAEEZ BV KT, RUWT AW2 FEEKS
500 uL Z&fr L, 10,000 x g LLET 1 pMSE O L, WHIKZE TS, REOERELE 3
[Elfk V) 34, PAHIE 2 #5C. mini spin column % FofE S W25 728, 10,000 x g LL T 20 4y
/09 %, mini spin column & % > FDEWWEIZE L, HHH T ® 65 °C IZIRD TRV 2K
BB K T0uL 200z, 5 EE L7z, 10,000x g LA ET 1 4D L DNA 2R HT
Do b0 —EWEARKEINZ, FCEIEZITV. HonEHKZ S Y. DNA REHR
weT 5,

" AP FRFERIK

YU BTNER AT DF >~ kb (QIAGEN DNeasy Plant Mini Kit) {JED & D, & 5 WIFHIEEA L7z b
Dz MWD,
"2 P3 AR R

YU BTNER AT DF >~ kb (QIAGEN DNeasy Plant Mini Kit) {JED & D, & 5 WIFHIEEA L7z b
Dz MWD,
BE RO BIE

EEEMER L, BHATRWESICIE, RS CTomLRELHEGR VKL, UBEOBRIEEZIT,
4 AW FEFETI

YU BTNER AT DF >~ kb (QIAGEN DNeasy Plant Mini Kit) fJED & D, & 5 WIFHIEEA L7z b
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DEMND,
"5 S DR

mini spin column (2B D OMIRIZ LV | T T AOEBITRFRIN 0D 2 BB 5, T TOWMN
717 DA @i D OB/ ORI A2 ', T D,
6 AW2 #%EIR

U BFNER A T DF >~ b (QIAGEN DNeasy Plant Mini Kit) fTED D, & 5 WIFBIRHEA L7z b
DML,

1.2. DNA R EHRHZ D DNA O OREFE TNZ DNA #UEHE O & LrAF

DNA #EHF T > DNA O#E ORI ONZ DNA REHR O & R 1FEE1T D,

DNA FUEHFEIR O Y B4 Y | WEAREKS 5T TE FEERZ AW CEEAR L,
200~320 nm DOELFHH TLEIELIL ALY ML ZRIE L. 260 33 1 8280 nm OWEIEEE (Aszeo
BE Axe?) ZFERT D, RUWT Ao DfE 1 % 50 ng/uL DNA & L C DNA i & H H 5
Do FT2 Aol Ao HEET D, T O 1.7~2.0 (1272 00E, DNA B+ ST
52 E T, SO DNA JEEEN DS, DNA BRI 2 DL ORI VLB 72 B EE 12 KT
FIRLUTDNAGEHRE L, 20uL i~ 4 7 aalBHEIC o E L, -20°C BL T CHRIRTT
9%, L7 DNA sUEHEIZ, g EHIZHER L, o MIRRITEERAE T HEET
%, 7235, DNA BEHFER OIREEDS PCR CTHUE SNTIREICE LW & XX, £ F £ DNA
AEHE & LTHWD,

THBRO BT LV . DNA BUBHRIR IR KK S L <X TE K TR S TWb, AT 2546
(Z1%, DNA SREHRIE OFHEIAEH U im i 2 v 5, F70, UG RIE, BOLERIELREREIC LY #EY)
REICET DR EB L OREMS R L5720, BE LT 5,

"2 Aze0 75 DNA HISROWILEE | Aggo 3 F /37 HEAMPB B ROBILE & & 2 5,

2. EMEVU T IVH A4 A PCRE (ABIPRISM™ 7900, 7500 = 7-1% 7700)
2.1. PCR HH )ik D%

PCR MBS IE 25 pliwell & LTS 5, £ DOMBIILLTD LB Y TH %, Universal
PCR Master Mix ' 12.5 L, ®R 77 A ~—%mik (%77 A4 ~—, 10 umol/L) 1.0 uL2, *f
L7 0 — 7R (10 pmol/L) 0.5 pL3 Z iR G L, JREZEH /K TR 20 uL IR, 10 ng/ul
DNA #EHE 5.0 uL (50ng) Z¥RMN9T 5, PCR DT 7 v 7 K&k e LT, %7 DNA iEHE
ZIMZIRN S DIZOWNT S RIFHZFHR T 2, HERER TR, E b —4 L, 58421
U VEERTSL, ZoLE, LhRFELRVWEIEEL, SOV ITHT T
—Z—ZHNTITY, RBRICVVOEZBZL, EIIREPH L5551, 7L — MOtk
ZEE MW TRJa 2 kT, 7' L— FDOHfaE#% . ABIPRISM Optical Cover Compression
Pad® Z X0 EMN LI/ b L5, FL— b0 EEICE Y 95, BRBRIL,

1 DNA SBHE S 7-0 2 7 = LT TIT9 D & L, PCR ABUGHREIT 2 7 = /Ly % [F]F
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(et -G

1 Universal PCR Master Mix

ARARIENTHRAEDS N2 IBEGEMEZAT O BRITIE, IBEPMEIITOND LD ITEET 2. A7
BEIZiE, PCR 3D EL WD RWEEDRH 5, 9 BRI THRLT v 7 ZAI X —2 T 3 PR
FEIRG Lok, B<EL L, WRERBEDRICED TEW T MEHT 5, £o, UV lpiET S
Bid, DR, mORNEERZ E2BE L, U LORICHEEICAND,

2 MBTTA =Rt (KT TA~— IR TS D)

DASS9I32 MFIH 77 A ~—xHILL T D L B0 THh D,

F-primer (32f) : 5’-CCG CAA TGT GTT ATT AAG TTG TCT AAG-3’

R-primer (32r) : 5’-GGT GAA TGT CGC CGT GTGT-3’

SSIb A 7 7 A ~—xHILL T D LB TH D,

F-primer (SSIIb 3-5°) : 5’-CCA ATC CTT TGA CAT CTG CTCC-3’

R-primer (SSIIb 3-3°) : 5’-GAT CAG CTT TGG GTC CGGA-3’

B, HTTAY—RE Q25umol/L) ZHWAHEEITIZ0S5uL 2z 5 2 &,
BRI e —7 (Fu—T 3K TERT5,)

DASSOI32 #EIH 7 e —7 I FDO LB TH D,

5’-FAM-CAA TTT GTT TAC ACC AGA GGC CGA CACG-TAMRA-3’

SSIIb B4 H 7 v — 7' (SSIIb-Taq)iT LA F D LY TH 5,

5’-FAM-AGC AAA GTC AGA GCG CTG CAA TGC A-TAMRA-3’

96 V= NTL— b YA BIY =Y T =S —

MicroAmp Optical 96-Well Reaction Plate 3 J: U8 ABI PRISM Optical Adhesive Cover (Life Technologies £t:)
EHEHT D, v— U T OFEMICONWTIE, RO~ =2 T ESEDO L,
" MicroAmp Optical Cover Compression Pad (ABI PRISM™7900 ™355, Life Technologies )& ff 35,
7%, 20 BIPA LMD R UL, EEMERICEEL RIETARER S 5720, BT 52 L,

2.2. 71— MEHROZTE

FOSICEE LTI, 7 b— MEROBREZITORITIX RS0, REEXZITHOHEHEIL, B
ROl E EEB L, e —T8ETH S, BAERMIZITEH Y — M ET, AL L
— FNOBLEIZHINT 5 L ICKREMIT 2N 6, MEORES (TUNKN] : DNA #EHKR) O
ExEITH, £lz, 7 —T7FEICEAL T, b Er a U BIERA, DAS59132 i &
$1Z. Reporter 75 TFAM|, Quencher 28 [TAMRA| L7205 L HICRET D, B, hUE
7 a2 UREMEX R, DASS59132 #HiF & 12, Passive Reference % [ROX] L#ET D,

2. 3. PCR #i1g
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WEICT L — b ety FL, W} ET—XDEGARZBIET 5, KISREIFLLTFO LB
D ThHbH, 50°C, 2 DEOSFEMHTRE L%, 95°C T10 INEL, &~y hA¥— ME
TRICZHGET D, D%, 95°C T15#, 60°CT1 Bx 1A 7L LT, 40147
VORI ETT 9, 8B, MOLSRMEOREIZIHB VT 9600 emulation E— KDF = v 7 %
AN THE<, Remainingtime 73 0 43 &£ 72> TWD Z & ZMER L., MULEK T SE7-%. HIE
FERDOIET AT O 6

3. MROMAT L HE (X1 ZH)

DAS39132f A R L O N v r a VM RARBR O W Tz OnWThH, RO
H 7E 1 X Amplification plot I THEEIBIXAY 72 PR Hh#R & CqfE OEFR. 35 L T8, multicomponent
EToxdgaBbkoa i (FAM) OFEBIE 2 MR % b - TIT
Do
F 9" BT Amplification plot 2 DAS59132 DFE 5B E ) 7 BabE HhR N HER S =5 A
(21X, DAS39132 (a2 % 5, IRWT, X"—=RT7 A% BH AT NVE 154 7)) 3%
E L. ARn @/ A MO HFKEO FAIT, Z&E LR 2 gt L TRb b
Thresholdline  (Th.line) & LT 02 IZ5%ET D, 7272 L. Th.line 2% / A Xof5 50 BA% ¢
7RWHEIE AR & A2 D DAL, FNL ERD B L D Thline Z M HXET 5, €D Th.
line 75 Cq 35 B AV D E N E TS 5,

20MTHIHE X 0 15 5 7DNARERR (L H 720 27 = LT TRIE) O&FH4 Y = v
T_RTEHNTHET S,

DNAGEHEIZ I T

(1) brEnaavBEERBRO20MTT X TO U = /L TI8KMOCYUENEF S,
SDASS591320 1 FHFAER TR TD 7 = /L T38RI DCGE NG SN -5 A Y%k
BHIEGME & HET 5,

(2) bUEraEHEFREEBRO20MTT X TO T = /LT3R DOCENE L, A
SDASS59132K 1 FHFRBR D3 X T D 7 = /L T38RI DCE IS SR WA TR
PEEHIET D,

(3) hUEwraEHEFREEBRO2MTT X TO T = /LT3R DCENE L, 2
DDASSIR2FRAHFRERIZBNT, X TO Y 2 VT LM RENHE L 7e0
Braix. Bt - HE%OYFERE N LW T2 B H ODNAFHERI AT,
Ol 12, EMEY T2 A LAPCRIE] LAROBAEL ERM L T, ¥IEELIT, 2EH
DODNAFREHE Z W T2 56 T H BEOHIEN S DIV WA IZIE,. DAS59132(2
P EHIET D,

20T O Z N Z N OIHHDNAGAEHE (5527 = /L) IZOWT, #ROHEEAF—
(- THE L. 5 OHHDNAGUEHE (£5H4 7 = V) (IZHOW T & HIE S iz il
ot &P 5,
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723 BRCHIEIZ X U DASS9132F5ME 3 E S AU 76 R IT-D W Tmulticomponent 2 f# T L |
H 1 CFAM O d 6T O Fe 4 BIE 7 BN N 22 T & . ROX D SEIRE DM 72 T <0
FAM®D &SGR IE DFEe 72 LR NN 2 & 2R 5,

7o, hUuEwa B RHRER T XTO U = L TC38AKiM OCqfE S H AL 720
DNAZGEHK I OW T, FE. B 5o (1. DNATHERL UBOEIEZITV., T
THTNTO Y = /L TIKRIDCENTF DAL WA X, KBRS ORI R HE
T 5.
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=

STEP2 .
DAS59132FR ZN G B * g

DNAD I H AR R ZEF/RE (2@ EB)
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? I
o

SEITSUIRIGETEENEON-IESIE.
aVAIR—avENEDLN ., BYLREN
ThNTWVEN>IEETT,
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% 3% (RT73 B. rapa) DA )ik

ARREILETIE T # rhi e maxtg & L, DNAMHERESIZ, LN U 7 VEEs A
7% hE (NIPPON GENE: GM quicker 2) # W%, 1 BIANS2 T TDNAZ i i
L, BHHDNAGREHE Z W CTEMNY 7V ¥ A APCRIEE FNET 5,

BREAIMHE DB /L 2 J % X T&H HRT7T3 Brassica rapa (RT73 B.rapa) 1%, F»
IZBWNTLEEMFEANKE T LI-BREAIMMERTT3 Brassica napus (RT73 B.napus) & IEER
TR X T % (Brapa) DR ULEHINTEBEFEBEX T2 2 THD, DD
RT73 B.rapa A3 57221, 1DDEHRIZIBVNTB.rapa & B.napus OFBIRE & &
R T2 XA OFE RO EZ T HOMERD DL, > T, ULFTD1.ORT Y —=
VIREERITo T, B orapa DIRAN & BB Z T2 X ORFRTEBD BRI S T2
EAES

2. DRIHERR A 21T > THIET D,

1. A7 ) —= 7 lHE
1.1. DNA HhHIFEHLE

2 x5 ODNA R, > U B VX 4 7% > RE (NIPPON GENE: GM
quicker2) W5, 1 MK 52 /T CDNAZIMHRERIL . £DNA #EHK 2 F T LU
TOEMY T NZ A LPCRIEZ FEMT D, BB L2200 mg 22 mL A F =2 —7
ICEDVEEY . GEl #EEiR™" 800 uL. Proteinase K 20 pL, RNase A 10 uL &Iz, #AEHEN
RNETHANT v 7 AIFH—T30 HHIRG L7122, 65°C 15 mRfFE T 5, GE2-K
TR ™ 100 LMz, BT v 7 AIFH—TIRET D, 13,000 xg ik, 4°CO5
EC5 pRELS 35, WNTZED EE® 350l #1.5mL BF 2—7I12B L. GB3 #%
R 130yl BEL O VY 73—/ 130 L R L=, 10~12 [B#=ERA9 57,
IBEW610 uL (£2/) % spin column (ZE M L7214, 13,000 x gbl . 4 °COZRMAT30 FPfH
EOL, WHIRZE TS, ROVTGW FEEHK 650 pL 28w L, 13,000 x g LA, 4°CD
M1 EEO L, IWHIRE TS, spincolumn ZHi7-721.5 mLEF =2 — 712 L,
WREZREEK 50 uL &N X IR T3 SMEE L%, 13,000 x g BLETL SREL L, &
SRR Z DNAREHFIR® &35,

" GEETERIR

U B FNER A T DF >~ kb (NIPPON GENE: GM quicker 2) fFEDH D, &5 WIXBIEEA L7z b
D& NS,
2 BREMER AT D E . DNA DINENE LD T 5, AT v 7 2 FH—EHEEI LT
2mL RF 2—TEBEICH T, TOEE30 BHEIL-»ND BT, BELARORGEAITSHIC
30~60 FHEEET 5,
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S GE2 #R1EiK

YU NTNVER A T DX (NIPPON GENE: GM quicker2) fHEDOH D, HHWEPLREA LD
D HND,
ORAELTEENT 2 — T NICFE-> T T, Hitl) CGE2-KEERAZRINT 5 Z ENARETH D, i
HRIZITHREER A LT DO T, I L 7-GE2-KFEFEHR N+ — L 72 D L O IRET 5,
SHEHT A e —BLU2mL BF 2 —T OREEER LD 2T, g DI KERD X ) ITmOLS
ZRRET Do
O RIEAENT DB, ATREZR IR D BRI E A IS 720 KO ICEET D,
T GBIREIR AR L, FNTA Y 7o) — L EIRIMUT-%IC, B EEIT S, STHREL TH
BLTCWDEEIE, WP EICR D E THOBERAET 5,
"8 DNA fEHE I % IR R4 /K T10 ng/uLIZFREL L, DNAGERK & 95,

1.2. EMEY 7% A APCRiE (ABI PRISM™ 7900 X (3 ABI PRISM™7500)

EMY TV H A LPCRIZEIZBWTHWDS 7 I ~—3%B LT e —71%, ATO#EY T
D, KT TA~—IIKTEWEHL, EHHTD,

B. rapa #%5FER
B.rapa M7 7 A4 ~—xt,7mn—7
B. rapa #BRERIL. B. rapa acetyl CoA carboxylase (ACCg8) Efx 1-FldlE L
B. napus cruciferin (BnC1) &= FBLANEZEINT 57 T4 ~—xt& T u—7% 5,

ACCg8 MM~ 74 ~—x%t, 7 v —>7
B.rapa-ACCg8 F: 5’-GGT TAT ATA CGG CTT TGT GGT TGC-3’
B.rapa-ACCg8 R: 5’-~AAC ATC AGG CTG TCC AAG AAA GAT-3’
B.rapa-ACCg8: 5°-VIC-CTA TGT CTG AGG AAT TAT AA-MGB-3’

BnCl 774 ~—xf, 7 a—7
B.napus BnC1-969F: 5°- GAA GCT CTC CTT CGT GGC TAAA-3’
B.napus BnC1-1043R: 5°- TCA CGA ATT TGA ATC TCG ATA CTCA-3’
B.napus BnC1-994T: 5’-FAM-ACG TGA ATC TGA TTT TGA-MGB-3’

RT73 #% HaAER

RTB3MHA T 74 ~—, 7 v —7

RT73 MHEERIIRT73 M7 74 ~—%t& 7T a—7 & T2 xEEFRAE LT
acyl-ACP thioesterase  (FatA) B FALAI AT 57 T4 ~—xt& T v —7% 5,

RT73 AT 7 A ~—x*t, 7 —7
RT73 Primerl: 5°-CCA TAT TGA CCA TCA TAC TCA TTG CT-3’
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RT73 Primer2: 5°-GCT TAT ACG AAG GCA AGA AAA GGA-3
RT73 Probe: 5’-FAM-TTC CCG GAC ATG AAG ATC ATC CTC CTT-TAMRA-3’

FatA 77 A ~—xf, 7 v —>7
FatA Primerl: 5°-GGT CTC TCA GCA AGT GGG TGAT-3’
FatA Primer2: 5°-TCG TCC CGA ACT TCA TCT GTAA-3’
FatA Probe: 5°-VIC-ATG AAC CAA GAC ACA AGG CGG CTT CA-TAMRA-3’

1.2.1. PCRA S ik D i

PCR FISHEIF25 pliwell & LTI 5, MHAIZEL T D LY TH S, Universal
PCR MasterMix'  12.5uL, ®R77 A ~—%EHK (%77 A4 ~—. 50 umol/L) 0.25 uL,
X7 a— 7R (10 umol/L) 0.5 uL ZIRE L. JE A K TRE22.5 nLIZFHE
DNA #EHE2.5 uL (A7 U —=1> 7 B& CIZDNA EHK10 ng/uLZ W %) 2T 5
28 SEREKR TR, BEENS Y —M L, BRIV AVEEHT DL, Z0LE, Lb
NESRNEIERL, SHOV—V L ITHT 7V r—4—% A T{7H, ®&IZT =)V
DIRZFE L, RICKENH LA, 7 L— hOoxEBRMNTRiazHEnWTBsL, 7
L — R OfER% . MicroAmp Optical Cover Compression Pad™® Z X ta D23 EiZ7e5 X 9
ZL— O @Izt M7 5, 1 DNA #BHEH 72 U B. rapa #5FER & RT73 & HFER O
2 B EITO LD E L, B rapa WHFRERIZACCES EBnC1DK T T A4 ~v—%tL 7T —7
ZIRELTY T VH A LPCR #1TV, RT73 MHERERIZRT73 L FatA DK 77 A ~—xf &
Tu—7EREAELT
U7 NWEALPCREATSH, A7 U —=2 73 k%, 1 DNA s EHK & 72V B. rapa #%51500R
D2 7 = A T, RT73HEERD2 7 = LT TITHO b D LT 576,

" Universal PCR Master Mix

AN TREE DS T2 D IBRERIEZAT O BRICIE, IBEDPHEERIATOND X HICEET D, A5
BEEIZIE, PCR 230 E< WV WEEDRH 5, ) BANZIILT R LT v 7 AIF =2 T3
BREERSG L7k, BOEL L, BRZAEDOEICED TBWThBMERT 5, /2. U= Lilsh
W 2B, DIEHEE, BmORRERZ L E2BE L, U LVORICHERICAND,
2 R AR TR BRI ODNA BEHEIK 225 i W 5,
B ORRENE HIEXRE) Oz 3 FEdDControl 9724 HNon-Template Control (NTC) 1 7 = /L43,
B. rapa Positive Control 1 ¥ = /L4533 X O'B. napus Positive Control 2 ¥ = /L5372 T & ZILZEFLil
T 2%, DNAREHEOWIIOES, NTCIZIX/K% . B. rapa Positive Control (Z(3B. rapa fEHE7Z A I K
% . B. napus Positive Control (1% B. napus t52#E77 A N&, ZNEND T = /L122.5 ul, DNAGE}
HDORDOVIZIINT %,
96 VN T L=, Y ABIOV—) TS =2 —

MicroAmp Optical 96-Well Reaction PlateFs &2 (*ABI PRISM Optical Adhesive Cover  (Life Technologies
) 2HERT S, =V ORI OV T T BO~ =2 T L EBED L,
"> MicroAmp Optical Cover Compression Pad (ABI PRISM 7900354, Life Technologiestt:) % A3 %,
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ABI PRISM 7500 CiZflEf L 720,
6 KRS ERER TIIB. rapa BFRER, RIBMHRAE S bIcENEI 1 TV TITH,
122. 71— MEROFRE

FOGIZBEE LTI, 7L — MEROBREEITORITNIR B2, REEZITOHA L,
RofdE LB LW, e —T8TH L, BEMIITHHA Y — N T, AR LT L
— FOBLEIZXHIST D L O ICKE TR 6, MiAOFSE ( INTCJ] : Non-Template
Control, [UNKN]| :DNA #EHE) OREZITI. 727 v—7FREICBE L T,
ACCg8 it A iTReporter 7 [VIC] . Quencher 7% Non Fluorescent] (Z, BnC1 (%
Reporter 78 [FAMJ . Quencher 7% Non Fluorescent] (Z. RT73 F:HifIZReporter 73

[FAMJ . Quencher 78 [TAMRA] |Z, FatA fHiHiZReporter 2% TVIC] . Quencher 73

[ TAMRA| &705 X OIZEKET D, 728, B.rapa #%5EER, RT73 FHai & &1,
Passive Reference % [ROXJ EE&ET 5,

1.2.3. PCRH1E

TEIZTL— b ety bL, RIGET =X OV IALZRIGET 5, KISEHIZELTO &
B THD, 50°C, 2 SRIOFKMATHRIE LI, 95°CTIOSMINRL, &>y hAZ—F
ECRISZRGT 5, ED%, 95°CTI15F), 60°CT1 4330 ME1%1 7 /1L LT, 401
A 7 VOB ISEIT 9, MIGH T, Remaining time/305) & 72> T\ 5 Z & R L.
B ERE R OFEHT 21T D o

1.2.4. End-pointfi#4T (ABI PRISM™ 7900)

B. rapa iBIRABRIZE L CiX U 7V H A APCREUGHK T 1. 1H B I(ZEnd-pointfi#hT 24T
Vo VUTMITVTNNE A LPCRISEDHET LIz L — h 22D FEEHWD, [Marker
Manager] ¥ A 7 2 723 T, DetectorlZiZ VU 7 /v % A4 APCRTCEE L7z TACCg8)

[BnCll ZBIRUREZIT O Z ORREFRM THIE Z R LA 0 #& T, [System
Table Pane]lZ £/~ & 4L72ACCg8. BnCl DRl % Z NN D JeFRE & L TR ROl 2

S =

179,

1.2.5. End-pointfi#4T (ABI PRISM™7500)

B. rapa iBIRBRIZBE L CiX U 7V H A APCREUGHK T, H B IZEnd-pointidBR 21T
Vo B TMFTI T NE A LPCREISDET LT L— a2 DFEEHWD, [Select
Markers] % A 7 7 7123 T, DetectorlZiL Y 7 /v % A4 APCRTCHEE L7z TACCg8)

BnCl] #BRLEREZIT O, T ORRESM THIEZ B LA # 71, [Report] &
TITEKR S T2ACCeg8, BnClDRnfEA ENENDEICIRE & U TREROMHT 21T 5,
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1.3. REROAT & HE (K1ZH)

20 TR K 0 15 5 ZDNAREHE (I H 720 20 = W T THIE) DOEFHY =L
TRTEHWTHET S, 1DNA REHEH T2V B. rapa #&BEERD2 U = V1T, RT73
BHREBRO2 7 TTITO b D ET 5,

B. rapa i%BIFRERIZ DU TIXEnd-pointfEAT OfE A & 0 HE 21TV RT73MHFRERICS

W TR 2R R R O F I CHEEIT O, B. rapa OIRAHIET S, 2> ORT730 N H
ENTHA DI DORiERMRE & £+ 5,

B. rapa #AFRER O End-pointfEHTHE T, DNAGUEHE DACCgS (VIC) DHEEIEE (2
7 )V OFEROFYIE) & B.napus Positive Control ACCg8 (VIC) DHEIEiRE 2 7 =L
DOFEROILHIE) & D3 2.040L E (ABIPRISM™ 7900) |, 1.40LL FE (ABIPRISM™
7500) OFE . B.rapa BREAL TS LRI 5,

F 72, RT73MHEERIZ OV TiL. Amplification plot_E CHEEXEI L) 72 B g #h A & CqfE D
fiEsd 3 &L U'multicomponent - TOXIR AR B ROEOETRE (FAM) OFEEBIHENY 722 72
Mo EZ b > TIT 9, F—IZ B TAmplification plot_E(Z 55 BEELHY 72 BEWE Bh AR 23 e
RSN AEIIRTBEME LR D, RWT, X=X T4 % QYA 7 AnbI5TA 7 0)
E L. ARnD /) A RO KD FAIT, L& LIRS 72 g iR L TRbh %
Threshold line  (Th. line) & L CO2IZEXET D, 7272 L, Th.lineds / A ALEEHBAEAI T
7RWHEIR AR & A2 D DG AL, FNH ERD SR E ) Th linex M HIXET D, €D
Th.Line?» 5 CqiEDME BV D B E T T 5,

DNAGAEHEIZ BT,

(1) FatARHIH 7 7 —7" (VIC) & MWW Ii RO TR TO W = /L T38AI D CqfiEl 315
B, DORIKFHIZATS ZRTI3MH A7 7 —7 (FAM) ZHW =i BRo+<To
¥ = /L C38AM DCIE 3T B AL B IS RT T3 & HIET 5,

(2) FatARIHA 7 1 —7 (VIC) # AW RO TR TO D = /L T38RI D CqfiE 2315
Hiv, RIBHHEA 7 v —7 (FAM) Z W2 BRO T~ TO 7 = /L T38RI D
CqfEE 3 B WIGEIERT 732 & HIET 5,

(3) FatARMHH A 7 2 —7" (VIC) % AW =B T38RI DCEMAE S, RTT3HH
H7'm—7 (FAM) % MWWl C38RIEOCER TR TCHOU = T—H LT
RSB LNRVEEIE, S T2 B HODNAMIHKR ATV, S 51 M2,
EMEY 7 # A APCRIE] LR O#IEZ N L C, HEEITS, 2 [E1H ODNARK
BHE 2 W26 T HIBMEOHIER G DR WGAITIE, B L HET D,

20T O Z N E N OHIHDNAGENE (27 = /L) 12OV T, fEROYEAF— L4
\ZHE - CHIE L., B.rapaibliRBRis X ORT738: HEEER O [l H 12O\ Tt &flE S v
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RBPE L PIN L, & DI, 2.ORHERRBREIT .,

72¥ FEDHIELC X 0 RTT3MMEANHIE & 7072565 Bl O Uy Tmulticomponent & f##T L. H
TFAM® % WEVIC O #OGIRE OIS 72 I3 BLEE T & . ROXDH IR D B e 72
THSCFAM® 5 MEIVICO® SR DFECh 72 ER NN & 2 iS5, £7-. FatAfh
A7 B —7 % O3B (VIC) TI8RIMOCAIEA BN Y = TSN T,
B U TS A KPCRE FIWTEVEPCRIELARE DIRIEZATV N, £ T 38R O Cqlf A3 5
BV EITIE, ARE B DL EMEREF A O X DNABANIEH & dh ORI ARE
LT %,

2. RiffERS iR

1.OR7 Y == TREICEBVTB rapa DR LRTTI3ORIEIHERS SN2 5E, Uik
FRIRORLEEF D O BEAE&1292 R ERELL . SHIICDNA i 21TV, 4 DNA SUBHE K
EXRICEERDL.OA T ) —= THREBEICBIT51.2. OEMEY 7% 4 LAPCR ¥ (B.
rapa wpFER ERT73 MHEER) 2179,

2.1. DNA fHifERGE (1 Kok

F % FRI D ODNA HHRERIT, ~ U DA NESY A4 7% »~ hE (NIPPON GENE: GM
quicker 967 % RIZiEH) MWD, T 2I2H7 0 FRNZ T ¥ 22 E L Tl LE
DD, Wi HIEIZLLFICRT, T RO A-T-E—H—I210% SDS =i, A/X—TF
JUCHIFE L. SDSEMEIEET S, O TREZ3ETTH, KRICE—I—IZHEMAKEINZ T3
T L, BMUKZET S, ZoTRE3ETITY, ek, irH 71— (RCD-96)
DT = VT Z R a TRIT DAL, 65 °CICEEE LI EIRFE T 1 Rl w5, +o7ic
FHE XN LTS, BT L — DK T =W A Z)La—r (MC-96415R) % 1>
D AICPD-96 T7 % % L7-1%. MULTI-BEADS SHOCKER (YASUIKIKAI) % f\TC
1,500 rpm DSAET20 BT 27, Bttt MiH 7 L — NMIGEL &2 500
uL. Proteinase K 20 uL., RNase A 10 uLZ /il1x., MULTI-BEADS SHOCKER (2> kL
1,500rpm DOZRMETIS BEIRAT 5, 7 L— hZT&65°CTI15 EHET 5™, GE2-K %
™™ 85 uL% 2. MULTI-BEADS SHOCKER (2 > k L1,500 rpm DZET15 #H
JE4E L. METALFUGE (YASUIKIKAI: MBG 100) "C2,900 rpm DTS5 4y im0 3
%y IWTZED LTS
400uL Z, a7 varyF—hraety NLTET 40 E—7L— N7 [ZIRIIL,
METALFUGE 2,900 rpmD5:{4C5 pfiliELT %, a7 va 7 Lb— hDOK T o)L
GB3 FEfEfiK 150 uL BEL O Y7 a X —)b 150 ul ZIRMLTI-%, EXv T 07 L
TIRET 58, RAWKTI0 L (&) %, =L/ a7 b — &>k L7spin column
7' L— MZAM L=, METALFUGE 2,900 rpm®D -5 ZyfilimE L, a7 v g v
7L — MIBEoRIEHREZHE TS, RWOTGW FEE#R650 uL% ffif L. METALFUGE T
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2,900 rpm DTS srfiiEl L, KA T5, spincolumn™” L — RNDOxTZ J —)L
ZSE LY BR< 72, METALFUGE ©2,900 rpm D Z14FT20 4yfiiz0v 9%, spin column
TU— b eFilerar a7 r— MIB L, WEAEK 50 uLz 2 =E T3 sfEEk
& L7-f%. METALFUGE C2,900 rpm®Z:EC5 Fpffli D L, 15 5 72 K 2 DNAGUE
iR &3 %,

" OESHERS . METALFUGE (YASUIKIKAI) ZHAWT 7 L— k2 &2900 pm DTl SRR E S #0
VTHIET, TRIELEY v EEELay X I x—va B TRiT D,

2 GEFE TR
U B FNER A T DF >~ kb (NIPPON GENE: GM quicker 96) f1TEDH D, & 5 WEIBLAEA LT-

bDOEHND,

865 CCTHETDEE, Vo VNOZERPIZEL C7ZNAER0I <R a ¥ Ix—a rBNiEl b
AR B D, ZHESTZD, Lomh 78 % L, FL—hIJLET v TEIRETS,

"4 GE2FRTEIL
U B FNER A T DF >~ kb (NIPPON GENE: GM quicker 96) fTEDH D, & 5 WEIBLAREA L=

bDOEHND,

BRI OT 2 VIR AT 0BT, 7 X % %21F HREIICMETALFUGE  (YASUI KIKAD % H»
TFL—hZE2900rpm OFEMHT | BRI XU $T52 6T, 7X2IMELIEEE L= ¥
T FR—va v ETHT S, fIHRICITEER A U TV DD T, N L 72 GE2-KAREE /3 T4y (o) — &
D EIRET D,

6 PLERROTRE E 2 FTREAR IR D IS AWV K DI RIE &R BT 5,

T 7 4 VX —T L— NEIWhatman D &E £800 uL, KRT VA X045 uLOR Y Fa LT 4 v —F il
M7 %,

8 GBIEMIR AR L. FEW\NTA Y 7 asX ) — L aIRIM L%, BERREEIT S, FTHBRELTH
BWLTCWDAEEE, BB D E CHOBRERAT 5,

2.2. FEROMHT &HE (12H)

EDNAREHRIRIZ B 1 DFEFROME X, B. rapa 51 ERIZ DV CIXEnd-pointfi#AT Dk
AT X 0 HEEITV, RT73RHGRBR IOV IR IR 22 BEE fh AR O A 8 CHIE 21T 9 ,
B.rapa T % LHIWr AL, I ORTI3DH SHIZHRRIZRTT3 B. rapaTdH 5 L HIET D,

B.rapa #AFRER O End-pointfi#AT 4% F T, DNAREHFIZDACCS (VIC) DHOLIREE &
B.napus Positive Control® ACCg8 (VIC) DEILHRE Q7 = /L DFERONYEE) & D
2.63LL E (ABIPRISM™ 7900) . 1.69L4 E (ABIPRISM™ 7500) T, BnCl (FAM) O
Jt5RIE & B.napus Positive Control D#OETREE (27 = /L DGR DONY-LE) DE230.28LLF

(ABI PRISM™ 7900) . 0.35LLF (ABIPRISM™ 7500) D34, < ODNAGEHEIZILB.
rapa T 5 LMW L, 4i%EDNAREHFIR ORT73DOM H 2 #7845, RT73MHAERIZ W
TlX. Amplification plot b CHIHBIET 72 R i #7 & CqfiE D #EFE 5 X U'multicomponent | C
DR EFEHROHFOCIRE (FAM) OB 2L OMRZ S > TIT O,
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—I|Z B TAmplification plot 12 FEEBE T 72 HEME HIAR 23 FERE S V7= &5 ICRT T3 M % B
Vo WMNT, XR—=RT7A % @A 7 NANBI5HA 7 0) BEEL, ARnD /A RED K
KAED BT, 0 LT FaE BaEr 722 B g dh ) _EC%240 5 Threshold line  (Th. Line) & L
TO2ITFHRET D, 7272 L. Th. lined® / A RLHEE BN TH W EEIRIR & 22 554
X, N6 DB ) Th. linex # B ET D, £ DTh. Line)» b CqlEDME H AL 5 7>
BNEFNTT 5, FatAfRH A 7 1 —7 (VIC) % AW 72ilBR T38RI DOCiEEnNtE H v, 2
DFRIFFICAT > TZRTIB3EHH 7 2 —7 (FAM) Z Wl T, 38KRim DO CqfEN G b7
BA . RTGME L HIEST S, FatAfH A7 0 —7 (VIC) % AW 7=3 B T38RI D Cqfi
DB, RTBEEA 7 2 —7 (FAM) % HW il T38RIl O CqliE D 5 B v WS
IIRT73[2ME L HET 5, £lo, FatAD13fELL EDOCqEART73EHH 7' 7 —7 (FAM) T
BoNTHEIR, MOOBOa L ZIx—a BRI TND EHET L, %%
DNAREHFIRIIRT73EM: & HET 5, 7B EFRHIEIC L W RT3 HIE S -k Bz
U CmulticomponentZ fi#4fr L. H L TFAM® 5 W MEIVIC D SEH8R I DO Fa4 B ER 72 B4 hn
DBIER T &, ROXDELIRE DR/ TIESCFAM® % WMEVIC O 8 Y58 OFR<C ) 7 B 5
DIRNT & mERT D, £7-, FatARHHA 7 v —7 2 A=k (VIC) T38AI D Cqfi
D353 B AV WDNAGEHEHRIZ DWW TR, FEE, 4ZDNAGEHRIK I L CEMEY 71 ¥
A LPCRIELIEDBRIEEZITV, TR THRBEOFERDOLAIZIX, & ODNAREHFIR TORE
REEEH L5, 92 kiDODNAGEHE R H Tk LL_EODNAREHFIE CFRatAR 7 o —
7 (VIC) Z W= B T38RI DOCYENE LN LA IEL, ARBRIIRTIT 5, BEY T
VB A LPCREZATVY, £ 4T $ FatA T38ATi D CqfE D 5 5 AL 72 DNAGUEHF IR A3 89k LL T
DOEE . ARRBRIT AN & LT, b T2 BAEA BB L, 12.1. DNAREH (1 Hidh
) | BB BT 9,

B. rapa i%n\[FRBRIZ VN TB. rapa & W S, 72 ORTT3 R HARBRIZ BV TRT735ME &
HWr A7 DNABEHEIR 2N BRIATH H 2% 513, Bk IKIIRTT3 B. rapalftk: & HIE T
Do
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1. RT73 BrapatE B AT LD70—

| BiEE AR |

0

| GM quicker2% FALN TDNA H #5 2L

Bifd
Bl

Real time PCR

[B.rapa #3FHER] [RT73#& tHELER]

Brapa QREADHZMN?  RTIBDMEIEBNFERTESHM?

YES I I NO
. Brapa Bt
RT73 E
| TRIRZE AR 5 1 THRER (9241 | non-GM B.rapa
| GM quicker 96% FIL\TTHIDNAR 458 |
Real time PCR
[Brapa 5 FER] [RT73%% H 5 B&]
Brapa DREANHZMN?  RTIBDIEIENFERTEZEM?
YES I I no |
b Brapa ZtE
RT73 &t

-GM B.
RT73 5 | RT73 B.rapa MIEA Y EF| B s rapa
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2334 % (PRSV-YK, PRSV-SC. PRSV-HN) O#&H1kE

RIETIHAERE O YR X0V PINTR M ZRAESS L L, DNAMHRERIE, L
ToEA A R HHIE 2 A4 7% v bE (QIAGEN#:#Genomic-tip 100/G) % W5, BlliE
E LT, YU BT NVIES A 715 (QIAGEN DNeasy Plant mini) % {3 i} L 72 DNAFh H k55l %
R/ SNA I O A Y EINTE ORWRL S TE 5, RIED H20MHT
TDNAZIHFEFR L, DNAREHR 2155, £ ODNAREHE Z W TEMY 7L 2 A A
PCRIEZ FEhi 3 5,

DR LRSI 2y BODNARNHER T 5 L 0,

1. AR S SA B KUV A YINL &AL ) & ODNAR R R

HFERE SR P B L OANA PINLESIZLL T 07 MEOBSIHpE L, LTFIR L
FNENOREFLEE 7 1 ks 2|20t > CDNAF S RIpT o R 21T 5

@© Afifl L OWNRE TR (R SA v mES, EYRSRE S T aend otk
JESSA T DFR 2 R LT 208

@ whldin  (FoB S8 A )

@ R RS (R4 7v—")

@ gty (RN, BRR L)

® RAGHET VRS (Pr s Ba—Lbl)

© Rt - Bt (A=Y Iy I AV a—A FUUTAIRE)

@ KEFERL  (TAA v —_y b L)

1.1, BRI ALEL
111, ZEfER K OV (o 4

B NS B TR YL END B ODHELTERY L (B 1 FizonT
T - BERARW RS, FOEED 2 FL EOWERE AT 3 Bk L%,
LKA ZEZ D Millser TS 5 (S SA VICE LTI RA Z e 3 mikd
%) MLz EN10g 2R Y e L o ilmitE (S0mL &) I2EY &0 G2 fREWR
30mL %, K <EERF L CWEIZT 5,

1.1.2. i
BLE NS BT/ O, YL END L ODOLELSTEY H L. Millser 2 CHfed 5,

e L7kl 2g 2R ) e v L o hEEE (SOmL %) IZ®ED &0 G2 FEHEHK 30 mL
PNz, L <EENEF L CHEICT D,
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1.1.3. ROBEIR T o Sh

L ﬁ%ﬁﬁfﬂﬂ4%k#ﬁém5%@@ﬁ% THYWHL, ZOEED2ELLED
PR AR KT 3 [BIBEF U712, SHEES OWEZAEKE I A, Millser % THfd 5,
Ltmﬂmg%TJ7ntv/® =L (S0mL %) I28&Y &0, G2 FEEWK 30 mL %N
Z. K <ERAENEFN L CHWHEICT D,

1.1.4. HrfRid g
Millser % Ty LB L=kl 2g 2R e v L o BhRibE (S0mL &) (C&D &

V. G2 REMHE 30mL 2%, K <EREIEF L THEIZT 5,

1.1.5. RHEE 7 /WIREL

Millser Z& Ty LI L7-ikBl 10g 248 U 7o v L U EERE S0mL &) 1280
&V G2 REER 30 mL A hnx, K <#EsENRfIL CTHWEIZT S,

1.1.6. A9t - BB,

BRERRTIC X < SERF0 Lfiﬁ’f’f L7280 100 mL 2 A AU v 2 —TED L0 | B
vz s (500 mL &) (ZR L. T 7 RAET-80°C MmEH T 2 FFRIRAE S ¥ 5, £
D, HASHIEREIZ Y >~ b L, 24 BRI . 5B 30 g 2 FLEKICE D & D G2 FEER 20
mL \ZHBE AW TR S5, R\ TE %foU Tu v L UoihEEE (S0mL &) I
L. FLok & R OFRAFRE 2 B7212 G2 FRER 10 mL 2B 00 L i, X HESERRF L
THEIZT 5,

1.1.7. KGR

ABF 100 g ZEASHL I ASICE Y LV | 24 BEREIERS IR 5, T ok, B 10g &
SEIC G2 BB 30 mL 2 Ao Y u v L cEihEEE (S0mL &) 12 Lo 7en
DIRfiE s, K <EENRM L CHWEICT D,

" G2 FEMERIT 7 7 4 (Cat. No. 19060) 1ZfH)E L CTWAD R, BV WA ICIEE S THEA T 500
v D OFAEIZHE - TR ATEETH 5,

1.2. 231 B 5 O DNA Hili H ks 6l

1.2.1. DNA Ol k55
1.2.1.1. BBA WG 2 A 7% v~ ME (QIAGEN #:8 Genomic-tip 100/G)
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DNA #ilfitH#EHZ . 100 mg/mL RNase A™ 20 pL. cellulase 500 pL # 12T (2B, G
BAEGEZVIRE O Y v 28IZFRY . a-Amylase™ 20 uL & RIRFICINZ 2) . IRERE
L¥EAL L7=t%, 50°C C 1 FEEkiET 25, =DM 2~3 [Bh@EihE % Mg S W TRk 2 i
JBF19 5, KT Proteinase K 200 uL # /1% 50 °C T 1 FEfifkE 3%, ZDMb 2 ~3
[l PR 2 SOiE S CRUBH 2 BRENR A 5, IRWT, £ Db % 3,000% g, (KIR T

(4°C), 20 iy L, &6 BB (825~35mL) ZEE L. » 55 L QBT FEfE
%° 4 mL % ik L7z QIAGEN Genomic-tip 100/G ([ZEfFT 5, KWT, 100/G %
QC FRMEHE ™S T 7.5mL 923 FIPEH L7, & 5L 50 °C IR TV 72 QF FRE K
B ImLEZAM L, X COOEHIRITIETSD, FLWELEICE L, HBE 50 °C IZRO T
B QF FREHR™® 2mL Z# &% L, DNA 25T 5, WK EEEDA VY o LT v
a—EMZEEEL, BEE (15mL b L<IE2.0mL %) (2B L, 10,000 x g L E
T, RE T 4°C) 1573 LT 5, HEZ#ETLH, ZOBE. REEmRET 5,
70%T4 /—/L ImL ZMx, 51210000 gLl BT, {KIET (4°C) 5ofELT 5,
IO EEEETE, FoT-ibEia, W Sw72%, T8 50 °C I ITIRD T2 IKE 7K E /K 70 uL
(ZVRfE L. DNA REHRIR &35,

T4 (Catono. 1018048) Db D XIXRIED 1R Ob D E WD,

2 v 7= T VR vFtk (Cat. no. C2730-50ML) D b O XILRIZEDOR N > L D& W5,

B =Ry - U—4k (Cat.ono. 312-06671) OO XIXFRIFEDON I EFFOLDE WS,

4 7'v A Htk (Cat.no. V3021) 100 mg & /K 5 mL ([ZIEfE L7= b O SULFEDON & FF> b O %
Wb,

5 QBT #&fEfiK, QC FEMHE L O QF #EMEKILX 7 7 4L (Cat. No. 19060) (ZfFE L TW5 23, &Y 72
WIS EITITHE S THEAT 200% v FOFAEICWE - THBATRETH 5,

LN A AR NGEATYH, BIEENOESMITICIETE A0 nE o ic, BEERET S,

1.21.2. YU AT NEE A 7% > ME (QIAGEN 4144 DNeasy Plant Mini)

BRI T2 S O A RO R A A2 B % 10 mm AUV L, SRS 2R E1 T,
WAL Y—FTINSERE L, T %, slelz v, LUR O J5EIC)E-> T DNA &4l
HERS 2,

Bl 80 mg 2~ A7 mim ik (2 mL &) IZEVERD, HE U 65 °C IZIRD TRV AP
MK 600 uL & RNase A 4 uL Z A, B2 2WESIRE L, 65 °C T 15 [ E 9 %,
Z DM alE S 2 RS E B 2 LR35, D% P3 FEMEHK 195 L 2Nz, oK 1IZ 5 43k
E1% . =W F 10,000xg T 5 4303 %, % QlAshredder spin column (B fif L, #EifR T
10,000xg T 2 Fyflim L L, WHHRE ~ A7 2@ CQmL ) 1287, mIE 12 1.5 5 &D
AW FEERZE N Z, 10 BRIA AT 7 235 —THA L% BFONTIRATRDYH 500 pL
% mini spin column (ZEfaf L, =R T 10,000xg T 5 i L2, IR Z T, IRVT, F%
DOIREIDHH ., 512 500 uL Z (AU mini spin column (ZE L, [R50 T O U R A £
ThH, BAEANTIR G RN T X T2 5 £ CRIEROEIEZ DK T, IRUNT, column (2 AW?2 %
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fETE 500 pL 200, 2R T 10,000xg T 5 4rfffiE.OL, KA #THo—FE AW2 SRR 200
Z [RCEREAARVIK T, ¥ % #5C, mini spin column Z 2SS 5729 10,000xg L ET
15 47 #5059 %, mini spin column %> hDEIEE IZHE L, HHEEH 50 °C iED TRV =K
50 uL 0%, 5/ ME U727, 10,000xg T 1 43filiE0 L DNA 2aH 95, ©H—EKE N
Z ., [FERDIEEZAT V., BONT IR Z A, DNA 3UEHRIRE T 5,

X7 (Cat.no. 1018048) Db D XIXFREDEh 2 F>H D& 5,
2 IRA NI DA column D EE FN0 T K 72D, TDOHE ., BRI ST A0 LR 21057
FR £ CIEIEd,

1.2.2. DNAGEHEHZ H O DNA D ORI NI DNAGREHK O FF L & /17

DNAGEHRR O Y E 2 D . WEAEKZEH O CTEEAR L, 200~320 nmD#iJH T
AN A~ R LA IE L, 2603 U280 nm D W2 (Ao dd & OMA2g0) Z fLkd™ D,
N TAwDFE 1 Z250ng/uLDNA EH5RH L, DNAREZHHT 5, 72 Ay Awsea itHEd
%o ZOHMNR1LT~2.01Z72 U, DNAN IR I N TS Z L Z2RT73, 5 5107-DNA
RS, DNAGUEHRIK 210 ng/uLIZJREZAE K THAN L TR L, DNAREHE &5,
DNARENKIZ40 pLZ Lo~ A 7 oM 1207 %, —20 °CUL F CHBiRFT %, miEL
7-DNAGUEHK X, AEZEDICHER L, o mRRITHERTETHEIET 5, 728, DNA
PBHEIR DIREEN 10 ng/uLIZE L2V & XX, O EDNAREHR & LTHWAD,

VAT DA, WEAEAKE AN D, Eo, ARG ERIE, WOLERE IR X0 w2
T HWER X ORERNE L5720, BWEET 5,

"2 Aze0 75 DNA HIRDOWILEE | Aggo 3 F /37 HEAM R OBRLE & % 5,

3 Aseo/ AasoDELI1.T~2.0DFHS T - THRGFRED T2 HEFITE S 720,

2. MY 7 IVZ A LAPCRIE

AR 2 O A P2 %48 (PRSV-YK, PRSV-SC) #AEEEBMAE LT, H Y 77T —F
WA 7 A NARIST BE—F —{lF] & ZNENDRFAFFRAJTE A 41TV 5 Papaya
Ringspot Virus coat protein (PRSV-cp) Hin FDEMERZ MBS H T T7A ~—, 7o —T %
MWD, BT 2 31 Y 15RKE (PRSV-HN) BREGRERA L LT, 21 ¥ 7 AL %R
FFFFANTEA SN TWDESORER IR E RN T 5774 ~—, Fu—T%2H\5, 7
U770 —FEHA 7 A )NA3SST mE—X—FlF] (CaM) MARBRH L LT, CaMZ %
TETTA~—%t, BLOY, 7u—7Z2ZHn5, £, 2, VEMERERBR A & LT,
Chymopapainig{n F-HA T 5774 ~—, 7o —T%H\W5DH, 774 ~—, T u—
TIRRERE KRGS 5, 774 ~—, 7a—7OHEEEINILLTDO EBY TH D,
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BRI 2 231 ¥ (PRSV-YK) #ERERH 7T A4 ~—xf, BXLO, Yuo—7
YK-2F: 5°-ACA CGG GGG ACT CTA GAG -3’

YK-2R: 5°-ACC GGT ATC CAC AGC TTC -3’

YK-2P: 5’-FAM- TCC CTT CCA TGG CGTC-TAMRA-3’

BIG A 2 231 ¥ (PRSV-SC) WERERH 77 A ~—xt, BLO, Yu—7
SC-F: 5’-CAT TTC ATT TGG AGA GAA CACG-3’

SC-R: 5>~ ACC AGC ATC CAC AGC TTC-3’

SC-P: 5>-FAM-ACT CTA GAG GAT CCA TGT CCAA-TAMRA -3’

BT 2 231 7 (PRSV-HN) #ERBRA 7T A4 ~—%f. BLO, Fu—7
HN-F: 5’-GAC GAG TAC AAG GAG ACG CC-3’

HN-R: 5’-GTT GTC ACT GAA GCG GGA AG-3’

HN-P: 5’-FAM-TGG CTG CTA TTG GGC GAA TCA ACT AC-BHQ1-3’

CaMPLAIIRFIRABR I 7 7 A ~—%F, 7m—7

358-F : 5°>-GCC TCT GCC GAC AGT GGT -3’

358-R : 5°-AAG ACG TGG TTG GAA CGT CTTC-3°

358-P : 5’-FAM- CAA AGATGG ACC CCC ACC CACG-TAMRA-3’

NS VIGHER GBI 77 A ~—%F, Trn—7

Q-Chy-1F2: 5’-CCA TGC GAT CCT CCCA-3’

Q-Chy-2R: 5’-CAT CGT AGC CAT TGT AACACT AGC TAA-3°

Q-Chy-P(new): 5’-FAM-TTC CCT TCATCC ATT CCC ACT CTT GAGA-TAMRA-3’

2.1. PCRAI SR o R

PCRA ISR 1E25 uliwell & L CRART 25, MBIZLLTD & B Y TH D, TaqMan Gene
Expression Master Mix ' & 7= (ZEagleTaq Master Mix with ROX " 12.5 uL, %477 A ~—¥AK
(%77 A ~—. 50 umol/L) %0.4 L, ¥R 71— (10 umol/L) 0.25 uLEEA L.
DNARRENES nL& Wl LIRE 2884 /K TRE25 uLICH#Ld 5, PCROT 7 > 7 UG & LT,
VP DNAGREHR Z M2 720 DIZ DWW T[RRI T 572, S EfER TR, B R0 D
D—ABL, BELZVNVEERTSH, Z0OLE, LODRFLRVWEIEEL, EHO Y —
VT RT7 7V =2 —%2H\WTITH, REBEICTVNVOEEZBIZL, EKICKIELH 555
X, 7L — FOBERI NN TEIZEHNTEL, 7L — FOfER%. MicroAmp Optical
Cover Compression Pad & A DS FIZ/e b L5, 7v— o EHEICE Yy 95, DNAR
BHE & 720 731 Y x lakER . 85 /% 2331 ¥ (PRSV-YK, PRSV-SC, PRSV-

HN) #EERER, 3 X PCaMBddIiERER 2 ENEN2 7 = VT L TITO b D & T 5,
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! TagMan Gene Expression Master Mix ¥ 72 {3 EagleTaq Master Mix with ROX
AR TREE DS T2 D IR BEATT O BRIZIE, IREDPHERIATOND L9 IZEET D, Ao
BAIZIE, PCR DD £ WRWIER DD 5, 9 EANZITL T8 SRR, 1m0 L, W2 U
DIEIZED TBWCOLEHT D, F/o, U /WCHET 2B0E, DgEE, BL0NHRE R & 4235
BL. UV/LOERICHERIZAND,
"2 Non-Template Control (NTC)
DNA EHK DB OEE, NTC 1213 DNA sEHE DD 0 ITIRE 2R K Z T = /W2 5 WL i 5%,
B9 VLT L—h v BEIY =V T =S —
ABIPRISM 7900HT ¥ 721% ABI 7500 % i 9 %355 1%, MicroAmp Optical 96-Well Reaction Plate (Life
Technologies ). 33 & T8 ABI PRISM Optical Adhesive Cover (Life Technologies ) Z i3 5%,
LightCycler 96 £ 7213 480 % 134 23 41%. LightCycler®480 Multiwell Plate 96 % 7= (% LightCycler 8-
Tube Strips(white) (LightCycler 480 M35 13 LightCycler 8-Tube Strip Adapter Plate Z H\ %) (2 = -
BAT T ) AT 4 w7 Ah) AT 5,
=V T OISOV TR RO~ =27 V25 ED L,
"4 MicroAmp Optical Cover Compression Pad (Life Technologies f:) (%, ABIPRISM 7900HT D55 D i
M4 %, ABI7500 %7213 LightCycler Ti3fli ] L7220,

22. U7X A LPCRIZKZHIE (ABIPRISM 7900HT, ABI 7500, LightCycler96 %7213
LightCycler 480 % fif FH9°%)

2.2.1. ABI PRISM 7900HT

@O A~L—va [ PC OEREZ AN, EEFSED, PC NEAICERL TH5H ABI
PRISM 7900HT AR DER 2 AiL, 30 G E T =77 v 7 LD BTG Z B
BT 5,

@ FRAZ b+ T EOT7TF Y r—3 3 [ABI PRISM 7900 SDS Software] % % 7 /L2 1
v 7 LTI, A==2—/3—0® [File] »[New] Z &R L. {NewDocument}! %1 7 &
7w FRRNIHE D, {Assay} |X [Absolute Quantification (Standard Curve)], {Container} |3
[96 Wells Clear Plate], {Template} (% [Blank Template] Zi#IR L, [OK] ~"¥ %7V
v 74D,

@ A==2—/3—0 [Tools] — [Detector Manager] %% L, {Detector Manager} # A 7
07 RRIED, New] RFZ %27 V> 7 L, {Add Detector} #1717 %BA<,
Detector D% & (%, YK-2P, SC-P, HN-P, 35S-P, Q-Chy-P(new) & % (Z Reporter % [FAM],
Quencher IX YK-2P, SC-P, 35S-P, Q-Chy-P(new)IL[TAMRA], HN-P IX[Non Fluorescent]
ERDEDITHEEL,[OK] A¥ %227 U w7325, {Detector Manager} ¥ A 7 w2 |-
T3 % Detector (U 7 /L& A I PCR USSR FRGAER, £ asdin) 23R L,
[Copy To Plate Document] "% > %27 U v 7 L, [SetUp] ¥ 7 EiZfE 9 % Detector %
Hek L., %2 [Done] RH¥ &7 Vw7 $ 5,

@ WAL EFeTY TV 2 A I PCR BUSBMERERERER £ 7213, BEnaliRo v = L 253841
L. FA#H®D [SetUp] # 7 ET., Detector 2% [U 7 /L HZ A L PCR UG x FEEER] &
7o0E [ EnEBR (YK-2P, SC-P, HN-P, 35S-P) | ®17® {Use! #IZTF = v 7 & A
N5, WIZT =L T &I {Task} ITENZENDOFEHR (Non-Template Control : NTC,
HEXFBHMK : Unknown) Z i8R L. {SampleName} 7 « —/L NIV T LFEFE A
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717 %, {Passive Reference} 7% [ROX] IZFXE SN TWD Z & ZikERT 5,

® [Instrument] % 7 k@ [Thermal Profile] & 0 %r—~< WA 7 7 —5FKHFEE2LLTFD XD
ICFRET D, [50°C, 24 — 95°C, 104y — (95°C, 15 — 60°C, 1 43) x45 ¥+ 7 /L]

® {Sample Volume} % [25puL] IZEXE L, {9600 emulation E— R} [ZF = v 7 B A>T
W52 & ERERT D,

@D REFMETL—FFxa AL b (sds) & LTHRAFET S,

[Instrument] % 7 @ [Connect] R¥ %2 U w7 L, PC & ABI PRISM 7900HT A&
{K% connect HIRAEIZF 5, [Instrument] & 7 L [Open/Close] R¥ %27 U v 7 L,
AT =V EEBARENOH L 2L THE L 96 Ve /LT L— FOUIREH A4 R
LCAT—v EiIZ#itt5, 5O [Open/Close] RZ %27 U w7 1L,9% 7/ L—
N EEEARICE Y T 5,

© [Instrument] # 7 E® [Start] R¥ %27 Vw7 L, e T —X OBV iAH (T
REfE - 49 2 WRRE]) ZBHAR9 %,

2.2.2. ABI 7500

O AXb— a3 H PC OEREZ AN, EBSE5, PC NERICEEH L T2 5 ABI
7500 RAROEWZ A, 30 U LT+ —I 77 v 7 L0 bICKIGE AT 5,

@ TR by T EOT Y r— 9 [7500 System Software] Z X 72 Y v 7 LT
i<, A==2—/3—@ [File] > [New] ZZR L, {NewDocument} %A 7 17 % KR
S %, {Assay} (L [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear]., {Template} /% [Blank Template] | Ver.1.5.1 LARID Y 7 b =7 OFE 1L, {Run
Mode} % [9600 emulation]& L, [NEXT] R¥ %27V v 2735, Ver2.0 LAfED Y 7
NT =7 OATE ramp rate O LNV ETIREN EH L TV < E5 D ramp rate %
100%7° 5 64%IZ T2, 736, FREEE 100% D £ £ THEMT 2,

@ Detector D% E L. YK-2P, SC-P, HN-P, 35S-P. Q-Chy-P(new) (U 7 /L% A A PCR
BB RERER) & 12 Reporter 23 [FAM]. Quencher |X YK-2P, SC-P, 35S-P. Q-
Chy-P(new)% [TAMRA]. HN-P % [NonFluorescent] & L, [ADD] R"Z > %27 U v 7
9%, {Passive Reference} 7% [ROX] IZRXEINTWDHZ L 2R L. [NEXT] A #
a7V IT D,

@ W NPT 3 OB R R X 31 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) FR4!
AR, CaM B ENERER, 3 X OV A VGRS RGABR O U = V23R L, BT,
Detector 7% [PCR Bt st BR#RBR] £ 721 [YK-2P, SC-P. HN-P, 35S-P FaZniiba]
DITD {Use} WZT = v 7 H AiD, RIZY = /LT LIZ {Task} #lTENENDNE
# (Non-Template Control : NTC, HIE X4 {A : Unknown) ZER L. [FINISH] 7~ #
YEIV Y IT D,

[Setup] # 7 EDOE T = NE X T N7 Yy L, oI a AT 5,

[Instrument] # 77 _E® [Thermal Cycle Protocol] &V %r—~ %A1 27 7 —5FFE2LITF
DEITERET D, [50C, 245 —95C, 104 — (95C, 15% — 60°C, 1 53) x45 ¥ A
7 V]

{Sample Volume} #[25uL] I[ZERET D,

RESMETL—F R¥=2 A2 b (sds) & LTHRIFET S,

21, THBLZZ 96 V=T L— FOUIREEHELSG I LT EBEBRMEO AT — |
IZHEHEE Y b5,

[Instrument] % 7 E® [Start] R¥ %27 Vw7 L, KSEET—X OBV A (AT
e - 49 2 WRRE]) ZBHAR 9 %,

® ©

©E®Q

®
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2.2.3. LightCycler® 96

@D LightCycler 96 AMRDEIRZ AHL, B/ 7T A MR5E T L TEEIT 5 £ TR 5 015k
T,

@ LightCycler 96 AR % F /3% L4 D[New] % % » F L {Create New Experiment} & 3%
;~EH %, [New experiment based on Roche template] 7>% [RunTemplate Hydrolysis
Probe Amp] %R L. {Experiment Name}% AJJ L C[Create]d 5,

@ [RunEditor] ¥ 7 ®[Measurement] ¥ 7 C. {Reaction Volume(ul)} %[25] ([ZEEET D,

@ [Run Editor] % 7 ®[Profile] % 7 CTH—~ /LA 7 T —5M%[95C, 10 43 — (95C,
15 — 60C,143) x45 VA 7 NVERET D, 60°CD Step D Acquisition Mode 7%
[Single] & 72> T\ 5 Z & HHERT 5,

® [Eject]z ¥ vFLTr—FX—%HL, 2.1. THELZ9%6 7L 7L — KDYIRZHE
ZHTFIZLT, h—~r7mavy7 kicky NLTHL S,

® AEEEA LD [Start] &% v F L, KIhET —F OV AHBZBIGT 5,

@ KD #&i>>7=7 7 A /L% LC6 Application Software THA <,

[Sample Editor] % 7 &£ /R L, HAMD 96 7 =7 +—~ v MK T 3 FBEOERE
T % S/ 3A ¥ (PRSV-YK, PRSV-SC, PRSV-HN) F#AIFER, CaM ELAIHHR ISR
BEOSAA VEGHEIRGBRD 7 = V2 2R L. Gene D {FAMMRIZIRH T 5851
B NITT B, (FEANTDHE, T UDLIRBIRT 5 HNHEKD)

©® WIZY =)L ZTEIZ Sample O {Type} # T, ThEnDH T2 A7 (Negative
Control, F 72ITHIEXGHRK © Unknown) ZEINT 5,

96 UV x)VT7 x—~v MDK T x /)L a2 BRI L, Sample @ {(Name}flZH o 7 4%
AT D, (—FEANTIE, TAXTUNLERTLENHKD)

2.2.4. LightCycler® 480

@D LightCycler® 480 AEDEF A A, B/ 7T A b5 T L CREIT 5 £ TK 5 5%
Wd b, AXL—a VHPC OERE AL, BEISHEL,

@ FTAI b T EOT TV r—3 g [LightCyclerd80 SW] # X 727 U v 7 L,
[User Name] & [Password]|Z A JJ L CY 7 F&H I 5,

@ [New Experiment from Template] % 2 U > 27 L {Create Experiment from Template} > —
%75 [Mono color HydrolysisProbe-UPL] %% L. OK 3 5,

@ [Run Protocol] # 7 T, {Reaction Volume} #[25] I[ZXE L., —~nH A7 F—5
2RO L HICRET D, [95C, 104 — (95C, 15 — 60°C, 1 5) x 4591 7L
—40°C,30 ] ER%ET D, 60°CD Step D Acquisition Mode H3[Single] & 72> T\ 5 Z
& HfERT 5,

® Savex7 VU v/ LXEFRIEEZHRGTT D,

® AEOTL—ba—F 4 TR ERLTTL—ba—F—% L, 2.1. T
L7296 V=7 L— FOPIREHMEZLATICL TRy F LK, BERZ 2L T
T —bha—X—%KNT 5,

@ [StartRun] 227 Vv 27 L, RKISET—F DRV IAHBZFIET D,

(BOHZ) [Subset Editor[iZ T, (+) "4 > 225 New Subset Z#1Epk L, o 7%
Ty NL7ZU 2 VEIBRIRLT=% Apply 27 U v 795,

©@ [Sample Editor]iZ T, Stepl: [Select Workflow] T Abs Quant % iR 3%, Step2: [Select
Samples]N D[Subset]| D TNV H D A =a—0 5, @ TIER L7- Subset ZE{RT 5,
Step3: [Edit Abs Quant Properties] T, 47 = /L% %R L, [Sample Name]& A7 L.,
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{Sample Type} i CTE i ZENDIEH (Negative Control, F 7= LI E X B M 1K : Unknown)
ZIEIRNT 5,

3. MR LHE (K1.2H)

SO B R #2234 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) A5, CaMAl%I##
FIRERES L OV S YR GABR O WIS D0 T h | RO E 1L Amplification plot
THIE RIS 72 BEE iR & CqiE OfERR. 35 I OY, multicomponent_E T 0 5t 524,35 HH SR DO
SR (FAM) OfBEARAY 22 RE R N O RER 2 & - TIT 9,

B2 /334 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) Hefiadk, 35 LT CaMALS
AR O HFER & b H AL TAmplification plot b (255 BIE Y 72 s e g AR 2378 S 7= 5
BITIE, EAGFH# Z 2334 7 (PRSV-YK, PRSV-SC. PRSV-HN) MitE% %85,

ABI PRISM 7900HT % 72 1ZABI 7500 % f L 72355 & DT — X OfEMT
O A==—/3—0 [Analysis] — [Analyze] ZE&{RT 5,
@ WEARED [Result] ¥ 7% 27 U v 27 LT {Amplification Plot} [Hj[fj % /R S5,
@ {Amplification Plot} i L {Plot} ## T [ARn vs Cycle] #F s, X—RA T A
YEIVA T NNE 15 YA 7V TEEE L, {Threshold} ##Z [0.2] & A1 5,
@  {Amplification Plot} i = {Detector} T [All] ZERT 5, RFIZ Ct(CfEns
KRIND,

LightCycler 96 &2 # fH L 723556 DT — X OfEAT
@ [Analysis]¥ 7 %27 U v 7 L[Add Analysis] % &4k L {Create New Analysis} 7 4 > N7
RS ED, [Abs Quant] ZIER L[OK]Z 27 Y v 7§25,
@ [Amplification Curves]|ZHElE HR 23, [Result Table] |Z CqiENF RIS,

LightCycler 480 % H L 723 & O T — X OfENT
@ [Analysis]h % > % 27 U w7 L {Create new analysis} (Z T, [Abs Quant/2nd Derivative
Max] Z &R L [Subset] /L& T ) BAERL L7 Subset Z8IL [OK]Z 2 U v 7
T %,
© FRINZWE T, [Calculate]Z 7 U v 7 3%,
@ HEMEHRHR & . [Result Table] (2 Cp (CQENF RIS,

PRSV-YK. PRSV-SCZ 7z IXPRSV-HNOH|E X, 20HTHIH X 0 15 5 7=DNAREHE (1
i &H 7202 2 LWATTHIE) OEE8Y = L+ _XTEHAWTHIET S (PRSV-YK% ]
ET DY E1E. PRSV-YKD2(f174 7 = /L & CaMD2#174 7 = /L DEF8 7 = /L, PRSV-SC%
HET HE X, PRSV-SCO20HT4™ = /L & CaMD2(#474 = )LD FH8™ = /L, PRSV-HN
ZHET HHE1T. PRSV-HND2(f4T4™ = )L L CaMD2f4T4™7 = L DF8 = L)

*CaM Dt 5%, PRSV-YK, PRSV-SC & PRSV-HN T4t

PRSV-YK DHiE :
DNAGEHE IZ 3T,
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(1) 7381 Y M FRGRER D20 TR T D W = )L TR DO CE IS H AL, v odis
FHRAHL Z 234 7 (PRSV-YK) FrEIFERFS L O'CaMBECLH IR FalBR O ek & &7
RTOY = /LT3R DCq EAREHTZEE (STEP20 /3% — D) 12, Y%k
BHIPRSV-YK G & flET 5,

(2) 7R A YR FRERER O20M T3 R T O 7 = )L TA3R DO CqE 2345 D AL, BInT-#i
#2% 7334 % (PRSV-YK) #ENERERI X O\CaMECSIFR HIFBR O sk & 4 9T
D7 =)L TR DCE 11T BN WiGa (STEP 20032 — /@) 121, PRSV-
YKFEME &HIET 5,

(3) 73 YEGMER RERER O20H T3 R T O 7 = /LT3R DO CE 23 5 DA, B s 1-#i
#az /X% A % (PRSV-YK) HENRERDH 5\ ZCaMBLH IR AR ER DOFE R DA E D
HNSTEP 20034 — L (D XIESTEP 200 /8% — L @D WU b %4 LA WEE1T,
ot « BYVE % O SRR HEd T2 [ H ODNAFIHIRE R ZITV, S 612 12, &
MY 7V & A APCRIE] LI DBE% Tkt LT, HIEZIT 9, 281 H ODNAGEHK
ZRAWTESEA THEBEOHENE LN WGAIZIE, BTz %1 Y

(PRSV-YK) [af: & e+ %,

20T O Z N Z N OIHDNARENE (K27 = /L) 122V, FERDHEAF— A
WZ0E - CHIE L. W5 OHIHDNAZEHEZ IZ DWW TPRSV-YK I L UCaM D i J7 TR & 4]
E SN IRZ BGME &l 5,

PRSV-YK BGiEik D X o2 —

B 1 %) FE H Chy PRSV-YK CaM
i HHDNAFEHE — D (+/1) (+/4) (+/+)
i HDNAREHE —© (+/1) (+/4) (+/+)

e

PRSV-YK Bt

PRSV-SCDH|TE :
DNAGUEHEIZ T,

(1) 781 YR IRERBR D20 T R T D ¥ = L TR DCYEIE S L, D Oiis
FREHL Z XA ¥ (PRSV-SC) #FnaERFs L O\ CaMBLHI R Z7BR O M allik & ¢ 3
RTOT =)L TR OCHENEF S NT=HE (STEP20 3% —2 D) 1T, %%k
BHIPRSV-SCIG & HIET %,

(2) 7R A YR FRERER O20M TR T O 7 = )L TA3R DO CqE 235 D AL, BisT-#i
iz X34 ¥ (PRSV-SC) HiznakBrds L O\CaMECF# 20k Br oo ik & 39T
DY x )L TA3RK D CqED G B 72 \WiGE (STEP 20034 — /() 1%, PRSV-
SCE2E & HIET 5,

(3) 78 VM IRGRBR D20 T R T D 7 = LT3R DCqENE S 1, G T
Haz 2314 % (PRSV-SC) HiZnikBR b 5\ T CaMBL SRR Zn iR ER DOk B DA D
BMNSTEP 200734 — L (D XIISTEP 200 /3% — L QDWW b %Y L2 WEA L.
Wt « BYER O Y55REI S C2 Bl H ODNARIHRER 2170, 612 12, &
MU T VB A APCRIE) LIBEOEAEEZ SN L C, HIEZIT 5, 201 H ODNAFEHEK

71



ERWESAETHLBMEOHENG N2 WHEAICIE., Bl 31 ¥
(PRSV-SC) [tk L HET 5,

2P THIH O Z N Z N OHHDNARENE (527 = /1) 122\ T, FERDHEAF— A
\ZhE > CHIE L. W5 OfHHDNAZRENE 12 >\ TPRSV-SCE L ICaM D ] 5 TREE & B &
S TR & Bt &I 5

PRSV-SC Bt AR D < & —

B 1 f & FH Chy PRSV-SC CaM
i H DNAR BHE — D (+/1) (+/1) (+/+)
i H DNAREHE — @ (+/+) (+/+) (+/+)

e

PRSV-SC Btk

PRSV-HN ¥ :
DNAGUEHEIZ T,

(1) 734 YGRS BRFBR D20 T3 X T D 7 = LT3R DO CqE A5 B, 20
FRAHL 2 23/34 7 (PRSV-HN) #RZE1FRERFS L O'CaMECH IR FnakBr O ihiakk & &5
RTOY = /)L TRRFEOCYUEN T DT HE (STEP20D /3% — D) 12, KBzl
BHIPRSV-HN[GE & flE T 5,

(2) 78 VM IRGRBR D20 T R T D 7 = LT3R DCqIENE S 1L, BT
#az %1 % (PRSV-HN) #Enikbris X O\CaMECHIRREFRBR O sk & &4~ T
D7 =)L TR DO CQE N F BNV aE (STEP 20034 — /() 121X, PRSV-
HN[&M: & HET 5,

(3) 7o Y IGMER FRERER O20M TR T O 7 = )L TA3RG DO CqE 235 D AL, BAnT-#i
#az %4 % (PRSV-HN) HE1EER D 5\ ZCaMBLF K E1ZER OfE DS b
HMSTEP 20034 — L O XILSTEP 200 /3% — L QDWW I %Y LA WEA L.
Wt « BB OY5LREI S C2 [BIH ODNARIHRER 2170, 612 12, &
MU T VB A APCRIE) LIBEOEAELZ SN L C, HIEEZIT 5, 2[5 H ODNAFEHK
ERAWEGA THBEOHENSE LN WGEAICIX, BB Tz 31 Y

(PRSV-HN) [af: & e+ 5,

20T O Z N Z N OIHDNARENE (527 = /1) 122\ T, FERDHEAF— A
IZ0E - CHIE L, 5 ORIHDNAZEHZ 12DV TPRSV-HN B L UCaM D i 7 TR & 2]
E SR Z G &R 5,

PRSV-HN R D /X & —

B 1 % UM Chy PRSV-HN CaM

i HDNAREHE — D (+/+) (+/1) (+/+)

Hh HH DNAREHE — @ (+/4) (+/+) (+/+)
PRSV-HN [
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F2. 2, VEEMIRRBR O T O Y 2L TR DO CEN S S 172 WO DNARE
HRIZOWTIE, BE, B - WEZOYHAE WO T2 [ H ODNAHHER 2170,
S HIT 12, EMEY T2 A LPCRIE] LIBEOEAEZITV, LIV TS 233 Y Gk HEEER
DT RTOD T =)L TR DOCYUE DG B IR WAL, AEEN S OBEIIEAREE S T 5,

"DNA RS Z1T 5 72 DI LB AR EHE DAL L CW DAL, 111, 3REHRTLEL) 26 FEh4
%o
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1. #EROHERF—L
STEP1

J\INA N[5 T BR S B

E=m - T
|
DNADHHFE R LI H FHiZ{E(2E B)
—
=0 & - &=
J

STEP2
GM/ ANV RFED LT b R U CaMAE RI5RBR*

DLAst

DNAD i Hi fE S LIBEZ BHR4E 2EI B)

(GM/RIRA Y RO LT D) ;

PCR|451 (cam)
DHEHERDEAEHE

18— (+/4);(+/+)

NE—2 @ (=/=);(=/=)

(+/+);(+=)
(+/+);(="—)

(+/ =) (+/4+)

@List (+/7=); (+/7=) SETSUIRIG R TEENR OB,
(+/=)i(=/=) qVAIR—L IV ENEDN EYEREN
E—; —i j EI; +; FbhTOEAS=CEERT,
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T L (F10, J3. Y9, X17) DA

FOL X EA R ERAXSE LT, IRIED 520/ T TDNAD IR 217\ "DNAK
BHE %155, = ODNAGREHKR 2 AW T, B a2 13 LU X 4248 (F10, J3. Y9, X17)
ENEFNRREIT DY TAZ A LPCREEA LI-BREZITI,

1. DNA$ H 5

END L x EARMITHA RRENEE SN D -0, RRBRIETIHELSEIh VWL x GE
HETHIENVL L OB) 26l BHTLER K O A ARG % A 77 O DN A H R U
& v b (QIAGEN Genomic-tip 100/G) % F\\7-DNAHHFEREZFE T,

*DNAfHUE RN L, %7 7 4L Genomic-tip 100/G 3L [AZEOMERE (&K ONERLEE) %247 5 DNA
HERY > N7 R TE D,

1.1, BRI ALE

EFEITIDN L L OBIZIL, K TESEERER., REH W= BT, FOHTLS S TH] fiF
ZHINIR 30 g ZERET 5, LR, oBlARERSGE. TV L X OAERIT 5, &
#BlIz7—F7aty—5" AL BEITHIELTZHO2 5 DNA iR 2479,

7 — R Faty—5% REREIICH WS EIT A Ta X I x—2 g AR, 1RO DNA
ZAP (Ambion £, Cat. No.AM9890) X [FI%E D3N ) % FF OB 5 2 FHU N C DNA 0 fRLEE L 7= 4 0 % H
WA,

2 FZRRICHERHE TR BT, A Y e L B EEE (S0mL &) I LM ERE (20°C) THRET
HZEWTE D,

1.2. 38105 D DNA HhH kg5l
1.2.1. DNA OfiHRER (P14 o 2ZHutiE % 14 7°% » M IE[QIAGEN Genomic-tip 100/G])

FofE L7250k 5 O DNA OfHIERIT, A A g % A 7' DNA g » b
(QIAGEN Genomic-tip 100/G) & W EVEZAERT 5, FEMIZLLTDO LB TH S,
AEHE, AU 7L o f8EEE S0mL &) 12 8¢ &Y, G2 FEMEHK ™ 20 mL, a-
amylase™ 20 uL, RNaseA™ 20 pL & cellulase™ 500 uL Z M2 5, > TR TF 2—T DK
Bl LWL IR T v 7 ZAIFH—THLREE L, 50CT 1 BRI T 5, RIEL T
WAL 2~3 [BEREEE KiiE S CTRMT 5, S HIZ, Proteinase K™ 200 uL #1x, O
50CT 1 FEfRIE T 5, DM 2~3 FlEE % i S CRUBH 2 i8R 5, kW T,
8,000x g, 4°CT204MhELAEEL ., oz BG4, H 52U QBT fEME# 4 mL %
VWVEA{E L 72 QIAGEN Genomic-tip 100/G (2B 9577, —[RIDiE T EIEN 9 F ERELT
TRWIGETE, 8,000xg, 4CT 10 o LoHEL, TEHRV T 5, RWT, Fv 7
% QC FEMEHR? T7.5mL T2 3 EVEEH L%, I 72528 LWVEEEICE L. QF FE K
23mL #HAfT L, DNA #{EHT 5, IRWT, 47X/ —LZ3mLiNL TLIES
T5, vA7uFa—7 (1.5mLE) 4~6 RIZHEIZRDLIHIIB L, =mILE ZEO08E
BT B LI bR D L oli~A 7T a—TI12B T, 13,000xg. 4°CT20 %
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MmO L, BIHZBEIE L%, 20CTHHEILTZ 70% (viv) =X /7 — 1 1mL 2z, &5
(213,000 x g, 4°CT 10 iz L7k, RIGEMEE L, Folcib&kAa s ¥ 5, /K55
uL Z—2D~A 7 aF a2 —TIMZ TR 2 R S, & ORRIREREZ RO~ A 7 o
Fa—TIlB LA, I<EAL, ZOFEEZBVELTETORA /7 aFa—Tnbik
B 2 e S, fili DNA TR & 95,

TIERWL Ty Wl FERARE) IV L T U AT LR () BN YY) 1L
DNA ZHENDRVWOTHERT 5, il DNA JFIE O 10 ng/pl (T L2 WIGATE, o Thh
HZ21TV, 2 [l %2 A 7- DNA JFiR (110 pL) 2% LT 1/10 f5 8D 3 M g b U v AAIKR

(11 pL) & 25 fFEDO20CTHEILIz= % /—)b (275 L) Z/NZ DNA %=X J — Lk S,
13,000 x g, 4CT20pfmO L, REEFEELEE, 20CTHAILT 70% (viv) =4 /—)L 1 mL
ZINZ, S51213,000 x g, 4°CT 10 0D L2, BiEEEEL, ozt r i sE 5, K
55 uL TILEW) % 3fif < 4l DNA R & 95, £ TH 10ng/ul (22 L2RWIGA TR, fillt DNA J5
WaEZTDFE DNAREHEE L THWD,

2 G2 #EME#E . QBT #EMEHK. QC #ZME & O QF REFEHKITF T 7 #1882 » ~ (Cat. No.19060) (2@ L
TWDHNR, B0 RWGEEIIFHEGTEAT 200% vy FORMPAZEIIHE > TRHEFRETH 5,

S g-amylase (FFLEES) 1T=v R U= MO O IRIEOIEEEZFF> L OE W5,

“RNase A 137 7 8o D (100 mg/mL, Cat. no. 19101) XILFEIZEO#h 1% H>bDEHW D,

Scellulase (X3 7'~ 7 /L KU v F 4k (Cat.no. C2730-50ML) O D XIX[FZEDON 1 FF>H D& W5,

"6 Proteinase K |3 7 7 4D H D (20 mg/mL, Cat. no. 19133) IXRIZEO N E2 H 2L D EHW S,

TS BB OB OEM AT S IR WE HICT D, Fo, WEMRRZ WSS TH, EILENOE
AT TE AT DT, RiEEANT D,

1.2.2. DNAGREHEHZ H DO DNA D O fE 2 NI DNAGREHK O FF L & /17

DNAGEHEIR O Y &2 D . JEZAE K Z W CEEART L, 200~320 nmD#iFH T
BRI A~ 7 R L2 JIE L. 260 % 0280 nmD W YEE™? (Asso )z (NAngy) ZElEET 5. X
W TAxDfE 1 %50ng/uL DNA & #a5 L, DNAJRE 25 HT 5, £7-Axn A& itH T 5,
ZDALT~2.01272 70X, DNARHSITERENTWD 2 L2713, 1551 7-DNARE
225 DNAFUVEHRIK 2 B 2R K TR L C10 ng/uLIiZfi# L. DNAREHK & 9%, DNA
AEHRITSS uLZ Lo~ A 7 o g BHE 1231 E% ., -20 °CLL N THEBR(FT %, 477E L7-DNA
BN, AR E DICHEH L, o mIRIRITHEEREETREET S, 2B, 280t %
BB 7-DNAREHE IR DIEFE T H 10 ng/pLIZE LRWEAIL, O E EDNAREHER L LT
s,

T ERTDGAITIEL, WEARKER WD, £7o. ARAERIE, WOLERIELREEIC LV @0 ef E s
T HWREM REIRN R D70, #HEET 5,

2 Azeo 7S DNA HHSRDWRIEIE | Aggo 23 F 2 /N7 H R HFDOWNE L EZ 5,

"3 Aseo/ Aoso D HEAIN.T~2.0DFAPHAL T > T HIFHED T2 HEAEITE I 720,

2. EMEY 7V H A4 LAPCRIE

B XV L 455 (F10, J3. Y9, X17) #asti A & L <. F10, I3, YO,
X17ZENZENDRRICFFRNTEA SN TV DENN ZRMT 5774 ~— - T u—T7%H
WD IZAN U X Bt BRaBR I, 13400 U & B2k Adenine Phosphoribosyl Transferase (APRT)
BIEFERAT LT I9A4~— - Ta—T%H\5, BT 74 ~—xt kD07 1 —713LL
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T OMEIERH D & O % WRE A E KIS LEHT 5,

s FIORIHBRH 7 7 A ~—%F, 7 un—7

F10 F: 5’-GAAGCTATAACAATAACTGGTCC-3

F10 R: 5>-CACACACTTCGTTTACAC-3’

F10 P: 5’-FAM-TATATATCCTGCTGGACCAGTTG-TAMRA-3’

s BRERBRH T 7 A ~—xf, u—7
J3 F: 5>-ATCAAAACCGGTACTCAAATTT-3’
J3R: 5’-GAGTTGTCAAATGTGAATTTATTTC-3’
J3 P: 5. FAM-CAACAGGACAACCACAAGCTAGGAAACTCAC-TAMRA-3’

cYOREERB 7 7 A ~—%xf, Tu—7

Y9-F: 5°-CCTTCTTTCCGATCCTCAAC-3’

Y9-R: 5>-GTTCATTTTTAATGTTTGACTATG-3’
Y9-P: 5’-FAM-CCAGTCACCGGAAGTCCC-TAMRA-3’

s X17THERBH 7 7 A ~—%f, 7Yu—7

X17-F: 5>-TAGCAAAATGGATTTGTGAG-3’

X17-R: 5°- GATTTTGGATCAACCACAC -3’

X17-P: 5°’-FAM- CGCTGCAGGATATATACCGGTGT -TAMRA-3’

SO L X BRI T T A ~ =Xt T r—T
APRT F: 5>-TGAAAACGATCCCGATCG-3’
APRT R: 5’-CAATCCCAGCGATACGTTC-3’
APRT P: 5°’-FAM-TGGCGCCTCATGATCCG-TAMRA-3’

2.1. PCRA itk D T

PCR A& 1325 pL/well & U TRl %, #HAKIZLL T D & BV TH 5, FastStart Universal
Probe Master (ROX)" 12.5 uL, ¥R 77 4 ~—¥K (K774 ~—, 50 umol/L) %-0.4 pL,
X5 7 v —7 K (10 pmol/L) 0.25 L& RS L. DNAGUEHKS pLa N LI 24K Rk T4
25 uLIZHHTRLd 5, PCRO T T 7 Uik & LT, I DNAREHE 2 N2 720 6 DD
THRFHZHMS 272, DHEREK TR, BENL—AS L, BRIy 2 VEEHT S,
TDEE LA ELRWEYEEL HEAOY—Y AT ) r— 2 —52HNTIT 9,
RIBICU 2 VOIRZBEZE L, BIZRERHH5E61F,. 7 L— FoKazRiR My TRl s ik
WTEL, 7L — b OER%. MicroAmp Optical Cover Compression Pad™ % 25 t4 D A3 11
mHEH, Tr—bhokmicty N5,

DNAGEHE & 72 0 13 U x Bt AR & B n -z 1oL ko (F10o, I3, Y9,
X17) R E TN EN2T = VT L TITO D &3 5,

"1 FastStart Universal Probe Master (ROX)
ARARIENIRAE D E N2 D IRGEAEZAT O BRI, IRGDMEEIAT PN D KO ICEET 5, A543/
HBEITIE, PCR DY) £ WDRWEENH D, 9 ERNITLTE HRR, EO L, WREREHE
DIEIZHED TBW T BMEHT 5, 0B IWHEIEIAR LT v 7 ZZHT 5 Lo TLE I 120,
Ry T 7 ATEREIRFIT D 2 L THMNISAT O, Fio, U /WSaTET DENE. DR, =
NN Z E2ZE L, V=V OEICHEEICAND,
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"2 Non-Template Control (NTC)
DNA EHK DI OEE, NTC 121X DNA sEHE O 0 ITIRE 2R K Z T = /W 5 WL i 5%,
B96 NI L— K, A RO =TT =S —
ABI PRISM 7900HT X I% ABI 7500 Z {3 %354 1%. MicroAmp Optical 96-Well Reaction Plate (Life
Technologies ) K& TF ABI PRISM Optical Adhesive Cover (Life Technologies 1) Z{# H 3%, LightCycler
96 X% 480 ZfF 3 2855 1%. LightCycler®480 Multiwell Plate 96 X i3 LightCycler 8-Tube Strips(white)
(LightCycler 480 D543 LightCycler 8-Tube Strip Adapter Plate i\ %, ) (By = « XA T2/
AT 4 w7 Aft) T 5,
=V U T ORI OWTIE R EO~Y =2 T VL ESEDZ L,
"4 MicroAmp Optical Cover Compression Pad (Life Technologies £1:) (%, ABI PRISM 7900HT D54 D Ffifi
M4 %, ABI 7500 3}& LightCycler TiEfiiH L 720,

22. U7 )VH A LPCRIZKZDHIE

PUF. ABI PRISM 7900HT, ABI 7500, LightCycler 96 X (% LightCycler 480 % {# ] L 7=
EITEA LR T 575, LRt 4 #fE L RIFOMREZ AT 2O b ET 5,

2.2.1. ABI PRISM 7900HT

@O A~L—v a0 PC OEREZ AL, E#FSED, PC NERICEEHL THH ABI
PRISM 7900HT AL DFEIF 2 A4, 30 0 PA bV +— 77 v 7 LTe D BTG % B
BT 5,

@ FTAZ by 7 EOT7T 7Y r—3 9 [ABI PRISM 7900 SDS Software] %% 7 /L7 Y
v 7 LTRI<, A==2—/3—0® [File] > [New] %% L. {New Document} ¥ A 7 11
7 HFRRNIHE D, {Assay} |X [Absolute Quantification (Standard Curve)], {Container} |3
[96 Wells Clear Plate]. {Template} /% [Blank Template] Z &R L, [OK] R¥ %7V
D/ R

@ A==—/3—0 [Tools] — [Detector Manager] % &K L. {Detector Manager} % 1 7
07 RRIED, [New] R¥ %27V v 2 L, {Add Detector} ¥ A 7 127 %[A<,
Detector O%EIX. F10, J3, Y9, X17 R#HML TN APRT & 412 Reporter % [FAM],
Quencher (% [TAMRA]E 725 KX 9IZRE L., [OK] R¥ %27 VU v 7 $ 5, {Detector
Manager} %A 7 12 ECHEHT % Detector (IXALV U Xk Bk FEERER . 451 20 allik)
%3 L, [Copy To Plate Document] ;"% > % 27 U~ 2 L. [SetUp] ¥ 7 LIZEHT S
Detector Z &k L., HK&IZ [Done] RZ %7 U v 7§ 5,

@ MWL TR Y o VB EIRL, A0 [Set Up] ¥ 7 £ T, Detector 75 [IT4L L
I Bt BRERER ] ST [ manaBR (F10. J3. Y9, X17) ] 17D {Use} HHIZTF = >
7 & ANID, RIZT =)V T &I {Task} # TENLENDOEH (Non-Template Control :
NTC, HIERZEHRIL : Unknown) Z 3R L. {Sample Name} 7 1 —/L RiZH > 7%
F % NJ19 %, {Passive Reference} 7% [ROX] IZEXEINTWD Z & ZHERT 5,

® [Instrument] % 7 L [Thermal Profile] LV H—~H% A 27 7 —FKFZ2UTDLD
ICRRET D, [50°C, 2% —95°C, 104y — (95°C, 150 — 55°C, 1 43) x45 A 7 /1]

® {Sample Volume} % [25uL] IZEXE L, {9600 emulation E— R} [ZF = v 7 B A>T
Wb Z & xR D,

@D BEFMETL—FFx=2Ar b (sds) & LTRIET S,

[Instrument] % 7 & [Connect] R¥ %7 U w7 L, PC & ABI PRISM 7900HT A&

78



{K% connect IRAEIZF 5, [Instrument] ¥ 7 D [Open/Close] R¥ %27 U v L,
AT =V EEBRENSH L 2L THB L 96 V= /LT L— FOUIREH A4 R
LCAT—v EiIZ#itE5, 5O [Open/Close] RZ %7 U w7 L, 9% 7/ L—
P ERIEARRICE Y P D,
© [Instrument] % 7 L@ [Start] "F¥ 227 Vw7 L, KIS T —Z OBV iAH (FTE
IRFfH] - A9 2 IffH]) 2 BRLAET %,

2.2.2. ABI 7500

O A~L—v a0 PC OEREZ AL, E#FSED, PC NERICEEHL THH ABI
7500 RARDOEW A AT, 30 3L LT —I 07T v T LIEOBICRINERET 5,
@ TR by T EOT Y r— 9 [7500 System Software] Z X 77 Y v 7 LT
i<, A==2—/3—@ [File] > [New] ZZR L, {NewDocument} %A 7 17 % KR
S5, {Assay} I% [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear]., {Template} % [Blank Template] | Ver.1.5.1 LARID Y 7 b =7 OFE 1L, {Run
Mode} %#[9600 emulation] & L, [NEXT] ™"¥ %7 U v 735, Ver2.0 LAfED Y 7 K
v = 7 O%A X ramp rate @Wﬁﬁﬁu‘z%@mﬁﬁﬁhﬁ L T < E#455  ramp rate Z 100%

N 6A%ICEE T D, 72k, TEEERDIE 100%D £ £ THEMT 2,

@ Detector @afz“ﬁ&i\ F10, J3. Y9. X17 KN APRT & 12 Reporter 75[FAM]. Quencher
IZ[TAMRA]. & L. [ADD] "% %2 U v 79 %, {Passive Reference} 7% [ROX] (Z
REINTWDLZ L xR L, [NEXT] A& 27V v 735,

@ W FETEY = VAR L, EFT. Detector 78 [1X2UW) U X BHPExT BRGRER] Ui
[F10. J3. Y9. X17. APRT FRAIGER] O1TD {Use} MIZF = v 7 & ALD, RICY
)L Z &I {Task} HCZENZLDIEH (Non-Template Control : NTC, HIJ & xf Sk A
Unknown) %R L, [FINISH] A& %7 U v 735,

® [Setup] ¥ 7 LEOK TN ELZ TN VT L, BT NANHEANTITH,

® [Instrument] % 7 _E® [Thermal Cycle Protocol] &V ¥ —~H% o1 77— 0LTF
DEIHTERET D, [50C,245 —95C, 104 — (95C, 15 %) — 55°C, 1 43) x45 YA
7 s

@  {Sample Volume} #[25puL] IZREET D,

REFRNEET L — M RFa A b (sds) & LTRET S,

@ 21 THRLZI V=T L—rDYIREIHZA LI LT EERKOAT =V 1
Izt Y 95,

[Instrument] % 7 E® [Start] R %27 Vw7 L, KEET—X OBV A (FTE
P[] - A9 2 IffH]) 2 BRLET %,

2.2.3. LightCycler® 96

(D LightCycler 96 KEDE 2 AL, B/ 7T A SMRET L CTEENT 5 £ TH 5 o FR%
T 5,

@ LightCycler 96 &K% F /3% V45 D[New] % % »» F L {Create New Experiment} % 3
~EH %, [New experiment based on Roche template] 7>% [RunTemplate Hydrolysis
Probe Amp] % i#IR L. {Experiment Name}# AJJ L C[Create]d 5,
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@ [RunEditor] ¥ 77 ®[Measurement] ¥ 7 C, {Reaction Volume(ul)} %[25] I[ZEEET D,

@ [Run Editor] % 7 ®[Profile] % 7 TH—~< /P A 7 T —5E:%[95C, 10 4>— (95°C, 15
—55C, 147) x 45 A 7 V] ERET H, 55CD Step D Acquisition Mode 73[Single]
Lo TWNWD Z & EIERT 5,

® [Eject]Zz# vFLTr—F—%HL, 2.1. THELZ 96 7 /L7 L — FDOHIR &
ZHFICLT, =<7y 7 kizky hLTHLE D,

® AKIKEEA EO [Start]) 2% v F L, Khih& T —X OV ABREBMET 5,

@D D #&i>~7=7 7 A /L% LC96 Application Software THA < ,

[Sample Editor] % 7z £ R~ L, HAMD 96 7 =)V 7 +—~ v MK T 4 FEOERG
TR Z 1TV L X (F10, J3, Y9, X17) BrAEER &K NI L x Bt IREBR o &
T /Va IR L, Gene O {FAMMHICHMTT 2B T4 ZANT S (—EANTDHE,
TINE T NIRRT DENRHED,),

©@ WIZY =T &I Sample D {Type} H T, ZNENDH T )LZ A7 (Negative
Control X ZHIE X EAR A : Unknown) ZERT 5,

96 U x )V 7 —~v MDE T /LA RN L, Sample @ {Namel#lZH 7 4%
ANTD (—FEANTDHE, IAXTUNLEIRT 2HNHKS,),

2.2.4. LightCycler® 480

D LightCycler® 480 A{ADE A AfL, B 7T 2 MR5ET L TEENIT S £ TR 5 08
Wi b, AXL—a VHPC OERE AL, BEISHES,

@ FTAI b vy T EOT Y r—3 g [LightCyclerd80 SW] # X 727 U v 7 L,
[User Name] & [Password]|Z A JJ L CY 7 N &H I 5,

@ [New Experiment from Template] % 2 U > 27 L {Create Experiment from Template} > —
%75 [Mono color HydrolysisProbe-UPL] %% L. OK 3 5,

@ [Run Protocol] # 7 T, {Reaction Volume} #[25] IZXE L., —~iH A7 F—5
a2 RD XL HICERET D, [95C, 104 — (95C, 15 —55C, 1453 x45 A 7 )—
40°C30 B LERET D, 55CD Step D Acquisition Mode 723[Single] & 72> T\ 5 Z &
TR 5,

® Save &7V v 7 LXEFRIEEZRGTT D,

® AEOTL—ba—F 4 IR ERLTTL—ba—F—%H L, 2.1. TR
L7296 V)7 L— hOUIREEELA FIZL Ty FLIER, BERZ ZMLT
Tr—bha—X—%KNT 5,

@ [StartRun] 27V v 27 L, RKISET—F DRV IAHBZFIET D,

(BHZ) [Subset Editor[iZ T, (+) "4 > 225 New Subset Z1Epk L, o 7%
Ty L2 2 VEIBIR L= Apply 27 U v 7 9%,

@ [Sample Editor]{ZT, Stepl: [Select Workflow] C Abs Quant %% 3 %, Step2: [Select
Samples]N D[Subset] D7 /L H 7 A =a—, @ TIYEM L7- Subset #ERT 5,
Step3: [Edit Abs Quant Properties] T, 47 = /L% %R L, [Sample Name]& A7 L,
{Sample Type! Ml TZENZENDIEH (Negative Control X IZHIE X Z4% K : Unknown)
ZIEIRNT 5,

3. FEROAT LT (KIZM)
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B X0 L x (F10, I3, Y9, X17) #nakBa e ONEu U x B B akB o
WIS DN T b, R O¥E X Amplification plot b THEEL XL 7 e AR & Cqfi OHERR
J U'multicomponent |~ COXREAFEH K OB ILIHE (FAM) OFEEBIEN 72 B fE 72 N O e
RBEboTITY,

ABI PRISM 7900HT 31X ABI 7500 % fi f L 72356 DT — ¥ OFEMT
O A ==2—s3—=0 [Analysis] — [Analyze] % EIRJ 5,
©@ WmAHO [Result] ¥ 7 %27 U v 7 LT {Amplification Plot} Mm% £ RSt 5,
@  {Amplification Plot} FEiifi - {Plot} #i T [ARn vs Cycle] Z&RK RIS HE, X=X T A
VE3YFA TG 15 A 7V TEGE L, {Threshold} #iC [0.2] & AS1T 5,
@ {Amplification Plot} [iffi > {Detector} #fl T [All] Z&RT 5, XHIZ CHCq) f&
MBERIND,

LightCycler 96 Z i ] L 7= 5555 D7 — Z Ofiftfr
@ [Analysis]¥ 7 %2 U v 7 L[Add Analysis] % &4k L {Create New Analysis} 7 1 > R/
RS ED, [Abs Quant] ZIER L[OK]Z 27 Y v 7§D,
@ [Amplification Curves|{ZHIWE HH#R A3, [Result Table] |2 Cq ENFE RS D,

LightCycler 4802l L 72356 D7 — % DfEHT
@ [Analysis]h % > % 27 U w7 L {Create new analysis} (Z C. [Abs Quant/2nd Derivative
Max] Z &R L [Subset] /L& T ) BAER L7 Subset Z8INL [OK|Z 2 U v 7
ERAP
@ FoRENTZHE T, [Calculate]Z 7 U v 745,
@ HEbEEhHR & . [Result Table] (2 Cp (CQEAERZI D,

20MTHEE X 0 15 5 ADNAREHR OHIE I, 1B -0 27 2 VT TRIEZITV., &
AT 2 VT X TEHWTHET S (FI0%R5E 2 HE T 25813, FIOGRFEMRETED20( T4
=V IR A HET D 5E 1R, IBRFBEED20MHT4Y = v YORMZHIET 55514,
YORMARENED2WAT4Y =)V, X1TRM a2 HET 556 1E. XITRFFRAED2WIT4Y =
Vo ) o

F10. J3. Y9, X17D¥E : (X1&/)
DNAGREHEIZ BT,

(1) 1IENW U x Bt BRERBR D20 T X T DO v = )L TA3RGDCYE NG S, 2> oiE
Rz 1 EZn VL & (F10, J3. Y9, X17) MERBRWL-F N0 E 4T
DT VTR OCYEN G LN GE . Uil IE R T L X B
PEEHIET D,

(2) 1T L x B FRRRBR D20 T R T D 7 = )L TA3RT DO CqE 3 H ., s+
FHELZ T L X (F10, I3, Y9, X17) BREGRERD T X TD ¥ = /L T434K1m DCq
ERE LN WEEITIE, YiZalEHIE B R TV L Xk HET S,

(3) 1T L x B RRRBR D20 T R T D 7 = /LT3R DOCE 3 H 1, s+
R Z TN L X AEREBR T2 = VORER D —E L2 WA, B - WEHZ O
MG B SO T2 H ODNATHHHAG R 21TV, 61T 120 U T A2 A 4
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PCRiE | VBsO#EE FhE L T, ﬂm%ﬁmzﬁammmﬁﬂ@%%wt
H—E LIZERDZE LN WA, s 2 12 Lok BE@}:#IJE#ZD

20T O Z N FNOHEDNARENE (K27 = /L) 1225V T, FEROHEAF—AIZ
B CHIE L, H5 ORIHDNAGEHE (BEF4 7 =)L) IZOW T & HE S -k & 15
P&V 5,
BRI D S Z —

15 I BR FH APRT F10 13 Y9 X17
HHDNAREHE — D (+/+) (+/1) (+/4) (+H/4) (+/4)
i HDNAREHE — @ (+/1) (+/4) () (+/1) (+/1)
F10M&14E 3B YRS 4% X175t

kB, ERHEICEvEE B ZIENN VL BN HE SRR RIZONT
multicomponentZ fi#HT L, B i CFAM Oz 58 B O FE S BIE 2 BN 38142 T & | ROX Dt
EREE DML T RECFAM DO IR E OFE- e s ERAN W2 L 2R 5,

F7- T Lk B FRERBR D9 T D 7 = L TA3RT D CqlE 35 S 1172 W DNAG KB
TRIZHOWTIR, B, Bk - WEHO SR 5 T2 [0 H ODNAFHRERLZ 1T,
S BT 120 EEY 7V A LPCRIE] UBEOBAEZITV, 2 THIT L X ot G
BROTXTOT = /LT3R DOCYED TG B IR WIGEITIE, RE) D OBAIIAGE & T
2o
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X1 EROHERAF—L

STEP1

= v A ER I R ER

DNAD I HHAF R LIBE Z B R E(2[ B)
|
 =n = e

STEP2
F10. J3. Y9, X1 7R &NERER *

g g DNA@?E&F%MI%EEM’E(ZEIE)

*EITIVIRISHETRBEARONIZIS ST,
AAIR—LavENEDLA ., BUEEREN
TONTWEN=CEETRT,
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7 (AquAdvantage) DR kL

KRIETIEFAET 7 KOV 7N LRS A RAESSG L L, DNAOHHRERIZ, U Tov ) a5
WS A4 7% » b (NIPPON GENE GM quicker 3) X idA A4 R X A4 7% v b
(QIAGEN Genomic-tip 20/G) Z# MW %, GMY 7 AquAdvantage DF& HiIZ, AquAdvantagef
AT T A ~—, Ta—TxHW\i=U TV H A LPCRE Y T /LK A LAPCREGH: % R ER
o774 ~—, Ta—T%H\=) 7 %A LPCRO2EERZITVHIET 5,
AquAdvantagefRZ1H & L C. KEFEY 77 ARSI LR EY 7 (A A7) HFK
DEEFRNVE VB F 7 0T — 4 —fkOBERER A RN T 5 X ORI LT T4 ~—,
Tu—7wHn5, 2. UTIVZ A APCRESEGIEXRA & L CTH 7 H3K18S rRNAEIR
FESNZRNT DT T7A~—, Tu—T%ZH\5,

1TRRARD 520 T CDNAZ R L . DNAREHER 2155, & ODNAREHK 2 WV CEM:
U T IIVE A LPCRIEZR FEHiIT 5,

1. Y7 RO 7 IR 507 b ODNAH HFs 5

Y O I T AT FOFEEOB TS E L., LI LEZEFNREFRoOR
ﬂﬁﬂﬁfﬂBﬂ»ﬂ%ofmmﬁﬁﬁ%ﬁ@ﬁﬂﬁ%%HOO

OEY 7S (RE—27V—F, FHif KERE), Yoro7L—2r72L)
@ sl (50 T, BRIE TR L)
@V 7D (T2, W H) ROEDOIMT A,

1.1, BT ALER
111 Yo% RE—IV—F fian OKERE), ¥ rov—7r7 L)

—wEEsy CUIZ WA ITIEN 5 Z RO T2 7 O 120 g) Z8RELL . 2 EH &5 O
AR AKZMZ, Millser 2 T L, BEICLEERE 1 g 2R e e L o 8EEE (50
mL %) (28D &5,

1.1.2. gofpils, (00T, BRIETREY)

@%%(Xil%@ %%@L\Mmmr'ﬁﬂﬁb BB LT=3Bl05g 2R Y 7'm
CEGEEE (S0mL &) ICEY &5,

113. Y7o (FLZ, W< H) ROZDITE M
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PN 50g 28T 5, HEHES OWEAREAKEZIMZ, Millser % THftd 5, ffe L72# 0k
lgZzAR) 7L o BGEEE (S0mLA) IZ8&Y &5,

1.2. FEIE D DNA O il

DNA OFHHIFRERNEIX, AT BRI EIR O FFB OWIED v o (EY 7 AE
— 7= {Hif OKERE), 7L —2r78) 2o TiE, 12.1.1. U A7 VE
%A 7% > k (NIPPON GENE GM quicker3) A 7%, RIALERER AR KRR OWIED & 2
o RS (00T, BEETRE) 22E) IZo5WTE, 1.212. YU BT NVES A
7% > K (NIPPON GENE GM quicker 3) B {%, XIIfIP7Z Sy oL WinTada (30 2,
W BRRE) IZOWTIR, 1.2.1.3. A F AR # A 7@ DNA fliH K% » & (QIAGEN
Genomic-tip 20/G) {EEEHT %,

1.2.1. DNA Okl

1211, YU BTNVES A 7% > I (NIPPON GENE GM quicker 3) A%
(YT, AE—2 Y —F, i OKERE), P v—rkl BEROREB O
WAHED 720N b DI, )

R ZFa L o BEE (S0mLE) IC8RY & - 7-DNAMH AREHT . GETFEETE ™1 mL,
RNase A" 10 uL % O'Proteinase K™ 5 pL& %, 3UEH 720y X 9 13RI 9 —T300
LA RIRA L7, 65C T30 MRS 2, £, 10545 z20E], RERE I —7T
10F0 R U < FE ¥R 5, GE2-PREMERR" 200 pL& Nz, B 2 ¥ —CTLIBAT D,
4,000xgll £ 4COSMETI0 MO L, RiF™ 800 pL%2.0 mLAT = — 7127, GB3
R 600 uLZ WS L7, 10~ 12[EHRERFI 5, 12,000xglh |, 4 CD S T1553[H
ol L, RG22 ATREZe R 8RHL9 %, & D EIE700 pL% spin columnlZ A i L, 10,000xgbA ||
ACOSEMFTI0RREE L L, ISR Z TS5, 7% OIRE 25 % [F Uspin columniZ A fif L,
[F St Tl LIS R A #5C 5 IRV CGWHETETIR ™ 600 nL& & faf L, 10,000xgLh |-, 4°C D
KET1oE L L, IWHIREHT5H, spincolumnZ H 727215 mLAET = — 7 2B L, /K50
uLZ& N %z, 357 MR CHE L=, 10,000xgll BTz L L, & 67w ik ZDNA
AREHRIK & 75,

N GEVRMEIR ., GE2-PHEMEHK ., GB3REMHK, GWHEM#K, RNase A, Proteinase KIZ> U B ZVIEES A 7D
% v b (NIPPON GENE GM quicker) f1ED & O ILR%EOTEEEZGT 5 D& HW5,

2 ARNNT 7 AT L TS0 mLAEF 2 — 7 ZREICH T, TOEEIOPML-20 LHHFT 5,

BT L= =R OSOmLETF =2 — 7 OFREEZBE L7299 2 T, g iR E 725 L 91L&
TT 5, LMD —2—F2AY 4L K, TUIARDOELLERNTS LU,

A PRBEROVRIE ) A ATRE AR IR D IS 22 K 9 2 BIE & BT S,

1212, VBT NVEEZ A 7% >~ &~ (NIPPON GENE GM quicker 3) Bi%
(WL (50T, BRIET 2R E) L BEROWIEDH 5 b O, )

85



AU 7a e o fEEE (SOmLE) (28D & > 7-DNAH BT, GEVEEK™ 2.25
mL, RNase A™' 10 pL}% O'Proteinase K™ 5 pL& iz, #UEHE2 70 1 9 IZRBRE X 9 —T
30FVHLL HIRG L7, 65°C T30 MRS 2, =M, 104 MEIc2E], HERE I x4
— T1OREE U < ##RT 2, GE2-PAEMER™ 250 uL & N 2, kRS 2 F Y —CT L <IRET 5,
4,000xgll £ 4COSMETI05 O L, RiF™ 800 pL%2.0 mLAT = — 7127, GB3
R 600 uLZ WS L7, 10~ 12[EHRERFIT 5, 12,000xglh |, 4 CD S T1553[H
U, B2 ATREZR R Y 83 5, # @ _E{E700 uL % spin columnl{Z & faf L, 10,000x gL |
ACOSEMFTI0RREE L L ISR Z T 5, 7% 0 OIRE A5 % A Uspin columniZ A fif L,
[ S ffCo s LIS IR 2 F5 T 5, IRV TGWRERENR ™ 600 L& & L, 10,000xgbl |, 4°C D
1o ME L L, IWHIRE#E TS, spincolumnZ #7272 1.5mLAF = — 712 L. /K50
uLZ& N %z, 357 MR CTHE L=, 10,000xgll BTz L L, & 67wk ZDNA
AREHRK & 75,

" GEIREMET R, GE2-PAEME#X. GB3#EME K, GWHkE K, RNase A, Proteinase KiZ> U 1 7 /VIEX A 7D
&> k (NIPPON GENE GM quicker) f1ED O XILREDEEZGT 5 LD E W5,

2 ABHEER A TH D & DNAOIENHADT 5, AT v 7 A2k L TS0 mLAT = — 7 % T
WZHT, TOEEIMH L o000 BT 5, BP0 GE1TE HIT30~60F ISt 5,
BT LI — K OSOMLE T = — T OFREEBE LT 9 2T, gl ik E 72D L9 ImE L& E
ET D, migkoe—2—3I2xAT 4 7 T ARXDOELLEHNTEH Ly,

RO A ATRE AR RV B 720 K 9 I EYE A RINT S,

1.21.3. A A U RWBIE S 4 7% > & (QIAGEN Genomic-tip 20/G) £
(LR bR E, MO WINTAMIZHEH,)

RY 7a el o fERE (S0mLE) 2V & - 7-DNAH HFENT . G2 ET ™ '8 mL,
Proteinase K*250 pL & RNase A*? 10 pL& % T, #BRE I 0 —TEENRFIC L VL
SHEHR U722, S0CTIRRERE T 5, DM, 2, 3EIEILE 2 SUis S & TRkt 2 i8R A
T 5, T, 3,000Xgbh BT, RIE T (4C) 150HEL3 L, ok BEEZARY 7r e
U UBNEDRE (15SmLE) IZB L, & 512, 3,000X gl LT, IR T 4C) sofhELT 5,
WNT, B oz B, QBTHE@EE “ 11 mL%& W E#{L L 72QIAGEN Genomic-tip 20/GIZ
2mLT AN 3T TR 5 *4, W T, QIAGEN Genomic-tip 20/GIEQCHEE K “ ! "C2 mL
FTO3EPEF LI, BT LWV EICE T, TOS0CITR D TBWZQFFEME R 141 mL¥
D2[EMN X, DNAZIEH T 5, WHKIE, mdE Oz b 2=mE I L, SEEDA
T T a— a2z L <IEAE L, 10,000X gl T, KR T 4°C). 155 M=ED L,
FiEEETS, 70% (viv) =X —/LImLEZ, & 51210,000 X gbh T KIE T (4°C)
5orE LT D, BIEITEE T, R & o S 7%, S0°CITIR D 7B /K S50 uLZ& i %
By T 4 72K U DNAZ R S E . DNAGEHRIK &+ 5,

T GREMETR . QBTHEME R, QCHEMK., QFFEMIKILF 7 ~ > fLGenomic DNA Buffer Set (Cat. No. 19060)
WAHBE L TWAH, B 7Z2WIGAICITHEA THEAT520% » NOFBIEICHE > TR ATETH 5,

2 Xy MIHBO L O XIIREO 1 2R > DERHWD,

BmMEOn—2— 3 AT 4 7 TUoIAROELLEHNTH LW,

OREITHR DT AR LW I DT D,

UL L Z WA T EIRENOESEICIETE 270 M2k 5ic, BEE
T 5,

(ZBr%E

cit
ug
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1.2.2 DNA ZEHR K H D DNA OHEE ORI ONZ DNA 32BHE O F8 5 L {547

DNA BEHEIR O Y B2 Y | JEZAEKZ AW CEEAAR L™, 200~320 nm O
TERAMNERIN A~ RV ZHEIE L, 260 KO8 280 nm DI (Ao KON Ansgo™?) % fodkd
%o RUNT Aggo DL 1.0 % 50 ng/uL DNA & L CDNABEZRHET D, £/, Axo/Axo %
FEL. 2Ol 1.7~20127240F, DNA Ao RlsnTns Z L 2073153, B5h
7 DNA JRJED G| JHEZEE /K T DNA s UBHREIK 2 10 ng/uL (ZA7BR L TR L. DNA #UE}
&9 %, DNA 3EHEIE 25 uL T~ 1 7 2@ 12457 L. -20°C LU F CHBIRTET 5.,
ik L7z DNA BN, MEZELIZHEA L, Ho R ERGTETHEET 5, 7
B. DNA SREHFIK DOMFENY 7L Z A - PCR THESNTZEEIGELRWE XX, T0
FF DNAABHK & L THWS,

ARG, WOEERIEEEIC L D EOANEICE T AR E M ONREI N R A0, WE LT D,
"2 Agso 75 DNA HIRDWLSEEE | Aggo D3 H L /X7 AR R DOWSEE EE 2D,
"3 Anso/Aaso D LE 3. T~2.0DHIPHA T > T HIFRILE DO F 72 D BT E S 20,

2. MY 7 IVZ A LAPCRIE

AquAdvantage DR H1IE, AquAdvantagefHIH D77 A4 ~— Tu—T 2R\ T LA
A LPCRE U T )VE A LPCRIUGKMES D 7 7 A4 ~—, T —T7%HW T LvEA
LPCRD2ZABRZATWHIET D, K7 74 ~—, 70— 7 3REEEKIERT 5, 774
~v—, Tu—T7OEERINILLTOLEEY ThH D,

- AquAdvantagefRHIH 7 7 A ~—xf, T u—7
AquAd-F: 5’-TGCTGATGCCTCTGATACCAC-3’
AquAd-R: 5’-ATGCCTCTAGTGCAAGTTCAGTC-3’
AquAd-P: 5’-FAM- CAGTAGTACAACGTTGGCAGATGTATGAGAACT-BHQ1-3’

« UTNE A APCRIUGHHERTRA 7 T A ~—%f, 7mn—7
18S F: 5°- TGT GCC GCT AGA GGT GAA ATT -3’
18S R: 5°-GCA AAT GCT TTC GCT TTC G -3
18S P: 5’-FAM- TTG GAC CGG CGC AAG ACG G-TAMRA-3’

2.1. PCRAI B E DR
U7 A A LPCRABUGHIE2S pLiwell & L Clifl4 2", MIZLLTO LB Y TH D,
FastStart Universal Probe Master (Rox) 2, x{& 7" 7 A ~ —*H&WK (%7 Z A ~—. 50 umol/L)

% 04 puL, &7 0 —7%iE (10 pmol/L) 0.25 uLZiRA L., WERE /K TEE 20 uL (2
FHHI% . 10 ng/uL DNAGEHE 5 uL (50 ng) # i35, PCROT T > 7 KIS E LT,
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VHPDNAREHE Z M2 720 b DI oW T HRIFFICHI T 5, £DNAREHERH 72V
AquAdvantagefR ZN1Hl & U 7 /v 2 A4 LPCREUSGMEXT R D U 7 v 2 4 LPCR%Z £ HLE 12
AT LTUTI b D LT D, GEBREKRTH, EEhbr—A" L, BRIy =%
BT D (Fa—TOBRAEHEAXF Yy 7275, ), TOEE, LORELRVELIE
BEL.EHOVY—U U I7HT7 7Y r—2—"% M TITH, ABIPRISMOLA L, H&i&ZIiZ Y
TVOEZBLZL,RIZKRIERH LG, 7 L— O EBE NN TRIBEZ RN TEL,
T — MRS TRIGKE A 27 (B2 :1,500g, 247f#) 3%, ABIPRISM 7900HT
DA X, MicroAmp Optical Cover Compression Pad™ & & DHE 2N B2/ 5 X9, 7L—F
O L@zt y M5,

" ABI PRISM 7900HT X ZABI 7500% i 9~ % ¥5531%. MicroAmp Optical 96-Well Reaction Plate (Thermo
Fisher Scientifictt:) % . LightCycler 96 X(3480% i 14~ % 35513, LightCycler®480 Multiwell Plate 96 X
IZLightCycler 8-Tube Strips (white)  (LightCycler 48054 1%, LightCycler 8-Tube Strip Adapter Plate &
HWo, ) (Rya - HAT7 AT 497 A4) #HW5,

"2 FastStart Universal Probe Master (Rox) (BRI = « XA T 7 ) AT 4 v 7 AtL) ZE&TeiRkITREN
BWED | IRABIER OBRIAT O BRICITEE N LE Th 5, IREBEAEEIT O BRICIX, 1RGSR
Toid XHICHEET 5, AH0RGEITE. PCRE D EL WNRWIEANRS D, 5 BEANTITLT
B HPZ, EO L, IBREREE OEIZED TEBWThbHT 5, £z, U o /WIZoET DB,
DIHire, w0 NEERZ L2 BB L. V=L ORICHEERICAND,

"3 Non-Template Control (NTC)

DNA REHEOWRMOES, NTC [ZIEDNA #EHE DD 0 IZKE 7 = W25 uLiRINg %,
=R =) T — S —

ABIPRISM 7900HT X |ZABI 75000 %54 1%, ABIPRISM Optical Adhesive Cover (Thermo Fisher Scientific

f1) ZfEHT 5, LightCycler 96 3134800541, LightCycler® 480 Sealing Foil (R = « XA 7 7/

AT 4 w7 AfL) BT L, =V O OWTITRA RO~ =a2 T v ESEDZ &,

"5 MicroAmp Optical Cover Compression Pad (Thermo Fisher Scientificfl:)

ABI PRISM 7900HT D54 D &4 9%, ABIPRISM 7500<°LightCycler 96 313480 T A L 721>,

2.2. V7 H A LPCRIC X HHIE
(ABI PRISM 7900HT DAt [F]% D :8E A FF-DABI 7500, LightCycler 96 X I LightCycler 480

ZEMAT5.)
2.2.1. ABI PRISM 7900HT

O AXL—va M PC OEFEZ AN, EESE5, PC NEEITER L TH1DL ABI
PRISM 7900HT AAKDEI Z AtL, 30 7 LU+ =77 v 7 LD BTG %
BRIGT 5,

@ TAZ by L7 7Y r—3 3 [ABI PRISM 7900 SDS Software] =% 7 /L2 1
v 7 LTI, A==2—/3—0® [File] - [New] Z &R L. {New Document} %A 7 &
T h TR S D, {Assay} |X [Absolute Quantification (Standard Curve)]. {Container} %
[96 Wells Clear Plate], {Template} |3 [Blank Template] %R L, [OK] ~"¥ %7V
v YD,

@ A==—/3—=0@ [Tools] — [Detector Manager] % %4 L. {Detector Manager} %A1 7
0y xR RIEDH, [New] "Z %7 U w7 L, {Add Detector} ¥4 7127 %<,
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Detector D% E(%. AquAdvantage 1 FN7t5% X Reporter 2 [FAM]. Quencher % [BHQ]
L, UT A L PCR Kt B xt BEAER 1L Reporter % [FAM]. Quencher %
[TAMRA]& L C[OK] A& %7V v 73 %, {Detector Manager} %A 7 12 T
9% Detector (U 7 /b2 A I PCR UL REEAER, AquAdvantage i Z15AER) %
I L. [Copy To Plate Document] ;"% > %27 U >~ 27 L. [Set Up] # 7 LiZEHT 5
Detector Z &k L. H%IZ [Done] RZ %7 U v 7§ 5,
WAL BT Y 7V A A 2 PCR UGB FRERER 13 AquAdvantage R ENaRER D &
VAL, 8D [Set Up] # 7 T, Detector 2% [U 7 /L4 A 2 PCR G [51E
*FFRERER] L [AquAdvantage ENERER] DITD {Usel MICT = v 7 &2 A D, KIZ
7 )L T EIT {Task} HTENZNDOEHR (Non-Template Control : NTC, JHIE %t Gfi
{K : Unknown) % &R L. {Sample Name} 7 ¢ —/L RiZH T INEEZE AT D,
{Passive Reference} 7% [ROX] IZREIILTWD Z & ZMERT 5,
[Instrument] % 7" L@ [Thermal Proﬁle] XY —~nNHV A7 T—BE2UTDOLD
ICRRET D, [50°C, 2% —95°C, 104y — (95°C, 15 %> — 57°C, 1 43) x45 A 7 /1]
{Sample Volume} % [25uL] IZEXE L. {9600 emulation E— R} [ZF = v 7 B A>T
U\ZD Ll %,

REFRME T L — b RFXxa A2 b (sds) & LTRFET D,
[Instrument] %7 L@ [Connect] "% %2 U2 L, PC & ABI PRISM 7900HT A
{K% connect IRAEIZ T 5, [Instrument] ¥ 7 D [Open/Close] h"¥ %7 U v 7 L,
AT =V HEBEBAENPOH L, 21.CHE L 96 Vo L— FEUIREHZ L B
IZLTCAT—Y EiIZ#tE5, O [Open / Close] ™"¥ %27 Uw 7 L, 96 7 /L7
L— M EEARERICE Y T 5,
[Instrument] % 7 E® [Start] R¥ %27 Vw7 L, KSEET—X OBV A (T
IRFfH] - A9 2 IffH]) 2 BRLAET %,

2.2.2. ABI 7500

@
)

AN —va U PC OERZ AN GEE) SHE 5, PC A ERITER L T b ABI7T500
AEROERE AN, 30 7L L +—I 7T v LT_O)E ﬁm%ﬁﬁﬁé‘ﬁ“éo
FAY Ny T EOT Y r—3 3 > [7500 System Software] X 77 U w7 LT
Bii<, A==2—/3—0 [File] - [New] Zi#{ L. {NewDocument} %A 7 1 7 %K/~
S %, {Assay}! (& [Absolute Quantification (Standard Curve)]. {Container} |3 [96 Wells
Clear], {Template} /% [Blank Template] | Ver.1.5.1 ARTD Y 7 F 7 =7 OH4 1L, {Run
Mode} % [9600 emulation] & L. [NEXT] R¥ %27 U v 735, Ver2.0 LD Y 7
N =7 OBETE ramp rate DA FEDNME TIRED EH L TWL<E D ramp rate %
100%72 5 64%IZZEH T 5, 2B, FEEEZIE 100%0 % £ THEAT 5,

Detector DX & Id. AquAdvantage #5155k (X Reporter 2 [FAM]. Quencher 2 [BHQ]
L. UT A L PCR UGB MEXTHEEER 13 Reporter Z [FAM]. Quencher %
[TAMRA] & LT, [ADD] "¥ % 7 V v 735, {Passive Reference} 7% [ROX] (Z7X%
ESNTWNWDHZ Ea2MERL, [NEXT] A& &7 U w795,

B FPETY 7L Z A A PCR GG GRS AquAdvantage fRENFRERD 7 =
JVEEIR L, BT, Detector 28 [V 7 51X FRERER] XX [AquAdvantage R 1R
DITD {Use} WIZTF =y 7 2 AND, RIZY =/ T &IZ {Task} WM TENENDIE
# (Non-Template Control : NTC, {IEXIZARIA : Unknown) %R L. [FINISH] 7~
2Ty T D,
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[Setup] ¥ 7 EOXZ T = VEXTLVI Uy T L, BTN EATTT D,

[Instrument] # 77 £ [Thermal Cycle Protocol] & 0 %r—~ %A 27 7 —5FFE2LTF
DEITHEET D, [50°C,2%5 —95C, 10457 — (95C, 157 — 57C, 1 47) x45 %A
7 V]

{Sample Volume} #%[25 uL] (ZF%ET D,

RESRMZEZ T L — M RXxa A b (sds) & LTRET D,

2.1, THEL7296 V= VT L— FEgIREHE A LI LT EEREKOAT—T |
IZHEHEE Y b5,

[Instrument] % 7 E® [Start] R¥ %27 Vw7 L, KEET—X OBV A (T
REfE « K9 2 RFRED) ZBHART %,

. LightCycler 96

LightCycler 96 AKDEJRZ AdL, B/ 7T A M52 T L TERENIT 5 £ TR 5 0F%
T2,

LightCycler 96 AR %~ F /3% /)L ED[New] % % » F L {Create New Experiment} % 3%
~ & %, [Roche template] 7> & [RunTemplate HydrolysisProbes Amp] % &R L |
{Experiment Name} % 5% i L [Create] 7 %,

[Run Editor] # 77 MD[Measurement] T, {Reaction Volume(ul)} %[25 },lL] IZRRET D,
[Run Editor] % 7 ®[Profile] CH—~ /%A 7 7 —54:%[95C, 10 57 — (95C, 15 ¥
— 57C, 1 53) x45 A 7 V]D L DT ET D, 5T7CD Step @ Acquisition .Mode 73

[Single] & 72> T\ 5 Z & ZHERT 5,

[Eject]Z# v F L7 ey 7 &5, 21. THBILZZ96 V=7 L — h &R Z
HEATFIZLT, —<rT7ry 7 ity NLTHU S,

[Start] % vF L, Kt E 7T —F OV AL EZ T D,

G D#&i > 727 7 A L% LC96 Application Software TR <,

[Sample Editor]% ZHFH DYV = /L7 4+ —~< > MM TYU 7 /L& A L PCR KBkt
B2 1T AquAdvantage FREIRERD 7 = /L AN L, Gene D {FAMMRICREY T 518
fEF2 e NTTTD (—EATTTHE, TAETUNBERTILIENRHKDS,), KRIZY
/L Z L2 Sample @ {Type} #lTENZENDIEH (Negative Control, I E X RIRIA
Unknown) Zi#ERT %,

TNV T —~<y NHDEKET =% 7 U7 L, Sample @ {Namel iz V> 74 %
A5 (—EANTDE, TAETUonbRIRT 2FHN/HEKD, ),

. LightCycler 480
LightCycler 480 AIKDEIR A AL, /7T 2 Fn5aT L CEBEIT S % T 5 5%
W o, AL —ra HPCOEREZ AN, EEISED,
TAY by EOT7T 7Y r—3 a3 > [LightCyclerd80 SW] =X 77 U w7 L,
[User Name] & [Password]|Z A JJ L CY 7 N &H I 5,
[New Experiment from Template] % 2 Y 7 L {Create Experiment from Template} 7> &

[Mono color HydrolysisProbe-UPL] %% L, OK ¥ %,

[Run Protocol] # 7 C. {Reaction Volume} Z[25] IZREL, —~AHP A7 TF7—5

a2 RD XL HITERET S [95C, 104 — (95°C, 15 — 57°C, 1 %y [Single] ) x45
A 7 v—40°C 30 #], 57°CD Step @ Acquisition Mode 23[Single] & 72> T\ 5 Z & &
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® Save &7V v 7 LEEFRIEEZRGTT D,

® AEoFLv—trp—F 4 FREERLTT L —br—FZ—H1L, 2.1. THREL
7296 U )T L— hEUIREEHELFTFICLTEY LR, BERXYCEZMHL T
L— bha—X—%KiNT 5,

@ [StartRun] 27 VU v 7 L, KIGET—X OV AHREFIET 5,

(BOHZ) [Subset Editor[iZ T, (+) "4 > 225 New Subset Z1Epk L, o 7%

Yty FL7ZU 2 VERIR L% Apply 27 U v 795,

©@ [Sample Editor]iZ T, Stepl:[Select Workflow] T Abs Quant % iR 3%, Step2:[Select
Samples]D[Subset] 7 /L& 7 5@ THERL L7 Subset %8I3 %, Step3:[Edit Abs
Quant Properties] C, 47 = /L% 3 L, [Sample Name]% A7) L. {Sample Type} ##lT
ZTNENOEH (Negative Control, HIEXRTGRIA : Unknown) % 3RT 5,

3. MR L HE (X1 ZH)

U 7 v A SPCRECIG L BEERER & AquAdvantagef HIFRBR D W F IOV TH | KR
O] IZ Amplification plot I CHEX BRI 72 Y liE Hi#7 & CqfiEl O feE8 & OVKT IR 4,35t Sk 04
JesRE (FAM) DR BRI 2 M OfER 2 & - TIT .

ABI PRISM 7900HT X /FABI 75002 [l L 7= %55 D7 — & O fifht
O A==—/3—0 [Analysis] — [Analyze] Z#E&{RT 5,
@ WEARED [Result] # 7% 27 U v 27 LT {Amplification Plot} [Hj[fj % /R S5,
@ {Amplification Plot} i = {Plot} ## T [ARn vs Cycle] #Z/~x S+, {Threshold}
Mz [0.2] & ATIT %,
@ {Amplification Plot} Hifj = {Detector} #T [All] Z#RT 5, RHIZ Ct(Cq) &
MERIND,

LightCycler 96 &2 f L 723556 O T — % Ol
@ [Analysis]¥ 7 %27 U v 27 L[Add Analysis] % 3% L {Create New Analysis} & #/~ St
%, [Abs Quant]ZER L[OK]Z 7 VU v 7 T 5,
@ [Amplification Curves]IZHiE #i#R23, [Result Table] (2 Cq ENRRIND,

LightCyclerd80 % fi JH L 72358 DT — ¥ OENT
@ [Analysis]h % > % 27 U w7 L {Create new analysis} (Z T, [Abs Quant/2nd Derivative
Max] % 34R L[Subset] 7 /L Z 7 936 2.2.4Q) TYERL L 7= Subset #7%#R L [OK]% 7 U
D/ R
© FRINZWE T, [Calculate]Z 7 U v 7 3%,
@ HhEEh#E & . [Result Table] 1 Cp (Cq) ENFEREND,

20M TR K 0 15 S VZDNARUEHE (i &H72 0 27 = VT THIE, ) O&FH Y =L
FTRTEHANTHIET D,

DNARBHEIZ I T,
(1) U T NHA LPCRIGEHERFEGBR D207 X TD W = /L T43 R DO CqE 1 & 5

91



. D >AquAdvantagefR EN FHFRER DX TO ¥ = L T43KE O CEN 1S H 7= 5
Ay UREBHIGE & HIET D,

(2) UTNHA LPCRIEGSEHERFRERBR D207 X T D ¥ = )L T43 R DCqfE A 5 &
U, D OAquAdvantaget Fn FHERER DX T D 7 = /U B TA3 KM DO CfiE 3 15
R WG E TR & HIET D,

(3) AquAdvantagef@HHFABRICIHNT, T XTO T = LT LIEMERBELNRD
ST EL. e - BB % O YRR 5 Sd T2 B H ODNAFHIER A2 170,
S B M2, Y 7 v Z A LPCRIE] LAREDOHEZ S0 L T, HEATT 5, 2[HH
DDNAREHE 2 72356 T B BBHEOHIE DG 6 R WA 121E. AquAdvantage
2tk & fET D,

20T O 2 Z N OHIHDNAGEHR (4527 = /L) 12OV T, G ROHE A F— A
o THE L, 57 OMHDNAGEHE (G547 = /V) (ZOW TN & HE SRk z By
e 11 A

/2%, ABIPRISM 7900HT X /ZABI 75002 ffi ] L 72356 1%. LFRHIEIC X Y AquAdvantage
B PE DY) E & A7 R IZ DV Tmulticomponent & fi##T L. H L CFAM O 2 658 FE D fia 44 34
B 7 N385 C & . ROXDE IR EE O Bk 72 T RECFAM O 8 LR B DR D372 EFH 03
RN kRS D,

F7=. U T ILH A L PCR SSBEMEXT B AR T 2 7 = VO TO )5 T 43 KD Cq fill
235 HAL72 0 DNA S UBHIRIZ DWW T, BREE, k6o 11.2. 3Bk 5 O DNA Ol
] DBEOBIELITV, ZTH 2 U = VHMTOM G T 43 Kl Cq B HE LR WGE
21T, ARE S OREIIREEL T 5,
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X1 BROFIERAF—L
STEP1

|7 LR A LAPCR it f5 14 BB 5 B+
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DNAD M FEH LEZHIEEQREIR)
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AquAdvantage

FRANGLER

% g DNADHHFEH LIEZHZECERB)

|
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e

CETIURIGETEBEARONIBEIE,
ALBIR—avELAEDN., BYGREN
TONTIVGENCEETRT .
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1. DNAHHIRE LT IEIZ SV T

L. R A 515 ) CIERERB R LA R LT 5, BUE. DNAfIlIE S~ |~ & L TDNeasy
Plant Mini (Maxi) kit, Genomic tip-20 (50, 100), GM quicker 3% OFLL A TR STV D, &
B2 ERMT ORI L OO MIRITE R PO~ MY v 7 A RES B R D560
b5, EDTD, Fhid 5RO OFEEIZM LR GEZ WD Z D TE S,
DNAFHHIREEHEIC B W TR, HEMER S BREICHNERME L ENEONDL Z BN ETH
%o PIAIE, BTV S DNASH R RYE 2 | 60T TR D3HEIT> T, BHFOTIEL I
TR T H A LPCRE CTEZE LI-MERNIFA U TH D Z & 2R d 5, NIEME
5Ok (Bt EEER) OFEREZHER L T, BHFOHIEZ K L TCq BTN 20D

T D (D EbCq ENIULERELS 2620, ) |

2. U7 )VE A L PCREEIZOWNT

(. ERRAE ] CEICHW BTV D ABIPRISM 7900 X LightCycler96/480 MDAt
IZHRIHEOMREZ AT H2HHEZAVWLENTEX 5, REOMHREOMRIT, BUE, oKL
BUME, 7= VZEK ORGSR FFCERT 25E6) REEZBELTTY, FlxiE, Tk
PR 7 AN (B2, =2 AH) ZHE L, BT (ABIPRISM 7900 %) % T
BRHBRFR L 0 A UEOIREE (10 [|1HF 10 [B19- TR S5 ARIRE) OB 2 (Fi3
%o ZOWKRERNT, MER LW CRERORBR ATV, 72, BEEX T3 ELLET
STRER, TRTHHEEND Z &, 96 Uz LV THENRWT & 2R+ 5 (Cq HICHR KT
H 1 UL EDZERR N, )

3. YAL = v T AIZONT

(. ERIRA G Fedo b O ULRIZEMES R Sz ) 7V 2 A 2 PCR & 2 A
T, BRATREYREL (TEWREIN AT ARG A IXENEZ AW, AR TE WA T
FENE < RV TR T Ly, ) 2V CREM B R aERR 20 K L 3 [k
FEhid 5, TORER, CqlEeT RARA > MZBWT M. EBBRAE L EfsoboL
RKERENRN L 2WRT D, 7o, Ba B REET 2OV TiE, TIROBME
T AI REMRETITHWNT, 3 BILLEREEZIT/ER, Cq ERT Y FARA » FENRK
RN LR T D (CqfElcm R TS 1 LLEDZENRY, ) |
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