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1. 8RR, A%, 3 A bytray T X ROREERR
1.1 8iFR, 2 AF, 3 A, byEnay T X ROBROBRAERIR

FHH Z DNAFAN IS BB ARE —IZ0M L TWnD E W) 2 E&RfEE LT, vy F&R
FT 2D L) RIRERIRAIT O 12, R L bm Yy hOKE &, WL, AEEREIG L T,
PUFICHT 2RI EAT 5 0 MIRERBUCEE L TIE, e v FOBRIRA LW X 5 +5
BORE L. AT 288 H - RESOESRIIENETOLOEMAT L0, TOEE, +olc ikl
LEITWMEAT %,

I FRERE I L T2 BRI S 72 D L 5 0 ITiRE LTctk, 2O bRAEIZ LT 72—
EREZED ., BieSs OB IS D,

FHFOBRUCE L CIE, 1 B (RIEEREE 1kg) O 9 H500 g2kl CTHWS, 7D
D500 glFFRLORETHRE T 5, RREDOFHIIXIZINEH WS,

1.1.1. BXIH— F A DOGE

LU ORITHE > THRIFERIEAT O,

2y hORES FRIRERER D 7250 ORI | FRIAEREUE (kg) FRIAEL
< 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. [ T5EHDEGE
1.1.2.1. VA o AR

VA BICHRAT LIS 1 ¥4 mgd 1 vy b LT, vy hEEEZRETIMELRD
LA = 7T —F 2O TREERIZIT > b0 & L, BWIERRFFEREZ & - TI5
[ml, FH10 kgl EARAERIR L2 b D&My LT A o il ik (1 kgbl k) &9°2%,

BEICH A BITHRA L7 DIZHOW TR, hoH 1 1 (2 E) S ¥ 2 R R CRBRICR LR

S =

1T 9,



1.1.2.2. 1T UITHR AR

LT (B2 &Te,) ICHATAEIC L 1T LITA2 1 vy FELT, vy h2EE4R
FITHIMIELE D94 — b 7T 2O TR EZITY) b L L, JiiE 72 R
MRS Z > T 15 [ElEF 10kg A EZBREREL L 7= O &40 L Cid LT Eic 1 Bl (1kg
PIE) &35,

1.1.2.3. 1T LIFICEBIT D RiREE

TTIIE LI A L2 b DIZ DWW TRIEERREZITOHA. 11L&l vy FELT,
a2y hRERERETHMAEL DL BE, g, TREEICESHET, GRS G,
FH10 kgll E AR L7 b O & HE0 LT LITEIZ] Bk kgl k) 3%,
1.1.2.4. 2T FTITHBIT 5 BRREE

127 Fx1uey e LT, vy MEKRERETIHRIKED L9 BB, HE. TREEIC
E5NAT. FH5 I TG, FH10KkgLl LA BRI L= D&My L a7 H IR (1 kg
PIE) &9 5,

1.2. LA ORIAERE
IMITAEROBRIKERIZSOWTIE, ®5é7esmy POKE L U T TORIZHEWVH
REEETT O,

121, hoEwasOBMNLE (a—2 27 ) vy, a—r 75 0— a—r 3 —L5%

BRLZ ML T2 b D)

BAREREUZ DWW T, 111083 — MU BADOGEITHE D .

1.2.2. TRUSAOINT A5

LLT DORITHE > TR ZT O,

2y FORE S BRUERIR O 720 OBIINEL | BRIAERIUE () RIS
= 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 LAX ORI L OMEERIL UNEREE, BRIZMELTZH0)
FARERBUC SOV T, 1.1.1. 048 L DL ITHES

2. Y IENWLE, B BLIOR R — =D AERE

2.1, HEEO Y BRI L L, AT BIOVEREO R % — = DR AERE

FERED ST | AEREDIE RN L, A I KOVERED R % — = ORIKERIIZ DU T,
K% L7250y bORESITIEL CTUL T OFRICHE R IFRIREAT.

Py RDORES FRSERIROTZO OPAMREL | BRIRDRIE ()
< 50 2 2
51 ~ 500 3 3
501~ 35,000 5 5
= 35,001 8 8

2.2. "AY TN LE, YT B IR yF — =D I L& S O AR

I AN LE, T BLIOR v —=D I T & S OMBAETUZ DWW T, it Eeshnm
YRDREZZIEUT 1.22.ORITHEVRIRERINZATY,, 7035, Feyt - ACBHR-L A KSR ITD
WL, IR Z 480 g £ 975, F/2. AV T Lk, W EidX vy —=DE A &
DVDIRNIN LA DWW T ER T 2561, BT SIE BB ORTHLEEAT 2N v L 72 D K
O E R B A O L TR A2 L,

A s HI
YRR X, BRSO 2 O TR PR ERRRIREL THEESNDTZD, ZOMHRIZEY

HERERIIEE T2, DA/ N D72 O FRANZ DWW TEE T,

- A SRR, iR E —BALE T D,

- FRHIEL T, A GHRIR D B SIWER A BERE LT Al 23R e 75, (BIAIE, A X
INAVNZOWTUIRE - R Z BRI A7 IZ O L RIS DWW TR A RV HE2EE 55
T TN TRl 2 BN Bl R 7 8 DV DR A o0& T i sy AERED Ry —=
[ZOWNWTUEANZ Z RO R IR SY)

< B OB IE R T LB ZALNDTC D AT D RN B by s



LT IR B EIR L GG S5,

- BRAZ A DR EUEH I E ALK OYER I B DS T, HERIEIC T—E &L RIT 2,

- BRI S TR A AT, 22K OENE DRI R E O ZEE DD IR XIS 22| T
1T, A Z3Ix—ra wBh< IO Ehi T 5,

< PERRE DT i de B RS B SRS LRI S TR MR S TR . L
AVFEFNE—BHRITEE T D, HDUVNTE E Rz IV, 3077 OB &AL 21T, BB
%1%, DNA Zap solution (Thermo Fisher Scientifictt:#4) 7 &2 L 25 B« BEsITf AL
DNAZ 3L, Yb TISUREFLIZR IS, FEBRIMHEH 2282505,

* Ly F=GM200 (L F = ftfl) | bt — (&2 =#:8) | Force Mill CRB IV 4HHY) |
Xtreame Blender (Waringft-8) | BEBLFLEK - FLAE IS LONFIEOFE R BELNLH DA WD,

3. =i
AR O R, A, FZRIBEHL TE, AR EIIRAEZ B IRATODICH o omET 5,



. ERIRESE

(FE DA FIEIZHBITDH Cq OB MO T

Roche Diagnostics f:HDY 7 /L4 A L PCR as DA 13, Automated Method 1% Second Derivative
Maximum Method % TS5 Cp E X3 Cq % Cq fE& T %, F72., Thermo Fisher Scientific #:8DY7
JLHEA L PCR BEBR OB AL, _R—RAT A% 3 AT VINE 15 B A7V THEL, ARn DA RMED I KED
BT, RE LR RIS e iR iR E T4 Threshold line (Th. line) £LC 0.2 IZFXEL ., 555 Ct
% Cq a3 2,
(¥ 2) Roche Diagnostic #-#% LightCycler480 {3 ¥ Second Derivative Maximum Method (255 Cq fEFR /R~
{22V T

LightCycler480 f# IIRfIZ Second Derivative Maximum Method (240 Cq B 5 HL7= 56 % E T DR
TATNELD D 5 AT NV Z G WA (RS A 27 V5] - 5) BL B Cq X, —#: (FEE 27V 44 -5) TR
b, ZHUCE ST, ARRAEERLHOBE A 2 VOB E T, HIERREIC 2D FRENDH A BV T,
HIE DI ATREIZ AR D IR YA 7 VDL H AT 25, (1) HEIEA 7 V58 45, (MEHIE Cq B 43 K
DO, Cq fiE 40 UL i3 —1 Cq i 40 LFRIREND, T DT DR A7 VK% 45 D5 50 IZEE T 5,



ik (FP967) DA fiik

ARIRAEIE CIIHRBRL 2 A xS & L, DNAFHREEIL, DL O A 4 A ik g ~
A 7% > M£E (QIAGEN Genomic-tip 20/G) & W5, 1 #iE 52 HHT CTDNAZ fliH
L. &HHDNAGEHE 2 HWCTEM Y 7V A APCRIEZENET 5,

1. DNAfh H R
1.1, A F 2 ZZHRE % A4 7 ODNAfH R >~ ME (QIAGEN Genomic-tip)

ek 05g 2R Y e v L UBEEIEE S0mL &) ITEVERD . A T HRIE &
A 7 ODNA HiHFEHISE ~ ~ (QIAGEN Genomic-tip) Z W TLLTFD X 912 DNA ZHiH
95, BEHC, G2 EENE" 7.5mL &L a-Amylase?20 pLE X T, AT v 7 AIF
P—ETHLIEA L, 37°CT | BEMRIET 5, & 5IZG2 #EEK 7.5 mL. Proteinase
K™ 200 uL, # LT, RNaseA™ 20 uyLa iz, Vo 7NN F a—TDEIZEL R 25 F
THEE L, 50°CT1 WRERIET 5, EOM, 2 ~3 [BlELE % Kis S CRUEH 2 38R
4%, IRWT, 5,000 xg, 4°CTI15 rEELHEEL. o7z FEZ2 mLT 02 mLA
F=2—75 K (FH1omL) 2B L™, 20,000 x g, 4°CTI15 ZyiE Lol 5, 5000
QBT #&fE %' 1 mLTFH5{k L 72QIAGEN Genomic-tip 20/G (2, 2 mL HF =2—7 15
FEZImLTS8BRL® AT 5 FHSmL) ., RWT, 57 %QC fEEW " CT2mL7
O3 B L%, Fo7EHLWVELEICB L, H 5 Ld50 °ClahniE L7-QF fEER
1500 uLE AL, DNAZIEH T2 GEH 1) o Ty 7 Z2H L0EEICE L, S HIZQF
FRMETR ™ 500 L CDNAZIEH T2 (& H 2) .

WNT, WHIREZEEOA Y 7 a X)) — L aEH 1EER 2icznZnimine, ¥wo<
D10 FEIEEERRFN L7214, 5 =R THiET 5, 12,000 x g, 4°CTI15 oL, RiF
ZREFELT2141270 % =% /7 — /500 uLE RN L, 10 [EEREEFI9 5, 12,000 x g, 4°CT
3 i L7ct%, RIGEMEL, ot b2 EE IS Y 5, B 2 0EREIC
B 57 L 60 °CITIME U 72K E 78 B /K50 uL 2 Nz Tk & iR S ¥, & OVRMRR A2
A
W 10=WE I LA, KRG L, fiHDNAGENK &5, filltiDNAGEHEIZ 7>
Yt REE R A IV TDNAEERE 21T 9 6

" G2fEMER,. QBTAEMENR, QCHEMEIR, 5L N QFFEENKIZX » MIMBE L TWDLR, BV RWIGAIC
L5 > N OFIAZEIIIE > TR RTEETH 5,

2 o-Amylase  (FREM) (Z=y R V—raAf-lob o, UL, FAEOEREFS>LDOE WD,

"3 Proteinase KIZQIAGEN## (20 mg/mL) F72IZX[FEDO 1 Z2 L >EDEH W5,

"4 RNaseAIZQIAGENA-H (100 mg/mL) F72IXRZEO N Z L OEDEH WD,

S LR B DR DML E B D eV K D ITEET D,

S ILE (DNA) AR L72WEEATE. 65°CTISHRIRE YT 5, TN THREBICEMTE T,
RIEHBRD HNHHEATE, 12,000 X g, 4°CT3 fiEO L THE LN BEEZH LWIEILE 1B



L. ZHhZHMmHEDNARENE &35,
1.2. DNA R EHRHZ H O DNA O OREFE TNZ DNA #UEHIE O R & £rAF

DNA FRBHEIR OB Y A LY | JRE ARG K E AW TEEAR LT, 200~320 nm O%iPH
TERAMERIN A7 RV ZHEIE L, 260 B 100280 nm O (Ao 3 LT Aso?) % T
Fkd D, IRUNT Aggo D 1 & 50ng/uLDNA & L CDNAEEZR T 5, £72 Awo/Axo &
HET S, ZOHN 1.7~2.0122E, DNA RN FRICKHREENTWD Z L E2RT3 56
A7z DNA JREED G | BHEZEE /K T DNA SUBHR K 2 50 ng/uL (AR L TS L, DNA &K
BHE & 9%, DNA BREHRIZ 15 pL Z &2~ A 7 mmibBI207E L, -20°C LU CHBeR T
95, i L7= DNA #UEHRIZ, i EHICHEH L. o MIRRITEE R T HEET
%, 723, DNA BUEHFIR OIRFEDS PCR THUE SNTCIREICE LRV & XX, £ D F F DNA
HEHE L L THWS,

AR, WO EEE I KV @ eI BT AR ER L ONRERN AR ST EEE T D,
2 Aogo S DNA HISEDWLIEE | Asgo XX /87 BRI SEDOWIEE L EZ 5,
"3 Aoso/AasoD L3 1.7 ~2.0DEFHI TH > THRREDO 72 2 HIEITE S 720,

2. MY 74 A4 LAPCRIE (ABIPRISM™ 7900 % 721%7500)

FPO67 DR IIFPOSTR D7 T A ~—, T u—TZH\= ) 7L 4 A LPCR & HRRE
PO T 74 ~—, Ta—T%H\z U 7 V% A APCRD2 REREZITVVHEIET 5,
FPOGTIRHENIH & LT, NOSH — I Rx—H — L AT F )~ A ¥ UHER{R - O 5 i fEik
RIS HTIA~—, Tu—T%H\5, £z, WG & L Tstearoyl-acyl
carrier protein desaturase 2 (SAD) BB EZRIT H S 74 ~—, Y u—Tx2H\5,
KT ITA~—, T —THRHEAEE KBRS 2, 774 ~—xf, 7 rn—7 DAL
LLTFoEEsh THhD,

FPOCTIREI 7' T A ~—xt, Tm—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’

HRRG MR 77 A ~—%F, r—7

SAD F: 5°- GCT CAA CCC AGT CAC CAC CT -3’

SAD R: 5’- TGC GAG GAG ATC TGG AGG AG -3’

SAD probe: 5’-FAM- TGT TGA GGG AGC GTG TTG AAG GGA-BHQ1-3

10



2.1. PCRA itk D T

PCRAI S RIE25 pliwell & LTSS %, MEIZLLTFD &30 TH %, Universal PCR
Master Mix' 12,5 uL, ¥R 77 A4 ~—x@/HK (774 ~—. 50 umol/L) % 0.4 uL. *t
G a—T VR (10 umol/L) 0.25 pLAiRA L, A K T 22.5 uL (2%,
50 ng/uL DNAGENRK 2.5 uL (125ng) #3255, PCROT T > 7 Gk E LT, &7
DNAGUEHER &2 N2 72\ DIZOW T [RIRFICHRE T 52, EEEK TR, BEENhD v —
A3 L, BRIV NAVEERTS, 20L&, LORAFLRWLSEEL, EHOY—Y
YIORT TV =2 —FRANTITH, RBEICU o VOEZBIZ L, KICKEDH L5E
L. 7L — FOZEZBEI NN TRJaEHEWTE L, 71— hOEFR% . MicroAmp Optical
Film Compression Pad™® Z 8D L2 b Lo, FL— o EfEickEy b5, %
DNAREHK & 7= W FPO6THENFH U 7 /v % A LPCR & #BREGIEXT R Y 7 /v % 4 APCR% %
NEN2 7zl fTLTITY) b D ET D,

" Universal PCR Master Mix

ARAIEITHAEDS E N2 IBREBIEEIT O BRI, IREDMEIITOND L ICEET 5, A5
REEITIE, PCR 23 ) £ WD RWEERH D, 0 EANZIZL TRV T v 7 2AI XY =2 T3
BREIRE Lk, B<EO L, WRAEEOEICED TEBW T LHENT 5, £/, U /ilsy
HET A%, DGR, BOPRERZ L 2ZE L, Vo VORICHEIEIZAILD,
"2 Non-Template Control (NTC)

DNA FEHEDOEMOER, NTC (ZIZDNA FEHE DD D IZKE 7 = /U225 il #IN9%,
896 VT L— ]k, = B, =V TS r—a—

MicroAmp Optical 96-Well Reaction Plate, 33 JX U"MicroAmp Optical Adhesive Film (Thermo Fisher
Scientifictl:) M3 2, v —V v 7 OFEMIC OV TEIRGIBO~Y =2 T VA2 EZEDZ L,
"4 MicroAmp Optical Film Compression Pad (Thermo Fisher Scientifictt:)

ABI PRISM™ 79000556 D HE 9%, ABIPRISM™ 7500 T3 Al i L7220,

FOSIZERL Tk, 7' L— MEROBRELITORITNILZ2 600, REXITHOHBIL,
RORELHHE, B, 7e—78ETHL, BAEICIIFH— N BT, AR LY
L— P OBLEIZHICT D X 9 ISR 2T 723 5, HiROFEIH ( INTCJ : Non-Template
Control, TUNKN] :DNA iEWE) OBIEETTH, £o7 v —7HRMEICE L T,
NOST-Spec, SAD & & (ZReporter 75 [FAM] | Quencher 7% [Non Fluorescent] & 72% X
INNZFRET D, F7-. Passive Reference 1 [ROX] IZRET D, BB, 7 EF— FORTE
(39600 emulation E— RZ3#IRT 5,

2. 3. PCR i
KEIZTV— b2y PL, RISET =X OV IALZRET 5, RISFEHFIZLLTD L

11



B THD, 50°C, 2 SEOFMHTHRELZHE, 95°CTI0 SRR L, &y hAZ—
ETCRIS BT 5, D%, 95°CTI15 B, 60°CT1 ozl %A 27L& LT, 45
P A 7 VOENE )G 21T 5, Remaining time230 73 & 72> TW\WDH Z L AR L. MG
TEETk, WEMEOMENT 21T 9,

3. MEROMAT & HIE (K1ZH)

FP967H5 1 5k I L VM RRBG Pk BRI RRBR O W T >V T L FEROHIEIT
Amplification plot I~ CHEBIEA 70 M Hh R & CqfE DHEFR. 36 L T, multicomponent | T
KGR EFHRROENIRE (FAM) OfEBIEA e R 2N OfER %2 & - TIT 9,

% 7" B # CAmplification plot_F-(ZNOST-Spec? 54 B 51 72 B g ph#R 3 el S 7= 56
IZIE, FPO6TREZEEE D, IRWWT, X"—RA T A % QA7 AmB15A 7 0) REL,
ARN®D J A RMEOHRAED _EAIT, Z2E L7 FaEBa%n 72 t8iE dh #7 |- T 223 % Threshold
line (Th.line) & L CO2IZRET D, 7272 L. Th. lineh’ / A XLFaH ) T2V HEIE
HfR & R DD HEARIE. TNH DLW E 9 Th linex W' HiX T D, < DTh. lined>H
CqfEED3MSF SN D IE N E T 5,

20MTHIH £ 0 15 5 N ZDNARUEHER (M & 72 v 27 = LAAT THIE) DEFH4 Y = v
TRTEHWTHET D,

DNAGUEHEIZ W T,

(1) HHBREGME X BRERBR D20 T3 R TD 7 = )L TR DOC 035 B v, 5> OFP967
BEARBROT X CTO U =)V TRMOCYUENE SN =G, YikalbHI Gk
EHIET D,

(2) HFRBEMEXFREER D20 T T X T D ¥ = L T43Rl OCEN S H AL, 2> DOFP967
BAFARBROTRTO U 2 /WIZB W TR DOCGEL S B Wi ikkEtE &
HET D,

(3) FPOOTHAHIHFBRIZIB N T, T X TOY = /L T LIHERPELNRN -T2
AL, B - WEH O Y HD T2 Bl H ODNARIHRE R ATV, &5
2 T2, EMY 7B A4 APCRIE] LIEOBELEM L T, HIEEZITS, 2EED
DNARENE &2 W 2356 T b O RIEN S DAL WIGAEIZIX. FPI6TREM: &
ET D,

20 THIH O Z N Z L ORIHDNAGENE (K27 =/b) 122\ T, fEROHTE A F— L4
IZHE-> THIE L, 5 OMEHDNAGENR (G5H4 Y = /L) 12OV TN & HIE S -k
i Ll = 5 RN

7ok ERLHIEIZ £ VD FPOOTIG M 0 I E S AL 72 S22V ) Tmulticomponent Z f##T L, H

T CFAM Dt Y658 FE O Fe B S A0 72 BN A EL T & . ROXDHEIRE D B 72 TS0
FAM®D @ YCHREE DFEeh 2 EFNR N2 & R4 5,

12



F 72, BRI PR RRER T2 = VAT O 7 T43 K D CqfE 235 S 472 W DNARE
RIZOWTIE, BHE, A5 T DNAHER) DEO#EEZITV., T TH27 =
JVAPAT D 5 T3 DCUENF H IR WGEGAIZIE, ARE S ORI AREEE T 5,

13
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=% (MON71200., MON71100/71300, MON71700. MON71800, HB4)
DIRA T 15

O AFXER U TE LA RERS L LT, R 5207 TDNAZ R 2,
B NT-ADNARENE &2 T, 27 = VT TEMY 7% A APCRE FEhidT 5,

1. DNA FliHH5
1.1, Bt OYEG « t (BRLO%E)

a LXK AZRE (EE) H7-03EEDIY% SDSKIRKRAZTRM L CTHEBT 5, F0k,
WK TN A ETTT X, X A0 BTGk 4 T . ERERZ L 0 40°CT
A0S TEREIE S 5, WlEts . L —S5 0k T+ 5,

1.2. YU B FNVEHR A 7% > E (DNeasy Plant Maxi Kit, QTAGEN£E#Y) ™!

AEH g2 50 mLAT = — 7 12& Y BV | 100 mg/mL RNase A™ 10 pL K AP IFETEK ™ 5 mL
ZWNT 5, AR 2 R ETANLT v 7 AI X —ETWLIHEH L, 65°CT1 I
MRIET D, Z DM, =0 % 2~38 s S8 CHANRFNT 2, Z OEHT . P3AEEIR™ 1.8
mLAZ@INL, AT v 7 AIFH—FTHRIL LR, AOKPTISHEEEST D, A7
o OB 2 L. 3,000 x g, SIETISyRBLELSET S, Eif44.5 mLERR L,
QIAshredder Maxi spin column|Z&fif L, A A > 7 Him Lo BEFEIZ 20T 5 (3,000 x g, =596,
53) o RiEZ4mLEEI L, H LWSO0mLAT = — 71289, AWIEEER ™ 6 mLAZ L,
RNVT > 7 ZAIFH—FETH L B#ET 5, Tk 45 % DNeasy Maxi spin column{Z &7 L |
AA 7RO TBEEIZNT D (3,000 x g, FR, 5/MH) , FHEVIERERE T, 17 LITAW2
REC 12mLE Nz, AA v 7R Do BEREIC 20T 5 (3,000 x g, =i, 1550f) o 7
LEFHLWVSO MLET 2—7 2B L. 77 LIZH 50U H65CIZIRD TRV MKl mL%
Mz %, 5/ HEIR CTHER. AA 7m0 oBERIC T 5 (3,000 x g, ==, 10477
WHRZ2 mLEY IV TF 2 —71ZB L, WK EFEED A Y T a/N ) — VRN 5,
EFIZw - < D 10EERERF . SR CHET 5, w00 E2HEH L, 12,000 x g
T, 4°C, 155 LB, RIEEFEET S, 70%=% / —NL500 lLE L, TEE )
Fa—TDENLIEIVBNDETTF 22— OELZRLETIIU L, =05 B2 H L., 12,000
x g T, 4°C, 3 LorBiEte,. RiEEERICBEE LY, WEY 2w w 5, Hik130ulz
Mk Z ey 7 0 v TERIEE T LB IE, DNARERK & 95,

*] EERAZWE L TR EDETHESRy hRTF v T2 NN TR L7058 T
a2 Ix—2arPNEISLRNEDICHSIEET S, DNeasy Plant Maxi KitdD {2 [F]%E DO
BEATLHXy N7 Z LN TE S,

¥ Xy MEBEOL O, QIAGENFEL W BLREA L7=H D (Cat.no. 19101) . XIXREDN &2 FFO L
DOERWS,

3%y MIBO LD, &5 WIEQIAGENFL L U BIEEA L7t @ (Cat. no. 1014630) % H\\ 5%,

* Xy MIBOH D, &HDHWVIZQIAGENFL X W BIEEA L7z H @ (Cat. no. 19053) ZHW\ 5,

*5 %y MIBOH D, &HDHWVIZQIAGENFL X V BIEEA L7z @ (Cat. no. 19081) ZHW\ 5,
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*6%?FHE@%@\%5Wi@MENﬁiU%ﬁﬁlbﬁ%®(&uml%n)%%M
*7 LN R 2 72 WA TH . mIEENOEEAMAITIZIE TE 2720 s L 51 L{ﬁ%ﬁ%iﬂ“
%)o

1.3. DNADHIEREGR « FA% - LR1F

DNAGREHNFIR DY &2 D . ik z AWV ClEEAR L™, 200~320 nm D i TR
UL AT RV ZRIE L, 260 nm M U280 nmDWEYEAE  (Azsok NAnge) & FLEET Do IR
TAx0DfE1.0%50 ng/uL DNA L #a% L, DNARE AR N T 5, F72. A/ AwseZdt®E L,
Z DN 1.T~2.01272 UL, DNAB SRR SN TS Z & E2RT73, 1551 7-DNAJRE
25, DNAGUEHRIK % 10 ng/puLIZ #liK THIR Lfiﬂ%& L. DNAGENE & 9%, DNAGEHE
13120 uL 2 24205 mLAE X115 mLAEF = — 7120 7E#. -20°CLL T THEIRTET 5, ik
L 7-DNAGREHR L, BRI E B L., 7% - 2RI SR T I 5, 7235, DNA
AUBHEIR DIREEM 10 ng/uLIZiZE L2 & X 1d, £DOFE EDNARKEHR & L THWS

1 ARGERIT, WORERIEREEIC X 0 EURREICE T A REL RSN RS-0, MEE T
50

*2 Are0SDNAHH R DWLSERE | Aggo/NZ L /N7 HERF S ROWNE LB 2 5,

*3 Ango/AogoD EE AN T~2.00DFiPHA T o T H RIS D T 72 R EIZE S 22y,

2. MY T Z A APCRIE

BIGHH 2 2 AXOBmBIL, S RFEREOBRARBRHDO Y74 ~—, Tua—7%2HWn
72U 7 NWHE A LPCR, KO AFXEMEXEHABHO 74 ~—, v —T7%H\ =7
X A ZPCROD2ABRZ ATV VHITET D, MON71200, MON71700. MON71800. HB4A M4 FLHY
BARBHE LT, aAaX7 ) ARSI L Bin PR ¥ —OBE E 2 R+ 5 75
A ~—., 7a—7%H\%, MON71100/71300-2 4 AR & LT, 24X 7 /) A
IZHASINTE N T AV 2=y JHEERS AR 57 T4 ~—, Tu—T%Hn5b, £
72, 2 AFEMERHEER A & LT, Acetyl-CoA carboxylase 1 (ACC1) Efx{Fc% % HEnd
L5774 ~—, Ta—TEH\b, KT T ~—, Ta—T1IMKIEET D, TTA~
—. 7Te—T7OEFERINILLTDOLEY TH D,

MONT71200% KR B AR R H O 7T 4~ —xt kN v—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-PlE, PNEFIZZEN & 3’ KhilZlowaBlack™ (IABKFQ) % f&fifi L 7=
XTIV F ¥ —7a—7Thsb, HPLCHEH 7 L — KD b @D % Integrated DNA
Technologies (IDT) - CATFH[RETH 5,

MON71100/71300% %45 A HREBRH O 7 74~ —%f f O 7o —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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MONT71700 ZHFF RN O 7 T/~ —%f Kk O m—7
71700 forward primer: 5’-CCA TCA TAC TCA TTG 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 &M FF A HRERH DO 74~ —xf L O T m—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’

HB4 2R BB A D 7 7 4 ~—%t L O T v —7
HB4wheat MS F: 5’-CCT TTC GAC TCC CAT TGA GGG-3’
HB4wheat MS R: 5’-TGT TGC CAT TGC TAC AGG CAT-3’
HB4wheat MS P: 5’-FAM-CCC GGA TTA GGG GGT GTT TGG AAC ACC A-BHQI1-3’

a AXGE B O 7 7 4~ — L O T e —TM
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 TAA AAC CAAAGA TAC ACG-TAMRA-3’

1 RBEEE LT LT 74~ k0T 0 =7 2352 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’

21. U T IVZ A LPCRICEHR DL

DNAREHE & 72 0 £lBRIZ, 22207 = VT L TIT ) D LT 5, VLD YT
JV A A LPCRECNEIE25 uLliwell & L TRl 5,

= I3 B FEEAER . MON71100/713005% #7477 2 A F AaR . MON717005% 847 2 A9 5 0
Bk, MON718005% 45 H AR 20 3 BR K ONHB4A R e ds B AR sk Br O RIZLL T o L B Y
T& 5, FastStart Universal Probe Master (Rox) (Roche Diagnosticstl:) 2 12.5uL, &x%R77
A~ —¥R (%50 pmol/L) £-0.25 uL, ®HR7 v —7Fik (10 umol/L) 0.5 uLZIRE L., Hl
K CEE20 pLIZiHH% . DNAGREHES pL& N4 5",

MON71200% % F B AR il BR OFHE I LL T & 80 T 5., FastStart Universal Probe
Master (Rox) 2 12.5 uL, MON71200-3’ junction-1F "7 4 <= — (50 umol/L) 0.2 uL, MON71200-
3’ junction-1R 77 A ~— (50 umol/L) 0.4puL, *&~7 1 —7 ¥ (10 pmol/L) 0.5 uL%IE4
L. #li/K CeE20 pLIZFH% . DNAGUEHES uL &2 i+ 573,

VT )VHE A LPCROT T 7 K™ E LT, 9T DNAREHE DO 0 ITHiAKZ Nz 7=
HDIZONWT G AR 5,

BB TH, 967 = /L7 L— MNIE NS Y—V L, BRIV = LVEEHAT D, Z
DEX, LORELRWEIERETD EHOV—IV L THT 7Y r—2—%H\TITH
ERVY) , RZIZT 2 VOREBEL, RICKIEBHD5H1E. 7 L— FOkEE Iy
TRIAE RN TEL,
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*1 Thermo Fisher Scientifictt#4D U 7 /L &% 4 APCRE#R X, 967 = /L7 L — K & L TMicroAmp Optical
96-Well Reaction Plate (Thermo Fisher Scientificfl:) . < —/L & L CTMicroAmp Optical Adhesive Film
(Thermo Fisher Scientifictt:) % {# 7 %, Roche Diagnosticstt#iD U 7 )L % A LAPCRI¥ZR T, 967 =
L7 L — K & L TLightCycler480 Multiwell Plate 96 (Roche Diagnosticsfl) . *—/L & L TLightCycler
480 Sealing Foil (Roche Diagnosticsft:) ZfiifH9" %,

*2 FastStart Universal Probe Master (Rox)DfRH VD 12, FEOMHREEZFET L DML LN TE D,
IO EFOWRITAER SN To o IREEIEZIT O BRI, IREVERIITOND L O ICEET
Do ARG AITIE, PCRB D ES VDRV DL, £lo, AREIARNLT v 7 2EHIZLD
WUV ZEIE STV D72, ) EANCITML T EREIRE CE L RA L, miTAy Y
27 LT, iR REE DIRICED TEBW T LAY 5, £70. U /WITHiET HERIE. D&
R, HOPRERZ LEBEL, Vo L ORICHEFEICANLD,

*3 R D U2 BRI, M e b DOIC D E IR CRlE%E ., K ECRAFT 5, K ETRF LR
FIZHOE | [W—DF v 7 HOEFNET 5 L. By NNOZERRGHI SN D72, 206 H LA,
HEOENy MMETITIEREIZDESNRWOTHEET S, By FodmBEICE N, KR
B 0 A OBElE (B, ST O LM EE) 2L CTHEHT 5,

*4 Non-Template Control (NTC) (X, DNAFREHE DD D ITHIKZ 1Y = /WIS uLIRIN L7z b D &5,

2.2. U7 H A LPCRIC K BHIE
2.2.1. ABI 7500, LightCycler 480, QuantStudio 5. X|XQuantStudio 12K Flex% i H L 7= #1F
TFik

PIF&% & LT, ABI 7500, LightCycler 480, QuantStudio 5 X /% Quantstudio 12K Flex %
R LT BERIELZRR T 508, R 4 L [FSEOMREZ AT 2O BT E 35,

2.2.1.1. ABI 7500

(Y7 bU =T 8= 3 ) Verl.5.1 LRTDOEHA)

@© AXb—va M PC OERZAN, EESE5, PC BAEECEE L TH5 ABI
7500 AAEDEREZ AT, 30 U EV =0 7T v S LIEOBITRISEBRGT D,

@ FAZ by T LEOTFY r—3 3 [7500 System Software] & 727V w7 LT
<, A==2—/3—0 [File] > [New] Z&I{R L. {NewDocument} %A 7 1 7 % KR
S %, {Assay} L [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear], {Template} (& [Blank Template] . {RunMode} 7% [9600 emulation]& L, [NEXT]
REHT VT35,

@ Detector DFXE 1L MONT1200 R #E4F FL A F15UR Tl Reporter 2 THEX ] XIZTVIC],
Quencher % [Non Fluorescent] . = 2 5 xt BEEAER & O MONT71700 5570 47 52 A A% 0
#AB% ClX Reporter # [FAMJ . Quencher Z# [TAMRA| . MON71100/71300 & #fE 2
AR RER . MONT71800 &6 7 52 0 R 0 3R J O HB4 % 0 e 22 A A 3l B © 1k
Reporter 2 [FAM] . Quencher % [NonFluorescent] . & L. [ADD] R"Z %7 U v
7 4%, {Passive Reference} 7% [ROX] IZEXE SN TWAHZ & ZMEFE L, [NEXT] A&
2ol Uy 7T D,

@ M FETE Y = VAR, BT, Detector 23 [ ARG FEEAER] X [&
FRENEER] OITD {Use} MICF = v 7 2 AND, RICT =L T LI {Task} HTE
NENDEHR (Non-Template Control : NTC, HIE X4 4R K : Unknown) Z &R L,
[FINISH] R"& %7V v 75,
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® [Setup] ¥ 7 LK 2N HEX TNV T L, VTN EANTT D,

® [Instrument] % 7 _E® [Thermal Cycle Protocol] & 0 —~H%A 7 J7—F {2 LLT
DEITRET D, [50C, 2% —95C,10%r — (95C, 15 — 60°C, 1 57) x 48 A
7 e

(@  {Sample Volume} #[25 puL] ([ZFRET 5,

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

©@ 2.1, THBLZ96 VLT L — FOUIREHZA LIC LT EEREDORT—V |
IZEHEE Yy b5,

[Instrument] % 7 E® [Start] RZ > %27 Vw7 L, KEET—X OBV A (FTE
IRFf - &9 2 REf) A BRIGT %,

(Y7 b7 O/N—= 3 W Ver.2.0 LIEDOLGE)

O A~xb—=va M PC OFERz AN, BESHES, PC NERICEEH L THS ABI
7500 ARIEDOERE A, 30 DU LT —I T T o7 u‘_a)% CROG Z BlART %,

@ TAZ vy EOT 7Y r—3 a2 [7500 System Software] X 77 U w7 LT
B <, b v 7'M T [Advanced Setup] Zi®IR L, FH L — b7 7 A V&2 E#HT D,
Experiment Properties [# [l T {What type of experiment do you want to set up} %
[Quantification Standard Curve], {Which reagents do you want to use to detect the target
sequence} % [TagMan® Reagents], {Which ramp speed do you want to use in the instrument
run} % [Standard] L EET 5,

@ Setup Mjm N @ {Define Targets and Samples} [H fj @ {Define Targets} ## T .
MON71200 A% S AR HEER Tl Reporter 2 [HEX] X% [VICJ . Quencher %

None) . = st BERER K O MON71700 5085 S 1 f 205805k Tl Reporter %
[FAM] . Quencher Z [TAMRA ] . MON71100/71300 2045 B4R 20 3808R . MON71800

N ﬁﬁﬂ’ﬁﬁ?&ﬂuﬁ%ﬁ HB4 AR EERIL Reporter 2 [FAM]. Quencher %
[None] & 725 L I X ET D, F7- {Define Samples} #l THIET D> T NVDLFR%E
A3 %,

@ {Assign Targets and Samples} FE[[EIIZ T, 7 =/LZ &IT {Assign target(s) to the selected
wells} AT target & task (Non-Template Control : NTC, H|E XK : Unknown)
% . {Assign sample(s) to the selected wells} # TV 7N EZRET H, £7o {Select
the dye to use as the Passive Reference} |3 [ROX] EFXET 5,

® {Runmethod} i T, —~1AH A7 T7—FFEZLUTOLIITRET D, [50C,2 %
— 95C, 10457 — (95C,15% — 60°C,143) X 48 %A 7 /L] 7% ramp rate (2D
W, BEED EH LTV < ERSr @ ramp rate 2 100%7° 5 64%ICEE 5, 703,
TR 21X 100% D £ F THEHT 2,

® {Reaction Volume Per Well} % [25 uL] (ZR%ET D,

@ #EFMHEETL—RF ¥ A b (eds) & LTHREFET D,

L1 THBLZ96 V=T L— M EEREBRKDOZAT =Y RIZHitt v M5,

@ {Setup} MimE 721X {Run} Eif L@ [StartRun] RZ %27 Vv 7 L, K& T—#
DY AA (FrEERER] - K 2 ff) Z Bt T 2,

2.2.1.2. LightCycler 480

@O LightCycler 480 AEDEIRAZ AL, B/ 7T A MB5E T L CRENIT 5 £ TR 5 70FF
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W5, AL —ra U HPCOERE AN, EEISE5,

@ FT27 by 7 EOT7T 7Y — 3 [LightCyclerd80 SW] # X 727 U w7 L,
[User Name] & [Password]|Z A ) LTV 7 &L H RIF 5,

@ [New Experiment from Template] % 2~ U v 2 L {Create Experiment from Template} ®—

D, 3 AR IREER, MON71100/71300 AFAE A BRANER, MON71700 %
HEARF FAIFRFNFAER . MONT1800 % FF FE YRR AIRAER & OY HB4 SR AT S AR A ER D
%413 [Mono color HydrolysisProbe-UPL] %, MON71200 S&Ht45 2 A FnikEk O 54
IZ [Dual color HydrolysisProbe-UPL] Zi®iR L. OK 9 5%,

@ [Run Protocol] # 7 T, {Reaction Volume} %*[25] IZXEL, V—~LH A7 TF—
HaERO L IIZERET D, [50C, 2 4y — 95C, 10 43 — (95°C, 15 B — 60°C, 1 %y
[Single] ) x 48 VA 7 /L— 40°C,30 #] L% ET 5,

® Save &7 VU v 7 L ERMGEZRAFT D,

©® KEOTV—bon—F4 R ML TTL—bn—2—%H L, 2.1. T
L7296 V=7 L— hOUIREEELATFIZL Ty LR, BERZ U ZMLT
TL—hu—X—%NT 5,

@ [StartRun] 227 V> 7 L, Kith&T —F OEYiAHRZRET 5,

(FOBHIZ) [Subset Editor]iZ T, (+) A& /5 New Subset #1ER L. Ho 7%
Ty NV VERIRLIEZ Apply 7 U v 735,

@ [Sample Editor]iZ T, Stepl: [Select Workflow] C Abs Quant % %435, Step2: [Select
Samples]N D[Subset] D 7/ H 7 A =a—Mn, @ TIHERNK L7- Subset #E&RT 5,
Step3: [Edit Abs Quant Properties] C. 4 7 = /L % #4R L, [Sample Name]% A Jj L.
{Sample Type! W TENZNDOIEHR (Negative Control XL E X G4 fK : Unknown)
ZIEIRT 5,

2.2.1.3. QuantStudio 5

O AN —va VHPCOEFRZ AN, EFHSEDH, PCRERICEHL THH
QuantStudio SAKDEAZ AL, B/ TT X MRET szliﬁiﬁiﬁjﬁ‘ég%ﬁﬁ
T2,

©® TAZ by 7 EOT7 7Y S —3 3 > [QuantStudio Design and Analysis Desktop
Softwarev1.6.1] % 7/ 27 U v 7 LTHI<, kv 7EHEH®D [Create New Experiment |
Z 2 1 » 7 L CTExperiment Properties/#j [fii & X7~ 9%, {Experiment type} % [Standard
Curve], {Chemistry} (&[TagMan Reagents], {Runmode}|J [Standard]% 2R L . [NEXT]
NELH I Vw735,

@ {Method} # 7 CH—~NY A7 T —FMHEZLLTFTOXIITHEET D, [50C, 2597 —
95°C, 1043 — (95°C, 1580 — 60°C, 147) X 48% A 7 /L L RE L. {Volume} % [25
uL] IZFRET 5, [NEXT] RZ %227V v 745,

@ {Plate} % 7 ™ {Advanced Setup} [H[f] C {Targets} D% 1%L, MON71200% 4 A 40
#BR ClIReporterZ [VIC]. QuencherZ [None]., =X .2 3 [5iExf BRaAER & O'MON71700
AT HE AR FBR CldReporterZ [FAM]. QuencherZ[TAMRA]., MON71100/71300
SRR FERIRRN SR . MONT1800A Mt 4AF 52 M A alER . HBAR MRy 54 AU Jn Rl BR 13
Reporter® [FAM]. Quencher% [None]& 725 L I ET D,

{Samples} CHIET DRV > TN OEIZTAARZ %27V v 7 LTH T ILD4
iz AT %,

® WEAT, 7oL &l target] & [task (Non-Template Control : N JHJ & *F SR A :
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@ Q@ ©

©®©

U) 128N %,

BHAETH T ILVDANS>TWND T =V ERIR L, 5%% T 5 sampleds % 8] £ D
Samples HER L TF = v V7 Ry 7 AZF = v 7 2 Ab,

{Quick setup} i Plate Attributes® {Passive Reference} % [ROX] I E I TWDH Z
EEMER L, INEXT]) A& %227V v 7T 5,

WA ED[Savel N Z &7 ) v 7 LTREFRTEEZ L — M R¥a A b (edt) &
L THRIFT %,

2.1, THE L9V = VT L— b &, EARKORT = RiC#HEty 5,
[Run]Ej& @ [StartRun] R¥ > %27 U w7 Leds7 7 A NVERIFL TG, KSET
—Z DOV IAI (Fr2EREHE - K2FH) 2 BT 5,

2.2.1.4. QuantStudio 12K Flex

)
)

©

@O ©

F_X—varB PC OEJREZ AN, BT, PC NESITEEILTHS QuantStudio

12K AEDEPZ N, /L7 T ARR5E T U TR EE T 5 F 2R T2,

TAI N7 EOT 7V r—a [QuantStudio 12K Flex Software] %4 7 /L2771 TR

<o hy 7'M DI Create | 2V L T Experiment Properties M| fj% & ~9 5, 96-

well(0.2mL) 7 vy 773 B IREN TWD T E 2 MRS L . {What type of experiment do you want

to setup?} (& [Standard Curve]. {Which reagents do you want to use to detect the target

sequence?} i£[TagMan Reagents], {What properties do you want for the instrument run?} <

[Standard]Z 38R L, [ /5 D[Define] 227V 4%,

Define [j[fj C {Targets} D% &L, MON71200 &t 4r B Ay 21505k ClX Reporter %
['VIC| . Quencher % [None| . = 5% FREER K O MON71700 SRHEHRE AR

s BRIE Reporter 2 [FAM]. Quencher 2 [TAMRA]. MON71100/71300 & #t45 S A0 F

HIFAER, MON71800 R #ihs B AR A7 & O HB4 A ke RA R FUR L Reporter &

[FAM]. Quencher %z [None]&3 5, {Samples} CHIE T HARIND L7 L OHITZ 1T New R~

a7V LT TNV DA IR N T 5, {Passive Reference} 7% [ROX] I[ZEXEIALT

WAHZ LA MERR L, HIHE /£ D[Assign]Z 2 V735,

B T A5 1 T LT BRI FEGABR & GM 2 A i AFABR O D = )L 21841 L | 2D {Targets}

T [2AXEMERREER)E2IE [GM 2 2 Rt R AR AR 2 IR T =7 % A

N5, I =V Z LI [Task] il TEALE LD 1E #t (No-Template Control : NTC [N], I &

BRI : Unknown [U]) 23R 92,

BHEAHETYH T VDA TNDEY 2 /LA BRIRL , 54475 sample 44 % 8] i /e % D

Samples 2OIBINL TF = 7Ry 7 AZF =7 % AU HE /2O [Run Method] %2V~ 4

Do

Y=~ AT =ML T DO IR IET D,

[50C,2 7% —95C, 104 — (95C, 15> — 60°C,147) X 48 A7)

{Reaction Volume per well} #[25 uL] (28X ET D,

REFRMET L —FRF 2 A (eds) ELTRTET 5,

2.1.THEILTE 96 V= 7L — AR EARRD AT — BIZHE By M5,

[Run][#{fiD [Start Run] A%V 7L, KnET —FDOEIA A (P ERER 4 2 RefiF)

Z B2,

2.2.1.5. TOMMOFEEMREZ A DA TORE DR E A
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2215.1. FL— MNMEHROBZE

BRIROELE L 7' e —T7 OFFEICER LR S, U T ¥ A APCRIEZRO R LfTHE O~ =
2T INVEBEIZLTHRET D, 7 u—7 8B L Tid. MONT71200 %50 R 5 R sl Br
CldReporterx [HEX] I [VIC] . Quencher% [Non Fluorescent] . =2 35 xf HRFER
K OXMON71700 % #7545 B i 12 2138 ClX Reporter 2 FAMJ . Quencher  [TAMRA] .
MON71100/71300 %5845 FL AR 15005k . MON71800 % e 4F FE 1 F A1 55k M OSHB4R b B 17
i Fn R ClXReporterZ [FAM| . Quencher’ [Non Fluorescent| & 725 X 95 IZERET 5,
% 7= Passive Reference DFEE D H 5 U 7 /L% A APCRIEEZ: DAL, TROX] ZFRET 5,
Sample Volumeld25 pLIZF%ET 5,

2.2.1.5.2. PCR¥41E

967 =V L— hEHEEICEY P L, KSET =X OBV IABREBGET 5, RISSEAIE
LFDEBY THD, 50°C, 20 DOSMTHREF L7214, 95°CTI0OAMIME L, &y hA X
— METKISEMET 5, 0%, 95°CTISHH. 60°C Tl A1 A 7 v e LT, 484
A T NVOEMERISZAT 9 o AR EOSHE T 1 Dcooling i 218 H X E L T b MREHTHE FAZ
WAL/, Remainingtime 077 & 72> CWAH Z L AfER L. S ERK T 3%, JE
TR OINT AT O o

3. KR DT &HIE

U7V E A LPCREUG Dk R D E TR AR £ T, H#OtARHRROHOLIRE (FAMX
(THEX) OfEEBEERY 72 RE 72BN & O'CqEDRERB 2 & - TIT 9. ARt SRy et
BRI\ T H AL TP e BER AR 2N HERE S 755 81213 Bin i = A D
PEZEED

ABI 7500% {5 [ L 72456 D7 — & Ofifkr
O A==—/3—0 [Analysis] — [Analyze] ZE&IRT 5,
@ WiEARED [Result] # 7% 27 U v 27 LT {Amplification Plot} [ % F/RSH 5,
@ {Amplification Plot} i L {Plot} ##T [ARn vs Cycle] #F/rSH, X—RA T A
a3V AT NNE 15 YA 7 VTERE L, {Threshold} M [0.2] & AT1T 5,
@  {Amplification Plot} Hijfj ¢ {Detector} T [All] Z&NT 5, £HIZ Ct(Cq) fE
DRRIID,
(Y7 "7 =T DONR— 9 UVer2 0LLEDOSHE)
{Analysis} [ % B, Eif EF O {Analysis Setting} %7 U v 735,
{Ct Setting} ¥ 7 %27 Vw7V, X—=AT7A %3V A T LNBISHA TV THREL.
{Threshold} HIZ [0.2] & AJJT 5,
{Applying Analysis Settings} =27 U v 7,
{Amplification Plot} Fifi T, £TIZ Ct (Cq) ERFRRIND,

e 06

LightCycler 480 % fi [l L 72355 D7 — & OfiFHT
@ [Analysis]’h % > % 27 U » 7 L {Create new analysis} (Z T, [Abs Quant/2nd Derivative
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Max] Z &R L [Subset] V& T i BAER L7 Subset Zi®IRL [OK|Z 2 U v 7
ERAP

@ FORESNT-MEME T, [Calculate]x 7 U v 73 5,

@ HEEHIHR L . [Result Table] (2 Cp (CQEAFER SN 5,

QuantStudio SZ i L7256 07T — & Rt

(¥ 7 F 7 =7 %3QuantStudio Design and Analysis Desktop Software v1.6.1D355)

@O {Results } ¥ 7 %N T 5,

@  HEEmNO T VZ T 0B [Amplification Plot] 21241 L {Amplification Plot} [ [ % 3271~
IH 5,

@ MWimEA7 b AnalyzerR ¥ A2 B Settingh Z > (M HL) 2 7 U~ 7 L T Analysis setting
Wi & R S5, FalBRIZ OV T, CtSettings to Use : Default Settings® =~ 7 7R
v 7 A %A L, RIZ Automatic Threshold D F =+ 7 Z 4% L T {Threshold} ##!Z [0.2] &
A9 %, Automatic Baseline DF = v 7 Z4 L, Baselinez 3% A 7 /L1504 7
IVTRIET D, ZOEAEZ ENE LT R TORBRICOWT T TR ELFZIZHE A
TO[Apply] R & &7 U w735,

QuantStudio 12K FlexZ i Fl L 7e 556 D7 — & b

(Y7 N v =7 »QuantStudio 12K Flex Real-time PCR instrument Software v1.8D355)

O {Analysis} ¥ 7 Z#{RT 5,

©  [Amplification Plot] Z %R L { Amplification Plot} [ & R/~ S 5,

@ M A _E D Analyze s # T & D Analysis Setting/R ¥ % 7 U v 7 L T Analysis
setting [l [f 2 & /r S 5, FalBRIZ DUV T, Ct Settings to Use : Default Settings?® F =
v 7Ry 7 A%EH L, IRIZ Automatic Threshold® F = v 77 Z 4\ L C {Threshold} ##(Z
[02] & AJ19 %, Automatic Baseline DF = 7 %4+ L., Baseline& 341 7 /L1515
YA 7 NVTRIET D ZOEEZ E L7 X TORRICOWNWT T TRRELERIC
WA N O[Apply| RN & > &7V v 7§ 5,

20HTHEH L 72 2 N2 ODNAGEHRIZ DWW T LT OFEEROHE A F— 4 (K1 2/
(e~ THIET %,

EDNAGUEHRIZ BT,

(1) = AR RERERIC T2 0 = VTR T TR OCYENE B AL, oo
R B EIRBR T T2 = VTR T THBRIEDOCYEN G S NI-BE . Mikatkh

Bo) EHET D,

(2) = AXBGMERFREBRIC T2 = VO T2 C C3RIMOCUEN G v, O T o
AR ABRRBRIC T2 Y = VIMT R T TRIBOCUENE SN2 - T25E ., Yk
AEHL Ttk LHET S,

(3) 2 AFPHMEREERER I T2 = VTR T TR OCGENT S, HOnT o
AR QU 2 MIMT R T TR LIEBREME LN A X, H
FE. AR50 T1.DNAFIHIER ) I O#ELATV, HIET D, AR L 7-DNA
AEHK OFRERIZIBWT S TEME] OFIENRFLNRWGEITIE, TRl EHET D,
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Fio. T AFGEFIERERIC T 72 < & H 1T = /L T43Rm DO CqEN S 5 1172 VW DNAR
BHEIZOWTIX, B, MRENDO T DNAHIRER ) DIBEOERELZITV., 2 Tha Ll
X RERRIC T 72 < & B 1T = /LT3R DO CfED 5 DAL WIGAITIE, ARlER)
DITE s 2 2 A3 TRAAREE &35,

Wiz, ERROHEREREZ LI, BE B 2 AXORAOFELZ M5, 20T
L7257 ODNAGEHRIZI W T, T CHE SRR, TEE A2 2 AR
Al TS (FI12H)  D7e< &b~ ODNAREHR ORER IV T TaME] &HE
SNk, Btz a 2SRAR L] EHEdT 5,

F1. TEEFHEBEZ I LAFNEALTHD ] LHE S DB R

X R ErEmEiEE

- HA%‘I?%‘\L%

g T ERRER MOTng%OO/ MON71200  MON71700  MON71800 HB4
HmHDNAR RER-O (+/+) (+/+) (+/+) (+/+) (+/+) (+/+)
HEDNARER-@ (+/+) (+/+) (+/+) (+/+) (+/+) (+/+)

l ! J l l

- MON71100/ MON71200  MON71700  MON71800 HB4

713008 EA EA BA EA
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1 REROHEAF— L
STEP1

2 L - P51 xf B B BR

=) :
or
=)o =]
DNAfH KR LI ZEF#F(2EB)
I

MON71200, MON71100/71300,
MON71700. MON71800. HB4#& N5 &+

$ ; DNAD I #E & LI E B R4F(2E H)

$ﬁﬁﬁ

#E TSV ORIGETIEBRNEONCESE. JvaER2 -1
NEEDON., EUGRESITON LIt 85T,
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21 A (63Bt, NNBt, CpTl) DfifJijiL

ABBETIIIAB LR AN LA (2 AZFFEEET5H0T, axgpee—7 %,
FEMBESUIIM T ORRE DR E D) ZHARS & L, DNA i RIT, LT oA 4 A
KR % A4 7 DNA fhH SRS >~ & (QIAGEN Genomic-tip 100/G) % fii F L 72 DNA O
FEEEEZH WD, BliEE LTy U TS A4 7O DNA iSRS~ b (NIPPON GENE
GM quicker 2) Z{iH L7- DNA it E 42 2 A B LTOIEMEINI TRICEA TE 5,

1 k26 2 7T DNA 2SR L, DNA #BHE 2 W CEME Y 714 A4 A PCR
EE LT 5,

1. DNA fili k5
1.1, A A U ZHakthE % 4 70 DNA i » MME (QIAGEN Genomic-tip) *

DNA L& +53 Th DRI OV T, AT O#EL, 30EH0.5 g 2 HARENR & BEEE
HAEZ /52 L C DNA O Z21T5 Z LN TX 5,

B2 Jioe L=kl 2 g 2R Y Yo e L o filmitEy (S0mL &) ICEVEY ., G2
RS 15mL 22 T, RN HEIZR D ETARLT v 7 AI X —FETERAL, a-
Amylase™ 12 uL & RNase A ™5 60 uL Z iz 37 °C T 30 /3 {RiET 2, TOM 2 ~3 [Alx
W8 e SR S ECRUBH 2 BRI 5, IRIT, Proteinase K® 60 uL 20Nz, B 7 n T
22— DEICES L D ETHEL L, 65°C T30 0MRETS, O/ 2 ~3 FEELE
% G S TR 2 dRER N 5, BRI Tk, KPR TmeL., TO@EE % 3,000
xg, RIE T (4°C) | 15 0357, RFE2RY 7L o (15mL 55) 12
B LT, KkHIZ 60 ZrfEfE%, 3,000 x g, IR T (4°C) | 15 x0T 5, ZOM,
HONLORY Fa v L Uik (50mL &) _EIZ QIAGEN Genomic-tip 100/G %t
L QBT $EE{K™® 4mL 218 L CE{b ST, w0 TH, Bohiz kEx, F
i1k L 72 QIAGEN Genomic-tip 100/G ([ZEfT§ 58, Z ORFOEHRITIEE TS, WIT,
QIAGEN Genomic-tip 100/G % QC #EfE&? T 7.5mL 372 3 [P L7-%°, H 5000
50 °C |2 T\ o QF RS 1 mL Z &AM L, IHKITHE T5, QIAGEN Genomic-
tip 100/G ZF LWWAR Y e B L B E (S0mL &) kit ML, FHE 50 °C IR
TR 7= QF FEEK™® 2mL ZAfM L, DNA ZIEH9 %, DNABEHIRIZA Y 7 e LT
Na—n2mL 2Nz L<IRET D, v 7 a@ikE (1.5mL %) ([ZRA LI E o1t
L. 10,000 x g LA =T, fKIET (4°C) 15 oM=L L BEEZE TS, OB, REZm
BRET D0, RWNT, FEILEUTZY 70% (viv) =H ) —LZ ImL$T9ob-< Vllx,
I 512 10,000x g LLET, KR T (4°C) 5 mflE0T 5, BEEEZIHETO, EKolcibik%
RELSE D, ~A 7 nmikE (1.5mLE) OLEZ, T8 50 °C (TR D 7= IR EH K E K 55
uL [ZFAfR L. DNA SREHEIR & 32511,
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TFEREZEL T, RIEEIETHOER Y NI AN F—EE Ny N F T EY T TEIIH L
T2, oI N~parZIx—Ta PRI LRVEIITHSERT D,

2 BEITHIE L7 il DNA BICEBIR S D Z ERH DT, oL, BElT 5,

S G2ARMETHR . QBTAEME . QCHEMIKIS L O'QFFEMIKIX. QIAGENFE (Cat. No. 19060) Zff/E L T\ %
M. B ROEEITIEX v NOFBBEICE > THREFEETH 5,

“o-Amylase  (FEES) (Z=y R V= RO O, T, REOEERLFF OO HW5,

"5 RNase AIZQIAGEN#EHL (100 mg/mL, Cat. no. 19101) . X%, [ASED 2L oL DEH WD,

"6 Proteinase KIZQIAGEN#:H! (20 mg/mL, Cat. no. 19133). XX, F%0zhhazbob0x b,

T mEOr—2—ZA T o TR TN KDOELLEAWTH L, T r—F KXW
S0mL AT a2 — T ORMEEZZE LTS 2T, gBPIRKRERD L IITHOFHEERET D,

8 LSOV e FRETR IR D B D Ae VN K 9 I RIE A RIT S,

O AR DWGENZE LB LIZSAICiE, A7 EE»S 10mL T AEv ) vy (2— F& 5 SS-
10S2) OF7 T V¥ =R ELHNTECHIMES Y, MELENIYs5, 77 Vv —2FAT
DB, TV =% T AT em BE UIAA TR BIEL R RS, ZOE. 7T
Uy —Zi LIATCEMEIX, 7T Uy —SimD T LE S L T ANBER S S, ZERDIRALR
E21479, —H., TV —EHELSBEL WRENSTEDIL, IV y—ERHIC LT
TV =S D A LE Gy & 1T ANBE L ORI A2 28T, 1T ANANERE NIV BT ),

OB R Z WA TH, EILENOEEHLIZIZTE LT M e nE Hic, REERET S,

MR MREEOBRICIE, ETIRO~ A 7 mm ik 1255 pLOWEZEHE K E A, R U7-DNAZEfF3
%o WWNTZDODNARIRZ IR D~ A 7 ik B IZ AL, K LT-DNAZRIRET 5, Z OFEEED K
L. REENCEBRIENSE LN DDNARK ZS5 uLE 725 K 91215,

1.2. U BTNES A 7D DNA iR %~ ~E (NIPPON GENE GM quicker 2) ™
(B, = A3 L OFEMEIN T A2 )

PV 2 A L7238 500mg 278 U 7'e B L o BhETEE (15mL ) IT&E VBV . GEL
RS 2.1 mL 212 C, RENHEIZRDETRALT v 7 AIFH—%ETREL, a-
Amylase™® 6 uL & RNase A™ 30puL Z/1%x 37°C T30 fRiET 5, ZOM 2 ~3 [Al=ILE
% A S CRUBL 2 #AEIIR 95, IRIZ, Proteinase K 60 uL 21z, o 7 ANF =2 —
TOREIZFES 2L 70D FTHE L, 65°C T30 DRIET D, TOM 2 ~3 [EhEitE & Kis
X CTlEt 2 IR 9 %, GE2-K @RS 255 uL 2Nz, AT v 7 A FH—T+4%
(IR, K B2 10 0 fEE T 5, 6,000x g PLE, 4°C OSMET 15 =095, bk
ETE2HLWFa—7 QmLAE) I L, 13,000xg L b, 4°C ORMT5 yiEhELT 5,
RNTEDOEE ZH L F2—7 (I5SmL &) (B L, B ImL 23 LT GB3 fEHEHKS
375uL B XA V7 e /N —v 375ul IR L72%. 10~12 [REREEFT 570, IRAK %
700 pL 97> spin column (ZEff L72#., 13,000 x g PL E, 4 °C O5M4C 30 BiELL, &
HKEB TS, TXTORAREARN TS E TIOEEEZMREY KT, RWT GW FEEIR
650 uL ZEfif L, 13,000 x g LA 4°C OSFMT 1 sl U, WK % #5C %, spin column
EHLWF 2—7 (1.5mL %) I[ZB L, JEZAR K SSuL 20 % 3 43 =R THE L7,
13,000 x g LA b, 4°C OFRMET 1 pfliEo L, S o7k % DNA BREHRK &35,
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TEBRABLT, WEESETOIERY PRI ANV F—AfFE Ry N Ty TRV TV T LT
0T BRE, BT N~DarZIx—va PRIV E DI THEERET S,

2 PPEICHRE L7 0 LR DNA BICEE DN H D 2 L nNH LD T, HofmirL., WElT 5,

S GE1 #& K. GE2-K #&#E k. GB3 #EMEK., GW FEE K. Proteinase K. a-Amylase 3 & UF RNase A |&3
U F RS A 7 D% > b (NIPPON GENE GM quicker2) @D H D, Xk, REO %2>t 0
W5,

RPPERER AT THDH L DNA ODINENE LD T2, AT v 7 AL TIS mLEF 2—
THBEIZH T, TOEEI0ME LoD LT 5, BEEAATD25E13S 51T 30~60 FHEHE
T2,

BTN T 2 — T NICFE-S TWThH, #iFC GE2-K fEERAZRINT 5 Z LN ARETH D, it
TIZITREIEDS A LTV D DT, WIN LT GE2-K FBEG A T2 — & b L9 IRET 5,

CHHT I —BLOISmLAET 2 —T7 OREEEE L7290 2T, g MR ERD KD ICmLEM
ERET D

T TCTEDHRY L O EEERRIT S,

8 VRSOV A ATRE AR BR D B S 22 K 5 2 RIF A RIS 5,

O GB3 FEFEIREZ ML, FeWNTA Y 7R — VAR LIRS, BERRIEEZITH, FriHmn4 L TH
WL TV AEEIE, WA EVNC/2 D E CHSBERMT 2, 72— OBOHSEHB 7 LIz
TR A U H D L T4AE% spin column ([ZEfTT 5,

1.3. DNA B EHEHZ H D DNA O ORI TNZ DNA #UEHIE DR & £rAF

DNA FUEHFIK O Y &2 D | RE AR KZHOCEEAR LT, 200~320 nm OHiJH
TERANETIRIN AT R Lz IE L, 260 38 L TN 280 nm DI (Azeo 38 LN Ao 2) % i
$k9 %5, IRUWT Azeo DI 1 % 50ng/uLDNA & L CDNAREZEHT 5, £72 Awo/Axo &
HET D, ZOHN 1.7~2.0 120, DNA B+ REINTWS Z L &2 RT3, 556
AL7- DNA JREED G| JRH 7854 7K T DNA BUBHRIK 2 10 ng/uL IZAR L TR L, DNA K
BHE & 3%, DNA GEHERIZ 55 uL Z & lo~A 7 nm k& 123 L, -20°C LA R CHRERAT
95, iEL7- DNA RENRIZ. AEEEGICEH L, Eo MW EREE TR
%, 723, DNA BUEHFIR OIRFED PCR THUE SNTCIREISE LW & XX, £ D F ¥ DNA
HBHE L L THWS,

ARG RT, W EREEEIC LD EYREICE T ARER L OEE S R AT EE ST D,
2 Aogo S DNA HHSEDWIEREE . Aggo XX L /X7 AR DOWKE L5 2 5,
"3 Azso/Azso DEED 1.7~2.0 DFIFAIN T > T HAERIEE D E 72 H BT I 720,

2. BV 7 V4 A4 LAPCRIE (ABIPRISM™ 7900 % 7-1%7500)

=PI B 2 o AR 3EBRICB WL TIE, 63Bta AR L L CBtz

28



AR O T 7 4 ~—xtEB L U63Bt= A7 2 —7 NNBt= A fEH AR & L CBt=
AHERHDO T 7 4 v —xt B X ONNBt=2 A7 n—>7 CpTl= A HEE & LT
CpTRIHAH 7 7 A4 ~—xB LN T v —T7Z2ZnEHW, U TV Z A APCRD3 RER AT
VVHIET D,

Fo, RERICH T - TE, = ABGME AR & L Tphospholipase Dig s 1Al & fR A1 3
L7 T4 —RBLOT e —TEHWDL, KT T4 ~v—"BILOT a0 — T OELEINILLUT
DEY Th D,

- = A Rk A R

A AR T 7 A ~—xF, -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

- EREHUE B R 2 = AR 3 R
63Bt = A fi [ HaER
Bt 2 ARHHADT 7 A ~—%F
T52-SF : 5°-GCA GGA GTG ATT ATC GAC AGA TTC-3’
OsNOS-R2 : 5°- AAG ACC GGC AAC AGG ATT CA-3’
63Bt 2 AR 7 v —>7
GM63-Taq : FAM-AAT AAG TCG AGG TAC CGA GCT CGA ATT TCCC-TAMRA

NNBt = A fi i R
Bt 2 A O T T A ~—1% 63Bt =2 A HFERD 7 F ( ~— (T52-SF & OsNOS-R2)
ERERTH D,
NNBt = A fEHH 7 2 —7
NGMr-Taq : FAM-AAT GAG AAT TCG GTA CCC CGA CCT GCA-TAMRA

CpTI = A fi i HEAER

CpTR A 754 ~—%f, 7u—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

CRTTA ~—, Ta—T KBTS,

2.1. PCR MBI D
H R OPCR UG R IE25 uliwellé LTS 2, ZOMBITIULTO LB TH D,

Universal PCR Master Mix™' 12.5uL, &xf5: 7 7 4 v — (%50 umol/L) £-0.4 uL, #XI%~
72— (410 umol/L) 45025 pLZ RS L, JREZEHE /K TRE20 pLIZFHRE% . DNAGUEHK
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S5ul (10ng/ul) ZWN+ 5, SiEEEE TR, E R0 —2 L, E2ILY = /VE
95, ZOLE, LORFELRWESIEEL, FHOY—IV Y THT 7Y r—4%—%Hw
TITH, BRBICU 2 VOERZBIZEL, KIZXKWERIH 551X, 7 L— FOfEB NN T
KIAERNTEL, 7 L— b DR, MicroAmp Optical Film Compression Pad™ % %5 4.0
N EZ725k 5, Z7v—robElcE Yy T 5,

FalBrlL, FDNAREHE HT-02 U= W fTTITo b0 e L, U7V Z A LPCRDT Z
YIRS E LT, DNAREHR Z N2 7K EREHAEHKR E LT D 1 7= /V531T
DWNTH [FIRFICIRE T 5,

! Universal PCR Master Mix

ARARFETAEERS BN Te D, IRAEEZIT OBRIZIE, IREPHEITONDL L) ITHEET D, A0k
BEIZIE, PCR D ESWODRWEERH 5, 1% ) ERNZITLTIEREM Lok, 8800, Bike
AEEDIRIZED TEBWTHLEHT 5, /o, U /WIHET DT, DR, BO0BKEE Rz &
EHEL. UV VORICHERIZAND,
296 VT L— ]k, V—ABILORV—Y L TT S —H—

MicroAmp Optical 96-Well Reaction Plate 5 &2 Y MicroAmp Optical Adhesive Film (Thermo Fisher Scientific
) #EHT S, =V T OFEMIC OV TR EDO~Y=a T LV EEZEZDO T L,
"3 MicroAmp Optical Film Compression Pad (Thermo Fisher Scientific 1:)

ABI PRISM™ 7900055 D A $ %, ABIPRISM™ 7500 T A L 72\,

22. 7U— MEROBIE

FOSICERL TlE, 7 — MEROREZITORITIIR G700, REXITOHBEIX,
RORE L FEB L, Te—78ETH s, BRI — h BT, AR L7
— FOBLEIZXIST D L2 ICK T2 6| iKOFESH (INTC) : Non-Template Control,,

[UNKN] : DNA #BHE) OREEITH, £ v —7REICB L TiE, = A BGMERIR AR
%\&mﬂ%ﬁﬁ%ﬁ%%i@NMﬁ:fﬁﬁ%ﬁ%@ﬁA ZIZ Reporter 7% [FAM],
Quencher 28 [TAMRA | & 725 X 512, £ 7= CpTI =2 A # i FER DA T Reporter 73 [FAM | |
Quencher 73 None] &7225 XK 91 Lﬁﬁﬁﬁ‘é B, A AR, F R EGTHERE
iz o AR AR 3 BBROWT L E §, Passive Reference %~ [ROX| ERXET D,

2.3. PCR Hilg

EEICT LV — b aety ML, /G ET—F O AL ZRIET D, KOSFRMEITLLTO &
BOTHD, 95°CTI10 wEMEL, Ay hAX— METKIGEHIGET D, B, KIGsk
HOFRTEIZEB VT, 9600 emulation T— FDF = v 7 2 AN TEL, TDH%. 95°C20 B,
60°C T 1 %1% A 7L LT, 50 %A 7 NVOEIERIEZIT 5, Remaining time 2% 0 5
EloTWVWAHZ ExMRL, SE/KRT SH%, WERREOET 21T,
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3. FEROAT & HE (K1)

2 A BRI AR B S K OVE IR PTEE s R x 2 A R R 3 B oA o
WFIUZ DWW T G R O E X Amplification plot_E THIELBIELH) 7 BEWE dh R & CqfiEl DFERE.
B LN, multicomponent = TOxtG A58 Hk O iR EE (FAM) OFE%E B 70 B e 72 H8 0
DOiEREH > TITH, FHREPUEESDS B2 2 AREARE 3 BBV THHT
Amplification plot I FEEBIEH) 70 tEME Hh R 237 S 7o 5 6 121, F RIRPUEE s R
ZAAGMEERED, IRWNT, XR—=AT7 A% 3 A7 VnbH15 A7) ZEL, ARn
DA XMEDFRKRED FAIT, LE LI FREBIER 72 #EiE dhi# - T %240 % Threshold line
(Th.line) & LTCO2ICFHET 5D, 7272 L. Th.lined® / A A B T B g dh R &
RODHEGEIE., TNH ERD LW D Th linez #HXET D,

20T & 0 3 51U DNAREHE (1ilitido 7= 0 27 = LAAT CHIE) OAaFHY = v
FRTEATHET 5.

DNAGREHEIZ BT,

(1) = ARGMERERFRER O20MT T X CTO U = /LTI D CqE N1 HdL, o E K
PitEBE e 2 o A ARER 3 BBoWF oI T, X To v
VTR D CQEN G DN T-HAIT, Ykl E R & s i 2 = A
Btk & HIET 5,

(2) 2 ABGPERFRHZRBR D20 T3 T DO ¥ = )L T48RIM DO CqE 235 B av, 2> Bk
PG M 2 2 AREHRBR O3 BRBROT X TORRBRICBWT, §XTo v
= /LT8R D CE NG DAL WAL, F RIPIHEB S R 2 = A 2k & of)
ET D,

(3) 2 ABMERFRAHFRER O20M T X TO U = /LT8Rl DCqE 235 Hdv, D0 B
PiEE a2 2 A AR 3RBO VT hoRBRICBWTTIRTO Y =
IVOFERPD =B L R2WIGAE IR, B - BEZOYZFE) 8 T2 (11 H ODNA
R ATV & 61T 12, @MY 7 L% A APCRIE] LM OREZR FE i L CH
EHEITH . 281 H ODNAGEHE 2 H W 72545 T H O HE RS L WG EIC
E, FRESUEES T 2 3 A REME S HET D,

20MTHIH O Z N OIIHDNAGUEHE (527 = /L) 22OV T, HEROHEE A F— L
(ZHE- THE L. W5 OFEDNABUEHE (G 5H4 7 = /b)) (IZOWTEE &HIE S iz mis
o &Il 5,

IEHERAD/ N 2—>

5 14 1 B8 FHPLD 63Bt NNBt CpTI
i HDNA SR $H%—D (+/+) ++) (+/+) (/1)
HHDNAR E E—Q (++) (+) ) Gy

U V VU

63BtIABBME  NNBtIABME  CpTIarBH
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7ok EFRHIEIC L 0 EREFIMEELA FHEB L a AEENHE SR RICONT
multicomponentZ f##4T L, H i CFAM O & 58 B O FEEBAE 7 8N 3 142 T & | ROX D
BRI OB B TOFAMO B LR DFEC e ER NI & 2R T 5, £, 3 A
Btk B FHRRER O3~ T D 7 = /L T48AKT D CQE 235 B A2 WDNAGUEHZ DUV T, B,
Pk « BB O 24555080 & Seed C2[RI H ODNAHER 21T\, S 52 120 EHY 71
2 A LPCRE ] LBEOBIEZITV., £ TH 2 AGESHRARBROT X TO 7 = /L T48K
I OCAED G BN WGEEITIL, A OREIIARGE L T 5,

ABI PRISM™ 7900 & 7=1% 7500 LIZA DV 7L 4 A 2 PCR #4525 & L C. ABIPRISM™
7700, 7000 ZEX@EHARETH D, HHT DU 7/ Z A L PCR HEZHIT L » TREN 72 5
DT, FEHETZ XA FDNABK (Tiez%) & HWTEFNC PCR HISIK OFHEE,
PCR Z&ftf, AT 5 ik % feifb 3 5.

(%)

(1) A A AHMatsNE % A 7D DNA iR % » I (QIAGEN Genomic-tip) (X, QIAGEN L5 HEA
AEECH D, U BTNV A 7 X v ME (NIPPON GENE GM quicker 2 287%) @ NIPPON GENE
GM quicker2 ¥ v ME, =y R V= AR BHEARRETH 5,

(2) 2 AORBIECHNDE T T4 ~—%xf, 7Ya—7 (CpTI= A7 r—7 (KDEL-P) % &
<, ) BEQRU T NZA APCRIEFMERETZ 2 K (GMa A EREPIEa A REAGE=a Y h o
—VTTAIR) E, =y RV T s Ay J D BIEARRETH D,

(3) aAOBREIEICHWS e —70 55, CpTla AHA 7 v —>7 (KDEL-P) (22> ClXThermo
Fisher ScientifictE2> HHEAR[RETH 5,
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X1 $#HERHIERAF—L
STEP1

ﬁ ) - o)
or
|
DNAQHHFEHI LI EEER2ER)

y
- &

=

63BtI A, NNBtIA X [ICpTIT AR ENEHER*

DNA@H&F%M[&%ER#(ZE H)

!
-w-

e

SETSUIRIGETEENARSN-EBSIE.
aVAZF—LavENEDLN., BYGREN
ThhTWEh ol EETT,
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2 A (LL601) Dfadik

ABREETIZaABIOa AT (a2 Z2EFEE T 50T, FEMEINT MR
5, ) ZXtgil L, DNAMIHKS®IX, U WA EX 4 7%~ ME (NIPPON GENE GM
quicker2) ZHW 5, 1 KN 52 T CTDNAZ IR L, S HIHDNAGEHE 2 AV C
EVEY 72 A APCRIER T 5,

1. DNA i i
1.1. Y VAT VIS A 7 ODNAFIHHAE R » FE (NIPPON GENE GM quicker 2)

VBT U723 AR500 mgz2 AR Y 7'e v L o BlmiEE QmLEy) IC&EVEHY . GEl #EfHE
#*1 700 uL, Proteinase K (20 mg/mL) 20 pL. a-Amylase (FFiEEEAL) 2 pliBs IO
RNase A (100mg/mL) 10puLZANZ, BEHER 2 WX S IZAR VT v 7 2 I FH—"T30 B
BA L2265 °COSEMTIS IR 5, GE2-K #&EHKS 85 uLx Mz, A7 v
7 A FH—THpIZiRE4, Ok k210 fEFE 95, 13,000 x gbl B, 4°COEMAT
5 R LT 5, RWTED EJES 400 uLa1.5mLF = — 7128 L. GB3 FEfE{Z 150 uL
BLOAS Y7 a 7 — (100%) 150 puLZzdsIL7=%, 10 ~12 [EERERRFfT 57, BA
%700 pL% spin column(Z B faf L72%. 13,000 x g LA b, 4 °COSMT30 il L, wH
WRaEETH, IRWTGW FEER650 ULz & fif L, 13,000 xg LIk, 4°COSRMETL 4y
L. WHIKZ#T%, spin columnZ #72721.5 mLEATF = — 7128 L. TEREMER 30 uLz N
A3 I THE L7212, 13,000 x gbl b 4 °COZRMTL pfiEL L, 15572 iR
Z DNAREHEIK &3 5,

*! GE KR 1R
U NFNVER A T DX (NIPPON GENE GM quicker2) fHEDO LD, H D WIIHLREA LTZH D
ZHWD,

2 BPRER AT TH D L DNADIENRE LA T 5, AT v 7 ATk L Q2mLET 2 —7 %
MEEIZH T, TDOEE30 B LoD EfHT 5, PR RGEIES 51230~60 R
el

"3 GE2-KHEfE ik

U BFNVEER A 7 DF >~ kb (NIPPON GENE GM quicker2) fHED H D, & 5 WIFBIEHA L7=H D
ZHW5,

RAELTENT 2 — T NIZFE-> T T h, Fild CGE2-KAEfER 2 N3 2 Z E N ARECTH 5, fliHK
(ITREPEDE U TWA DT, N L 7-GE2-KARER S+ 1o — L e B K 9 IRAET 5,

ST A E X —BLUO2 mLET 2 — T OFREEEBE LT D 2T, gl K ERD Lo ITmELEMN%
RET D,

6 LSOV E A FTREAR IR D IS A0V K 9 I RIE A EIT 5,

T GBIREIR AW L., HWTA Y 7 aX ) — VBRI L%, B EREETT O, FTH®RELTH
L TWDEEIE., WBNERICR D E CHoiERRfIT 5,
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1.2. DNA #UEHE#E H D DNA OHEE DO EF A ONZ DNA BEHE OFR 3 & PR AT

DNA FREHEIR OB Y A LY | JRE A K E AW TEEAR LT, 200~320 nm O%iPH
TERANBIRIN AR 7 L2 HIE L, 260 33 X0V 280 nm OWIE (Ao BEL N Axo?) Z3iC
Fk9 D, T Azeo DfEL 1 % 50ng/uLDNA & L CDNAREZRHT 5, F72 Aso/Axso &
HET D, ZOHN 1.7~2.0122UE. DNA RN FRICEREENTWD Z L E2RT3 56
U7z DNA JREEDN D | BREZEE /K T DNA SUBHR K 2 40 ng/uL (AR L CHAEE L, DNA &K
BHE & 9%, DNA REHRIZ 50 uL Z &2~ A 7 m@mibBI207E L, -20°C LU CHER T
95, i L7= DNA #UEHRIZ, i EHICHEH L, o MIRRITEE R I HEIET
%, 7235, DNA BUEHEIR OIREED PCR THUE SNTZIREISE LRV & X1, 2D F ¥ DNA
AR E L CTHWA,

AR, WO EHEEE I XV @Y e E I BT AR ER L ONRERN AR AT EEE T 5,
"2 Azeo 78 DNA HSRDWIEIE | Aggo 23 F L /N7 R R DWW E LB 2 5,
"3 Aoso/AasoD L3 1.T~2. 0D TH > THRRED 72 2 HIEITE S 720,

2. MY 7V H A4 LAPCRIE (ABIPRISM™ 7900 % 721%7500)

LL601 OfEHIEIGM a AfEHHAO 54 ~—, Fu—7% =1 7 L% A4 LAPCR
EaAGEBHO T I A ~—, Ta—T &2\ U T XA LAPCR D2 RERAZITV V]
ET D,

Fo, BBRICH T - TE, =AM R & L Tphospholipase D 3B/ 7Bl A1 % f 0
THTIA~—RBLOT =T Hn5b, 774 ~—BL0T v —7 OHEERHILLL
TOHEY ThH b,

o« 2 A Bkt BROH R

a AGMERH T 7 A4 ~—%F, Ta—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 = A # H FHBR
LLOVHEH 77 A ~—%f., 7 un—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. PCRAI B IR o A5

PCRAI IS #R1E25 pliwell & L Califd 2, ZOMAUZLL T D LBV TH S, Universal
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PCR Master Mix" 12.5uL, XIR7 7 A ~—%AK (%77 A4 ~—, 10umol/L) 1pL2, Xt
G7'm—7 %K (10 pmol/L) 0.5 uL, JREZEEE7KS5 uL, 40 ng/uL DNAGUEHEK 35.0 uL, 43iE
BER TR, EL0Dy— L, BRIV VEERTS, ZotE, LbAFELRWE
IFEL.EHOY—V U ITHT ) r—2—2HWTITH, BRI = VOIEZBIE L,
JEIZXYADR B 55513, 7 L— F OB AZE S N TERIE 2 kW TE <, 7 L— FOffERE .,
MicroAmp Optical Film Compression Pad™ Z (a0 N LI/ s L5, 7L — o kmick

v M5,

"I Universal PCR Master Mix

AGREEITHEED BT IREEELZT O BRI, IREDHEFEITOND L) ICEET D, A7k
A lZid, PCRZ D L WDRWGENH D, 5 EANIILTARLT v 7 AIFH—2 P73 Bt
FEIREG Lok, B<EL L, WRERBEDRICED TEW T AT S, £o, UV icpiET S
BRix, DR, mONKEERZ L E2BE L, Vo LOEICHEREICAND,
2RRT T A~ — kAR

AABMRRADOET T A~ —2 N 25EITIF05 uLe iz 5 Z &,
SDNAGEHFIR O EAHE SNIZREICE LRV E XX, ZOEEDNAREHR & LTHW S,
"4 MicroAmp Optical Film Compression Pad (Thermo Fisher Scientificfl:)

ABIPRISM™ 79000555 D A4 4%, ABI PRISM™ 7500 TIEAEH L7,

22. 7L— MEROBRE

BOSIZEE LTI, 7L — MEROREZITORT TR B0, REZITOHBIL, B
HROBLE L EL IO, e —7RETh D, BEICITHH Y — BT, iR L7
— FOBRLEICKIGET 2 KO ICKR &I b, BiROFEE ( TUNKN] : DNAREHK) O
RIEZIT D, Elo 7 v — 7RI LTk, = ARG 0561213, Reporter’ [VIC] |
Quencher’d [TAMRA| & 725 X 912, F7LL60HH O%A 121, Reporter?s [FAMJ |
Quencher?’ IMGBJ £ 725 £ 510, RET D, 7. 2 ARG, LL6OUR A & 12
Passive Referencez ROX] EFXET 5,

2.3. PCRHH

LEICTL—ha2tEy ML, S ET—H OB IARZBIET D, KISSEHITILLTFO L
BYTHD, 50°C, 2 EOFEMTHREE L%, 95 CTI0 oMME L, &Ry FAHZ— |
ECRISZRGT 5, £D%, 95°CTIS ), 60°CT1 70%&1 A7 1E LT, 45 17
JVOYEME )G %21T 9, Remaining time30 77 & 72> TWAZ L 2R L, MnE & T SHE 7
%, WER RO Z1T D,
3. FEROMNT LT (K1)

= A Btk G R I K ONLL60 1 HIHFRER DO W F 4LIC SV Tb RER O ZE 13, Th. Line
& PCRPEY) DI N % 7~ 3" Amplification plot & DAZ & (Cqfl) MG HNDINENE S > TIT 9,
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RNT, R=ZT A% 3 YA 7 NNnB15 A4 70) REL. ARnD /A RlgEDF KA
O _FRIT, ZE LT Ha 5 2 sgiE dh #2584 % Threshold line  (Th. line) & L C0.2i2
RET D, 72720, Th. lineds / A XA TR WVEIREIIR & 2D 5 581L, £ b
ERDB7RWNE D Th lineZ i HaX ET 5. CqfEIZ-DVyTlIAmplification plot T HIZ T
35 L bic, fRELTHN SN HIEIZ SOV THERT 5,

20MTHIH £ 0 15 5 N TZDNARUEHE (M & 72 v 20 = VAT TRIE) DO&FH4 Y =V
TRTEHNTHIET D,

DNAGREHRIZ BT,

(1) =2 ABBMERIEGBR D20 T X TDO 7 = LT3R DOCYEN S v, 2>OLL601
BENHFRER TR T O ¥ = /L TREOCE1 T O T8 Y ikalBH LG &
HIES D,

(2) 2 ABGMEREGBR O20( T X T 7 = LT3R DOCENH H v, LL60 IR AN
MFEBR DT T DY =)L TR OCEL T BN WIGE IR L HET D,
(3) 2 ABGMEREGBR D20 T X T D 7 = LT3R DOCEN T H v, LL60 IR AN
AABRIZBNT, TXTOY 2 L T—E LR RPN WIGEIE, - ¥
B OYSERE B YD T2 [BIH ODNAHHRER 24T\, S5 2. &Y 7
VA A LPCRIE) DABEO#BRMEE N LT, HEZEITH, 2 [BIH ODNAEHK % H

WA THBMEOHIEN S DN WIEAITIE, LLe01EM: & HET 5,

20MTHIH O Z T OIIHDNAGUEHE (527 = /L) IZOW T, HREROHEE A F— L
(CHE- THIE L. W5 OfEDNABUEHE (G547 = /b)) (IZOWTEHTE & HIE S il
Z kot & HIErd 5,

72k EREHIEIZ £ 0 LL601 B3I E S A7/ 2R 12DV Tmulticomponent Z ### L, H
L CFAMOD 82 Y658 FE DO FE R BRI 22 B A BIZ2 T X | ROX D Y58 O BIfife 72 F RS0
FAMD & 60 E DFEe 72 LR NN 2 & 2R D,

F72. 3 ABHIRARBR T TO Y = /L T43RIEDCYEN S D72 WO DNAFUEHK
[ZOWTIE, B, BRIENE O T, DNAFIHIRER) DIBEOEIEZITW., £ THTXT
D7 =)L TA3R M DCYED G B NRWIGEITIL, AREE D OREITIRGE L 5,
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K1 HFROHERF—L
STEP1

21 ARy 1 oot B A Bk

* :
or
L) o =]
DNADHHFEH LIEZEEECEEB)
I

=) —-[—)

LL601 4% XN 5 B& *

g g DNA St B LU £ B 1R 15 (2E ) |
|
% or

SETSUIRIGHETIERMAR LN -GS,
aUAER—avENEDLI., BUGBREN
Thh TN =EFRT,
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cruEm Yy (BH10) OB L

FoEuas@ghi T b e al MBI oONT, BN PCRIETITY, 703, DNA Hi
RN, U B P VES A 7% » M E (DNeasy Plant Mini Kit, QTAGEN #E#Y) % %,

1 BefE2 5 2 OFf7 T DNA 2R U, &fhH DNA 3UBHK 2 -V CTEME PCR 1% 5E
ftid %,

1. DNA i p5 i
1.1. U AT NWVIEZ A 7D DNA fillFE % > £ (DNeasy Plant Mini Kit)

PYEZ LToidBl 2g 28 ) e v L CREEEE (SOmL 25) IZEVEHD, 6000
65°C |ZIR O TIU 7= AP1 FEEZ ' 10mL & RNase A20 uL 200z, sRBHEA 2 K 912K
NT v 7 AIFXH—THLIIREL, 65°C T 15 0MNiEd 5, oM 2, 3 [\, =miLE
% R S CRUBH 2 18T 5, P3FRMAENRZ 3,250 uL Z Nz, oK B2 10 2 REE L=k,
4,000 x g LA E, 4 °C OFMT 20 oz 0T 573, RWTED B 500 uL % QIAshredder
spin column (ZEfiT L. 10,000 x g LL BT 4 53 0%, WHEZEEE (15 mL %) I8
T ZOBEEZHERV IR L%, ZOWMIKRD 1.5 5RO AW ZER* 2Nz 5, 0
JEE#% 500 uL % mini spin column [ZEfif L, 10,000 x g L ET 1 4307 5, 7%V DR
BWDH B, 512500 pL % [A T mini spin column (ZHff L, [FIZRAE Tl LIS IR & #5
Th, BWEINTIRBTEN TR TR 725 T CTRBEOBIEZ B KT, RWT AW2 KR
500 uL &M L, 10,000 x g LA ET 1 43S0 L, WHKREZE TS, FROBIELE 3
(Bl 0 K9, ¥AHHE %A #5C. mini spin column ZF2E SE 25729, 10,000 x g LLET 20 43fH
204 %, mini spin column Z % > FOEILEIZE L. H O LW 65 °C IZIRD TRV -k
FEZA K T0 UL 2%, 5 SrfEEE L7=1%. 10,000 x g DL EC 1 430 L DNA 235
%o b —EKEMZ, [F CEEEZITO, B DRI Z G, DNA BREHRIR &35,

" AP1 AEEI

U BTNER AT DF >~ N (DNeasy Plant Mini Kit) fFEDH D, HDWIIRLEEA L2 b D& HW
Do
"2 P3 AR 1EHR

U BFNER A T DF >~ (DNeasy Plant Mini Kit) /B0 H D, HHWIIHLREA L2 D& HW
Do
B ELED BIE

FIEEMGR L, BHTRWEAICIE, RS ToOEOMELBERVIRL, BOBIEEZITI,
4 AW FETERR

U BFNER A T DF >~ (DNeasy Plant Mini Kit) @D H D, H D WIIHLREA L2 D& Hv
Do
"5 Sat LA IREE

mini spin column (ZBA T DEOMIRIC LV . BT LAOWBIZRERIN 0D Z E R’ 5, T TOHRMN
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17 D@ D OB ORI 2 E, T D,
6 AW2 FR1ETIR

U BTNES A T DF >~ N (DNeasy PlantMini Kit) @D H D, HDWIIRLEEA L2 D& HW
%o

1.2. DNA B T O DNA OH#LE OReZEAF TNZ DNA BUBHK O FHEL & (517

DNA FUEHFIR O Y B4 B Y | JREAREKS 2% TE MR 2 AV Cli e AR L,
200~320 nm DOFiH TERINBLIL ALY ML ZRIE L, 260 3500280 nm OWEE (Ao
BEO A2 ZRLEkT D, RUNT Az OFfE 1 % 50ng/uLDNA & LT DNA REZH T
Do ET2 Assol Aogo ZEHET D, ZDHA 1.7~2.0127210E. DNA BN+ Sh T
5HZ T, O DNA BEEEN S . DNA BRI 2 L% ORER I VB2 B 12 KT
L CDNAGREHR E L, 20uL T &2~ A 7 ailBHE I2007E L, -20 °C LU CHRERAT
T 5, sriEL7z DNA REHRIZ, AEZE I L, Fo I miRIE RT3 BT
%, 723, DNA BUEHFIR OIEFED PCR THUE SNTCIREISE LW & XX, £ D F F DNA
HBHE L L THWS,

THEROBHANZ LV . DNA BUBHRIRIXIEFE A K S L <X TE K TR ST\ 5, AT 255
(Z1%. DNA SBHRIE OGN U isfgik a2 5. 72, mRAERIE, BOLERNELERE I L 0 #EY)
RAEICE T DR ER T ONRERN R 5720, BHE LT 5,

2 Azeo S DNA HRDWRAIE . Asgo 23 ¥ 2 /N7 HERMHFKDOWSNE LB 2 5,

2. M PCR &

EME PCR X, i &4L72 DNA O % 77 A ~—%t % H\ T PCR H5iE L, EXIKE)
(20 B L7211, T OWEIEEY T 5 HETH 572, Bt10 ORI T 7 A
~—Z% W= EM PCR EBGMEX IR~ T A ~—Z W= EM PCR @ 2 iR &2 17V HIET
b, X7 T4 —OEIEEINILLTOEY TH D,

- Bt10 e~ 7 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’

- GBI O 7T A ~—xt

F-primer (Zeinn-5") : 5°-CCT ATA GCT TCC CTT CTT CC-3’
R-primer (Zeinn-3’) : 5°-TGC TGT AAT AGG GCT GAT GA-3’

"TPCR £ TlL. ##7% DNA NWEFE L CTHEIEEMNARE S b, L7 -> T, BHIF D DNA (B
|2 PCR MG PEY)) DIRANICHRICIEE 205 MR H D, £7-. DNA 1L, ABIDOKLEERR DS /WS
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TW% DNA ERIC IV 3RS H DT, REEREORAZIE LTI o2y, ZboR%
ERL, VB TCOF2—7, Fu 7 EEMHAL, DNA, DNase &3 a2 % I 3 —va v LARNWE 57
BELTHWSZ L, £72, EMEPCR OFRIZHWAKIL, FrCHi b EERRWRY T CfiRE g L
72 RO K XIFZAR K% Milli-Q 25T 17 MQ/cm & TR L7 ik 72 £, DNA, DNase 32 % IR
—2a L TWARNnSEDEHNWS Z &,

2 FE o MSIATEGE NRMOKEE BN o 2 —1ER D JAS HTakB N K7y 7 DEIGFHMRZ A 5
WA - Sir~==27/1 ar2Ix—a PilbiR) 623310, a2 Ix—3 g VRIRICHLOER
S =

2.1. PCR A St iR D il

PCR M SSEEVEIZ SRR Z LT O X 5 I 5, ROGHRIE. PCR FEEHE™, 0.16
mmol/L dNTP, 1.5mmol/L ¥i{b~ 27 3R> 7 A 0.6 umol/L SEBLWN3I T T A ~—W N 0.8
units Tag DNA 7R U A 7 —82 Z&TiEIZ, 10 ng/uL (ZFHH L 7= DNA #UEHE 5.0 uL (DNA
1L T50ng) ZKHFTHA, £E%Z25uL 127 5,

*1 PCR #EEHK

PCR buffer II (Thermo Fisher Scientific £, it~ 7R T AZEERNE D) XITFFEOHERNES
nNob0EHND
*2TagDNA AR U A 7 —F

AmpliTaq Gold DNA 7K U * Z—+¥ (Thermo Fisher Scientific 1) XIZ[FFEDOFERBZHLND LD E
Do

2.2. PCR H#4ig

PCR HROGFENE 2 PCR IR E 122 Y M5, KISEFITROEY THH, 94°C I
IR O G Z Bldh S 72, 94°C T 25 . 62°C T30 f[H], 72°C T 45 %
1 4%4’ e LT, 40 A 7 1®D PCREEEZAT 5, IITK TS E LT 72°C T 7 7[R
ST, 4°C TIRTEL. B OISk 2 PCR #IMRE SR &35, PCR D7 T 7 ROk
ELT, T 7794 —x2M22n b DB LT DNA BREHEZ I Z 720 E DIZHOWNWT
RIFFICAARS 5, F£72, BB S DNA B SN TnWA Z L ofER L LT, DNA REHE
Z el B0 AT 7 A ~—xt DR D ITHMEX R 7 F A ~—%t 2 H, [FIERIZ PCR
féaérbm%ffTT?o

* PCR H4hELE[E
GeneAmp PCR System 9700 (Thermo Fisher Scientific f1#) XIXFR%EOFRERNELNDL DO EHND
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2.3. T Hua— AT )VESKIKE

PCR MRS & 7 7 00— A7 VESGKENS &0 73 L. PCR ¥R/ N> R AR 5,

2.31. T Hr—ZXF ILDOER

VBEBEOT v — A% FE L, TAE fEER T ZMx, ML T Tn — A& EMT 5,
WIZ100mL 4720 SuL O F Vv A7 m I RIEK? (10mg/mL) 2Nz, 7 V% 50°C i
BETHROLIG TSNV A — I — Tt ik, FBRTHOICHL LED TV 2 ERS 57,
TMET CIHEHTL2OREE LA, FERICIR L CHRAMRGFTL2Z2EbTES, 7
JVOJEFEEIIIKENT S DNA OE SIS U TRO D LENH H DT, AL 325 PCR HlEE
MO REICHOETHAEE (1.0~4.0%) 25,

"' TAE #& &

BRI FE DS 40 mmol/L Tris-FEFZ, 1 mmol/L EDTA & 725 X 9 ([Z&BEKEZ AW TIHEL L 72 D% TAE
TEER LT 5,
2xFVy AT a I NEK

2 A8 DNA OFEHOMICA VAL ARIETH Y | MABRBH AER EFERH D, BERWITIINT
FREITD, ~RA T EEATDH L,
RIS )

T2 TR, B @IEEERARS, ZOBBETIF Yy AT 0 I FIREE AT, BRUKEK T, 2.3.3.
IZHE- T, FEBEELTH RV,

2.3.2. FEXIKHE)

TAE #EMEWR & 7= L= K kENE I 7 v 2t~ b9 %, PCR MEIESSIK 7.5 uL & i 24 &
DTN —T 4 U TRERZIBE S D%, FAD00 2 VIZEAT D, T ~OiEHE
MNIZRERIZS 020 & 5 &0 DNA DL LEE 2 ER DGO NI < b DO THEET 5,
HIZ 100V EEE CTELKIKB 2TV 7o —F 4 v 7 EEERICE £ 45 Bromophenol blue

(BPB) M7 /VD 12705 23 EFTHEEAL L ZATERIKBZK T T 5,

2.3.3. Froyefs, (hYufh)

ATt 21T © T2 A IR O B EI LB 720,

TIVHNR D D TAE FREHE S A o To B2 IKE% O 7V 28 LA D, IRICKETEIR 100
mL 4720, SuyL o= F VU AT eI RER (10 mg/mL) 2z, RaciRe 5 aRIcFEy
TSI E D5 LD 30 pRERAT S, Z D%, TAE ZE K O H~ D AN - T2 K4l
R FHOTNVEBL, 30 0RBRERSEELENDOMYEEA LT O,
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2.4. VA A — AT

TNA A= VT EEENDO AT —IC/WEER T v 772 & 20 LicERvkE) & G
BN T LI v aEORTEINR 312 nm) 2SI 25, 7oA A — UM E O i ¢
ERPKEN N — T 5, DNA 4 FEAEE & il L CTHRYO PCR iR/ N RO i
PHIET D, 7T 7 RRTHISET 5 PCR HEME/ N R S -84 1. DNA Hii
BIELIBEORE R 2 L LT, WO TERESCDE T, KEFERIZE®RT — & & L THRIT
LTBL,

TARVEMAE =V T O T 4 )V ATRWEEIMITRIN SN T LI, BRR/RONRWEENRH 5D
THEEZET D,

2.5. FEROHE

Bt BB =T A ~—%t & /= L — 2T 157 bp @ PCR HlE N R &4, Bt10
A7 Z A ~—xtZ&HWizL—>2 T 117 bp @ PCR #lE/ N R SN 8BE. #iiz
IZ[A—@ DNA #EHEZ Vv PCR HUNEZFABL L, Btlo #RH 77 4 ~—x" Z Huv
PCR B A 1T 92, 1554072 PCR IR S SHRIZ DWW T T e — A7 VESIKE), 7vA A
— VAT 24T\, 151 bp @ PCR HHIE NV R S =86, AR Bt10 SRR &
HIET D, 728, 220D DNA flilliK CORM RN E R > T2 GGG E L flET D, 72, &
H O —FOMIRIZIBW T, BtEX IR 7 Z A <~ —% T T ERE O PCR g N> KA H
SN WEAIZIE, BEBEXIKEILEOERIELZITV., 2L TH TERE O PCR HilE/ N F)3
B SN2 WGEITIE, oMM ToOMRELHEDNE L, b 5= OfKORRIZIT T
HET 5,2 DD DNA fiHE & IGTEIBA T 7 4 ~—xt &2 vz L— 2 Txhiih 35 PCR
HAWE N > R CE W GAITiE, ST 2 [ H Ot 217, & 512 PCR LD #fE
ZHEMELC, HEZEITH, 2B HO DNA il E AW =858 OB~ 7 1 ~—x%t
T PCR g/ N> RS S e & &3, RalE b O EMERBFBE DL X DNA £
IS S ORINIARGE E T 5, LA TNICHER 277,

H) E 5]
B = 1 2 3 4 5 6 7 8 9
1| BRI A~ — | o+ | + | o+ |+ |+ |+ |+ |+ ;
MR 7 A ~— + |+ |+ |+ - - + | o+ /
7 74 ~— + + + + / / - - /
it 2 | BMERHA T 74 ~— | + + + i i - n i
MMH 7 74 ~— + | + ; - - + /
BT 74 ~— + - / / / / - / /
HIE BtE | BV | Bt | B5E | B2 | BV | Pt | et |

AELE S 9 OFIOGAITIE, 2 B HOHMHE AT 9,
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+ IR, - IFEEVE, [ ITREAREERT,
B0 AT T A = —XHILL T O ThH D,

F-primer (Bt10LS-5") : 5-GCC ACA ACA CCC TCA ACC TCA -3
R-primer (Bt10LS-3") : 5’-GAA GTC GTT GCT CTG AAG AAC AT-3’
2 Bt10 MR T T A ~—%t % AW 5556 D PCR FRAFIZLLTFO#EY THDH, 94CIZ 10 SR B RIG%
BAAG S 7-1%, 94 °C T25 F[H. 65 °C T30 F[H, 72 °C T45 WM % 1 A4 7 L& LT, 40 1 7L

® PCR EMEAIT 9, WIS TRIGE LT 72°C T7 - 7-%. 4 CTHREL., Boh-Ksik%x

PCR HMRSUNE & 35,
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K wm = (CBH351) OWMEHE

BRI LOBBIZOVTIE, TTIATR—ETITH, £, a—r 27Uy, =
LTI T @ IV S TR L OB ICRBLEA NG L BB
L7 b R 2T TOR VIR T (AT, ThrEras plli) L)) I2on
Th, 77770 —ETIT I,

ZOMD Y E T 3 T EIC O T ERE PCR ETIT 9.,

B, FUERAERBIIONTI, 77 A7 0K T o1, M PCR I &
BHERAI AT .

1. FoEw RSO CBH351 h7Em 2> O
11. 77/ 7a—ik

Mk @ TestKit 1%, Strategic Diagnostics £ (SDI) % Trait + Bt9 Corn Grain 5-Minute Test Kit

(Part#7000012) Z MW 2 HETH 2, UTICRRERT 271EF, F v FOBBEICTEHEO
FHEEFEARNIZF—ThH b, 72E, ERETERZITOLGEITIE, KX, FRIHD EZ R
IRVR Y R THIREERE R U7 RO K UTARE K E WD Z & 2 #5335,

1.1.1. EBEE

BREL7Z b oo o U gk HEEEAIC 800 KA ERE UM L7=% . M % 500 mL
BREEDOAODLWENMNE ORLICEY . /& 288 mL 2Nz 7-1%. 10~20 . B 4T
BNDOETEILLIELITAH, L LIDEBETEBAENELCRITNIX. VEDOKEMZ.
W2 LIRS D L, IRE DB EBAENELEZNE )BT S, IRE 9%, B mL 2
FED EBAENECDHETKREMA S, KIZ, REO EBEAHKR 0.5 mL 2% > MEED 1.5
mL BREVE B L, FOREEIZ Trait - B9 72 N A R v FEZREBEIISET5H,

T 230 g RV L2 B D (230 g T 800 KIITTifIZ 2\ & X1 800 KL DKHE)

1.1.2. #EROHE

TARANY v T EBBEICE T, 5 kil LR T, 7 A FA MY v T ORTFHZ
BRI D, RODOTA BT A MR R v FFRREIC 2 AHANEHE, = br—L T
S P RBERIUTEEE S HET B, £ I ALENATIUT, T ORBITES L HET
%o

Y5 MU ERET D LAREAD T A UNRS BRDGAENR DY ELHET LI ENTERVOTHEER
75\)“/[2‘%0
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2. NI T A0SO CBH351 7w I O

LUFOTFEICHE > T, —BHZ D & 2 BT CHIH 21TV, £ 54072 DNA ik &2 VY,
PLF O TENM PCR 217 9,

2.1. DNA fhHik
211, X a A, " T4—F, a—rF v T7BLNa—r7L—7 (MENLInTn5
HDOITIRS) 525 D DNA i H ksl

B AR L, IF Y —IVETHET 2, ROTHGAE 1 g 2R) 7o
Lo BlmIEE (S0 mL &) ICBVERY .. A AU HmBE X 4 7D DNA fliHERE »~
(QIAGEN Genomic-tip 20/G) % VLA F D X 512 DNA Z g R 5,

PEHZ G2 FREHR ' 4mL 2N T . ALVT v 7 AI X —FETHLIEAL, SHIZG2
FEMEWZ 4 mL, Proteinase K2 100 uL & RNase A 10 uL # /12T, K <#gR-> TRA L=,
50 °C C 2 WfilfiE 3%, £ DM 2 ~3 [FhEihE % Kis S & TRlB 2 iR 5, kW
T, 3,000 x g L BT, KR T (4°C) 15400 L, o BEEZRY e v L il
B (I5mL %) I8 L, ST\ <ELT 5, RWNT, QBT FEMER T 1mL &2 FVFfk L
7z QIAGEN Genomic-tip 20/G |Z 2 mL T 28[ENZ /01T TAMTT 5, IRWT, F v 7% QC %
BT C2mL o3 B L7-%, Ty 72 LVERIEEICE L, 60 L 50°C IR
HTHEW QF FEEE2 % 1mL 952 [ENZ, DNA AT 5, IsHR 2= E 2B L.
0.7 fFEDA Y Fr AT ha—Lzlzx L<ESGL, 10,000 x g L T, KR T (4°C)
15 U, BiEE2#ECE, 10% ¥ /—/ ImL 21z, & 512 10,000x g LL T,
RIET (4°0) 5 fELT 5, SHICEFEEHET, FoltibkEa 7 A L —¥ —% g
B U721, BREZRE K 100l 20z, 65°C TS5 REEE L, B Xy T 1 712X ) DNA
TR S H, DNA REHRIK &4 5,

G2 KRfEWE. QBT REMEHE. QC RIS L OV QF FEEILF v MIATE L TWA2, B0 RWEEITix
¥ v NOBBEIZHE - THELATRETH B,
2 QIAGEN #0006 O X IXRZED 1% F> b D EH WD,
212, FRUAND FET a5 O DNA HhH kL

Rk 12 MK PER SR8 517 555 3 SRICHHET 2515 2 O LA M5 D DNA Ol
HURS S IS TEE N B MOKPE B il o 2 —1ERR D JAS Stk Ny N7 v 7 [#E
fEFHIHR 2 B R - T~ ==2 7L HBSL B R (SRR STV b A ERT 5,

2.1.3. DNA ZXBHEE 1 > DNA Ol DBl TNZ DNA 3BHE O FH 5 & R 17

DNA #EHE K T > DNA O#E ORI NS DNA #REHK OFH L & (R 1E 21T 5
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DNA REHFEHR O Y A2 B Y | JRFERE KD DL TE FEER %2 VGl B AR L,
200~320 nm D& TLEANIBLIL A7 FLAZHIE L. 260 35 LT 280 nm O (Ao
BED A2 ZRtdkd D, RUVT Ao Of 1 % 50 ng/uL DNA & L C DNA % H
Do E72 Assol Aogo ZEFHET D, ZDOHA 1.7~2.0127210E. DNA BN+l ST
52T, BHALT- DNA BEEENS . DNA BRI 2 LI O BRI VB2 B 12 KT
R L CDNARREHER E L, 20 uL Z &2~ A 7 v ilBHE 1207 E L. -20°C LU CHBERTT
95, i L7z DNA #UEHRIZ, R EHICHEH L. o MIRRITEE R I HEIET
%, 7235, DNA BUEHEIR OIREED PCR THUE SNTZREISE LRV & X3, 2D F F DNA
AEHE & LTHWD,

THBEROHAINZ LV . DNA BUBHRIR TR FE A K S L <X TE FEE TR S T\ 5, BT 2556
(21, DNA BBHRIE OB U7 tsfitik 2 M 5, £70, AfEERIE, WOrERIEREIC X @t
HECET DR ER L ONRESDNER D720, WEE T 5,

2 A 260 75 DNA HISRDW L Aogo 3 F X7 EEAFMMBKOBRINE L Z X D,

2.2. &M PCR %

EME PCR VAT, fIH S 72 DNA O —¥% 7' F A ~—xfZ H\ T PCR g L. &BXWKE)
(L0 L7, T OBEED A AT 5 HETH 512, CBH3S51 OB~
T A ~—%& MW EM PCR EGMERA T 7 A4 ~—Z2 AWz EM PCR @ 2 3R 217V VA
BT D, 774 ~—DEREEINILLTFTOEY TH 5,

« CBH351 i 77 A ~—%}
F-primer (CaMO03-5") : 5>-CCT TCG CAA GAC CCT TCC TCT ATA-3’
R-primer (CBH02-3") : 5’-GTA GCT GTC GGT GTA GTC CTC GT-3’

- BtE R D 7T A ~—xf
F-primer (Zeinn-5") : 5°-CCT ATA GCT TCC CTT CTT CC-3’
R-primer (Zeinn-3’) : 5°-TGC TGT AAT AGG GCT GAT GA-3’

“TPCR JETIL, #5754 DNA DM EFIE L THEMREE IR I D b, LIz -> T, HIYSO DNA (FF
I\Z PCR ¥{IREY) OIRNIFHCHEELZ L ) LENH D, £7-, DNA X, AMOEEREGHW S
TUW5 DNA R RIC LV S H DT, REERDIBAZBIIE L2 T LR bR, ZhbDa%
ERL, EWETOTF2—7, Foy7EEMH L, DNA, DNase 2532 % I 3 —2 g v LaNnWE 5
BELTHWSZ &, £72, EMEPCR OFRIZHWAKIL, FrCHi 0 EBERRWVRY T CfiRE B L
72 RO K U7 7K Z Milli-Q % T 17 MQ/em F TR L7284k 72 £ DNA, DNase 432 % I X
—YaryLTWaenborH NS Z L,

2 To, MNIATEOE N BMOKEETE BB o & —1ER D JAS Sorelo o K7y 7 1B R 2 B
A - oir~==27 /b arZIx—va ik 25120, ar ¥ I x— a VHIEICHOLOEER
ZHho Z &,
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2.2.1. PCR H iR D s

PCR M SSEEHE I SRR Z LT O X 5 I 5, ROGHRIE. PCR FEEHE™. 0.20
mmol/L ANTP, 3 mmol/L ¥i{k~ 273> 7 A, 02 umol/LSFEB L3 7T A = —iNT 0.625
units Tag DNA 7R U A 7 —F¥"2 &I, 10 ng/uL (2% L7~ DNA #REHK 2.5 L (DNA
E1LT25ng) ZKHPTIZ, &2E%E25uL 1275,

" PCR #EfE R

PCR buffer I (Thermo Fisher Scientific t1:, #i{t~ 27 3r > 7V A% EEV0b D) UXFRSEOREENBED
nNoHb0EHNS,
2TagDNA R Y A 7 —+E

AmpliTaqg Gold DNA 7R U A Z—-€ (Thermo Fisher Scientific #1:) SIXFRIZEOFERBZHE LD H D E W
Do

2.2.2. PCR 31§

PCR ARG HEME 2 PCR AR E 1 v b 95, KISSEMAIFROEY TH D, 95°C 12
10 Z3[ER S SOt & Bt S H7-1%. 95°C T 0.5 43, 60°C T 0.5 43[H. 72°C T 0.5 45
1V A7 0LELT, 40 A 7LD PCRGIEEZITO, RIKETRINE LT T72°C T7%
k- 72k, 4°C TRIF L. DN UGR 2 PCR BESSIK & 55, PCR DT T U K
N E LT, BT 794 ~—%E2 M0 DB LT DNA RREHEZ INZ 720 E DIz D0
THRFICHIG S, F7-. 325 DNA M &S Tnd Z L OB & LT, DNA R
BHIR Z L2, CBH351 M 77 4 ~—xt R ITEMERRH 7 F A ~—%F Z v, [H
EEIZ PCR HEE 21T 9,

" PCR iR L&
GeneAmp PCR System 9700 (Thermo Fisher Scientific 1) XIZFHEDRERBZELN L OEHWD,
2.23. 70— A7 )VEKVKE)

PCR MRS 27 T v — A7 /VERIKENZ K0 5B L. PCR IR N> KA 2,

2.2.31. 7T Ha—Z2 7 ILOERK

VEBEOT v — A% &L, TAE fEER T ZMx, MEL T Tn — A Z2EMT 5,
F% 50°C Btk £ THR L2, 100mL %4720 SpL o= F Vv A7 e I RIEKR? (10
mg/mL) Mz X<EAE LT, FV A —H =i LiAd, FIRTHH9 LED T
EVERIG 27, FOT T ICERT 200N EE LW, FEEIRICIR L CRHEBIRGET D 2 &
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HTE D, ZFIVOREEIIKENT 5 DNA ORI U TR DMLERHHDT, HIET 5
PCR #HEEM DN REICHDOETT A a— 2R EBE (1.0~4.0%) 25,

"' TAE FR &%

K BRI HY 40 mmol/L Tris-FEEZ, 1 mmol/L EDTA & 725 X 9 ([ZARBEKE AW TR L 7=t D% TAE
TRER & 95,
2xFVy AT E I RRIK

2 A DNA OHEHDORUCAV AL EHNRIETH V| M) RBET AR EBER D D, BT
FREITO, AT EERATDHZ L,
IR )

Z 2T IR R RS, ZOBRBE T Yy AT e I RIFIREM AT, ERUKENE T4, 2.2.3.3.
- T, FAERBRGEALTH RV,

2.2.3.2. FEXIKE)

TAE #&EWR & i 7= L= K kENE I 7 v 2 & » b9 %, PCR MIESSIE 7.5 ul & 24 &
DTN —T 4 U TREEREZIREEDE %, TLO Y 2 VZEANT D, TA~OFREHE
MNIZEERIZI 0 X 5 &0 DNA DR LEEA 2 RG5O THEET 5,
Wz, 100V EEE CEZIKEI 21TV, oo —F ¢ o ZTEEBRIZE 45 BPB 234 /LD
12025 32 £ THAZ L Z A TEKIKE 2K TT 5,

2.2.3.3. LY (1Y)

AT 21T > TG B IIARH OB EIXL 20,

TIVDNR D B D TAE SRR A - T2 B ER S IKENE O 7L 28 LA D, IRICKETEIR 100
mL Y4720, SpL O=F VU AT I REKR (10 mgmL) 1z, BRacliiRe 5wkt
THIEE D LMD 30 pRERGT S, Z D%, TAEBEIR O D AN > 2K &1
Pt FEHLOTNERBL, 30 0RERIRELENDLREAEZIT I,

224, FNA A — UMY

TNhA A—TRHTEENO AT — VIR WEER T v 7" 2@ &, 20 LICEXKKE) &Y
BT L7V EOF TEIME B12 nm) ZBET 5, FvA A — Ui EEmE ol ¢
ERIKEN) NS — o RS 5, DNA 28R & i L CHAJO PCR H#lE/ N KO I
PHET D, 7T 07 ISR TS5 PCR #ifFE N> ROVERE S -34a1%. DNA HiH
BELBEORE R 2 & LT, S CTERECD BT, KBRS RIZE®T — & & L TR
LTHL,

49



2.25. fHROHE

Bt BRH =77 A ~ —%f & iV 7= L— T 157 bp O PCREGIRE N K3 & v, CBH351
M7 7 A4 ~—xtZ =1L —2 T 170 bp @ PCR g/ N> RS &84, #i-
IZ[Fl— @ DNA #EHE % v PCR ARG Z 8 L, #8777 A4 ~—%I" Z > PCR 1§
M A21T 5, 55177 PCR HENE S SIEIZHOWT T T a— A F )VERIKE), 7 A A — DM
Z1T\N, 171 bp @ PCR HElE N> RS S 2356 ARIRIE CBH351 Btk & HIET 5,
7238, 2 50 DNA IR CORERNE R > 2B BITBE L HET S, £/, Ebbh—J
OHHIRIZIB W TME A 77 4 ~—%t T TEE® PCR HIE > RO S 7e i
AT, HEEBEKKBUBEOBIEEZITV., TN TH TEER O PCR HlE NV R S 7z
WIGEIZIE, ZOHMPR TORELEE L, & 5 —HOMBEOFERIZ T TCHET 5, 2
@ DNA fitHik & bR 77 A ~—%t 2 iz L— 2 Txfiiid % PCR HEilE/ N N
DR CERWIGAITIE O T2 EH O 21TV, & 512 PCR LU OEEZ 20 L T,
HIEEIT O, 2 BIH O DNA iRz AW 72855 T H MR 7° 7 A ~—x ¢ PCR iR
Ny RSN E & X, AREN D DOREMRFEA DM Z DNA Hiis AR MO
FRENIARE & T 5, LA TFIZHER 27,

FIEB
AR 5 1 | 2 |3 ] 4[5 61718105
i 1| BRI A~— | + | + |+ |+ |+ |+ |+ | + ]
BIH 7 74 ~— + | o+ |+ | - - + | o+ /
WRH T 7 A ~— + |+ |+ | 4 / / _ _ /
i 2 | BRI ~— | + | + | + | - | + | - | + | - -
BIMA 774 ~— + | + ; - - + /
WRMN 774 ~— + - / / / / - / /
HIE Bt | B | Bt | B | B | B | Bk | k]

EHE 5 9 DFIDOGEIZIE, 2 B ORI 21T 9,
+ I - BN IREAE T

"CBH351 fE@ 7 7 A ~ —XHILL T Ol Y TH 5.
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. hutmal il (a—2 7wy a—r 757 0— a—2 I —)V5) ) O CBH351
A= R=R0pY i ¢
HEHZOWTHHE T, 20O F £ 230g AT 1.1.7 7 I V7 a0 —EIHiE->TITH, 7

T I 7 a—{EIZ L0 BEEORE RS ST RIRIZ oW TIE, T2.1. DNA filiHH R (2 fieuv
2 [B17C DNA ZHiH L, DNA #EHRZ W THEIZ22.0EMPCR #E M L., &¥H 5H

50




DR 2 D PCR IR SSHRIZ W T, Bt 77 A4 ~—xt &= Az L —2 T 157
bp @ PCR g/ N> K23 &4, CBH351 M 77 A4 ~—%t & H\iz L —2 T 170 bp
@ PCR Mg N> RO SN 546. Bt L HE T 5,
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FvEr =2l (DAS59132) D& L

k7w 3 U ERIIZ OV T, DNA iR BT > U 1 F Vs & A 7% > b5 (DNeasy Plant
Mini Kit, QIAGEN #1:8) (25t~ T, 1 #fA)>5 2 47T DNA ZHiHER L, £ 5 17- DNA
AN AW TCLL T OEM Y 7V % A4 A PCRIERZFE T D, B, b 7T U BMER
A7 74 ~—xBLOTe—71%, bvEoa Il EEICFEET D NEEER & LT,
AH—F 2 H—F1Ib (SSIIb) BIa 1% AV, RBEEE2EN L9577 A ~—%F SSIb-
3 & 71— SSIIb-Taq % AV 5,

1. DNA il R

1.1, YU AT VIEZ A 70 DNA g8 >~ Rk (DNeasy Plant Mini Kit)

PV LToidBl 2g 278 ) e v L CBREETEE (SOmL 25) IZEVEHD S50
65 °C IZIELD THW /= AP FEEHRT 10 mL & RNase A 20 pL # 1z, REHE 720 X 512
RIVT v 7 AIF P —THLIEAL, 65°C T 15 pHiEd 5, £o/ 2, 3 [, =it
B s SR 2 BT 5, P3FRMER 2 3,250 uL AN Z oK BT 10 3 R E L7t
4,000 x g LA E, 4 °C OFMHT 20 iz 0T 53, RWTED B 500 uL % QIAshredder
spin column (ZEfiT L. 10,000 x g L BT 4 53 0%, WHEZEEE (15 mL %) I8
T ZOBEEZBERRD IR L%, EOBMHIKD 1.5 5ED AW FEE K 22 5, £0
JEE% 500 uL % mini spin column {ZEfif L, 10,000 x g LL ET 1 43S @ 0T 5, 750 DR
BWDH B, T 512500 pL % [ U mini spin column ([ZHff L, RIS Tl LIS TR &
Th, BEMNZIRAGENT XT3 5 E TRBROBEZ B KT, ROT AW2 FEHEKS
500 uL &M L, 10,000 x g LA ET 1 43S0 L, WHKRZ#E TS, FROBIELEE 3
Bl 0 K3, ¥AHHE A #5C. minispin column ZF2E SE 5729, 10,000 x g LLET 20 45fH
209 %, mini spin column % % > FOEILEIZE L. H O LW 65 °C IZIRD TRV -k
FEZRR K T0uL 20z, 5 rEE L7z, 10,000 x g L ET 1 43fEliE L L DNA 238 H 7
Do b EWEAHKEMZ, W UBEEZITV, BONTEHREZ Ao, DNA #EHR
w"eET 5,

" AP FEFERI

U BFNER A T DF >~ (DNeasy Plant Mini Kit) /B0 H D, HHWIIHLREA L2 D& HW
Do
"2 P3 AR 1EHR

U BFNER A T DF >~ (DNeasy Plant Mini Kit) /@D H D, HHWIHLREA L2 D& Hv
Do
B ELED RIE

FEEMER L, BHTRWEAICE, RRECToEOMMEEZHERVIKL, DBOBIEEZITI,
4 AW AR

U BFNER A T DF >~ & (DNeasy Plant Mini Kit) @D H D, HDWIIHLREA L2 D& Hv

52



Do
IR AW

mini spin column (2B T D OMIRIZ LV | U T AOBEBITRFRIN 0D Z &R 5, T TORRMN
71T L% i@ D DI B 72 DR 2 B, T 5,
6 AW2 KETETK

U BTNES AT DF >~ N (DNeasy PlantMini Kit) @D H D, HDWIIHLEEA L2 b D& HW
Do

1.2. DNA REHRHEZ H O DNA O O REZEE TNZ DNA #UEHIE O R & £rAF

DNA #EHE T > DNA O#E ORI ONZ DNA REHR O L RFEE1T D,

DNA FUEHEIR O Y A B Y | JREZAREEKS 5% TE FEHER 2 AV Tl e AR L,
200~320 nm DEPJH TLESFERIL A7 FLZHIE L. 260 3 L0280 nm O (Ao
BELO Awe?) ZFLEKT D, RUWT Azeo DfE 1 % 50 ng/uL DNA & L C DNA JREEZ R 5
5o FTo Ao/ Awo ZRtHET D, ZTOHD 1.7~2.0 1272 70E, DNA 2B+l ST
HZ L ERT, S50 DNA EE D, DNA EHRIK 2 LItg ORER I LB 2R B 12K T
FR L CDNAGRREHKR E L, 20uL Z &2~ A 7 ailBHE 207 L, -20 °C LU F CTHEERTT
T 5, iEL7- DNA RENRIZ. BESE GICHEH L, Fo I E B R TR
%, 725, DNA REHE IR OFIE N PCR THE SV EEICE L & XX, £ D F £ DNA
AkEHE & LTHWD,

THEROBHANZ LD . DNA BUBHRIR TR FE A K S L <X TE K TR ST\ 5, AT 255
(1%, DNA REHFIROFHENCAE A L2 s itk a2 V5, £, FRERE, BOCERIEEE 2 L v @Ey)
RPEICET DR ES L OREMN R 5720, HWE LT 5,

"2 Ao 25 DNA HIRODWNEE | Ao 23 F /37 AR O RN E & B2 D,

2. EMEY 7% A4 A PCRE (ABIPRISM™ 7900, 7500 % 7-1% 7700)
2.1. PCR JH Bk ool

PCR HIBUGEIE 25 ul/well & L CIET 5, ZOMBUILL TDO LB Y TH 5, Universal
PCR Master Mix ' 12.5uL, XIR 77 A ~—*HaK (477 A4 ~—, 10umol/L) 1.0 uL2, *t
G710 — 7K (10 umol/L) 0.5 uL3 Z{EA L, IR 7284 /K Tas 20 uL [IZFR %, 10 ng/ul
DNA #BHE 5.0 uL (50ng) ¥4 2, PCR D7 7 v 7 K&k E LT, %7 DNA iEHK
ZIMZI2NEDIZHONWTHRIFFCH T 5, SEBRER TH, E Lo —1" L, 5248IT
UV EERATS, ZolE, LORELRVWEIEEL, SHOY—=V ITHT T 7
— X —EHNTITY, BHEBRICV 2 VOREZEEL, EICKERHL561F. 7 L— ok
ZEE MW TRIaZ kT <, 7' L— h Ok, ABIPRISM Optical Cover Compression
Pad® #REOEMN L2585, b — o kmicty b5, BB,

1 DNA &EHE Y720 2 7 = AT TITo b D & L, PCR AMKSRIRIT 2 7 = v5) % [FIEs
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(et -G

"1 Universal PCR Master Mix

ARARIEITHAED BN IBEEEZAT O BRI, IBEDPMEITONDL LD ITEET 2, A 072
BEZiE, PCR DD EL W RWEERH 5, ) BERIZIISNTHRLT v 7 ZAIFH—2 T 3P
FEIREG Lok, B<EL L, WRERBEDRICED TEW T EHT 5, £o, UV icpiET S
BRIx, DAEHEE, EONNE R Z LA2BE L, Vo VORICHEIIAND,
2 WGBTITA =% (KT TA ~—IIKTEET D)

DASSI32 HEH 7T A4 ~—%HILU T D L B Th 5,

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 I H 7 7 A4 v~ —xHILL FD LB TH S,

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, BT TA—RE Q5umol/L) FHAWAEEITIT0SuL 2Nz 5 2 &,
B xBT—7 (Fu—T 3K TR T 5,)

DASSOIR2 MEAH 7 e —7 13 FO LB TH D,

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

SSIIb #& 7 2 — 7 (SSIb-Taq)iZLL FDO L B0 TH D,

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

496 V=T L—h VAR = T = —
MicroAmp Optical 96-Well Reaction Plate 5 J: U MicroAmp Optical Adhesive Film (Thermo Fisher Scientific
) BERT S, vV ORI OVWTE, B EBO~Y =2 TV ESEDO L,
"8 MicroAmp Optical Film Compression Pad (Thermo Fisher Scientificf:)
ABIPRISM™ 7900 D55 O AT 5, 7245, 20 [BILLEOM Y K LR IL, EEHRICHEL KT
TAREMER H DT, BT D &,

FOSIZEE L TIE, 7 — MEROBREZITORTIII R e, REZITHHEBIL, B
RORE L FEEL L, e —7FfETh b, BAEMICITHH Y — M BT, AR LT
— FOBRLEIZKIST D L2 ICKR T2 6, mikofE (TUNKN] : DNA &UEHK) D%
EEITY, Flo, 7o —7FEIZBE L TiX. hvEa a B, DAS59132 fiH A &
12, Reporter 78 TFAMJ, Quencher 78 TTAMRA| L7205 K HICRET S, 2B, hUE
o MR . DASS59132 faifH & 612, Passive Reference 2 [ROX] &% ET D,

2. 3. PCR £l

54



BRI L — ey P, S ET—Z OBUALZBIET 5D, FUSSEIEIILL T D & B
D ThHbH, 50°C, 2 DEDOSEMHTHREF L%, 95°C T10 IR L, &~y A% — ME
TRICZMET 5, £D%,. 95°C T158, 60°CT1 a1 A7)0 LT, 40 A7
JVOMENE SIS EIT 9. 728, MISSMHOFREIZEB VT 9600 emulation E— KOF = v 7 %
AN TH<L, Remainingtime 73 0 43 £ 72> TWD Z EZMER L, MULEK T SE7-1%. HIE
FEFDOIT AT O,

3. REROfT L HE (X1 ZH)

DAS59132f A FHaER I L Ok v v = G RARBR O W T O T h, #ERO
I E X Amplification plot_E CHEEEI LW 72 B g Hh R & CqfE ORERR. 3 L TN multicomponent
ETodGgaFRR koL E (FAM) OFEEEIEA M2 OMR L b - TT
Do

%9 H T Amplification plot FIZ DAS59132 OFEEBIELAY 20 R MR S HERR S - ;A
IZ1Z. DAS59132 BtEZE5E 5, IRWT, _"—R T4 % @A T7AnD 15 A7) 3%
EL. ARn @/ A RMEOHFKRMEO AT, ZE LR e g dhit ETRb 5
Threshold line  (Th.line) & LT 02 IZEET D, 7272 L. Th.line 28/ A ALFEHBIEAY T
IR L 2D BB AT, FRE LD BN L S Thline 2 BERET 5, £ Th.
line 7° 5 Cq fES B D MENEFENTT 5,

20MTHIH & 0 15 5 N ZDNARUEHER (M 72 v 27 = WAAT THIE) DO&EFH4 Y = v
FTRTEHWTHIET %,

DNAFEHKIZ 3T

(1) huEwa Bt REEBRO2HMTT X TO Y = /LT3R DOCYEREF H i, 7>
SDAS59132 A AR TR TDO Y = /)L T38RI DO CE NS H 7= A 4k
BHIBME & HET 5,

(2) huEwaEETREEBRO2HMTT X TO Y = /LT3R DOCYEREF H i, 7>
SDAS59 32 HFRBR DT R T D 7 = /L TI8RIMEDCYE N SN2 WA A
PEEHET D,

(3) hrEra G RERO20MTT X TO U = /L T38RI DCYELHF H i, H»
DDASSIR2BHFIHFABRICE N T, 3 TOT 2 b T B LHRMBE LR
Lraix, Btk - HEZOYFEEE LD T2 7 H ODNAFHER AT, S
5T 12, MY T vZ A LAPCRIE] DAREOEAEL Ei L T, HIEEITO, 2[EIH
DODNAGEHE 2 W 2356 T HBEMEOHIENR G R WEEI12IL, DAS59132F
PEHET D,

20 THIH O Z N Z N ORIHDNAGENE (K27 =) 122\ T, fEROHTEAF— L4
IZHE-> THIE L. WFOMEDNAGENE (G547 = /L) IZOWTHME & HIE S -k
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Z Btk LW %,

728 ERRAEIEIC X W DASS9132F5 M E Z AL 745 12 DV Tmulticomponent 2 fi#EHT L |
H R CFAM O ET0 T O FE B E 7 BN ER T & . ROX DGR E DR 72 T RS
FAM D YFRE DFEC /e ER NN & 2R+ 5,

F72. FUEra VEERBARBR TT R TO U =L T38RI DCEN T H I/
DNAREHKIZOWTIL, FE, B2 50 M. DNATIHER DIEOEBIEEZITV., Th
THTRTO Y = /L TI8KIMDCYENT DR WNIEAITIE, Rk b ORI AHE &
T 5,
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H1 HFROFIERF—L
STEP1

03251 % BR a1 ES

=) :
or
IEZ I e
DNAD HIHARH UBREFEE(2EE)

|
=) -

= <

STEP2 .
DAS59132 R NG ER*

DNADHH AR URZEFEECREB)

|
$ = e
e

EISUORGETEBENRELN-BEE,
avAIR—a ENEDLN., BYGREN
THONTHNEN>FzIEETRT,
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+ %% (RT73 B. rapa) Ofats ik

RKREIETIE T ¥ RrBRL ARG & L, DNAFHIRERIX, LT v U B 75 Vs A
7% v NE (NIPPON GENE GM quicker 2) ZH\W\ 5, 1 A2 52 T CDNAZ G
L, SHHDNAGEHE 2 W CEM Y 7V % A APCRIEZ FEET 5,

BRELAIMHE DB /L 2 F % * T&H HRT7T3 Brassica rapa (RT73 B.rapa) 1%, FNE
[ZBWTEEMFANKET UIZBREAIMERTT3 Brassica napus (RT73 B.napus) & IEEIR
THIH R T2 % (Brapa) DR LAEH SN BE X T2 2 THD, £DID
RT73 B.rapa ZHH1T 572 0I21E, 1DDEKUZIB N TB.rapa & B.napus Ol & &
IR T 2 X ORI OB E L T HULER DL, > T, UTO1L.OR 7 ) —=
v IREEAT T, B rapa DR LB X T 57 2 O R EAFEDSRF S L7285
EaEN
2. DRIERIR A 21T » THIET %,

1. A7 ) —= 7 af
1.1. DNA HhHREHLE

F 2 25 ODNA fHERLE, U B VEESX 4 7% » ME (NIPPON GENE GM
quicker2) Z MW %, 1 K52 T CDNAZHIHRER L, ADNA #EHERZ v C LA
TOEMY 7 NVZ A LPCRIELR FEHiT 5, BIEITHAE L3 ER200mg 22 mL AF 2—7
ICEVEEY . GEl #EEiR™ 800 uL. Proteinase K 20 uL, RNase A 10 uL % iz, #EHEA
RNEIIZARNVT v 7 AIFH—T30 PEIRA L72%2, 65°C 15 ffEHET 5, GE2-K
TR ™ 100 L2 R, BT v 7 AIFH—TIRAET D, 13,000 xg LIk, 4°CHOS%
TS5 pE LS 35, WNTED EE® 350uL #1.5mL BT =—7 1% L., GB3 #&
R 130 L BE O Y7 aX ) —u 130yl ZRIL7=%, 10~12 [EdERAE T 57,
IRAH610 uL (£2f) % spin column (2B ff L7, 13,000 x gbl . 4 °COSAMET30 FHH]
LU, WHKREZETH, IRWTGW FEE#E 650 uL ZFAfif L, 13,000 x g LAk, 4°CD
RMETL i D L, WHIRE T 5, spincolumn &8 72721.5 mLAT = — 712 L,
PR K S0 L 2N % IR T3 /MFHE L7z, 13,000 x g LU ET1 oo L, &
SR IR Z DNAREHFIK® &35,

"' GE1#R &R

U BTNVES A T DX (NIPPON GENE GM quicker2) @D D, & HWIIRREEA L7Z b
DERND,
2 BIEER A THDH E. DNA OINENE LI BT 5, AT v 7 A FH—EEEEHIZ LT
2mL BF 2—7HWEICH T, TOEE30 B Loy LEBET 5, BEARFSREAIZESIC
30~60 PEIRHET 5,
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S GE2 #EfERK

U B FNER A T DF >~ b (NIPPON GENE GM quicker2) fTEDOH D, HAHWIIHLREA LZ
D& RN D,
ORAELTERNT 2 — T NICFE-> T T, Hitl) CGE2-KEEER 2 RINT 5 Z LW AlRETdh 5, i
TR A U CTND DT, I L 7= GE2-KEEER NS T2 — L 7 B L O IREBT 5,
ST - —BlU2mL BF2a— T ORMEEEER LT 2T, g DNikKERD KD IELEM
ERET Do
© EEEEUNT AL, ATREZR IR VU RO EME A S VWK O ICEET D,
T GB3RREIR AWML, FeW\NCTA Y T a8 ) — v EIRINLT-%IC, BIPEREE1T S, A L ThA
BLTCWDEEIE, WBAENICR D E THOBERAET 5,
8 DNA #lBHE I % IR 784 /K T10 ng/uLIZFEH L, DNAGVERK & 45,

1.2. MY 7% A LAPCREE (ABI PRISM™ 7900 X X ABI PRISM™7500)

EMY T VH A LPCRIZBIZBWTHWS 7 I ~—%B LT o —71%, ATO#EY T
b, HTITA~—ITKTEM L., HEHT 5,

B. rapa i RRAER
B. rapa @B ~7 74 ~—%t, 7o —7
B. rapa #RBFRERIX. B. rapa acetyl CoA carboxylase (ACCg8) &Efn -ElFIFE L
B. napus cruciferin (BnC1) B FESNZRIT 5774 ~v—xfL7Tm—T%2H\5%,

ACCg8 MM~ 7 A ~—xt,7a—>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 M7 7 A4 ~—%t,7vn—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 5 H#ER

RTBHHH T4 ~—, 7 u—7

RT73 MMHAEBRIIRTT3 M T T A ~—%te 7 m—7& FE GRS LT
acyl-ACP thioesterase  (FatA) B FELHIEZRINT 57 T4 ~—xf& T v —7%2 5,

RT73 A7 A4 ~—xf, 7 a—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 A7 7 A4 ~v~—xt, 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. PCR A B IR DA HL

PCR HIGHRIF25 pliwell & U TS 5, MHEIZLL T O B0 TH 5, Universal
PCR MasterMix™'  12.5uL, MR 77 A ~—*H@iK (%77 A4 ~—. 50 umol/L) 0.25 pL,
KR —TEHR (10 pmol/L) 0.5 uL ZIEE L. JHEZAE K TEE22.5 pLIZFH %,
DNA #EHE2.5 L (A7 U —=2 73 BR TIZDNA #EHKR10 ng/uL %z V%) ZEINT 5
28 SUEFEMER TR, BEENL LM L, BRIV AEEHT S, ZoLE, Lb
MHELRVWEIEEL, EHOY—V Vv IRT7T 7V r—2—%HAWTiTo, HEICT =L
DIEZBE L, EIZRIANH L5581, FL— FoBger\ mntakiazknesL, 7
L — b OREFBH% . MicroAmp Optical Film Compression Pad® # 28D M I/ 5 L 9,
ZL— O EmEZtE Yy M1 %5, 1 DNA iBHE & 72 Y B. rapa i3S & RT73 5 HEER O
2 RERAITO LD L L, B rapa #HBRERIZACCES EBnC1OK T T A4 ~v—xt& T rn—7
ZIRELTY T /VH A LPCR Z1T\VN, RT73 MHHEERIIRTT3 L FatA DK 77 A ~—xt &
Ta—TERAELT
U7 NWEALPCREATSD, A7 U —=" 73 BkIX. 1 DNA BEHEH 72V B. rapa #5705k
D2 7 =T, RTBBHEEBRDO2 7= LT TITH) b DL 45,

" Universal PCR Master Mix

ARSI THAPER N2 IBREBREEIT O BRI, IREDMEEIITOND L ICEET 5, R4
REEITIE. PCR 23 ) £ WD RWEENRH 5, D EANZIZLTHRLT v 7 AI XY =2 T3
BRERAS L%, B<ELL, WRAEEOEICED TEBW T LHEHT 5, £/, v ilsy
HETHB%, DIERHEE, BOPRERZ L 2ZE L, Vo VORICHEIEIZAILD,
2 R ARAT R TR E AR ODNA BRI Z2.5 L 5,
B RREEHE (AIEXTE) Ofthic 3 FEdDControl 723> HNon-Template Control (NTC) 1 ¥ =/L43,
B. rapa Positive Control 1 77 = /L4335 KX UB. napus Positive Control 2 7 = /L5312 DWW T ZALE U
9%, DNAREHEOWIOES, NTCIZIZ/K% . B. rapa Positive Control (Z(XB. rapa 1EHETZ A I K
% . B. napus Positive Control (21X B. napus {277 A I K&, ZNEND T =225 uL, DNAGE
ROV ITEINT 5,
496 v NT L=, V=V BROV=) T T = —

MicroAmp Optical 96-Well Reaction Plateds &2 U"MicroAmp Optical Adhesive Film  (Thermo Fisher
Scientifictt:) #fEHT 5, ¥ — U 7 OFEMIIHOVWTUIRGNBEO~ =T L EBEDZ L,
"S> MicroAmp Optical Film Compression Pad (Thermo Fisher Scientificft:)
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ABI PRISM™ 7900 D54 DA fFEH 35, ABI PRISM™ 7500 Tidfii H L 720,
6 RIS RRER TILB. rapa #HBIFRER, RT73FMHERER & HicEnEh 1 U= /LTIT I,
1.2.2. 7L — MERDORE

FOSIZEE L TiE, 7b— MERORELITORITIILZ 6\, REXITHOHBIL, &
RoOfdE LB L, e —T8ETH L, BEMIITHA Y — N BT, AR LT L
— FOBREIZXINT 5 X ICREfMIT 2 6, BiRoFfE ( INTCJ : Non-Template
Control, [UNKN] :DNA #EHE) OREZATI, o7 v—7HREICB LT,
ACCg8 #iH HiEReporter 73 VIC] . Quencher 7% Non Fluorescent] (Z. BnC1 (%
Reporter 7% [FAM]| . Quencher 7% [Non Fluorescent| (Z, RT73 fitH HiEReporter 73

[FAM] . Quencher 7% TTAMRA] |Z, FatA fHiHIEZReporter 2% TVIC| . Quencher 73

[TAMRA| &705 X OIZEKET D, 728, B. rapa #%pEAER, RT73 FHai & 612,
Passive Reference % [ROX] & ET 5,

1.2.3. PCREEIE

WEEICTL—rE2Ey L, BUnET—Z OB IALZHIGET D, HISSMHIZLLTO L&
BYTHD, 50°C, 2 HEOSKMTHREF L=, 95°CTIONMIME L, Ay hAX— |
LRI EBMET 5, £ D%, 95°CTIS5EP, 60°CT1 4330 & 141 7/ & LT, 40
A 7 IVOERRISZAT 9, IS T1#%. Remaining time?3077 & 72> T A Z & R L.
B ERE RO 21T 5 o

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

B. rapa #HFRABRICE L CTIX YU 7 v Z A APCRIGHKE T4, 1E B IZEnd-pointf#AT 217
Vo BT MTVTNNEA LPCRIUEHET LIz b — e 2O EFEHW D, [Marker
Manager] % A 7 & 723\ T, DetectorlZiZ U 7 /L Z A LAPCRTEIE L7z TACCg8] .

BnCl] ZBIRLEREZIT O, Z ORESRMF THIEZ B LHiA D # 71, [System
Table Pane]iZ#8 & 72ACCg8. BnClDRnfH % Z D HREE & L CHE RO %

S =

1T 9,

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

B. rapa iBRBRICES LTI U 7V & A APCRIGH T, 1H HIZEnd-pointakif 217
Vo U TMTV T NE A LPCRIUGHIE T LT Lb— 22D EEHW 5, [Select
Markers] % A 7 & 27123 T, DetectorlZiL VY 7 /L% A LAPCRTHE L7z TACCg8)

BnCl1] ZBIRLEREEIT O, Z OREFRM THIE A LA # 71, [Report] &
TIZFEK RS NTZACCg8, BnClDRnfE % Z AL E D HOGIRE & U THRER O 217 5,
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1.3. KEROfT & HE (K1)

20MTHIE £ 0 15 DAL 72DNAREHR (1HhH & 72 0 27 = W T TRIE) OEFH4Y = /v
FTRCTEHANTHET 5, 1 DNA REHEH 729 B. rapa #55AERD2 7 = /LIF1T, RT73
BHRBRO2 7o AT TITO b D ET 5,

B. rapa BIFRERIZ DU TIXEnd-pointfEAT OFE R K 0 HIE 2170, RT73M RIS
WL AR 72 R R O A B CTHEZIT 5. B. rapa DIRBANHIKT S, 2> ORTT3NMH
SN E D2 DORIERBRE % FEhi 5,

B. rapa %5 FER O End-pointfEATHE R T, DNAGUEHE DACCgS (VIC) O ytiRpE (2
7 =)V OFEFROYIE) & B.napus Positive Control® ACCg8 (VIC) DEJEiHE 2 7 =/b
DOFEFRONELIE) & DHA2.04LL E (ABIPRISM™ 7900) , 1.40L4 = (ABI PRISM™
7500) DA, B.rapa DEAL TS EHErT 5,

F7-. RTB3HHERBRIC OV T, Amplification plot_E TR 22 B g dh 4R & CqfiEi D
fife72 % £ U'multicomponent | T O xS Mk O EME (FAM) OFaEBIE) 72 Bifk 72
HINOREZR % S - TIT 9., %2 H 1R TAmplification plot_b 1 FE4k BA%K ) 72 HENE Hh#R 2 e
BINTGAIIRTIBEMEEE D, IRVWT, XR—=R T4 % (YA 7B 150 A 7 0)
WE L. ARnD /) A RMEO KO FAIT, L& LI 3B 72 g iR L TRh 5
Threshold line  (Th. line) & L TCO2ITRET D, 7272 L., Th.line?ds / A ALFEEEIHAY T
IRWEIE IR & R D DAL, END ERD LRV E D Th. linez W HXET D, D
Th.Line7)» 5 CqfEL 035 5 4L D G 0 Z f# T4 5.,

DNAGREHRIZ BT,

(1) FatABRHA 71 —7 (VIC) &MV BROT < TD 7 = L TI8KRI DCqlifi 315
S, MOREIFFIZIT > 7=RTIB3HBHA 7 v —7 (FAM) & Wiz BRo4XTo
7 = /L C38ANM D CQfEE DG B AL 5 & ITRT T3R5 & HIE T 5,

(2) FatAftH 7' v —>7 (VIC) ZHWZRBROT X TO U = /L T38RI DCqfEi A 5
5L, RTBBHEHAZ v —7 (FAM) ZHWZRBROT X TO ¥ = /L TISATHD
CqfEED G B AL WIGEIERT 732 M &HIET D,

(3) FatARHiH 7 v —7 (VIC) % HW =3B T38RI DCfiEi 35 S, RT3
H7 v —7 (FAM) % BB C38RTHDOCYENRT X TOT = L T—H L7z
FEEMNMELNR2WEAIE, o T2 B HODNARHKER 21TV, & 62 11.2.
EMEY 75 A LPCRIE] DIBEOENEZEM LT, HEZEITO, 2 [BIHODNAR
BHE Z O T235E THEMEOHEDN R DR WSEEIZIE, RBIEEHET 2,

20 THIH O Z N Z N ORIHDNAGRENE (K27 =) 122\ T, fEROHTE A F— L4
(ZHE > THIE L. B.rapaii iR I L ORT73M HERBR O 512 SV CEME & HIE S -
RZEME LB L. X512, 2.0RfERRER AT O,

728 BRCHIEIC XU RTT3 M HIE S U725 R -2V Tmulticomponent 2 fi#AT L, H R
TFAM® 5 W MEIVIC Dt G50 EE O Fe ELBIE A 22 BN 238152 C & . ROX Dt YEH8 BE D B ffe 72
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FHERCFAM® 2 WEVICOMIEHE OFER /e ERN /20T L 2T 5, $7-. FatAlk
A7 0 —7 % Ozt (VIC) T38RIMOCENFHNARN T = MZDN T,
JE. U TV H A LPCRZE W2 EMEPCRIELIE DEIEZ 1TV, T b 38K DO CqlE A5
SAIVRVEAITIT, ARREN B DA MER T O X DNABAIR A i O BT R fE
£+ 5,

2. RifferS i

1.DOARZ ) == 7T HREIZIBVTB. rapa DIRAN ERTI3OEIENHER S Z5A. 4
AR ODORLEE) D EEAE 21292 RIAERE L, RiAEICDNA fliHH 247V %DNA BUBHEK
EXRBRIZERROILOR T ) == TREICBIT51.2. OEMEY 74 A LPCR 1% (B.
rapa HEER & RT73 FeHaBR) 2179,

2.1. DNA g 8E (1 kikh)

F % F K5 ODNA fHERLT, U B SRS A 7%~ Rk (NIPPON GENE GM
quicker 967 % RIZHEH) ZHW5, T 2I2H7 0 FRNZ T ¥ 122 L T LHE
DD, Ve BN TIORT, T XD AT ——I1210% SDS #Mz., A/N—F
VTR L, SDSZEMKIET S, 2O LREAZ3EITH, RICE—I—ITEMAKEZ LTI
XYL, BMUKZET S, ZOTRLIEITY, ek, A7 1 — K (RCD-96)
DAY = VT Z R VRLT DAL, 65 °CITERE L2 EIRFE C 1 el =& 5, +47312
FHEINEEELIZH, BT L — FOF T 2 WA X ba—r (MC-96415R) % 127
S ANCPD-96 T ¥ % L7-%. MULTI-BEADS SHOCKER (ZH:#3tk) % Fv 1,500
pm DSFAET20 BT 27, Bete, il 7 L — MZGEL #ZEIR2 500 L.
Proteinase K 20 uL, RNase A 10 uL% /i 2., MULTI-BEADS SHOCKER (2t > K L1,500rpm
DEMETIS BERAT S, 71— FZL65°CTIS pWEET 5™, GE2-K FEEE™ ™
85 uL#% /12, MULTI-BEADS SHOCKER (2% » I L1,500 rpm D& T15 BEES L.
METALFUGE (ZH:###: MBG 100) 2,900 rpm DTS5 LT 5, IRWTZED
1
400uL &, AL arsF— ety NLIETZ 4 Z =7 L— T IZIRINL,
METALFUGE 2,900 rpmD&{4C5 pfliE LT 5, a7 va 7 L— hO{ U =)L
GB3 fEER 150 uL BL O V7m0 —)v 150l RN L%, BEXo T 07 L
TRET 58, BAWKTI0 L (2f) %, 2L/ v a7 b — &t v k L7spin column
7' L— MZATM L7=#%. METALFUGE 72,900 rpm®D 55 ZyfliE L L, a7 g v
TL— M FE TR EE TS, RO TGW FEE#650 pLa &1 L. METALFUGE T
2,900 rpm DTS srfiiEli L, KA T5, spincolumn™ L — FNDOxTZ /) — )L
ZSEAICHY Br< 728, METALFUGE 2,900 rpm D 4EC20 43fEliE 03 %, spin column
TU— bR eFlrar a7 L— MIB L, WEAEK 50 uLz 12 =E T3 sk
& L7-f%. METALFUGE C2,900 rpm®Z:EC5 Zpfiliz 0 L, 15 5 7= K 2 DNAGUE
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JFi &9 %,

M. METALFUGE (ZZHasts) # W T7 L— hZE2900 pm DOSMET1L A F o 0T
HZET, THRIME LY I NEFRE La vy Ix—TarETHT 5,

2 GE R TE K
U B FNER A T DF >~ kb (NIPPON GENE GM quicker 96) ffIEDH D, & 5 WIFBIRIEA L7z b

D& RAND,

865 CCTHETDHE, Vo VNOZELRPIEL C7 X NE0d < R avZIx—va Bl b
AREMEN D D, ZNEHSTZD, Lo b4 %L, FL— NI T7 v T TEIRETD,

4 GE2FRTEK
U B FNESR A FDF v~ (NIPPON GENE GM quicker 96) f1JED & D, &5 WIXRLREEA L2 b

DN D,

SR OT 2 VIR AT L 0BT, 7 X %28 HEIICMETALFUGE  (Z2Egetk) AW T
L— 222900 rpm DEMT 1 HEAE X052 LT, 7HXIHELZEEHE LIy Z I3
—>arE P4, HRICIZERAE T THD O T, L 7-GE2-KEEER S H01c B — L 72 b
EORET D,

6 LRV A FTREAR IR D IS Ae WV K D I RIE A EIT D,

T 7 4V H—7 L— NEIWhatmanDE 800 uL, KT A X045 uLOKRY Fu LT 4 v —Eff
M5,

8 GBIRREIR AWM L, FEWNCTA Y T a8 ) — Lz RN LTI, BIPEREEITH . AL TH
BLTCWDEEIE, WBNENICR 5 E CTHBERET 5,

2.2. WROENT EHE (KIS

BDNAGEHRIRIZ 1T DAEROYEIX. B. rapa i%BIFERIZ DV TIXEnd-pointfEAT Dk
RIZKVHEZITV, RT73MHFRERICOWCTIEBIfE e iR AR O A I CHE AT 9,
B.rapa T % LHIWr S v, D ORTT3D MR S BARIIRTT3 B. rapaTdH 5 & HIET D,

B.rapa #AFER O End-pointfi#AT % T, DNAREHFEIKDACCS (VIC) D AREE &
B.napus Positive Control O ACCg8 (VIC) DEILHREE QU = /L DFERDOEHE) & Dt
2.63LL . (ABIPRISM™ 7900) . 1.69LL F (ABIPRISM™ 7500) C., BnCl (FAM) D
IR EE & B.napus Positive Control D#EHREE (27 = /L DFERDONHE) DOH30.280LF

(ABI PRISM™ 7900) . 0.35LLF (ABIPRISM™ 7500) D54, & ODNAREHFERILB.
rapaTH 5 LMW L, HiZDNAREHFIK ORTI3OR H 2 78+ 5, RT73RHRERIC OV
TlX. Amplification plot |- CHIE B 72 iR iR & CqfiE D EFEF X U'multicomponent | T
OxfGEFHROEICTRE (FAM) OB 22N OMZEE b > TIT 9, 6
—\Z B # CAmplification plot_b {2 FEEXBAEL) 72 HENE Hh B 2S eRE S 7= 35 5 ICRT 730551 % B¢
Ve WNT, R=RT A% @BV A 7NNBI5HA 7 V) FEL. ARnD /A XigE D
KED ERIT, ZE LI BB 72 g i #7 |-C 433> % Threshold line  (Th. Line) & L
TOITFEET D, 7272 L. Th. linedd / A AR BN Tl W B dh#R & R b 256
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I3, ENH ERZDLRWE S Th linex W' HFXET D, £ DTh. Line’ b CqfE 33 H AL 5 7
BNEFENTT 5, FatAfRIA 7 1 —7 (VIC) % HW2ilBR T38RI DOCE N 13 H v, 7
DFRIFFIZAT > 7ZRTIB3MRH A 7 2 —7 (FAM) Z#HW =BT, 38R DOCqEN 15 b7
B, RTIT3ME S HIET %, FatAHH 70 —7 (VIC) % V7= T38RI D CqfE
WEFHIL, RTB3MIA T 2 —7 (FAM) % RV B T38RI O Cqfii i3 5 b 72 Wi Ee
IIRT732ME & HET 5, £lo, FatAD 135N EOCqEARTI3IFBIH 7 = —7 (FAM) T
BonHmaE, tMoRioOBMOa L 2 Ix—va NI ->TWD EHEr L, 4%
DNAGEHFIRIZRT73f2 M & HET 5, 2B Bt HEIC X W RTT3BGMEINHIE S iz ks HiT
DU CmulticomponentZ fET L. H L TFAM & 5 W NEIVIC O SE58 FE O FE B B E T 72 BN
DBIELTE | ROXDHE IR E DB T EESCFAM® 5 WM I VIC D E 8L OFEC) e E&H
DIRNT & BfERT D, £72, FatARH 7 v —7 2 H 72l (VIC) T38Ki D CqfE
D353 B AV WDNAGUEBHEHRIZ DWW T, B, 4ZDNAREHRIK I L CEMEY 714
A LPCRIELIEDEEEFTV, TN TH RO RO AT, £ ODNAGREHNFK TOfE
R L5, 92 KiODNAREHFIE T T0ki LA DO DNAGEHE T CFatARR H 7 o —
7 (VIC) & MWW= BR T38RI OCEN G O N 25T, AT T 5, HEY T
VB A LPCREATVY, £ T FatA T8 DCQIiEAN 5 5 AU 7- DNAFEHFIK 389K LA T
DA RABRITI R E LT, D TR 2 MIELICER L. [2.1. DNAHIH (1 ki
) 1 BB BAT 9,

B. rapa i¥n\[FRBRIZ IV TB. rapa & W S, 22 ORT73 R HRBRIZ IV TRTT3RGME &
W T DNARBHEHE 23 BIRTH & 5551, MaERIKIIRTT3 B. rapalbstt & HIE 3
Do
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1. RT73 Brapaf B AT LD 70—

| mikEmieAER |

0

| GM qu'ickerZE'ﬁ LNTDNA HE 3

*FatADCHE > 38DIEA

9Es Real time PCR

[B.rapa i#&BIEE%] [RT734R 3 ER]
=
RT73 Bt

 J
| Hih% A A (IR (924D | non-GM B.rapa

3

| GM quicker 96% AL\ TIHIDNARIHIfE ! |

Brapa DRASHEH?  RTIBOMIENREATEHM 2
YES I I NOI ] I 1
L

o Real time PCR

i [Brapa HABLEA] [RT734HH 518]
" Braps DEAHEH?  RTIBOMESREECTESM 2
[ | 1 [ | | |
YES NO
I ! | I Brapa Bt

non-GM B.rapa

v
RT73 B.rapa DR ABHY L4
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%4 % (PRSV-YK, PRSV-SC. PRSV-HN) O 51k

AETIFERE NS TB LIRS PIN LR Z RS L L, DNAFHRERIL, 2L
T oA A R WHEE 2# A4 7%~ bE (QIAGEN Genomic-tip 100/G) Z W5, BliEE L
T, YU HBFIVIES A 7V (DNeasy Plant Mini Kit, QLAGENHLHY) A fdi ] L 72 DNA HI
B2 A S v B L O 3, X 72 PN T E RO E#EIN TE D, REN 52
T CDNAZ RS L, DNAREHE %155, © ODNAREHEZ N CEMEY 702 A
LPCRIEZL FEhiid 5,

DR LRI LB e +4r BEODNADMIHI T X 5 b o,

1. AR Y B LUV YN T A A B ODNAF H K5

HEE SR P B L OUNA PINLESIZLLTO7 FEOMSIH2E L, LTFIR L
FTNZENOREETAEL 7 10k 2L 25E > CDNAF RS RLET OB 21T 9,

O Afrk L OFIRE TR EREOSS Y, B, B EERE I TW NS D
FESISA X DJFAR AR L T 5 50E

@ wpsli (R 3o )

© WHEE RS (R4 710—)

@ wrpRsds, (RS, B Y)

® RAGHZVIRESL  (Px b, Ba—L7Y)

® Fit - By, (TA—Y I s AV a—A, KU IHIRY)

D kSRS, (TA A, ¥y —_Xy " Y)

1.1, FRATALER
1.1.1. ZEfER X OGERIE o 85,

NS RTINS P LB ENDI L ODOHREETIYHL (EREO31 FIZHoNT
T - BRERWRAEY) . FOEED 2 2L EOMWERE AT 3 B L2,
LK EE D Millser L THHET D (AfE 31 VB U TR 2T 37
%) B LTZEE 10g 2R e L o mikE (S0mL %) 280 &0 G2 fREWR
30mL Nz, X <#zfEf L THEIZT 5,

1.1.2. "z 8L,
NS B TR P EHBTESND D ODHEETHEY H L, Millser % CTErfd 5,

MLl 2g 2R Y e v L R EE (S0mL %) IZ&D &0 G2 FEE R 30 mL
Nz, EX<EENEFR L THEICT D,
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1.1.3. ROBEIR T Ho M5,

BLENS BR TS Y EHENDEDODOHELETRY L, ZOEED 2 2L Lo
PR 7R KT 3 BIVEF Lotk SHEES OIWREEE KL I A ., Millser % T 5, Bt
LBt 10g 2R Y Ve L o8t S0mL &) IC&ED &0 G2 FEEE 30 mL %0
Z. K <EERRFN L CTHEICT S,

1.1.4. FZRRELS,

Millser % Ty LIEIC L723B 2 g 2R Y e v L o Bilmib®E (S0mL &) IZ&EY &
V. G2 #EER 30 mL 2%, K <ERENEF L THHEICT 5,

1.1.5. RAGH 7 AR

Millser 45 Tyt LYEIC L3k 10 g 2R Y 7r B L o BlEEE (S0 mL ) I28& Y
&V, G2 FEMEH 30 mL 2Nz, X ERENEF L THEIZT 5,

1.1.6. B9t - OB,

BREIRTIC L <HEIEF L CTHWEIC LZSE 100 mL 2 A ALY X —TRD L0 | Wik
PR AR (500 mL &) (2B L, BT 7 IRET-80°C MmiE H ¢ 2 Rk S &5, £
D, BORSHZEEREICE v b L, 24 Rz, 3B 30 ¢ 2 ILEAICE D & U G2 FREHR 20
mL ([ZHEEZ AW ORI E S, kW Taems R Ve L U flEkE S0mL &) 10
L. ok & B EAFHE 2 Br72 12 G2 FEEWR 10 mL 23800 L i, K <EERRFf L
THEIZT 5,

1.1.7. KR,

B 100 g A SRR ARRICEY L 0 | 24 BRI ERERIER T D, Tk, KB 10g %
JElZ G2 FRMEHR 30 mL 2 A=A Y 7 a B L o filbEkE (S0 mL &) (2 L9 21z 72 s
i, L <ERENRF L CTHWEICZT 5,

" G2 FEMEZIX QIAGEN £ (Cat. No. 19060) (Zff)J@ LTV A28, &0 WA ITITH M THAT 2 %
v NOFAEICHE S CTHBIAIRETH B,

1.2. 731 Y ED B D DNA HliH ks 5l

1.2.1. DNA Ol k5
1.211. [&A A4 ZZHHE % A 7%~ FE (QIAGEN Genomic-tip 100/G)
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DNA fliH HFEHZ . 100 mg/mL RNase A™ 20 uL, cellulase? 500 pL 12 C (728, ®
BAEGZEFNVREFEO Y v 28 EICIRY | a-Amylase™ 20 uL b [RIFRCMNZ %) . ERENRE
LB L7-t%, 50°C T 1 FEET 5, £ O 2~3 [ElEiE % s S Clkh 2 fa
JRFNJ 5, KT Proteinase K4 200 uL /1% 50°C T 1 BEfET 5, Z0OMb 2 ~3
[El5sE P A % SR S CRBH 2 HAENR AT 5, IRWT, £ OIEILE % 3,000 x g, KR T

(4°C), 20 L L, oz BiE (25~35mL) Z8H L. & 50U QBT K&
7% 4 mL % AWl L 72 QIAGEN Genomic-tip 100/G ([ZEfif$ %, KWT, 100/G %
QC #EMEHLS T 7.5mL 3723 [FIPEFH L7-t2. & 522U o 50 °C 1Tl D TRV 2 QF FRE IR
B ImL ZAM L, XCOOBEHIRITEE TS, HLWVERLEICE L, HE 50 °C 2D T
B QF RS 2mL Z &AM L, DNA g7 5, MK EEEDOA VY o LT v
a— Lz Mz L<EAL, ZHE (1.5mL b L<IE20mL %) 2L, 10,000 x g LL |
T, KET 4°C) 1573iE LT 5, EEEXETL, ZOBE. BEEZWIRET LS,
70%T ¥ /—/L ImL ZMx, 51210000 x gLl BT, (KET 4°C) 5oMELT D,
EHIC EEEE TS, FRolmibkay, WESEE, T 50 °C IR O = IEZRE /K 70 uL
(VMR L. DNA REHRIR &35,

"I QIAGEN £ (Cat. no. 1018048) ® & DO X ILR%EDRh N #FF> b D% WS,

"2 Sigma-Aldrich #1: (Cat. no. C2730-50ML) @ & O XIE[FASEDN 1 % Fi> b D& HW 5.

B = yiRyY—4E (Catono. 312-06671) D H O XILRIZEDO 1% FF>H DEFAWD,

"4 Promega fI: (Cat. no. V3021) 100 mg ZJ&E7K 5 mL (2R L7= & O UXRIFEO 2 FF>H Oz Huv
Do

"5 QBT #EfEif, QC ¥R L O° QF #%f#hiIEL QIAGEN £t (Cat. No. 19060) (ZffE L TWA23, &Y
RONG BTG THAT 200% v hOPHEICHE > THRAETH 5,

RN A A I WA TYH . mILENOEEMITICIE TE 20N oz, RiEERET S,

1.21.2. U BT NWIEZ A 7% > £ (DNeasy Plant Mini Kit, QTAGEN #1Y)

BRI T2 A DR A RO R 52 355 10 mm AICOIV L, BRSE28 A1 79,
PRIV —FTINOZIRE L, W 5, faliia v, BLU R O FEIZ)E->T DNA i
HERS 2,

Rl 80 mg 2~ A7 miE b (2 mL 25) IZEVERD , HH U8 65 °C 12D TV /- AP
FEMETZ 600 pL & RNase A™ 4 puL Z 0%, BUEHED 2V ESIRE L, 65 °C T 15 4 fEAE 35,
Z ORERE I E & KRS R A i35, D% P3 fREHK 195 uL 202, K B2 5 43k
&%, AT 10,000 x g T 5 43075, Eiff% QlAshredder spin column [ZE L, IR T
10,000 x g T 2 4y 0L, IWHIRE ~ A7 k& (2 mL 25) 123, @ILE 12 1.5 FED
AW RRHEIRZ N Z ., 10 BRI LT 7 A3IF Y — TR LT BONTIREE DS 500 ul
% mini spin column [ZEFTL . =RIE F 10,000 x g T 5 4y flm.OL2, IWHIEAE TS, IRWT,
FODIREMR DO, 51T 500 uL %6 L mini spin column (ZEmf L, [A 515 T O LA HR A
BCh, EBITIR G N T X Tle b ECTRIBROEAEAZ#EVIK T, IRUNT, column (& AW2
FEMETIR 500 uL 2%, =R T 10,000 x g T 5 syl Ll WHEEZRETHO—F AW2 FRHEiK
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ZINZ . RICHEEEARDIR S, A Z#5C, mini spin column Z §ZESH5728 . 10,000 x g LA
=T 15 53[5 092, mini spin column 2% hOEILEIZBE L, HHC® 50 °C D TR
727K 50 uL 20N, 5 Sy AR E L 729, 10,000 x g T 1 43filiz 0L DNA ZEH 35, HH— K
ZINZ FEROBAFEATO, GO KA Ao, DNA UBHRIKE T2,

"I QIAGEN %L (Cat. no. 1018048) ® D XIXFRIZEDh 12> L D% W5,
2 IRA MR PNHT DA D85 G column 3 FE N9 K705, ZDYE | SERICEHS A7 DRFH 21057
R ETHEIE T,

1.2.2. DNAGEHEHE H DO DNA D ORI NI DNAGEHEK OFH S & £R A7

DNAGRENSUE O3 % B 0 | RE A K & O GEEABT L, 200~320 nmO i <
ERINERIRIN A 27 kL ZHI5E L. 26035 & U280 nm DI SEFE™2 (Are0ds K MAaso) & iidkd 5,
RN TA0DHE 1 Z50ng/uL DNA &5 L, DNAJREA BT 5, F72Axe Awox it H T
Do ZOHN1LT~2.012727UF, DNARNF TR I TS Z & 27773, /55411 7-DNA
T/ D . DNAGUEHEUR % 10 ng/uLIZJREE AR K CAR L TR L. DNAREHR & T 5,
DNAGEHAITA0 pLZ & 10~ o 7 malBHE IS 3 TR . —20 °CLAT CHBRIRIET 5, S3TEL
7-DNAGREHEIL, BURMRE HIZHEA L, o TR E RIS 5, 708, DNA
PUBHFIR DIRFEEN 10 ng/uLIZEE L 72\ & XX, £ O EDNAREHE & L THWS,

T IFRT DA, WEARAKER WD, o, SRR, WOLEREREREIC X @A e s B
T O ER L OYRESRR H720, WEET D,

2 Azeo )5 DNA HRDWAE | Ango 23 ¥ 2 /N7 HERMMH RO E LB 2 5,

"3 Aseo/ AasoD LD T~2.0DHFIFHA CTH - T HBMEDO T 72 DHEIXE S 720,

2. MY T IVH A LAPCRIE

BAR MR 2 281 25788 (PRSV-YK, PRSV-SC) WFEIREBMA L LT, #7777 —%
WA 7 TANRISST BE—H —HlF] & ZIENDRFNFERAJITE A Z 41TV 5 Papaya
Ringspot Virus coat protein (PRSV-cp) Bn DN EREZHRHT DS T7A ~—, Tun—T%
W5, BIs 2 31 Y1584 (PRSV-HN) BB & LT, 2o/ ¥ 7 ) A L%
MFFERANTEA SN TV DS OEEREIR A RN T 27 74 ~—, Tu—T2M\5, X
V770 —=FHPA 7 TANA3587 mE—2—fF] (CaM) WEIFERT & LT, CaM%A i
TETTA~—%t, BLY, Yu—T7%2Hn5, £, 2, VBMERRER T & LT,
Chymopapainif{nFlA T 5774 ~—, 7uo—T%H\W5H, 774 ~—, T r—
TNIIRERE KBRS 5, 774 ~—, 7u—T7OEERIIILLTOEBY TH D,
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BIs L % %1 ¥ (PRSV-YK) BEREBRH 7T A4 ~—%f, BLXO®, Y un—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’

BIEAH % 31 ¥ (PRSV-SC) MHRABM 77 A ~—xf, BLV, Tun—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’

BISHLH % X314 ¥ (PRSV-HN) BEREBRH 7T A4 ~—%f, BLXOQ, 7 un—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’

CaMBLAIIRFIRABR I 7 7 A ~—%F, 7m—7

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

35S-R : 5’-AAG ACG TGG TTG GAA CGT CTTC-3’

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

PSS TG IR 7T A ~—%f, T e—7

Q-Chy-1F2: 5°-CCA TGC GAT CCT CCCA-3’

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

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

2.1. PCRH iR D7l

PCRH BUG# 1325 pliwell & L TR 5, MBRIZLLT O LB Y TH S, TagqMan Gene
Expression Master Mix ' & 7= {3 FastGene™ QPCR Probe Mastermix w/ROX "2 12.5 uL, X5~
FTA~—IRR (%577 A ~—, 50umol/L) £0.4puL, x5 ~7 0 —7AK (10 umol/L) 0.25uL
ZIREG L. DNAGREHES L2 BN UIE 284 /K TEE25 uLICiR 35, PCROT T > 7 X
SR E LT, SHTDNARBHE Z I Z 7200 6 DI DWW T b [RIFHC I 53, BT
BEENLG AL BRIV =V ERAT D, 20LE, LORFEOLRVWEITEEL,
HRAOV—VTRT TV r—2—%HTITH, RBICU 2 VOREZBZEL, KR
DHLGEIT. 7 — FOBEBES N TRIdZH N T <, 7 b — bk OifEFR% . MicroAmp
Optical Film Compression Pad® % S0 FIZ/R 5 L5, FL—ho kHIZE Yy M5,
DNAGEHE & 72 O 733 A Y Bt FGEER . 8 s F## 2 /N 31 ¥ (PRSV-YK, PRSV-SC,
PRSV-HN) fA1EER, I L O'CaMBLFIR AR 2 2 220 = VT L TITD D & T 5,

! TagMan Gene Expression Master Mix ¥ 7= (3 FastGene™ QPCR Probe Mastermix w/ROX
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ARSI TR BN 2D IRGEMEZAT O BRI, IREGDHERIATOND L O ITHEET 5, A7
Azl PCR 23D EL WDRWGE N H D, D EATNTIIL TR S He#hig, =0 L, Wik 2 aee
DEIZED TBWTHBEAT S, £72, v/ WIHET AR, DgESE, mOnREERZ L 2%5
L., Vx/LOEICHEIZANLD,
"2 FastGene™ QPCR Probe Mastermix w/ROX (H AR Y = %7 1 7 &)
IH EagleTaq Master Mix with ROX (Roche Diagnostics) & [RlIZDMEREEZH T 5,
"3 Non-Template Control (NTC)
DNA EHE OB OES, NTC 121X DNA sEHE O D 0 ITIRFE 2B K Z 7 = /W 5 WL T %,
496 Uz NVTL— b, = BIOY, =Y T T =S —
ABI PRISM 7900HT #7-i% ABI 7500 Z{£ M9 236 1L, MicroAmp Optical 96-Well Reaction Plate
(Thermo Fisher Scientific £f:) . 3 & T}, MicroAmp Optical Adhesive Film (Thermo Fisher Scientificc £1:)
ZAEMT %, LightCycler 96 ¥ 7213 480 Zfi 7~ 5454 1%. LightCycler®480 Multiwell Plate 96 ¥ 72 1%
LightCycler 8-Tube Strips(white) (LightCycler 480 M35 13 LightCycler 8-Tube Strip Adapter Plate % FH\»
%) (Roche Diagnostics 1) &3 5,
V= U T OGN OV TR RO~ =2 T V2B ED L,
S MicroAmp Optical Film Compression Pad (Thermo Fisher Scientificcft:)

ABI PRISM 7900HT D35& DAl FH3 5, ABI PRISM 7500 <° LightCycler 96 1% 480 CiIfliH L7
VY,

22. UT)Z A LPCRIZEDHIE (ABIPRISM 7900HT, ABI 7500, LightCycler 96 % 7-1%
LightCycler 480 % i 9 %)

2.2.1. ABI PRISM 7900HT

@O AXb—va M PC OERZAN, EESE5, PC BAEECEE L TH5 ABI
PRISM 7900HT AAKDFENF 2 AdL, 30 LA bV +— 77 v 7 LD BTG % B
Y%,

@ FA7 by FEOTFY A — 3 [ABI PRISM 7900 SDS Software] %% 7 /L2 1
v 7 LTI, A==2—s3—0® [File] - [New] Z &R L. {NewDocument! %A 7 &
T hFRoR S D, {Assay} IE [Absolute Quantification (Standard Curve)]. {Container} %
[96 Wells Clear Plate], {Template} (& [Blank Template] Z iR L, [OK] ~"¥ %7V
D/ R

@ A==—/3—0 [Tools] — [Detector Manager] % %R L, {Detector Manager} %1 7
0y %R RIEDLH, [New] "F¥ %27V v 27 L, {Add Detector} ¥ A 7 17 %<,
Detector D&% iE |4, 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)IEZ[TAMRA], HN-P IX[Non Fluorescent]
ERDEDITEEL,[OK] RF %227 U v 795, {Detector Manager} ¥ A 7 v I
T % Detector (U 7 /L% A 2 PCR IS BGGRER, A RgnaliiR) 23R L,
[Copy To Plate Document] "% > %27 U v 7 L. [SetUp] ¥ 7 LIZff 19 % Detector %
ek L. FfZIZ [Done] RE &IV v 735,

@ Wi /E EFETY TV Z A I PCR BUSEEPERT FREABR £ 7213, BAEERD ¥ = /L 28R
L. FA#dD [SetUp] ¥ 7 ET., Detector 2% [U 7 /L H A L PCR Ut BE %t FREER] &
72 [ mnEER (YK-2P, SC-P, HN-P, 358-P) ] OATD {Use} T =7 & A
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%o WIZT =T LT {Task} M TENZNLDONH (Non-Template Control : NTC,
HEXTSHMK : Unknown) Z 38R L. {Sample Name} 7 1 —/V NIZH 7 LFE 5% A
7195, {Passive Reference} 7% [ROX] IZEREINTWD Z & ZHERT 5,

® [Instrument] % 7' ¢ [Thermal Proﬁle] IV =P A7 T —FMEUTDOLD
IZRRTET D, [50°C, 25 —95°C, 104y — (95°C, 15 — 60°C, 1 57) x 45 Y1 7 )L]

® {Sample Volume} #[25uL] IZ3%E L. {9600 emulation E— R} (ZF = v 7N A>T
Wb Z kTR T D,

D BESMZ 7L —FRFFa2 A b (sds) & LTIHRET S,

[Instrument] % 7 £ [Connect] % > %2 U v~ L, PC & ABI PRISM 7900HT 4
{K% connect IRAEIZ T 5, [Instrument] % 7 L@ [Open/Close] R¥ %27V v 7 L,
AT =V HEEARENPOGH L 21T L7Z96 7o v 7L — FOUIR EH 24 LI
LTCAT—y kiZ#Hit5, O [Open/Close] ™¥ %227 Vw7 1L,9% V=L L —
kAR ERKICE Y M5,

© [Instrument] # 7 E® [Start] R¥ %27 Vw7 L, e T —X OBV iAH (T
IRFfA] @ 40 2 Rpf) & BART 2,

2.2.2. ABI 7500

O A~b—va 0 PC OERZAN, EESES, PC PE2ICEE L TH5 ABI
7500 RKDOBEW A A, 30 U BV —I T T v u‘_@% TG % BltR %,

@ TAZ by EOT 7Y r—3 3 [7500 System Software] % 7 /7 U w7 LT
<, A==2—/3—0 [File] > [New] Z&I{R L. {NewDocument} ¥ 1 7 v 7 % KR
S5, {Assay} L [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear], {Template} |% [Blank Template] | Ver.1.5.1 LLRiID Y 7 b7 =7 OE 1L, {Run
Mode} % [9600 emulation]& L, [NEXT] A& %27 U v 2735, Ver2.0 LIfED Y 7
N7 =7 OWAETE ramp rate OZEFEBSMLETIREDN LA L T ES O ramp rate %
100%7> 5 64%IZEH T 5, 723, FREERZIE 100%D % £ THMT D,

® Detector DF%EIL., YK-2P, SC-P, HN-P, 35S-P, Q-Chy-P(new) (U 7 /L% A . PCR
BB RERER) & 12 Reporter 23[FAM]. Quencher i YK-2P, SC-P, 35S-P. Q-
Chy-P(new)% [TAMRA], HN-P % [Non Fluorescent] & L, [ADD] R"Z > %27 U v 7

%, {Passive Reference} 7% [ROX] IZRXE SN TWAH Z L& fiERd L. [NEXT] A%
a7V IT D,

@ i FFEC 3 M OBIS TR 2 331 v (PRSV-YK, PRSV-SC, PRSV-HN) #i%]
AR, CaM Bl AEAER, 36 X OV A PG RGO = L 2@ L, BT,
Detector 7% [PCR SSBPEXREABR] F 721 [YK-2P, SC-P, HN-P, 35S-P HiZ0ikER]
DAITD {Use} WZF = v 72 AD, RICY =L T LIZ {Task} MTENENDOE
# (Non-Template Control : NTC, H|EXIGf{A : Unknown) Z IR L. [FINISH] 7 ¥
a7V IT D,

® [Setup] 7 LDKE T = NELTNI Y v L, FoTALEANITT 5D,

©® [Instrument] % 7 E® [Thermal Cycle Protocol] &V ¥r—~ %127 7 —5FEE= LT
DEHRET D, [50C,2% —95C,10% — (95C, 15F — 60°C, 1 57) x 45 %A
7 V]

(@  {Sample Volume} #[25 pL] IZF%ET D,

REFRMETL— b R¥a A b (sds) & LTRIFET 2,

@ 21. THELZI6 V=N T L—bOYIREH A LI LT IEEREDORT =V 1
IZ#EEtE Yy 95,
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[Instrument] % 7 E® [Start] RZ %27 Vw7 L, KL T —2 OBV AL (FrE
it - K9 2 ) 2 BRiA I %,

2.2.3. LightCycler® 96

@O LightCycler 96 AMRDEIRZ AL, B 7T A SMRET L TRENT 2 £ TK 5 0%
T2,

@ LightCycler 96 &A{K ¥ v F /33 )V A D[New] % % »» F L {Create New Experiment} % &
T~ D, [New experiment based on Roche template] 7>% [RunTemplate Hydrolysis
Probe Amp] %R L. {Experiment Name} % A JJ L C[Create]d 5,

@ [RunEditor] # 77 ®[Measurement] ¥ 7 C. {Reaction Volume(ul)} %[25] IZRXET 5,

@ [Run Editor] # 7 ®D[Profile]¥ 7 CH—~ WA 7 T —54%[95C, 10 43 — (95C,
15 — 60C, 147) x 45 %A 7 V]ERET D, 60°CD Step D Acquisition Mode 73
[Single] & 72> T\ 5 Z & iR T 5,

® [Eject]z# v FLTr—F—%HL, 2.1. THELZ 96 7 =/ 7 L — FDOYIR ZH
EHTICLT, —~iA7uryr kizty NLTHL S,

® AREEA LD [Start] 2% v F L, KIKET =X OV AR ZBAT 5,

@ RIS T=7 7 A /L% LCI6 Application Software THf <,

[Sample Editor] % 7 Wi Z K /R L, HMD 96 7 =)V 7 4 —~ v MK T 3 FEEOEE
AR 2 2334 7 (PRSV-YK. PRSV-SC. PRSV-HN) HEIFRER, CaM Al 50 i
BROSASA YR RREABR DO D = )L 23R L | Gene D {FAMIMRIZHR T 2 B{n T
L ANTTT B, (EATTDHE, TVETUNLIRIRT D ENHKD)

@ WIZU =T EIZ Sample @ {Type} T, NN DOV T N2 A7 (Negative
Control, F 7ZITHIE SRR © Unknown) Z NS 5,

96 VL7 r—~v NXDK T = /L AR L, Sample O {Name} iz H o 74 %
AT D, (—EANTDE, TATTUDLIERT 2R EKD)

2.2.4. LightCycler® 480

@D LightCycler® 480 AIEDEIFE A A, B/ 7T 2 b T LCREIT S £ TK 5 9%
W5, AL—va U PC OERE AN, EE)XE5,

@ FTRAZ by 7 LT 7Y r—3 3 [LightCyclerd80 SW] # X 727 U w7 L,
[User Name] & [Password]|Z A JJLCY 7 N & H BT 5,

@ [New Experiment from Template] % 2 U » 27 L {Create Experiment from Template} D —
%75 [Mono color HydrolysisProbe-UPL] %% L., OK 35,

@ [Run Protocol] # 7 C. {Reaction Volume} % [25] IZFE L. —~AH 127 TF7—5
2RO L HICRET D, [95C, 1047 — (95C, 157 — 60°C, 14y x 4594 7L
—40°C,30 ] LR&ET D, 60°CD Step D Acquisition Mode 73[Single] & 72> T\ 5 Z
L xR %,

® Save 7V v 7 LREFREEZHRGTT 5,

©® AEKOTL—bun—FT 4 ITRAEMLTCTL—br—F—% L, 2.1. THR
L7296 V=T L— bOUIREMEL FIZL TRy P LR, BERZ UV EZMLT
T—ha—X—%KNT 5,

@ [StartRun] 227U v 27 L, RKISET—F DRV IAHBZFIGT D,

(BJ&HZ) [Subset Editor]iZ T, (+) AR & 75 New Subset Z1Ek L., > 7%
Yy MUV EEIRLIZZ Apply 7 U v 755,

©@ [Sample Editor]iZ T, Stepl: [Select Workflow] T Abs Quant % iR 7%, Step2: [Select
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Samples]N D[Subset] D 7/ H 7 A = a—Mn, @ TIYER L7- Subset #ERT 5,
Step3: [Edit Abs Quant Properties] C. 4 7 = /L %% L, [Sample Name]% AJJ L,
{Sample Type} i CZ 21D EH (Negative Control, F 72 1L E XS4 1A : Unknown)
ZIRIRT 5,

3. REROAT & HE (K1.2H)

SFEFH D AR #2331 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) #AIEER, CaMALHIfR
BRI KOV A Y G ERER O WUV T b | AR OHIE 1T Amplification plot
THIE R £ 72 BEE phR & CqiE O fERR. 38 I OY, multicomponent_E C 5t 524,35 FH S D HL
SR (FAM) OFEHBIN 2 B 22 M O FERR % & - TIT 9,

WS T % 251 ¥ (PRSV-YK. PRSV-SC. PRSV-HN) Mz, #5 L%, CaMAFl
R O Wk BR & % B 1T Amplification plot 12 H5 4 BIKC 72 HENE dh AR 2SR S L7245
AT, AT A A ¥ (PRSV-YK, PRSV-SC, PRSV-HN) BiiE4- 52,

ABI PRISM 7900HT ¥ 721X ABI 7500 % f# F§ L 723556 DT — X Ofifkr
O A==—/3—0 [Analysis] — [Analyze] ZE&IRT 5,
©@ WmAHO [Result] ¥ 7% 27 U v 7 LT {Amplification Plot} M4 &£ RSHE 5,
@ {Amplification Plot} M - {Plot} ## T [ARn vs Cycle] #F 3, X"—RX 74
YE3YFATNANE 15 A 7V TEGE L, {Threshold} #lC [0.2] & AT 5,
@ {Amplification Plot} i ¢ {Detector} T [All] Z&INT 2, FFIZ Ct(C)fEiAs
BRIND,

LightCycler 96 % i Fl L 72356 DT — % OfE#r
@O [Analysis]¥ 7 &2 U v 7 L[Add Analysis] % &R L {Create New Analysis} 7 4 > K7
ERR-SIEDH, [Abs Quant]ZER L[OK|Z 7 U v 7T 5,
@ [Amplification Curves[|ZHi g HE#E A3, [Result Table] & Cq EDER R S5,

LightCycler 480 % ff H L 7= 855 D7 — & Ofifkt
@ [Analysis]Ah ¥ > % 27 U » 7 L {Create new analysis} (ZC, [Abs Quant/2nd Derivative
Max] %i&IR L [Subset] 7V & 7 BAERL L2 Subset 23R L [OK]Z 2 U » 7
ERAP
©@ FRSINZHEE T, [Calculate]z= 2 U v 7 3%,
© HEIERhAR & . [Result Table] (2 Cp (CQEFE R I D,

PRSV-YK. PRSV-SC¥ 7z IFPRSV-HNOH|E (L, 20HTHIH L 0 15§ 5 7-DNAREHE (1
i H7- 0207 = AT CHIE) OB = LT _RTEHNTHET S (PRSV-YKZ |
ET DA X, PRSV-YKD2(f1T74D = /L & CaMD20#1747 = /L DEF8 ™Y = /L, PRSV-SC%
HTET DAL, PRSV-SCO26f174 7 = /L & CaMD2(f474 7 = L DF8 7 = /L', PRSV-HN
ZHET AEA 1%, PRSV-HNO2OH{T4™ = /L L CaMD2f4T4™7 = L DEF8 T = L)

*CaM Dt HL1%, PRSV-YK, PRSV-SC & PRSV-HN G
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PRSV-YKDH|E :
DNAGREHEIZ BT,

(1) 781 Y MR FRGRER D20 T R T D 7 = )L TR DO CE I B, o
THAHE % X34 ¥ (PRSV-YK) FRAFERFS K O'CaMBLAI IR FnakEk o i ikk & ¢ 9
RTOY =)LV TAREDOCq RS LG (STEP20 /3% — D) 12, K%k
BHIPRSV-YKIGE & HlE T 5,

(2) 73 YRR HERGRBR D20 T T D 7 = /L TA3 R DO CqEE 135 S ., B
iz %1 % (PRSV-YK) #nakBris K O\CaMBECA IR AERBR DO iakBr & 69T
DY = VTR DOCYEF B 72V (STEP 20032 — () (21, PRSV-
YKBEM: &HET D,

(3) 7% YIS RRGRER D20 TR T D ¥ = )L T3RRGO CE D5 B AL, B fmf-#l
#az %4 % (PRSV-YK) HEnEkER D 25\ L CaMBLH K 13 ER OfE B DB
HNSTEP 200 /3% — L (O XIEZSTEP 20D /34 — L @D W IIZ H %Y LR WIGA T,
Wt « BB % O Y553 S T2 [FIH ODNARIHRE# 2170, 612 12, &
PEU 7 A LPCRIE) LIEOBMER FhE L C, HEZIT 5, 20 H ODNAGEHK
ERHWEGA TOLBEOHENE LN 2 WEEICIE, ElaFlx %1 ¥

(PRSV-YK) et & HET %,

20 THIH O Z N Z L ORIHDNAGEHR (K27 = /L) 122\ T, fEROHTEAF— L4
20> CHIE L. W5 OHIHDNAZEBHZ IZ W TPRSV-YK IS L UCaM O i 7 TR & 2]
TE ST RRAR 2 [ &Rl 5,

PRSV-YK [5G fR R D X 22—

K5 Pk <t B Chy PRSV-YK CaM
fHIDNAZREHE — @ (+/4) (+) (+/+)
i HIDNAREHE — @ (+/4) (+) (/1)

-

PRSV-YK 5

PRSV-SCO¥|TE :
DNAGEHKIZ T,

(1) 7% Y IGMERRRRBR D20 T R T D 7 = )L T3RRGO CE S DI, v oiEis
TR 2 X34 7 (PRSV-SC) #snatnds L O'CaM BRI O Mali & &9
RTOY =)V TRREOCYUEN T Bz E (STEP20 /3% — D) 12, ik
BHIPRSV-SCIGM: & HET %,

(2) 734 YR HERERBR D20 T T D 7 = /L TA3 R DO CqEE 135 S A, B
1% 334 % (PRSV-SC) HuAnatERFs KL O'CaMACLHIH En kB o i skl & 3 9~ T
D7 =)V TR DOCQED G B2 Wi (STEP 20034 —/(2) 1Zi%, PRSV-
SCRa Mt & HET 5,

(3) 7% Y RERER D20 TR T D 7 = )L TA3RIMG DO CE DS B AL, B nF-#l
oz %4 % (PRSV-SC) HZENikBR & 5 NI CaMBECH 1 F0 3R ER D5 T O E
HMNSTEP 200734 — L (DO XILSTEP 200/ % — L QDWW HIZ b %Y LA WEAIL.
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Wt « BYER O Y55 S C2 [BIH ODNARIHRER 2170, & 512 120 &

MY T H A LAPCRIE] DIBEOEEEZ LM L T, HIEZIT O, 28 H ODNAGREHE

ZHWESATHLHBEOHENE LN WEAICIT, &is Rz (Y
(PRSV-SC) [k & YET 5,

20T O Z N Z L ORIHDNAGRENE (K27 =) 122\ T, fEROHEAF— L4
20> CHIE L. W7 ORIHDNAGREHRIZ- DUV TPRSV-SCIH L UXCaM O i J7 TR & )&
S IVT AR & Bt & fIWr 3 5,

PRSV-SC BRI D /X 2 —

k5 1M >t BE FH Chy PRSV-SC CaM
HDNAREHE — @ (+/+) (+/1) (/)
i DNAZREHE — @ (+/1) (+/1+) (/1)

- =

PRSV-SC [5544

PRSV-HN ¥ :
DNAGRBHRIZIB T,

(1) 7% Y G FRGRBR D20 TR TD 7 = LT3R DO CE 2 5 H v, v oiEis
FHRAHL 2 /%A 7 (PRSV-HN) #rZE1FER IS K O'CaMECH IR FnakBr O sk & &
NTDOY =)L TR DOCAELF O N TS (STEP20 /3% —2D) 12, Mk
BHIPRSV-HNGE & HE T 5,

(2) 78 YR IRGRER D20 T R T D 7 = )L TR DO CE IS S AL, & fn -l
#a %z 7334 % (PRSV-HN) #anakBris K O'CaMBECAH IR AERBR D sk & 69~ T
D7 x )V TAIRTEDOCQEN T BV IGH (STEP 200357 — @) 121X, PRSV-
HNE&ME & HET 5,

(3) 733 Y IGMERRERBR D20 TR T D ¥ = )L T3RRGO CE 5 H AL, & fmT-#l
#az %1 % (PRSV-HN) #EER D 5\ N I CaMACSIFREFABR DOl DA D
HASTEP 20034 — L O XIFSTEP 200 /3% — L QD WF I B %Y LA WAL,
ot « VB % O MFEEE A L Sd T2 B H ODNAFIH R ZITV, & 612 12, &
P T VA A APCREE) LIBEDBEE Tl LT, HEETT 9, 2[5 H ODNAGEHRE
ERHOWELGA TOLEEOHENE LN WA, Bl FH 2 N1 P

(PRSV-HN) [zt & HIES 2,

20MTHIH O Z NN OHIIHDNAGEHE (527 = /L) 12OV T, HEROHEE A F— L

W20t THIE L. W5 ORI DNAZEHE 129U TPRSV-HNIB L TRCaM O [ 5 TR & ]
TE ST AIR 2 G &5,
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PRSV-HN [G YRR D < 5 —

B P4 et B A Chy PRSV-HN CaM
M HDNAZEHE — O (+/4) (+H) ()
HHDNAREHE — @ (+/+) (1) ()

- =

PRSV-HN [54

T2, SRS VGMERRRBR D 9T O T = LT3R DOCfE 235 5 4172 W DNAGRE
MRIZHOWTIE, HE, B - WE%OYERE S %D T2 [ H ODNAMH R 2170,
S5 12, BYEY 7L A LPCRIE| LIBEDBEAIEZATUN, Z4UTH /3N 5t R aER
DT XTO Y =)L TR OCYUEN G H IR WIGEITIL, AeE b ORI AEE T 5,

"DNA fili R 21T O 72 DI EREABIENA AR LTV A GEITE, 1.1, SBHRTAEE ) 25 FEhid
Do
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X1 HROHERAF—L
STEP1

7\ 7\ A 7 1515 of B ErU B

DNAD i i #E R LI 2 iR R (2= B)
|
z R : =z

STEP2
GM/ SIS BEFEDOWNT A R U CaMig &N ER *

Ot

DNAD M FER LI FBIR/EEB)

(GM/RIRA Y RO D) ;

PCR| 41 (1Y)
DHIEFHERDHEAEHE

2= (+/+);(++)

G ESVO) (=/=):(=/—)

(+/+):(+7—)
(+/74);(="—)

(+/ =) (+/4+)

QYY) (+/7=); (+7=) SETSUIRIGERTEENARON-BE .
(+/ =) (=) aVAIR—IaVENREDN ., BYHREN
E—; —§ g Ei; +; AbhTWEN = EETT,
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IZ L X (F10. J3) O J7iE

IRV L raARMEZRAENRLE LT, URMEDS20HMT TDNADOHHIER 21TV, DNA
ABHE 2155, € ODNAREHE Z W T, Bia - iThn L x2%st (F10, 13) &%
NENHIT 5 U TV H A LAPCREMEH L7ci&EZ1T 5,

1. DNA H 5

DL x EARMITHA RIRENEE SN D -0, ARBRIETITHAEMIVWL x GE
WHRETHIENOL X OB ZHNSRBHETLER K O A o AZHustg % A4 7 DO DNARH H ks 5L
& v b (QIAGEN Genomic-tip 100/G) % F\\7-DNAHH L& 503,

* DNAfhHFESRUE, QIAGENAL#Genomic-tip 100/G 31X [RIZEDOMERE (I E & OHERLE) %249 2DNAYH
MRy FEHT 22 2N TE 5,

1.1, U ALE

AREENO L X OB IR, K TRLTEEE. RE2HWZ BT, FOHTLS S TH) fHhr
ZHULICKI 30 g AERET 5, INLANE, 2Rl rae2 s a . I3V L X OAZRIT 5, &
#BiZ7— K7t o —5" 2L BEITHRELTZS 0205 DNA B %2179,

17— RKFatv =% BB AW RIS Ta s X I x—2 g RSO, kD DNA
ZAP (Ambion £, Cat. No.AM9890) X [RI%E D% ) % Fr %5 2 FHVC DNA 7 fRLBl L7 4 o % H
WA,

2 FZBRIHHE TR BN, AY e v L U EEEE (SO0mL ) (CB LM EE (20°C) THRET
HILENTE A,

1.2.30EH 5 @ DNA fh L
1.2.1. DNA ORI (F21 4 2 2ZHmiiE % 4 7" » FE[QIAGEN Genomic-tip 100/G])

PR U738k 5 0 DNA ORI RIT, 1 A4 v 2 #aftlig % 4 7' DNA gl » b
(QIAGEN Genomic-tip 100/G) & MWl ZEEZEMNT 5, FFMIZLLTO LB TH D,
AEHT, AV e e L o fihEkE (50 mL ) 12 4 ¢ &0V . G2 fEEWK ™ 20 mL, o-
amylase™ 20 uL. RNaseA™ 20 uL & cellulase™ 500 uL Z /1% 5, V> 7R TF 2—T DIEIZ
B LEWEIARLT v 7 AIFH—THLREE L, 50CT 1 REERIET 5, SRIEL T
WAL, 2~3 [l E s S CIRfIT %, S I, Proteinase K™ 200 uL /1 x, B
50CT 1 KRR T 25, ZOM 2~3 [FlElE & )i S CREFZ IR+ 5, kT,
8,000 x g, 4°CT20 im0 mBEL., &6z EiEE. & 500 QBT fEfER 24 mL % H
VWL L 72 QIAGEN Genomic-tip 100/G 1AM 57, —EIDE LT EIEN 9 £ EHIT
TRWGETT, 8,000x g, 4CT 10 i LaBEL, TEDRVERT 5, RWT, Fv 7
% QC FEMEHK™ T 7.5 mL 32 3 B L7c#, U7 2%2H LWmIbE I L, QF K
23mL ZEff L, DNA 235, IRWT, 4 Y7 r" ) —Z3mL ML TESES
T5, v470Fa—7 (1.5mL &) 4~6 RIZHZEITRD X OITB L, mILE &m0 B
BT O LR Y LBEIIR DL Lo I~ 7T a—TICHB T, 13,000xg, 4°CT20 7%
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MmO L, BIEEBEFE L%, 20CTHEILTZ 70% (viv) =X 7 —L 1mL 2z, &5
(213,000 x g, 4°CT 10 ol Lictk, BEEBEEL, Kot llB A il s ¥ 5, /K55
pL =20~ A 7 0 F 2 —T7 1M TR 2 iR S8, £ ORRiR s Z O~ A 7 1
Fa—TIZBLAN, I<EAL, ZOFEZBVIERLTETOYA 7 rFa—T bk
B A e <, fili DNA JRIR &5,

TIERWL T Bl FERRE) iV L x T s LR (Bl Bl L) 3
DNA EH&NDR2NOTHEET S, i DNA FUEOPRED 10 ng/ul 128 L2WIGATE, S THI
HAATV, 2 BOHH A& D72 DNA K (110 uL) 2k LT /10 52D 3M FEET ~ U U LEIK

(11 pL) & 25 FEO20CTHHAI LI X /—/v (275 ulL) %% DNA 2% ) — )L ik St
13,000 x g, 4°CT20 srffiz L, EHEEBEFE L%, 20CTHHAILTZ 70% (viv) =% 7 —/L 1 mL
Mz, S51213,000 X g, 4°CT 10 izl Lk, RIEEMIEL, ot aii g5, K
55 uL TULEW) % i < Bl DNA JRiE & 9%, £ T8 10ng/ul (22 L722WGA 1L, il DNA R
WaZTDFE DNAREHEE L THWD,

2 G2 #RfER . QBT #EMER, QC FEMEHE & O QF #EMH#KI% QIAGEN 8% > K (Cat. No. 19060) (Zf1/&
LTWDR, BV RWIGEICITHEATEAT 0% v hOBBIEICHE > TREARETH 5,

3 a-amylase (FAEEML) 1T= v ARV —AR-O G O UIFRIEOTEERZFFO L OE W5,

"“RNase A |Z QIAGEN D 3, d (100 mg/mL, Cat. no. 19101) XAz HE oL O E HW 5,

"5 cellulase | Sigma-Aldrich L84 % ¢ (Cat. no. C2730-50ML) X(X[RZED%N 1% F>H D& WD,

"6 Proteinase K (% QIAGEN #:#{d ¢ @ (20 mg/mL, Cat.no. 19133) XiXFI%EDN 1% H b DE W5,

TS LB OBROEM AR S I NWE S ICT D, Flo, WEMNR R BRWGAETH, BILENODER
AT TE DTNV E DT, BiFE AR T D,

1.2.2. DNAZBHE R ODNA DO HE O a8 DN DNAZEHK O & {517

DNAGEHFIR O Y &2 B D . WEAREKEZ O CEEART L, 200~320 nmDHi[FH T
AR A 27 h L ZIE L, 260% U280 nm D IEFE™ (Azso }e DMAngo) % kT 5, K
WTApDIE 1 Z50ng/uLDNA & #5 L DNARE 2R T 25, £72Ax/ Aoz it Hd 5,
Z DR 1.T~2.01272 U, DNAB SRR SN TS Z &2 RT7, 561 7-DNARE
735 . DNAREHFR 2 I R K TAHABR L C10ng/uLIicFHE L, DNAENK &%, DNA
AUBHRIZSS uL = & i~ A 7 m gl BHE 12531 E% ., -20 °CLL N CHER(ET %, 577F L7-DNA
AEHIR L, AR RRE DI L, Bo mRRIIHERGFETHEIET S, B, 2Bt %
A OET-DNAGRENFIR DR TH 10 ng/uLIZiE L2 WIGAIL, £ O F EDNAGEHR & LT
JiELATN

TERTDGAEITIL, WEAEKEAND, £, AR, WOCEREREE I L0 S A i E 2
T HWREM NREIN R 5720, #H & T 5,

2 Ao 25 DNA HHSRDWEEE | Asgo M3 F v 7 EERMHEKOWNE LB 2 5,

"3 Ao/ AagoD LD T~2.0DFiFAI TH > T HRERE DO E /2 HHEITE I 720,

2. EMEY T ILZ A APCREE

BARFHEELZ TV L 22868 (F10, J3) fEaERAH & LT, FIORHIZ OV TIX, F10
K OXITRMICFFRANEA SN TWDESN RN T 57 74 ~— - T a—7 %=, 13
RN DT, BROYIRMITFFRANEA I N TWDLESN 2RI T 5774 ~— -
Tu—7%Hn5, T U x Bt eI, (3 U X B2k Adenine Phosphoribosyl
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Transferase (APRT) B2 BT A7 794 ~— -« Tu—"T42Hn5, Ml 7714~
—Xt R ONT 0 — XL T O EEA D & O & R E AR AR UE R 5,

*FIOMEGREBRH 7 7 4 ~—%F, 7 mn—7
F10 F: 5’-GAAGCTATAACAATAACTGGTCC-3’
F10 R: 5>-CACACACTTCGTTTACAC-3’
F10 P: 5’-FAM-TATATATCCTGCTGGACCAGTTG-TAMRA-3’

s X17THERBH 7 7 A ~—%xf, 7Yu—7
X17- F: 5>-TAGCAAAATGGATTTGTGAG-3’
X17- R: 5’-GATTTTGGATCAACCACAC-3’
X17- P: 5’-FAM-CGCTGCAGGATATATACCGGTGT-TAMRA-3’

c BEFERABRA T 7 A ~—xF, Trn—7
J3F: 5’>-ATCAAAACCGGTACTCAAATTT-3’
J3R: 5’-GAGTTGTCAAATGTGAATTTATTTC-3’
J3 P: 5’>-FAM-CAACAGGACAACCACAAGCTAGGAAACTCAC-TAMRA-3’

*YORMABRH 77 A ~—xF, Fu—7
Y9- F: 5’-CCTTCTTTCCGATCCTCAAC-3’
Y9- R: 5’-GTTCATTTTTAATGTTTGACTATG-3’
Y9- P: 5’-FAM-CCAGTCACCGGAAGTCCC-TAMRA-3’

VL X BRI T T A ~ Xt Te—T
APRT F: 5°-TGAAAACGATCCCGATCG-3’
APRT R: 5°-CAATCCCAGCGATACGTTC-3’
APRT P: 5°-FAM-TGGCGCCTCATGATCCG-TAMRA-3’

2.1. PCRH SR D7l

PCRA SR IE25 ul/well & U CIABLIT 2%, #AUILL T D & 30 Th 5, FastStart Universal
Probe Master (ROX)™! 12.5 uL, X577 A4 ~—¥iK (%774 ~—., 50 umol/L) 40.4 uL,
KR T 0 —TEHE (10 pmol/L) 0.25 uLZ&{RA L, DNABUEHKS pLZ 3 LIRE 2884 7K T4
B25 uLICFR®9~ 5, PCROT 7 > 7 )G E LT, MFDNAREHR 22 7200 b DIZ20
THRFICHRST 272, SHEREK TR, EENL U —A5 L, BRI = VE2HEHAT 5,
ToLE LbBNELRWEIERL. EHOY—U I AT Y r—2—% AT 9,
REBEIZT 2 VORZBE L, KIZREANHL5E1E,. 7 L— FOBEBR W TRIEZ %K
WTk<L, 7 L— FOfEZRF . MicroAmp Optical Film Compression Pad™ Z A8 (A D i 73 1272
HEH, F—brobmizty N5,

DNAGREHER & 72 0 1 Uk B EEER & B s M 2 13 L o (FI0RAIZ D0
Tl FI0)LOX17, IR DOV TIEIB KR ONY9) AR 2 222y = VT L TIT 9
Lo LT D,

"1 FastStart Universal Probe Master (ROX)
ARARIENTRAE DS BN 2D IRGEEZAT O BRI, IRGDMEEIITOND L O ITHEET 5, A3/
BEIZiE, PCR 30 ESWOIDRWEENDH 5, ARIKITHR LT v 7 AEIZ LD LTSN EEIE S
NTWBH T, 9 ERNCIISLTEENRfMECELEA L, BOETAEY ¥ 7 LT, BRER
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BHEDIRIZED TBW T BT 5, £/, U= /WIoET D80T, DR, mLnREER - &
ZEEL, ULOEIZHEEICAND,
"2 Non-Template Control (NTC)
DNA SEHEDIRMDER, NTC 1213 DNA FEHE DR 0 ITIREARE K Z ¥ = /W 5 pL IRIN9 2,
B9 VNS L— R, KR TS — R —
ABIPRISM 7900HT X% ABI 7500 % f 19~ 5 %54 1%, MicroAmp Optical 96-Well Reaction Plate (Thermo
Fisher Scientificc f1:) % O MicroAmp Optical Adhesive Film (Thermo Fisher Scientifice ff:) Z i3 %,
LightCycler 96 31 480 % 4 %5854 1%. LightCycler®480 Multiwell Plate 96 X (% LightCycler 8-Tube
Strips(white) (LightCycler 480 @54 1% LightCycler 8-Tube Strip Adapter Plate % Y%, )  (Roche
Diagnostics 1) A3 %,
=Y ORIV TR EO~Y =27 V2B ED L,
"4 MicroAmp Optical Film Compression Pad (Thermo Fisher Scientificc ff)
ABI PRISM 7900HT D354 O ## 95, ABI PRISM 75005°LightCycler 96 3 [£480 CiXfE ] L 721>,

22. U7 L% A APCRICEADHIE

LUF. ABI PRISM 7900HT, ABI 7500, LightCycler 96 X% LightCycler 480 Z i f L 7= #
EHEZRLIR T 573, LRt 4 FE L AEOMELZ AT 2D B &35,

2.2.1. ABI PRISM 7900HT

O A~b—va 0 PC OERZAN, EESED, PC PE2ICEE L TH5H ABI
PRISM 7900HT AAKDFEN 2 AdL, 30 LA bV +— 77 v 7 LD BTG % B
BT %,

@ FRAZ b+ T 07T 7Y —3 3 [ABI PRISM 7900 SDS Software] %% 7 /L2 1
v 7 LTI, A==2—/3—0® [File] »[New] Z &R L. {NewDocument! %A 7 &
T HFRRNZH D, {Assay} IE [Absolute Quantification (Standard Curve)], {Container} %
[96 Wells Clear Plate], {Template} (% [Blank Template] Z iR L, [OK] ~"¥ %7V
D/ R

@ A==—/3—=0® [Tools] — [Detector Manager] % &R L. {Detector Manager} # 1 7
0y %R RIHEDLH, [New] "F¥ %27V 27 L, {Add Detector} ¥ A 7 17 %<,
Detector DX EIL, 1LV U X BEME s IREAER S OV AR/ 2 13 U B alliR

(F10, J3, X17. Y9) & %1Z Reporter 2 [FAM]., Quencher (X [TAMRA] L 725 L 9
IZFXE L., [OK] ™"¥ %7V v 735, {Detector Manager} %4 712/ L THEMTS
Detector (IXALV> U x Bopftk EGER . & feznallik) %33 L. [Copy To Plate Document]
RN HE7 Vw7 L, [Set Upl # 7 LT T % Detector %8k L, #f%IZ [Done]
KA VT 5,

@ Wi B TE Y = VAR L, A [Set Up] # 7 _ET. Detector 2% [IE4LW L
I BT BRRRBR ST [l m TR 0 L x BanskBr (F10, 13, X17, Y9) ] @
7O {Use} MICTF =72 AND, RICU =/ T LT {Task} Ml TENEN DGR

(Non-Template Control : NTC, #EXZRHEIA : Unknown) AR L. {Sample Name}
74—V RIZH I NEEE AT D, {Passive Reference} 7% [ROX] IZF%E S 41T
Wb Z kTR T D,

® [Instrument] % 7 @ [Thermal Profile] &V %r—~ WA 277 —FKMHEZLLTFD LD
IR ET D, [50°C, 247 — 95°C, 1043 — (95°C, 15 — 55°C, 1 43) x 45 %A 7 /1]
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® {Sample Volume} #[25uL] IZ3%E L. {9600 emulation E— R} (ZF = v 7N A>T
W5 Z L xR D,

@D BMEFXMUETL—FFFa A b (sds) & LTREFET S,

[Instrument] % 7 £ [Connect] R4 > %2 U v~ L, PC & ABI PRISM 7900HT 4
{K% connect IRAEIZF 5, [Instrument] ¥ 7 D [Open/Close] R¥ %27 U 7 L,
AT =V EEARENPOGH L 21 THE L7967 o V7L — FOUIR EH 24 BT
LTCAT—y kiZ#Hit5, O [Open/Close] ™¥ %227 Vw7 1L,9% V=L L—
N EEAKICE Y T 5,

©@ [Instrument] ¥ 7 E® [Start] RZ %27 U w7 L, KEET—X OBV A (FTHE
IRFf - &9 2 REf) A BRIGT %,

2.2.2. ABI 7500

O A~b—va A PC OERZ AN, EESED, PC PE2ICEE L TH5H ABI
7500 AARDERZ AT, 30 A ET+—I 7T v S LIEOBICTRISEBRGT D,

@ TAZ by EOT 7Y r—3 3 [7500 System Software] % 7 /7 U w7 LT
<, A==2—/3—0 [File] > [New] Z&I{R L. {NewDocument} ¥ 1 7 & 7 % KR
S %, {Assay} L [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear], {Template} |% [Blank Template] | Ver.1.5.1 LLRiID Y 7 b7 =7 OE 1L, {Run
Mode} %9600 emulation] & L, [NEXT] "% > %27 U v 7925, Ver2.0 LAFED Y 7 |
v = 7 O%E1E ramp rate D22 S ME TR D LA L Ty < E#45 O ramp rate % 100%
NG 6A%ICETT 5, B, TEERIIE 100%D £ £ THMT 5,

@ Detector DFEEIL. 1TAVU L  BoM okt BEEER & OB AR - 2 1300 U el
B (F10, J3, X17. Y9) & $1Z Reporter 235[FAM]. Quencher |Z[TAMRA], & L. [ADD]
N ET ) w735, {Passive Referencel 7% [ROX] IZFXE SN TWD I & ZHER
L. [NEXT] "&¥ %27 Vw735,

@ HEE FRETE Y = VAR L, ERET, Detector 25 [IF4UW U Xk Bkt BEGEAER] S
[F10, J3. X17. Y9 BENFAER] DITD {Usel MIZT =7 B AND, IRIZT /LT &
|2 {Task} #TZZIDEH (Non-Template Control : NTC, | & % Z4% /& : Unknown)
ZBAR L, [FINISH] A& %27 U > 7§25,

® [Setup] 7 LEDKE T = NELTNI Y v L, FrTIALE AT 5D,

©® [Instrument] % 7 @ [Thermal Cycle Protocol] & 0 —~% A 7 J7—F{FZ2 LT
DEINEET D, [50C, 2% —95C, 105 — (95C, 157 — 55°C, 1 57) x 45 YA
7 e

@  {Sample Volume} %[25pL] IZFET D,

® BEFMETL—bFFX=2Ar b (sds) & LTRIEFET D,

©@ 21 THELZI V=NTL— bOYIREHZH LIS LT IEEREORT =V 1
CHEEE Y M5,

@ [Instrument] ¥ 7 E® [Start] R¥Z > %227 Vw7 L, KinekT—% OV iAHR (FrE
IRFfE] @ 40 2 R & PR 2,

2.2.3. LightCycler® 96
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@ LightCycler 96 AARDEIR 2= AL, B/ 7T A SHRET L TEEIT 25 £ T 5 0 R
T2,

@ LightCycler 96 &K% » F 7% )L 47 D[New] % # » F L {Create New Experiment} % 3
~EH D, [New experiment based on Roche template] 7>% [RunTemplate Hydrolysis
Probe Amp] %Z &R L. {Experiment Name} % A JJ L C[Create]d 5,

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

@ [Run Editor] # 7 ®[Profile] ¥ 7 CH—~ /%A 7 7 —544%[95C, 10 43— (95C, 15
F—55C, 147) x 45 %A 7 )V EBRET D, 55CD Step D Acquisition Mode 73[Single]
L7225 TWNWD Z L ZfiEdd 2,

® [Eject]x ¥ vFLTr—F—%HHL, 21. THELZ9 V=17 L — FOYIRZH
ZHTFIZLT, h—~r7uavy7 kicky NLTHLS,

® AEKEEA EO [Start] 2% v F L, BUSRET —F OV IABZFET 5,

@D RIGED#I>>7=7 7 A /L% LC96 Application Software THH <,

® [Sample Editor] # 7 HEZFR L, HHD 96 7 /L7 4 —~ v MK T 4 FIHOBES
T I TN L (F10, 13, X17, Y9) MARBR K ONEh s Uk Bt EER o »
LV EBIRL, Gene D {FAMMRIZIHRNT 28I T4 ZANITDH (—EANTDH L,
TNEY NGRS D HENHER D, ),

@ WIZT =T &IZ Sample @ {Type} T, TN DOV T N2 A7 (Negative
Control SUTHIE XS4 A : Unknown) Z&IRT 5,

W 96 VT4 —~<v MHIOK T = /L ZEIR L, Sample @ {Name iz V 7 N4 %
AT (EANTLE, TAET NIRRT 5 HRHERD. ),

2.2.4. LightCycler® 480

@ LightCycler® 480 AADEIRZ AdL, B/ 7T A M5 T L CREEIT 5 £ TR S 0fF
W o, AL —va VHPCOERE AN, BB SE5,

@ TAI by 7 EOT7T 7Y —3 3 [LightCyclerd80 SW] X 77 U w7 L,
[User Name] & [Password|Z AJJ L CY 7 h & hH BT 5,

@ [New Experiment from Template] % 2~ U »» 7 L {Create Experiment from Template} D> —
%75 [Mono color HydrolysisProbe-UPL] #i®{R L. OK 3 5,

@ [Run Protocol] # 7 C. {Reaction Volume} #[25] IZFXE L. P —~nH A7 F—5
HEZ2RD L HITRET D, [95C, 104 — (95C, 158 — 55C, 1 43) x 45 A 7 L—
40°C,30 5] &LRRET D, 55CD Step D Acquisition Mode 73[Single] & 72> T\ 5D Z &
ZHERR T D,

® Save 27 VU v 7 LRERMGEZRTT D,

® AKEOTLv—hun—FT4 TR EMLTTL— b —2—2HL, 2.1. Tl
L7296 V7 L— hOUIREMELTICL TRy LR, BERZ U EZHLT
TL—hu—X—%&NT 5,

@ [StartRun] #7 VU v 7 L, Kit&T—% OV iAHEZBRIGT 5,

(BOSHIZ) [Subset Editor[IZ T, (+) A& 535 New Subset Z{Epk L., o 7%
Yty FL7ZU 2 VERIR L% Apply 27 U v 735,

©@ [Sample Editor]iZ T, Stepl: [Select Workflow] T Abs Quant % iR 7%, Step2: [Select
Samples]N D[Subset] D 7/ H 7 2 A = a—Mn, @ TYERNK L7- Subset #E&RT 5,
Step3: [Edit Abs Quant Properties] T, £ 7 = /L % %4 L, [Sample Name]% A Jj L,
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{Sample Type! #Hl TZENZENDIEH (Negative Control X IZHIEXF MK : Unknown)
BRI 5,

3. MR &L HIE (K1ZH)

BE R X Z L X (F10, 13, X17, Y9) MREERERK ONEh L X st FEk R o
WFIUZ DWW T G R OHE X Amplification plot_E THIEL BIELH) 7 HEHE dhfR & CqfiE DO FERE
J O'multicomponent [ T DX AT HROEICIRE (FAM) O 8BBIHAY 72 B fife 72 380 O e
BEHSTITI,

ABI PRISM 7900HT X ABI 7500 % ff i L 7= 5565 O 7 — % Ofight
O A==—/3—0 [Analysis] — [Analyze] ZE&IRT 5,

@ MEAHD [Result] ¥ 7 %27 U w27 LT {Amplification Plot} M4 & rx=H5,
@ {Amplification Plot} M - {Plot} ##T [ARn vs Cycle] #F 3, X"—RX 7 A
YE3YFATNANG 15 A 7V TEGE L, {Threshold} #lZ [0.2] & AT 5,

@  {Amplification Plot} M @ {Detector} T [All] Z&RNT 5, £HIZ C(Cq) fE
DERIND,

LightCycler 96 % i Fl L 72356 DT — % OfE#r
@ [Analysis]¥ 7 %2 U v 7 L[Add Analysis] % &R L {Create New Analysis} 7 4 > K7
R RIS HED, [Abs Quant]ZBIR L[OK]|Z 7 U v 7T 5,
© [Amplification Curves|{ZHI Mg Hi#R 23, [Result Table] (2 Cq ENFR R EI D,

LightCycler 480 % ff H L 7= 855 D7 — & Ofifkt
@O [Analysis] R ¥ > % 27 U > 7 L {Create new analysis} (ZC. [Abs Quant/2nd Derivative
Max] %i&IR L [Subset] 7V & 7 HAERL L7z Subset 23R L [OK]Z 2 U v 7
ERAP
@ FoRENZHEE T, [Calculate] 7 UV v 7 3 5,
© HEhEHAR L . [Result Table] 2 Cp (Co)ERE RSN D,

X U X Bkt FRERER . F10 K% O3RN aER 2 i35, 20MTHIH X 0 15 54 HDNA
AEHE OHEIL, i H7- 020 = VT TRIEEZITV., BFt4 Y = LT X TEHWTHIE
9% (FIORMERRER 2 HE T 25613, FIORENERBRO20M 747 =L D3RR AR 2 ) E 9
LA, BIRERBRO20:HT74T = L) o EEROIEH Lk Bk RERER T TH D L
DF10&% N3 RIS DL, B I L xBEEET5, 3L
T Bk RERER TR TH Y . 2NOFL0E 7 IXBKARRIC B W T OSE . FLoMAR
BRIGE D A X TR GRER 2 . I3RRENGBR G O 5 A 1LY O Fn R 2 B0 C %k L. 14H
HH7=020 2 VT CHIEZITV., B4 = VT XTEHWCHIET S (X1&2MH) |

F10. J3RZMDOH]E :
DNAGREHRIZ BT,
(1) 1ENnWV L x Bt BERBR D20 79 R TO U = LT3R DOCAENE LIV, v
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F10REGRER D3 T D 7 = LT3R DOCYIEL S B v, XITRERER DO+ ToD
U =)L TARN DO CYUE DT H N2 WIGE . EIIZBHRAEBRO T ~TDO Y =)L T
W3R DCYPEDEF S 4, YOREFRBR DT X T D v = /L TA3RTM DCE 1’ H 7
WS UREREHI Z N ENE EMERBAE R T 2 1T L X F10E 721335%
Teks M & HIET 5,

(2) 1NV L x BB 02079 R TO U = LT3R DOCAENE LIV,
F1OREERER DO 3T D 7 = LT3R OCGIEL TS B v, X1TRHRER O+~ To
U /L TR OCAENR G LNT-GE. F3BRARBROT X TO U = /L T43
R DOCYE T B AU, YORRFNFRBR D9 X T D 7 = /L TA3RIE DOCE 1315 H 7=
A U EHIE N ENZ EMERFERE S B 1T L L FI0E 72133 A6k
PEEHIET D,

(3) IEHn L x BBYEXEERBR D20 T3 X TD ¥ = /LT3R DO Cfli i’ tF Hav, 72>o
F1OMAIFRER L O\ BB DO 3T D v = )L CT43R M DO CqE 2 5 H 72 Wi &
i, YEGREHTIE s R 2 XV L xBEME S HIET D,

(4) 1T L x B RERBR D20 T X T D v = )L T43 R DO CiENRE S, &+
FRELZ XD L AR T2 = L OFERD—F LR WIGEIT, B - BE% O
URLARE B EBD T2EI H ODNARTHIE R 21TV, 61T 120 EWEY 7V A L
PCRE | LI OEMEZ I L C, HIEZIT O, 2[5 H ODNAGREHR Z W o546 T
b= L RER DG DR WGA IR, BB HE T L X REME S HET S,

20T O Z N ZE N OMEDNAGEHE (K27 = /b)) 1220 T, FEROHEAF— A
o THET 5, M7 OHHDNARENK (G547 = /L) (22T, [Ean Lk Bt Gk
B % OF10F2 F05RBR TR T - T XITHRARER CRath & HIE S -k 2 2 2R EA
EAR R 2 IXA L X FLORGYE & M35, W5 OfMHDNARENR (G547 = 1)
(ZDWT, AV U X Bt et FEGEAER M N3 ek BR S 5t T do o T YRR ARk TRk &
HIE SN TR % Z M RF A B TR X U X IBRGEME & H 2,

F10 RAEBGIEBIR D /R 5 —

Bt B APRT F10 X17
#hH DNA k-0 (+/+) (+/+) (-/-)
fhH DNA #REHE-© (+/+) (+/+) (-/-)

" XITRRARBRICI W T, HRBRZ i T(H-)ORR & e > 72BRIE, RS @ R - AR

Bt il E THEiE 5 2 L,

F10 ittt
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13 RAEBHHERRAR D /N5 —

Bttt R APRT 13 Y9
HhH DNA #EHER-O (+/1) (+/+) (-I-)"
HhH DNA #EHER-© (+/+) (+/+) (--)"

"YORREIRRERIC BN T, FREBRE R T+ DRER & o e BRI BE R - AR R

PR E THgT 5 Z &,

13 R

l&\

B, EEHEICIvEE B ZIEN WL 2 BENHES R/ RICOWVWT
multicomponentZ f##4T L, B #d CFAM® & 58 EE D FEEBAE 7 AN 3 Bl 42 T & | ROX D
JEIREE D BRE7R T BECFAM O & IR EE DR e ER NN & 2T 5,

F o TN Lk BHEERRRER O F X T D v = /LT3R DO CqlE 31 5 AL 72 VW DNAGRE}
WRIZHOWTIX, B, M - WEZOYZAEI 5D T2 Bl H ODNAFH SR 21T,
62 12, Y 7 V2 A LPCRIE] UUBEOEAEZITV, 21T HIEH L X BaExt G
BROTXTDO Y = /LT3R DOCYENR G H R WGEITIL, RED D ORFNIARRE & T
o
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M1 FEROHERAF—2A
F10 R #%

| ONAEEMLEE BRI QEE) |
[

}

=D - T

STEP2 -
F10fR %05 B *

STEP3

DNAHIHEBLLE & FIME QEIE) |
|

REMRBETECFHEBEZIENL L LF10 REOHEICD LTI
FIORIRRERED 2 -V 2 BBT D &,

1770 RISKRCHEIEN R o hiHals
AV Ix—vavEIELON, BYLKRE
N AThhThWhh -7l EETRT,
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STEP1 ] -
[N L & BiEx IR EERT

%
&0 - &1
|
| DNARHMELEEBERE CEE) |
I

@ @z -CE0

IRAIANBE

STEP2

STEP3
YOrR R St B *

DNAJE GBI 2 B iRME (2[E18)
|

B E IR
¥

TEMRBEEETHREZ EN VL 23 REOHEICDO VT,
BREBEREDZ - EBRBTD L,

“E: 7TV RISRCHEBIEN R SN B E
AvRIx—avENELN, BYGRE
N ThhThwhh -k EaRT,
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7 (AquAdvantage) DFRA 7%

AETIEFET RO N TR A mAexSG L L, DNAOHERIZ, LoV 57
VRS A4 7% » b (NIPPON GENE GM quicker 3) X %A A4 ZZHMtIEX A4 7% v k
(QIAGEN Genomic-tip 20/G) Z MW %, GMY 7 AquAdvantage D& HiIE, AquAdvantagef®
MHOTIA~—, Tu—T%ZHW=U T H A LPCRE Y T V2 A LAPCREGM: X RFABR
Ho7o74~—, Ta—T%2H\=) 7% A LAPCRO2ZRERZITVHIET 5,
AquAdvantagefRENH & LT, KEHEY 77 ABSEALREEY T (A A7) H3k
DREEFRNVE VB F7 0T — 4 —fHkOERE A RN T 5 X ORI LT T4 ~—,
Tu—T7%Hn5, o, VT A A APCRESHERIRA & L CTH 47 13K 18S rRNAE (R
FEAN RN T H T T ~—, Tr—Tx2H5

IRRAR D 520 T CDNAZ TR L. DNAREHER 2155, & ODNAREHK 2 WV CEME:
U7 IVH A LPCRIEZR FEHiT 5,

1. 2BV L AN 5 6 ODNA# H R 5

B RO IR IE L T O3 ORI E L. U TIORLTZFNEFILOR
BT 7 1k = U2 E > TDNARH S RIET OB 21T 9

OEYFE (RE—0Y—F, His OkRERE), v orov—7r72 L)

QUL (50T, BEE T2 L)
AU DI (T2, W< H) RZFEDMLAL,

1.1, FERTLER
111, V7% (RE—2H—F, fHitn K&ERE), Vo 7L—7r7d)

—@EESy CUIZ WG D 2RO 7 O 120g) ZHH L, LEES) O
FZRE KA Nz, Millser & Ty#E L., WEIC LB 1 g 2R Yo v Lo izt (50
mL %) T8V &5,

1.1.2. IRELE (500 0), BEETZRE)
Sy (LT 120g) ZERELL., Millser CTHFEL, WEIZ LB 05g 2R Y 7o

LU BEE SOmLA) I8 &5,

11.3. DI (FTL 2. WD) KOZFDOIT AN,
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PN 50g ZERENT 5, HHEHES OWEAEKEZIMZ, Millser 25 THEd 5, e L 723k
lgz2AY) 7re L AEilE S0mL %) ICED &5,

1.2. B S D DNA O il

DNA OffiH YA, RIS R ISR DREBE DN D e b D (EY 7 ZE
— P —F, fHaE KERE), ¥ 7L —277F) IZoWTiE, 12.1.1. > U B 7K
XA 7% > kb (NIPPON GENE GM quicker3) A 75, RiIALERFE M IR RRMEHR O WL D & 2
o RS (S0 0T, BRETRE) L) 20T, 1.212. YU BT NMVES A
7% >k (NIPPON GENE GM quicker 3) B i%, X372 Elinp o2 Wi Lam (U2,
W BRRE)ITHOWTIE, 1.2.1.3. A F 2SR ¥ A 7D DNA fliHH R %~  (QIAGEN
Genomic-tip 20/G) {E&EEHT 5,

1.2.1. DNA Ol ksl
1211, YU BTNWVEZ A 7% >~ I (NIPPON GENE GM quicker 3) A%
BV, AE—0H—Fr il OKERE), 7L —2rE | EEROREOW

WD 2N DI H,)

RY 7oL BRI (50mLE) IS8V & - 7ZDNAFH BN . GETFEEE™ 1 mL,
RNase A™' 10 uL % UProteinase K™ 5 uLZ& 1z, #UEHIEA 20U X 5 ICRIBRE < 49— T30R
MLl EIRG L2, 65°C T30 MRS 2, o, 104 MmEc2lE, HEE I X9 —7T
10D L < i #95, GE2-PRERER™ 200 pL& Nz, RBE IV —CTI<EAT S,
4,000 x gLk 3 4COZEMETI057 M0 L, EIE800 uLZ2.0mLAF = — 71287, GB3
TR 600 uLZ W0 L7271, 10~ 12[BHERFI9 5, 12,000 x gl k. 4°C OS5I T1545
ol L, RiEZAREZR IRV £RELT 5, £ ® E{E700 uL% spin column(Z & faf L, 10,000 x glk
b, 4 COLEMTI0MMEEL L, IWHKEZ#E TS, 550 OIRAIRE & %[5 Uspin column|Z &
fif L, FSRMETED LEHKEZRE TS, WO TCGWHREENK ™ 600 nLZFfif L, 10,000 x gk
L4 COEMTUaMEO L, WHK A T5, spincolumnZ #7272 1.5 mLAF = — 712K
L. K50uL&ENNZ ., 35rEEIR CHiE L7-%%. 10,000 x gbh E T O L, & O 7
R DNAGREHRIR & T %,

1 GEVREE R, GE2-PREMER. GB3#kf K. GWHRE %, RNase A, Proteinase KiZI U 1 7 /WVIEX A 7D
¥ v I (NIPPON GENE GM quicker) fTIRD & D XILFEEDIEHZ AT LHHDEHW 5,

2 ARNT 7 A L TSOMLAT = — 7 ZWEIZH T, TOEFEIOWM L2000 LT 5,

BHHT LI =R OSOmLE T 2 — T OFEEBE LT 9 2 T, gl K& 7D L9 I L& E)
ET D, migorn—Z— 32y 7 Ty IAROELLEHNTH LW,

RO S A WTRE TR R D B e W K D I EEE RIS S,

1.21.2. YU BT NMEZ A 7% >~ (NIPPON GENE GM quicker 3) Bi%
(RIS (500, BRET 2 E) oL BEROBRINED S % DIZ5EH, )
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AU 7L SEE (S0mL%) [C&D & - 7=DNAMHARENZ, GEUREENR™ 2.25
mL, RNase A™! 10 uL &% UProteinase K™ 5 uL& %, sREHEN 720 K 5 IZRBRE I 9 —TC
30FPMILL FIRG L7212, 65°C T30 MR35, =M. 1055 EIz20E], HEBRE X %4
— T1OREIE U < ##PT 2, GE2-PREME ™ 250 uL 2 N %, kB 2 $ 9 —C L <RAET 5,
4,000 x gLk 3 4 COZMTI057 MO L, EIE800 uLZ2.0mLATF = — 71287, GB3
FEMER ™ 600 uLZ AN L 7=, 10~12[RERERFI9 5, 12,000 x gl b, 4C OS5 T1553H
L, EEZARERIR VRIS %5, £ ® E{E700 uL % spin columniZ & fwf L, 10,000 x glh
b, 4 COEMTI0MMEL L, IWHIKREZ#E TS, 0 OIRAIEE %R Uspin column(Z &
fir L. RIS CEb LIEHIREETSH, RO TGWREENR™ 600 pLa &% L. 10,000 x gll
b 4COEMTIyMEO L, ISR Z TS5, spincolumnZ #7272 1.5 mLAT = — 712K
L. KS0uLZ ANz, 30 MI=IE CTHE L 72, 10,000 x gbL E Tl L, 56t
R Z DNAGREHRIR & 3%,

1 GEI#RER. GE2-PiRfEiR, GB3tEE . GWHEE X, RNase A, Proteinase KiZ> U 7 VA A 7D
& v b (NIPPON GENE GM quicker) f1ED & O ILREOTELEZ2GT 5 D& HAW5,

2 ARHEER A TH D &L DNAOIEN DT 5, AT v 7 Ak L TS0 mLE T = — 7 & HEH.
2T, ZOFEFEIOMM LoD L1BHLT 5, BN AT 2RIGEITE HIZ30~60f MR T 5,
BT —ROSOmMLET 2 — T OREEBE LT- ) 2T, ghiie Rk & 72D X 5 1m b &%
ET D, mior—2—3 2y 4 7 TR0 ELLEHANTE LUy,

LSOV e I RETR IR Y B D Ae N K D I RIE A EIT S,

1.21.3. A F U RWHINE S A 7% > & (QIAGEN Genomic-tip 20/G) £
(FLZRWNL B L, MTOZ VI TREICEH,)

R 7oL o ilEinE (S0mLE) IC&EY & o 7-DNARIH NS . G2AEE R '8 mL,
Proteinase K*250 pL & RNase A*2 10 uLZ % T, #BRE I 0 — TEENRFfIC L v L
SHER LT, SOCTIREEMKLIE T 2, 2 DM, 2, 3[EEENE % Kis S W THUEF 2 568 1R Fn
T 5, WWT, 3,000 x gbl BT, (KIET (4°C) 150R=EL3PL, Bbhiz kifEaRY 7o
L UBLEEE (15mLE) 2B L. S 612, 3,000xgbl BT, fRET (4°C) 54yfE g
%o NT, & D37 BB, QBTHEMNK * 1 mL% AV Ffi{L L 72 QIAGEN Genomic-tip 20/G
(122 mLg - [mZ o3 CTARTT 5, RO T. QIAGEN Genomic-tip 20/GIXQCHE &K * ! ¢2
mL 3 O3[R L7, HT LWEREICE T, THS0CITIRD TRV - QFFEMEK ™ % 1 mL
To2[E0 %, DNAZ AT 5, WKL, sz OICix b 2mbEICE L, FE0A
Va7 va—vE Nz L LEE L, 10,000 x gl ETOAKIE T (4°C) . 1550 RE L L,
FiEEETS, 70% (vv) =% 7 —nImlEZ, &51210,000 x gbh BT, KR T (4°C)
SorfEE LT D, EIEITEE T, TREMW) & R S 72 1% ., S0°CIZIR O 72 IR /K S0 uL 2 N %
By T 0 71T D DNAZEM#E S, DNAREHEIK &3 5,

1 GAEER,. QBTHEME R, QCREMIK. QFFEERIZQIAGENEL (Cat. No. 19060) [Zf1E L T\ A28, &
D IRNG AT THAT200% v FOFHAEBICE > CTHEATRETH 5,

2 Xy MIBOLOXIXREO 2R > DE WD,

WO —2—3AT 0 7 T I7AROELLEHANTEH LW,

OFEDIIHCR AT AR LAWK D I2T 5,

IR N R Z 72 OGATH BILENOJEREAMIIZIZ TE 270X oz, BEEREEICkRE
T 5,
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1.2.2 DNA 3EHEIK 51 D DNA OHEE OFEZR I ONZ DNA 3R O #78 & (17

DNA BEHEIR O Y E 2 YD | BEZRE K Z W CEEAR L™, 200~320 nm D%

TEIERLIL A7 RV ZIE L, 260 KT 280 nm DO (Ao TN Ao Z itk

%o RUNT Aggo DL 1.0 % 50 ng/uL DNA & L CDNABEZRHT D, £/, Axo/Axo &
HEL. 2ol 1.7~2.0127240E, DNA A HoiciEilancns Z e 25517, Boh
7 DNA JRJED G | JAEZ8E7K T DNA i UBHE# & 10 ng/uL (IZA R L TS L, DNA 0B}
R &9 5, DNA #REHRIZ 25 uL 3o~ A 7 0z ik 1207 L, -20°C LA F Tl T 5,
531E L7 DNA #UEHRIZ, B HIZER L, %ot@miﬁf%fﬁfﬁﬁié A
1. DNA ilBHFURDIEEN Y 7L X A 5 PCR THESNZEBEIZELRWE XX, 20
FF DNAAEHKR E L THWS,

TOARERIE, WOEREEEIC L0 EY R EICE T AR EA RN R 5D, HE ST D,
"2 Axeo 5 DNA EH?E@%Q]‘E}A— Aogo M LN BRI KD E L EZ D,
"3 Aogo/Aago D FL AN T~2. 0D &I/ T > T HRERED H 72 2 EEITE X 7200,

2. MY 7 ILZ A LAPCRIE

AquAdvantage DR 1%, AquAdvantaget@ D77 A4 ~—, Tu—T%H\ =Y T4

A LPCRE U T NVH A LAPCRESHMEX A 7 F 4 ~— o —T%HW\Wz) T raA4
LPCRO2BER ZATVVHIET D, K7 74 ~—., 70— 3BHERE KBRS D, 774
~—., Te—T7OEERINILUTO LB Th o,

- AquAdvantagef&FHH 77 A4 ~—xt, Yu—7

AquAd-F: 5’-TGCTGATGCCTCTGATACCAC-3’

AquAd-R: 5’-ATGCCTCTAGTGCAAGTTCAGTC-3’

AquAd-P: 5°-FAM- CAGTAGTACAACGTTGGCAGATGTATGAGAACT-BHQ1-3

c U7 NVE A LPCRESEEM AT 74 ~—xt, 7 —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. PCRII B R D
U7V A LPCRAISSIRIZ2S pliwell & L ClEL9 2", fIZLLTO LB Y TH 5,
FastStart Universal Probe Master (Rox) 2125 pL, M7 7 A ~—kh&K (K7 T4 ~—,

50 umol/L) 45 0.4 pL, XfR7' 1 —7¥iK (10 pmol/L) 0.25 LA A L, JREAR K Tak
20 uL ZFRHIPL . 10 ng/uL DNARREHE SuL (50ng) Z¥SIT %, PCROT T > 7 RIS
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& LT, BFDNARBHEA N X 7200 DIZ DWW T b [RFIC TG 5, KDNAREHRH 7=
AquAdvantagefR Z1 ]l & U 7 v 2 A4 LAPCREUSIGPEXT B D U 7V 2 A4 LAPCRZ Z N Z 112
AT LTATI b D LT D, GEBREKRTH, EEbv—AM L, BRIy =L E
BT D (Fa—TOBRAEIEHAX Yy 7275, ) . TOEE, LOBRELRVLOE
BEL.HHOV—V Y ITHT TV r—4%—"%H\TIT9, ABIPRISMO¥&1E, KEIZY
TVDEZBLEL,RIZZIERH LG5I, 7 L— Oz EBE NN TR EZ RN TERL,
T — bR TRIGKE A 2y o (B 0 1,500g, 243f#) 3%, ABIPRISM 7900HT
DA X, MicroAmp Optical Film Compression Pad™ # & O m» Bl b k5, 71— 1
O EmIZEY M5,

"I ABI PRISM 7900HT 3 IZABI 7500 % f 3~ 2 83513, MicroAmp Optical 96-Well Reaction Plate (Thermo
Fisher Scientifictf:) % . LightCycler 96 13480% i 14~ 2545513, LightCycler®480 Multiwell Plate 96
IZLightCycler 8-Tube Strips (white) (LightCycler 4800355 1%, LightCycler 8-Tube Strip Adapter Plate %
w5, ) (Roche Diagnosticstt) %5,

"2FastStart Universal Probe Master  (Rox) AaIKIIHEMEDR 2o IRGEMEZAT 5 BRICIL, IRG DS
AT s L 9B T D, RHa2iaicid, PCRB D £ WOLRWEENR S 5, RRIEITR LT
v 7 AFIZ LD L WEHER I ST\ D Tc s, ) BRI TIERMECTE LESG L, =
DETAE U Z T LT, WIREREHE DIRICED TEWThBENT 5, o, V= /MIHnET S
BRiX, DR, EOPNEERZ L 2BE L, U LOERICHEEICAND,

"3 Non-Template Control (NTC)

DNA REHROWIMOEE, NTC IZIEDNA #EHE DD U IZKE T = W25 uLilsinT %,
=N T T = —

ABI PRISM 7900HT X IZABI 75000454 1%, MicroAmp Optical Adhesive Film (Thermo Fisher Scientific

1) ZfEHT 5, LightCycler 96 13480054 1%, LightCycler® 480 Sealing Foil (Roche Diagnosticstt:)

EERT 5, v— U U ORI OVWTUIRGNBOY =2 T V2B ED L,

" MicroAmp Optical Film Compression Pad (Thermo Fisher Scientificft:)

ABI PRISM 7900HT D54 D 9%, ABIPRISM 7500<°LightCycler 96 X 13480 ClIfli F L 72\,

2.2. U7 VH A LAPCRIZ L HHIE
(ABI PRISM 7900HT DA, [F]% DPERE A FF-DABI 7500, LightCycler 96 X X LightCycler 480
2N 5,)
2.2.1. ABI PRISM 7900HT
O A~Xb—ya M PC OFEREZ AN, EEiSE5, PC 2AEEITER L T 5 ABI
PRISM 7900HT AKDERZ Adv, 30 nL ED A= 77 v 7 LIEOBIIKE%
pA4ET 2,
@ FTAZ by T EOTFY r—3 3 [ABI PRISM 7900 SDS Software] % % 7 /L7 U
v 7 LTCBIK, A== —s3—0® [File] - [New] Z &R L. {New Document}! %A 7 &
T hFRR D, {Assay} 1L [Absolute Quantification (Standard Curve)]. {Container} %
[96 Wells Clear Plate], {Template} (% [Blank Template] % &R L, [OK] R¥ %7 VU
v 7T %,
@ A==—/3—0 [Tools] — [Detector Manager] % i%®4 L. {Detector Manager} %1 7
1R RIED, [New] R"Z %27V w7 L, {Add Detector} %A 7 v 7 %5 <,
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2.2.2.

Detector D% E (%, AquAdvantage 1% F175% L Reporter 2 [FAM]. Quencher % [BHQ]
L. U7 WAL PCR It FENBR 1T Reporter % [FAM]. Quencher %
[TAMRA]& L C[OK] R& %27 U > 7 3%, {Detector Manager} %1 7 17 Tl
M9 % Detector (U 7 /L2 A I PCR SR REEAER . AquAdvantage M ENFAER) %
I L. [Copy To Plate Document] "% > %27 U >~ 7 L. [Set Up] # 7 LiZfEHT 5
Detector % &k L. H&%IZ [Done] "¥ %7 U w735,

WL BT Y 7V H A A PCR UGB X FREER 1% AquAdvantage #RE1FER D ™7
VIR L, A1 [Set Up] # 7 £ T, Detector 73 [U 7 /L& A L PCR Sk Btk
*fFRGRER] XX [AquAdvantage FENFRER] DITD {Use} MIZT = v 7 &2 A D, KIZ
U LT &I {Task} #ITENENDOINEH (Non-Template Control : NTC, HIE x4
{K : Unknown) % 3®IR L. {Sample Name} 7 1 —/V RIZH > T NEEE AT D,
{Passive Reference} 7% [ROX] IZEXE S TWDH Z & 2R T 5,

[Instrument] % 7 L@ [Thermal Profile] &V %—~ /A 27 7 —FFEZLTFO LD
ICFRET D, [50°C, 24 — 95°C, 104y — (95°C, 15 — 57°C, 1 43) x 45 %A 7 /L]
{Sample Volume} % [25uL] IZ5%E L. {9600 emulation E— R} I[ZF = v 7B A>T
W52 & ERERT D,

RERMEEZTL— b RF¥a A b (sds) & LTRIFT 5,

[Instrument] % 7 _E® [Connect] "Z > %27 U 7 L, PC & ABI PRISM 7900HT A
{K% connect IRHE(Z T 5, [Instrument] % 7 L@ [Open/Close] m"&¥ %27 U w7 L,
AT —=VEREEREPOHL, 2L THE L 96 V=17 L — FOUIREEEZ4 L
IZLTCAT—Y RIZ#E 5, B [Open/ Close] R¥ > %27 U w7 L, 96 VL
L— FZIEERFICE Y b5,

[Instrument] % 7 E® [Start] RZ %27 Vw7 L, KEET—X OBV AH (T
FfA] K0 2 P Z B4R 2,

ABI 7500

F~Nb—va U PC OERZ AN ET S5, PC 3 waIliE L TH 5 ABIT500
ARIEDOER A NI, 30 3L LD+ —I 07T v LEOBLICRINERET 5,
TAY Ny T EOT 7Y r—3 3 2 [7500 System Software] =X 77 U w7 LT
i<, A==—/3—00 [File] - [New] Z#&&{R L. {New Document}! %A 7 1 7 & FK/R
S5, {Assay} L [Absolute Quantification (Standard Curve)]. {Container} % [96 Wells
Clear]. {Template} % [Blank Template] . Ver.1.5.1 LARTD Y 7 s 7 =7 DA 1%, {Run
Mode} % [9600 emulation]& L. [NEXT] RZ %27 U v 7§25, Ver2.0 LAfED Y 7
N7 =7 OAETE ramp rate OZEEAMECTIREN EH LT <EST O ramp rate &
100%7° 5 64%IZZEH S %, 7ed5. TREERDIE 100%D E £ THAT D,

Detector D% &%, AquAdvantage 17Uk IT Reporter 2 [FAM], Quencher % [BHQ]
L, UT A L PCR Kt Bt %t BGAER 1L Reporter % [FAM]. Quencher %
[TAMRA]E LT, [ADD] "% %7 Y v 735, {Passive Reference} 7% [ROX] (Z7%
EINTNWDZ &R L, [NEXT] R¥ %27 U v 735,

i FPET Y 7L A L PCR GG EGER LI AquAdvantage fRENFRERD ¥ =
VIR L, BT, Detector 25 [W 7 BExE FEEER] LiE [AquAdvantage f F155R]
DITD {Use} WIZTF = v 7 & ANiLd, RIZT =)L T LT {Task} #MTENENDNE
# (Non-Template Control : NTC, {ll7ExSAM{A : Unknown) %A% L. [FINISH] 7R
2oy IT D,
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©
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® 0 © O:

[Setup] ¥ 7 LDOX T = VELTLT Y T L, BTN EANITT D,

[Instrument] % 7 @ [Thermal Cycle Protocol] & ¥V ¥%r—~/H A 7 7 —(MH:%LLF
DI IICERET D, [50C,2% —95C, 104 — (95°C, 15% — 57°C, 1 4y) x 45 A
7 V]

{Sample Volume} #[25uL] ([ZEXET D,

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

2.1, THBIL7ZZ96 V= LT L— FOUIREHEZ A EIC LT EERKORAT— |
IZ#HiEtE Yy 95,

[Instrument] % 7 E® [Start] RZ > %27 Vw7 L, KEET—X OBV A (FTE
IRFfA] @ 40 2 P & PBART 2,

. LightCycler 96

LightCycler 96 AKIADEIRZ A, B/ 7T R 52T LTREIT % £ TH 5 00758
T2,

LightCycler 96 KK % » F /31 /L ED[New] % # v F L {Create New Experiment} % 5
7~ & H %, [Roche template] 7> & [RunTemplate HydrolysisProbes Amp] Z i# R L |
{Experiment Name} % 5% & L [Create] 7 5.,

[Run Editor] # 77 ™[Measurement] T, {Reaction Volume(ul)} #%[25 pL] IZRET D,
[Run Editor] % 7 ®@[Profile] CH—~ /4 A 7 7 —54%[95C, 10 53 — (95C, 15 F
— 57C, 147) x 45 F A 7 VD L HITRET Do 57CD Step @ Acquisition .Mode 7%
[Single] & 72> TW 5 Z & 2T %,

[Eject]z ¥ v F LT rvy 7 &5 L, 21. THELLZ96 7 = /L7 L — FDUIKR X
HaATICLT, b—~vArT7ry 7 ElZ#Hitey NLTHL S,

[Start] Z# X v F L, Khin& 7T —% DV iAHLZHMET D,

SISO > 727 7 A /% LC96 Application Software TH <,

[Sample Editor]% 7 HFH DV = /L7 4 —~< > NI TU T /LH A L PCR St Bth %t R
B X AquAdvantage MRENGRER D 7 = L % 3R L, Gene D {FAMMHIZIE Y T 5 &
5725 ANNTD (—EANTDHE, TAFT TN EIRTHIENRHEKD,), KIZT
/LT LT Sample @ {Type} #TENZNDEH (Negative Control, I EXTRFRIK :
Unknown) ZEE{R$ 5,

V)T —~<v NDEKE T =)V % 7 Y 7 L, Sample D {Name} i 7 L4 %
A5 (—EANTLHE, TAET NIRRT H2ENRHKD,),

. LightCycler 480

LightCycler 480 AMADEIR A AL, BT T A MMRET L CEEIT 5 £ TH 5 0FF
W5, AL —ra U HPCOERE AN, EE)SE5,
TAJ by EOT 7Y r—3 3 [LightCycler480 SW] =X 77 U w7 L,
[User Name] & [Password|Z A ) L CY 7 &b BT 5,

[New Experiment from Template] % 2 U 7 L {Create Experiment from Template} 7> &
[Mono color HydrolysisProbe-UPL] %% L, OK ¥ 5%,
[Run Protocol] % 7 C, {Reaction Volume} Z[25] IZREL, b—vnta 7T —5%
HERD X HIZERET D [95C, 105 — (95C, 15 — 57 c 14y TSingle] )x45
A4 7 v—40C30 ¥], 57°CD Step @ Acquisition Mode 23[Single] & 72> TW\W5H Z L %
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29 5,

® Save &#7 U v LRESRIEEZRIET 5,

® AKEKOFL—bo—F 4 TRA LTI L— b —F—HL, 2.1. THEL
7296 7= VT L—FOUIREEHEATFICL TRy b L7Etk, BERXY VEZHLTY
L—bhue—%—%KiHd 5,

@ [StartRun] 7 Vv 7 L, KEE& T —% OV AL ZRIGT 5,

(BSHIZ) [Subset Editor[l2 T, (+) & 535 New Subset Z#{ERk L., o 7%

Yty FLIZU = VERIR L% Apply 27 U v 735,

@ [Sample Editor]iZ T, Stepl:[Select Workflow] T Abs Quant %IR35, Step2:[Select
Samples] D [Subset] 7 /L& 7 72 B Q@ THERL L 72 Subset Z 18849 %, Step3:[Edit Abs
Quant Properties] C, 47 = /L% 3R L. [Sample Name]Z A7) L. {Sample Type} ##lT
ZNENONEH (Negative Control, HIEXF G A : Unknown) % IEIRT 5,

3. MR LHIE (X1 ZH)

U 7 VA A APCREGIHMEXT EGEER & AquAdvantage®R HIFRER DO W HIZ W T, fE R
DY) E X Amplification plot b THIEBILH) 72 HEME fl FR & CqfiE DA FR M OV R (4 38 Sk D it
HEERE  (FAM) OB e i 8 ofER %2 & > TIT 9,

ABI PRISM 7900HT X [ ABI 7500 % i H L 723G O 7 — % OfigkT
O A==—/3—0 [Analysis] — [Analyze] % &{RT 5,
©@ WmAHO [Result] ¥ 7% 27 U v 7 LT {Amplification Plot} M4 &£ RIHE 5,
@ {Amplification Plot} i > {Plot} ##T [ARn vs Cycle] %/~ =, {Threshold}
Mz [02] E AT 5,
@ {Amplification Plot} [Hifi > {Detector} T [All] Z3&IRT 2, F£HIZ Ct(Cq) H
DERIND,

LightCycler 96 % i ] L 72456 D7 — & Ok
@ [Analysis]¥ 7 %7 U v 7 L[Add Analysis] % &R L {Create New Analysis} 2 F/~ S+
%, [Abs Quant]Zi®IR L[OK]|E 27 U v 7 T 5,
@ [Amplification Curves|{ZHiE Hi#R 725, [Result Table] |2 Cq ENRREI D,

LightCycler480% il L 7= 356 07 — &% OfEkr
@ [Analysis]Ah ¥ > % 27 U > 7 L {Create new analysis} (ZC, [Abs Quant/2nd Derivative
Max] % B4R L [Subset] 7 /L& o7 9 b 2.2, 4@ TYERL L 7= Subset 23%##K L [OK]% 7 V
v I D,
@ FRESNIZHEE T, [Calculate]Z 7 U v 7 35,
@ HEIEEhAR & . [Result Table] |2 Cp (Cq) ENERSILD,

20MTHEH X 0 15 5 7=DNARENR (M H 72020 = AT THRIE, ) OARH4Y =L
TRTCEHWNCHET S,

DNAFEHEIZ BT,
(1) U 7% A APCRIG ST RERER D20 T4 X TD ¥ = /L TA3RKM DCqE N5 S
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Fl. D DOAquAdvantagetR FFHFRER O 3T D ¥ = )L C43K7M DO CqEN 5 S i
B HZABHIGE L HIET D,

(2) U7 Z A LPCREUS MR FRGRBR D20 T X TD ¥ = /L T434K7 O CqfE A3 15
L. Dy DOAquAdvantagefRFHFRER O T X TD ¥ = /WZEB W TL3RH DO CqEN 15 H
NIRRT & HET D,

(3) AquAdvantagefHIHFABRICIHNT, T _XTO T = /LT L EMERDBE LR D
STGAL. Bk « BB O SRR B %D T2 [l H ODNAFH R 2170,
oI 2. EMEY 7 vZ A LPCRIE] LB O#REA Fhi LT, ¥IEEZIT 5, 2[EIH
DODNAREHE 22 T2 3556 T S B OHIE DG B2 WA 21, AquAdvantage
[tk & fET D,

2T O Z N Z N OHIHDNAREHE (27 = 1) 12250 T, #ROHEA S — LI
> THIZE L, W7 OIMHDNAREHE (GFH4 T = /L) IOV T & HIE S ik z B
PE & HIWTS 5,

723, ABIPRISM 7900HT ) IZABI 7500 % L 72 55613, ERCHIEIZ & Y AquAdvantage
Bt 03 ) B & U728 B2 DV Tmulticomponent Z fi#HT L. B #1 CFAM O & Y58 FE O F5 5 B
B 78N 23853 C & . ROXDE IR O IRk 72 T RECFAM OB L TR L DR 72 EFH N
RN L RS D,

F7-. U T IH A A PCR SSBEXT B AR T 2 7 = VHHMTO 5T 43 KD Cq fil
D33 HALZ2 W DNA GREHRIZ DWW T, B, iR 6 0 1.2, 385 O DNA Offitifg
) DIEOBIEZITV., ZNTH 2 Uz LIHMTOM T T 43 KifiD CqENHE e WiGEE
IZiE, AREREID S OMENTIREE L T 5,
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X1 HEROFIERF—L
STEP1

|7 L3R A LsPCR It b5 14 xof BB &t B+

* :
ar
L= J o =)
DNADHHAH LIEEBiREQEIR)
I

' ¥
=D =G
\
BETEE

=

AquAdvantage
EFIIERE

DNAD R R LUEZE F#FE (2ERIB)

|
M

i

SETIUIORGETEEARSN-BEE.
JUAZR—a v ERGEDON, BUILGREMN
ThhTWaho=2E%E T,
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Ry F—= (ZW20. CZW3) DOWAE

ARETEHAEMA Yy F—=B LU0y F—= T RLEBRAS & L, DNAFHRE R
X, L FOUBZIVIEX A7 % (NIPPON GENE GM quicker 4) & W5, 1A 5206f
1T CDNAZflHH I L, DNAREHE 2155, € ODNAREHE 2 IV TEMEY 705 A L
PCREZ FEET %,

1. AR F—=B L O v 2 —= TN D DNA i ksl

ARER Y F—=B L Oy F—= LRI D4 ORITHSH L, £t h
DOFEHATLEE 7 1 b 2L ZHE > TDNAFIH RS RATORBERR 21T 5. A, 2B+
RERGE, Ay XF—=0DHhE2HMT 5, KEICT7— P oy h—F"24H L, HHEIC
Bt L7c b 020> LDNAFI IR AT 5,

T —RTatk ey —5 RERTLEICHWESR RIS Ta v X I x—ra L EE TS, il DNA
ZAP (Ambion £, Cat. No.AM9890) = 7-1X[FIZED%N ) % FroHL5 2 FH T DNA LB L= b 0 %
%b\éo

2RI TR BN, AU e v L o fmiE (S0mL) (B LEGEE (20C) TRET D
TEMNTES,

EfEX Y F—=

MRy F—=

Rz f8

AR— 2 ML (BPER—2 Nl EENLZ Ay F—=AF N lem ARHOHD,)
R s (A WRTP L ML b L= 8 1 em AULED X % —=F D3RR
TX5HD,)

SICISICES

1.1, BB aT AL
111, X o F—=B IO EH A vy F—=

HERER o —= IS RV Ry &35, wikEi R S E 723 e 2, Millser 25 T
T 5, BL7ZE 05g 2 RY e e L o flmib®E (5S0mL) IC&ED &5,

1.1.2. WL

Millser 2 CTEHEd %, L7k 05 g 2R 7 v L o BiERE (S0mL) (Z&D
5,

1.1.3. ~—2& ML

Millser 2 THyFEd 2", Bk L7cikkl 1 g 2R 7o 'L U fiERE (50mL) (28D &
Do
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TIMLEREL . O MLENWERIIZEOEFHEAT L ENTE S,
1.1.4. FFMIE T EL

BENS BH TRy F—= L | END L ODOLE A TERY H LY, Millser Z5*2 THR
5o B LT-ilBl 1 g 2R 7o v L o BGERE (50mL) (28D LD,

TRRRWEEI AL HE LT D HEE, Ty F o= A—FTRVERS,
2 SRR T & D EE D EOGE I - S ThHT 5,

1.2. X% —=3E7 5D DNA filiH k5L
1.2.1. DNA O ENE (U B 7PV A 72~ hE [NIPPON GENE GM quicker 4])
1241, AfERX v F—=_ HEHEA v F—=B L OEERELICHONT

AU 7a L oBERE (50mL) (CED & > 7-DNAH FARENT, GEIAEETE™ 4 mL,
RNase A" 10 uL. a-Amylase™! 2 uL33 & O'Proteinase K™ 20 uLZ& Il % . alEHE2 72y L 95 12k
B 2 Y — T30 ML EIRA L7282, 65°C T30 IG5, < DM, 1045y 420,
ARBRE X X — IO L < #E#ET 5, GE2-MAEEER™ 400 pLa iz, ikBRE 2 £ —
TELRET D, 4,000 x gl £33 4COFMETI000 L L, EIE™ 800 uLZ&2 mLF = —
T T, GB3FRMENK ' 600 uL& sl L7214, 10~12[F[EREEFIT 25, 10,000 x gbl |, 4°C
DEMTSm L L, EIEZAREZRR V #E13 5, @ L5700 uL % spin column{Z & faf L,
10,000 x gbl B, 4COLEMETIpMEL L, WHKRAZEHE TS, %0 ORGHK &% [F CUspin
column|ZEff L, [RGMECl LR AT 5, RO TGWHEETNK™ 600 nLZ Eff L,
10,000 x gbd |, 4COEMTIoMEO L, KA TS, spin columnZ #72721.5 mLF
22— L, FiKS0 Lz Nz, 377 =R CHE L7, 10,000 x gbl BTl L,
55N IR 2 DNAREHRIG L 95,

" GEIFEE R, GE2-M#AR{EK, GB3#EME k. GWiHk{E K., RNase A, a-Amylase, Proteinase KiX U 77 /v
% A 7' D%~  (NIPPON GENE GM quicker 4) f1BDO & D7 IXFIHFEOEEEZET L 0% H
5o

2 BB ER AT TH D & DNADINENBADT 5, AT v 7 A% L T50mLF = — 7 & TEELID
HT, TOEXIOBM LoD LT L, HENPRT0RGEIEE 6IZ30~60R [ 5,

BT 5 =2~ L US0mMLTF = — T DRHEE BB L7129 X T gV &7 D & 9 1D ARIFZ
ET 5, mOT—F—32T 4 7R TUIARDELSEHNTS LW,

VRO S A FTREZRER Y LS e K D I BIEEEIT S,

1.2.1.2. ~— 2 MRS X OGHME R IZ DWW T

RY Fo L o fiEE (50mL) (28D & o ZDNARH ARENT . GEIREENR™ 1 mL,
RNase A" 10 uL, a-Amylase™! 2 uL33 & OProteinase K™ 20 uL & 1 %, B2 72y L 95 12K
B 2 U —CT30RMILL EIRA L2, 65°C T30 IR 5, £ D/, 104y 20,
AR X Y —CIOR MM L < R+ 5, GE2-MAEENR™ 200 pLZ& iz, B < &9 —
TELIRET D, 4,000 x gbh BB, 4COEMTI00ME L L, FiE™ 800 uLZ2 mLTF = —
TS, GB3FEMETHK ' 600 uLA AN L7242, 10~ 12[EHAENEFN 2, 10,000 x glh |-, 4°C

102



DEMTSoMEL L, RG22 TREZ2 R Y 8875, & D #5700 uL % spin columnlZ Efif L |
10,000 x gbh | 4COZEMETIHHEEO L, WHKRAZEHE TS, %0 ORGHK 2% (A Uspin
column|ZEfif L, [RIZefh Tl LRI Z# T 5, IRV TGWHERETR™ 600 uL % Ffir L,
10,000 x gbd b, 4COFMTIrMEO L, WA TS, spin columnZ 72 721.5 mLF
22— L, K0 ULz Nz, 34 M=IE CFrE L7, 10,000 x gl _ET145 0 L,

3 BN IR 2 DNAREHRIK & 5,

" GEIFEME K. GE2-MARTEIK, GB3#EME K. GWHkE K, RNase A, a-Amylase, Proteinase Ki% U 7 /L
% A 7D >~ & (NIPPON GENE GM quicker 4) fEDO & DO FE - IXRIFEOIEEEZET L O %
ol

2 BIPEMEDN A CTh D & DNADOIER DT 5, AT v 7 R L TS0mLTF = — 7 ZFEE|C
BT, ZOEFIOPH LoD BT 5, BB R0 RGEITE HI1230~60f T 5,

BT A4 —BLUS0mLT 2 — T OREEEE L2 5 X T gk E 70D X DI L&A
ET D, miEOn—2— 32y 7 T IAROELLEHANTH LU,

RO S A TREZRER D IS 720 K DI BIE A RIT S,

1.2.2. DNA #BHEIE 0> DNA Ol EE OHEFEIE TN DNA BUEHE O F 5L & fRAF

DNAGCEHER 1 24 5 % B0 fik 2 AW CEEAAR L, 200~320 nm O i TEEIMH
AT MV ZERIE L, 2603 K 0280 nmDWHEIE™ (A3 L WNAs0) ZREEKT D, IRWVT
AssoDfEE 1 %50ng/uL DNA &% L, DNAREZ T T 5, F7Awl/ Aex it HT 5, Z
DD T~2.012 7270, DNARHICHER STV D Z & 2R T 3, 55 7-DNAJREE )
5. DNAGUEHFIE 2 10 ng/pLIZ#lik TR L CIEL L, DNAGUENR & 95, DNAGEHRIX
40 UL Z &~ A 7 aiBME IS 0 1ER  -20 °CLL T TWIR(FT 5, 401 L 7= DNAGUEHR X
ARG TE B L, R MRS ERFE TR 5, 703, DNAGUEHFIK O E M3
10 ng/pLIZE LW & X1, £OF EDNAREHR E L THWD,

TERT D5 AITIE. MAKE WD, £, AIREERIT, WOERIEREEIC L @URREICE T DK
BEBINBEEN R0, MEE T 5,

"2 Aze0 75 DNA HIRDWSCEE | Aggo 23X 2 /N7 HEAH R OBNE L 2 5,

"3 Aseo/ AasoDEEDIT~2.0DHIPHS T - T HIFRED E 2 DEIBEITE S 720,

2. EMEY T VH A L PCRE

B2 Xy F—=F%# (ZW20, CZW3) HmRBRMA LT, H ) 77U —FH A
7 A INVARISST BT —F —EH| L 2RFIZTEA LTS Zucchini Yellow Mosaic Virus
coat protein (ZYMV-cp) AR FDOEREIK LM T L7 T4 ~v—& T vn—7 BLUOAY
77U —FWA 7 7 A NAISST BE—F —{LF] L CZWIRAFITE A S 41T % Cucumber
Mosaic Virus coat protein (CMV-cp) DIEFGEIK AR T DS 7 A4 ~v~—L T an—T%2H\ 5,
Flo, Xy —=frEx IREERH & LT, NAM, ATAF1/2 and CUC2 (NAC) domain containing
protein OGRS ZRMT DT I ~—LTn—T2H\5, £7 I ~—LTu—7
ITHKICIAfRET D, T I9A4~—L T a0 —T OHRERINILLTOLEBY TH D,
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ZYMV-cpBcHRERER A 77 4 v —xt, BLY, TYu—7
ZYMV/CMV-F: 5°-TTC GCA AGA CCC TTC CTC TAT ATA AG-3’
ZYMV-R: 5°-TCT TTG TAA CTC TAG CGT CTG CCA C-3’
ZYMV-P: 5°-FAM-AGT TGG TTG AGT GCC-MGBEQ-3’

CMV-cpBtd a7 7 4 ~—xt, BXO, Tu—7
ZYMV/CMV-F: 5’-TTC GCA AGA CCC TTC CTC TAT ATA AG-3’
CMV-R: 5’-CTG CTG CGA CAA GAC TCT AAA GTT AG-3’
CMV-P: 5’-FAM-AGC GGG AAC CAC GAC GCG G-BHQ1-3’

Ry F— =GR R 7 7 A~ =%, BLO, Tr—7

NAC-F: 5’-GAA GGA TGT TAA GAA ACG AAA AAA ATG C-3’

NAC-R: 5’-AGT GGT GGT GGT TGT TGG GC-3’

NAC-P: 5’-FAM-TGA GGC AAA TGA TTT TTG TAT TCT TGT CG-TAMRA-3’

2.1. PCRHA SR D7

PCRHAIBUGHEIE25 pL/well & U TR 5, MARUILA T D & B0 TH %, FastStart Universal
Probe Master (ROX) "1 12.5uL, XIR 77 A4 ~—¥EHK (%77 4 ~—., 50 umol/L) 40.25 uL,
KGR 7 v —7EHK (10 pmol/L) 0.5 pL& R L. DNAGUEHKS L2 7N Uifik Ta525 ul
IZARIS %, PCROT T 27 GHKE LT, &3 DNARBHR Z N2 7200 6 DIZ DWW T b A
RElCRBd 5", HDEEMEKR TH, EE6—A3 L, BRIV VEEHT S, 20k
T, LbnFELRWEYEEL, SHO -V ITHT SV r—2—% A\ TITH, &%
IZU 2 VOEREBLE L, EICKERHLGEE. 7T L— FOKEBE MW TRIEE KT
<, DNAREHE 7= 0 X — =[G alBR . ZYMV-cpAlF1 R 1505k 35 LU CM V-cpiid
SRR 2 222y = WFIT L TITHY b D &3 5,

*I FastStart Universal Probe Master (Rox) (Roche Diagnostics £1:) % & TeiRilIZkEMER B W2, IRE#IE
BLORRZAT O BITEERLETH D, IREHRIELIT O BRI, IREDPHEFRITITDND X 512k
ET %, A7 AIIE, PCRY D ESWNRWEENH 5, 5 EANCIL 9 < FRE, =0
L. WREZRBE DRIZED TEBW T OMEHT 5, £/o, U /UICoET 2%, DIEEE, =0
DR Z L 2BE L, V2V ORICHERICAND.

*2 Non-Template Control (NTC)

DNA 3UEHE OO, NTC 121 DNA sUEHE O W IZHiIK Z2 7 = /Wi 5 ul BN 5,

B9V NTL—h v BRI T =2 —

ABI 7500 % f# 19" %541, MicroAmp Optical 96-Well Reaction Plate (Thermo Fisher Scientific 1) ¥3
& U ABI PRISM Optical Adhesive Cover (Thermo Fisher Scientific f:) Z{# M3 %, LightCycler 96 % 7=
1% 480 24 584 1%, LightCycler®80 Multiwell Plate 96 & 7213 LightCycler 8-Tube Strips (white)

(LightCycler 480 ™54 1% LightCycler 8-Tube Strip Adapter Plate 2 %)  (Roche Diagnostics f1:) %
AT 2, =V 7 OFEMICONW IR BEO~ =2 T VESED Z &,
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22. U7 WE A LPCRIZEDHIE (ABI 7500, LightCycler 96 ¥ 721 LightCycler 480 % fi
M4 %)

2.2.1. ABI 7500
(VT RN =T DOR— 3 2 Ver.1.5.1 LLETOEE)

@

@

©©®Q © ©@

®

XV —va s PC OERE AN, HESES, PC RERICETL TS ABI

7500 AEDERZ AL, 30 LA LUV +—I 77 v P LB G EBIGT 5,

TAY Ny T EOT U r—3 3 [7500 System Software] X 77V w7 LT

i<, A==2—/X—® [File] — [New] %i®{R L. {New Document} %A 7 1/ %%

R D, {Assay} IE [Absolute Quantification (Standard Curve) ]. {Container} (%

[96 Wells Clear], {Template} |3 [Blank Template] . {Run Mode} % [9600 emulation]
L. [NEXT] A& > %27V v 795,

Detector DX iE 1%, A v — =[5 xf FEAER | X Reporter 2 [FAM] Quencher 2 [TAMRA]

EL. ZYMV-cp EeFI# 5150513 Reporter % [FAM] Quencher % [NFQ-MGB] & L,

CMV-cp BB 5% I Reporter 2 [FAM] Quencher 2 [None] & L. [ADD] 135 N

%27V w735, {Passive Reference} 7% [ROX] IZF%E I TV D Z & & iR

[NEXT] R"Z > %27 Vw795,

M [T ZYMV-cp BLAIREFER, CMV-cp BLFIRRARRER, 36 L O v F— =%

KRB O 7 = L &I L, EMET, Detector 73[R —=[5t o BatBR] £721%

[ EnRER (ZYMV-cp, CMV-cp) | DITD {Use} MICF = v 7 &2 AND, KIZY

/LT LI {Task} fCTENEONEH (Non-Template Control : NTC, HIE % Gef

K : Unknown) Z3®EIR L. [FINISH] R&Z %227 U v 745,

[Setup] ¥ 7 EDOKE T =V Z TNV o L, BTN E AT 5,

[Instrument] % 7 L@ [Thermal Cycle Protocol] £ ¥V %—~ /A 7 7 —%M%2LITF

DX INEHET D, [50C,2% — 95C, 104 — (95C, 157 — 60°C,17%5) x45

A 7]

{Sample Volume} % [25 uL] ([ZEXET D,

REFNETL—F X2 A b (sds) & LTIRGFT D,

2.1. THBLIZ96 V=17 L— FDOYIREHEZA LIC LT EEAKRDO AT =V

ety 895,

[Instrument] # 7 E® [Start] RZ %27 Vw7 L, KEET—X OV A (FTHE

IRPf] < K9 2 ) 2 BRAG T 2,

(V7 b =2TONR—2 3 0 Ver.2.0 LIEOIEE)

@

@

F_b—a U PC OERE AL, t@béﬁé PC 2 7E&ICEE LT D ABI
7500 AEO Bz AfL, 30 5Ll LY RVTT T LD BIIRSERRET D,
TAY Ny T EOT Y r—3 3 > [7500 System Software] =X 7 V7 U w7 LT
B <. My 7B T [Advanced Setup] ZiEIRL ., Hi 7L —hT7 7 AN A BT D,
Experiment Properties [ [ C {What type of experiment do you want to set up} %
[Quantification Standard Curve]. {Which reagents do you want to use to detect the target
sequence} % [TagMan® Reagents]. {Which ramp speed do you want to use in the
instrument run} % [Standard] E%ET D,
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©

©E®e

@ Setup MEMND {Define Targets and Samples} M {Define Targets} T, Xv¥%—

= ot x BEERER 1X Reporter % [FAM]. Quencher %2 [TAMRA] &L, ZYMV-cp Bd%Ifx
51T Reporter 2 [FAM] Quencher % [NFQ-MGB] tL. CMV-cp B&I# Enakis i
Reporter %= [FAM] Quencher % [None]&725X95E T 5, £72 {Define Samples} ##T
BET AT NLOLEANTIT5,

@ {Assign Targets and Samples} HIZ T, 7 =/LZ &{Z {Assign target(s) to the selected

wells} ##fC target & task (Non-Template Control : NTC, JHIEXf S {A : Unknown)
% . {Assign sample(s) to the selected wells} ##lCTH > 7 N4 ZFRET 5D, £7= {Select the
dye to use as the Passive Reference} 1% [ROX] L%ET D,

{Run method} E{fI T, Y —~AH A7 T7—FHEZLLTOLIICHEET D, [50C, 2
5 — 95C,104r —  (95C,15%> — 60°C, 14y) x45 %A1 7 1]

7233 ramp rate 2OV TR, IREN EH L TV <E57 D ramp rate & 100%72> 5 64%IZ
EET D,

{Reaction Volume Per Well} % [25 uL] 23X ET D,

WESRMGETL— b F¥a A b (eds) & LTRIFT 5.

2.1 THELIZ 96 V=7 L— M IERRDO AT — Rzttt v M2,
{Setup} M £721% {Run} HEiE L [Start Run] R¥ > %27 U w7 L, Kn&T—
Z O AT (FTEERH] K9 2 i) ZBiis3 %,

2.2.2. LightCycler® 96

@

@

e © ©

©

LightCycler 96 ARIKDEIRZ A, /7T A Fdse T L CREENT 5 £ TH S kT
20
LightCycler 96 AR % v F /3% /LA D[New] % % »» F L {Create New Experiment} % 3K/~
S %, [New experiment based on Roche template] 7> [RunTemplate Hydrolysis
Probe Amp] Z &R L. {Experiment Name} % AJJ L C[Create]d 5,

[Run Editor] % 7 ®[Measurement] % 7 C. {Reaction Volume (ul) } #[25] |ZF%E

ERAP
[Run Editor] % 7 ®[Profile] ¥ 7 CH—~ /LA 7 T —5%
[95C,10 %3 — (95C, 1% — 60°C,147) x45 %A 7 NV]ERET D, 60°CD Step D
Acquisition Mode 23[Single] & 72> T\ 5 Z & ZHERT 5,
[Eject]& 2T LCr—4& —% ML, 2.1. THELT 96 7oL 7L — OB R EHE4 FIoL
T, —~A7nravr EiZEy LTS,
ARWEHEA O [Start] 2% v F L, RS ET —Z DY AR EBRBT %,
G D#&A> 727 74 V% LCI6 Application Software THA<,
[Sample Editor] % 7E[HIZ &K~ L, AH0D 96 U =/ 7 +—~» AT ZYMV-cp AL
FaERER . CMV-cp LA aitR, BILOX v —=LMExt RERBR O 7 = L 28I L,
Gene D {FAMMRICIR T 2Bl T4 ZANT D, (—EANTLHE, TAF T )bk
W DHENHKRD)
RIZD =)L T &1 Sample D {Type} T, Zh LD 7L % A 7 (Negative Control,
F I IFREXEMRIK © Unknown) 23T 5,

@ 96 VTt —~vy MADOK T )L 2R L, Sample O {Name}fllZ W > 74 % A

3%, (—EANTLE, TVETUNLERTIENHEKD)
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2.2.3. LightCycler® 480

(D LightCycler® 480 AKDEIF A A, B/ 7T A MR5a T L CREIT 5 £ TH 5 ok

T 5, AL —va VHPCOERE AN, EEIED,

FAY by T EOT TV r—3 3 [LightCyclerd80 SW] %% 7 /L7 J » 7 L. [User

Name] & [Password]|Z AJJ L TCY 7 &L H BT 5,

[New Experiment from Template] % 27 U = 7 L {Create Experiment from Template} D —

225 [Mono color HydrolysisProbe-UPL] Z &R L, OK 7%,

[Run Protocol] % 7 C, {ReactionVolume} Z[25] ICEL, =~V AT T —FMH%

RO X HTHEET 5,[95C,10 4y — (95C, 157 — 60°C, 1 4y) x45 ¥1 7 L—40°C,30

] LTI D, 60CD Step D Acquisition Mode H3[Single] & 72> T\ 5 Z & ZHEiRd

Do

Save 7 U v 7 LI EFRIZRGFT D,

REOTL—h o —F 4V IRZ U ERL TS L—bhr—F—%H 1L, 2.1. THEL

7296 V7L — hOYIREHEZLEFICL TRy FLE#E, BERZ V2L T L

— hr—F =T D,

[StartRun] 2727 U > 27 L, RIGET—F O]V iAZZBET 5,

(BOUGHZ) [Subset Editor]iZ T, (+) "4 225 New Subset Z#1Epk L., o 7%+

v M2 T o VERIR LTt Apply 27 U v 7 35,

@ [Sample Editor]iZ T, Stepl: [Select Workflow] T Abs Quant % %3 %, Step2: [Select
Samples]N D[Subset] D 7/ H 7 v A = a—n, @ TIERK L 7= Subset %IRRT 5,
Step3: [Edit Abs Quant Properties] C., 4 7 = /L % 8&JR L | [Sample Name]% A JJ L. {Sample
Type} M TENZENDEH (Negative Control, F 72 1L E R ZRRIA : Unknown) % IR
T2,

® © ©

© ©

© Q

3. MR OMEMT & HE (1. REARCHIE A F— L2 M)

ZYMV-cpBiF ik, CMV-cpRlFIREEER, J6 OV F— =[5t lEBR o W90

IZOWT G, RO E X Amplification plot b THEEBIEA) 72 g Hi#R & CqE D MR, B X

O, multicomponent b= T DX R EAEHROHEICIRE (FAM) ORI 72 B 22 B8 O
BEHoTITI,

ZYMV-cp FEH M BB L P v £ —= Bﬁriﬁﬂ’éift%ﬁ IBWToOH, HHT
Amplification plot 2R3 BAER I8 hE th SRS RS -5 & 1T, B s TR X% —=
(ZW20) 5256,

ZYMV-cpFe 5 AR . CMV-cpBc 8l Fnakiik s L VA > & — = iﬂ Hﬁ?ﬁ@ﬁ@éﬂ:}s
W, B CAmplification plot I RERBAE A 72 tEE Bh AR 23 iR S 7= 35 BB g o etk
Z AR ¥—=(CZW3) %5,

ABI 7500 ] L 7= 56 O F — X Ofif#T
@ {Analysis} % B, M EFEO {Analysis Settingt 2727 U v 795,
@ (CiSetting) ¥ 747 U w7, ReATA L EIVA SIS 1S FA 7 A TREL,
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{Threshold} #iZ [0.2] & AJIT %,
@ {Applying Analysis Settings} #72 U v 7,
@  {Amplification Plot} [T, £HIZCt (Cq) EAERIND,

LightCycler 96 % {#i [ L /=35 DT — % Ot

@ [Analysis]¥ 7% 7 U 7 L[Add Analysis] % %R L {Create New Analysis} 7 1 > K7
RS HED, [Abs Quant]ZEIR LIOK)|Z 7 U v 7T 5,
@ [Amplification Curves[\Z il HH#R A3, [Result Table] & Cq fENF R I 5,

LightCycler 480 % i L 723 & O F — X OfEMT

@ [Analysis] A% > % 27 U > 7 L {Create new analysis}|{Z T, [Abs Quant/2nd Derivative
Max] Z &R L [Subset] 7 /L& 7 2 BAER L7 Subset Zi®IRL [OK|Z 2 U v 7
T2,

@ FoREIN-MEHE T, [Calculate]z 2 U v 7 5,

@ PEIERhAR & . [Result Table] (Z Cp (Cq) fENFEREIND,

ZW20E 7 1ZCZW3DHE L, 20MThIH & 0 15 5 U 7-DNAREHE (&7 v 2y = v
WATTHE) OEFHRT 2T RTCEANCTHET 2, bbb, Xy — =P
BRO20H1 T4 = )V ZYMV-cpBeH 1 H15RBR D201 78 L O'CMV-cpBl 54k FnakBr 0201174
ENIZ0T S VAV EY s AT

3.1. ZYMV-cp B AEER I L OV CMV-cp BlFIRFNFRER (2 DWW T OHIE
DNAGABHERIZ BT,

(1)

(2)

(3)

(4)

R % — = PRI HRERBR D20 T3 T D 7 = )L TA3 R DCE G H i, 7o
ZYMV-cpBR F1 i 5nakER 35 KL ONCMV-cpBR SR HZRBER D201 T3 X TD U = /L-T43
R OCYENE S NDHE AL, B EHIZYMV-cpBc 8 aakER e > > CMV-
cpPL A EN B G & HIE T D,

Ry —= [ FRRRBR D 2 DTN TOY /LT 43 KD Cq EBAESN, 7D
ZYMV-cp BeFIFRINGRER D 2 1 TT X TOU /LT 43 KD Cq ENEHIL CMV-
cp AR FIERER D 2 U473 CTD 7 = /LT 43 KD CqEN S5 SR AIE,
WEAUEHE ZYMV-cp Be 5 EERER B 23> CMV-cp Be AR EERER 2 &) E 3
Do

Ry F— = BMERHRERER O 2 0T X TO D = /LT 43 KD Cq @R S,
73> ZYMV-cp ALk FnakER 35 L OV CMV=cp BeHIEnFRER D 2 {79 X TH 7 =
LT 43 RiiiD Cq BRI WS EIE, HikaEHE ZYMV-cp BLS IR R
fEE7D>D CMV-cp BldIiR AFABRIEME & ET D,

R — =R ERBR D 2 T3 X TO 7 = /LT 43 Kiiid Cq RS DI,
ZYMV-cp BRI EIRERE L OV CMV-cp BLFIfRERERD 2 §fH{70 7 = /T kL5
(1) - (3) IZHTULELIMENE LN WEGEIL, W - BE% O Y%k
BT 2 [ H O DNA filiiER 2170 S 612 120 EMHY 7L A A PCR
5] UIBEOBMEZFEm L T, HEZIT I,

"DNA fliHIFR 24T 5 7 DI M ERREHEN AR LTV L 5EI12E, T BUBHaTLEL) 726
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Ehtid 5,
3.2. Bz X v F—= ZW20 B LN CZW3 ZHDOHE
3.2.1. ZW20 ZHE DI E

20MTHIH O Z N E N OHHDNAGENR (K27 = /L) IZ2OW T, FEROHE A F— 4
(- CTHIE L. W7 OHEDNAREHRIZ OV TZYMV-cp23f5tE, CMV-cpfatt: & &
ENT- IR Z ZW20R5ME & B4 5,

ZW20 BERRIED R FZ—

Bkt HR A NAC ZYMV-cp CMV-cp
#H DNA #FEHE-O (+/+) (+/+) (-I-)"
#H DNA FEHE-© (+/+) (+/1) (-I-)"

" CMV-cplidF g EnakBR I DV T, FalR 2 C ()DL a b Ele

N

ZW20 5

3.2.2. CZW3 & 0¥ E

20MTHIEH O Z L E N ORIHDNAGENE (£27 = /b) 12OV T, fEROHEAF— L4
2> CHIE L. W7 ORIHEDNAREHRIZ DUV TZYMV-cpE L NCM V-cpD i J7 TRetk &
HIE SRR 2 CZWIB M & 45,

CZW3 Rk D N F—

B E % R NAC ZYMV-cp CMV-cp
#H DNA #REHE-O (+/1) (+/1) (+/1)
i H DNA REHE-© (+/1) (+/1) (+/1)
CZW3 ik

3.2.3. HITEREETd > 7l DNA UEHEIZ DWW T

R F— =B FREER D20 T3 X T D U = )L CA34KT D CfiE 2345 5 4172 W DNAGE}
RIZOWTIE, B, B - WEZOYSFERE G 5D T2 B H ODNAHIE R 2170,
X5z 2. @Y 7V % A APCRIE] UBEDOBIEZITV, 2 TH X v F— =[5 R
BROT_XTCOU o)L TR DOCYUEDE SR WIEA I, AEER O ORI RE L 7
Do

"DNA HiHRERL AT 5 72 DI LB R EHE S AR L CW A AR, T, BEHRTLEE 2>
bEfT D,
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L fERHIE R F— A

STEP1

Ry 3 — =[5 1 it R St R

+/—

or -/ —

ZYMV-cp BB 5 LU CMV-cp BRFI IR £ 5 ER

| I |

R’E—2®  E—@

AL BV )

v
ZYMV-cpli5 1% ZYMV-cpfEE
CMV-cpf5tE CMV-cpfEE

(ZYMV-cpiR I ER) ;

PCR¥| 1 (CMV-cptR %N 5 ER)

DHEHERDHAEDHE

A £V 1Q) (+/+); (+/+)
13— (+/4);(=/—)
13— (—=/=);(=/—)
RE—® (+/4); (+/-)
(+/=); (+/+)

(+/=); (+/—)

D23® N
LUt (+/=);(—=/—)
(—=/=);(+/+)

(—=/=);(+/—)

I3—2@

}

OOt

DNAD I FE R LI EFiE/E(2EB)
B

Vool

NE—2Q@® D@L

v v
ZYMV-cpB&tE ZYMV-cpBtE
CMV-cpli5 i CMV-cplETE
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M. REFEDOFREEREEGIE
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1. DNAHHIRE BT IEIZ OV T

M. AR A ) TIIREN R 7EEZ /R LT 5, BITE, DNAFHI % » | & L TDNeasy
Plant Mini (Maxi) Kit, Genomic tip-20 (50, 100), GM quicker 35 OHLL N il STV 5, &
B2 IR T DRI LV BIRITR R, BT O~ N v 7 A RESRRLIGEDN
%, TDIZW, FEhid 2 RMBR-CHRIAROMIEIZE L /2R GEZ WD Z 8N TE D,
DNAfHHFEEIZ W T, BEMER K MEICKERME L ENGOND Z ENANETH
%o BIZIE, BTV S DNAMIERE 2| 60T TRRD3AMIT- T, BifFo kL
NRTHEABNZY TV Z A LPCRETZFEN LIEAERNFE U TH D Z & 2 fEhd 5, WIEME
Inf-OfH (BB EER) OFER AR L T, BEFOFIEL T L TCq EIZZED R0

T D (W< b Cq NI ERELS 26720, )

2. UTNH A L PCREEEIZOWNT

M. ERIRAE S E] TEICHW LTV D ABI7500 30T LightCycler96 5 DIz % [F]%%
DOMEREE AT HHEAE VD HENTE D, RFEOMEREOMEGRIL, B, iR LEHME, U
= VIEZER OHEIEZN R (FRCERT 25G) REEZBEL TT O, BlAIX, ik
ZAILFN BIxiE, = AH) ZHE L., JATHRE (ABI7500 %) Z W THRHRA L DAL
mREE (10 [ 10 B~ TR S D RARIRED) ORISR 2 FR T 5, £ oiwikz
W, RS LICWETE CRBRORBR ATV, £/, BEZZE X T3 ELL TR R, $C
RSN 2Z &, 96 U= LV TTENRNT L &R T 5 (Cq IR AKTS 1 BLEDZEN
Ve )

3. AL —I v 7 A|THOWNT

(. AR T Lo b O XULREZEMESER Sz ) 7V A 5 PCR i & A
T, AR IEVRE (TEWREIN AT RERG A IXENE AW, AT TERWEAIIINL
FEDNE < ARV TR T8 Juvy, ) 2 W CRIEMEEE R aERR 2 M0 K L 3 [Pk
Ehid 5, TOFER, Cqfiemy RRA > MW T M. EBRETE] Lo bo s
KRERENRN L 2HERT D, 7o, BB ZREET 22O TE, TIROBM: 7
T A REARETITHNT, 3 BILLEHEZIT /R, Cq = RAA » FZED KR
ERELNWZ LR T S (CqMEICHRRTS 1 UL EDZENR N, )
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(%)

(RIS 5))

e

S IE i

H X
I. BIRERIUTIE
0. &5k L
- ffik (FP967) DORA S5k
- T A% (MON71200, MON71100/71300, MON71700,
MON71800, HB4) D51k
- 2 X (63Bt, NNBt, CpTl) DAL
- 2 A (LL601) DR )ik
- hyET oY (Btl0) OMESIE
- h7Em o (CBH351) O ik
- h7ET L (DASE9132) DAL
- %% (RT73 B. rapa) ORIk
« 731 % (PRSV-YK, PRSV-SC, PRSV-HN) D5k
iFhn L x (Flo, J3) O ik
« %/ (AquAdvantage) DO 15
« Xy ¥—= (ZW20, CZW3) DA 7%
. FRAS 510D Rl M e R 7 1

I BRIREREUT A
(%)

H K
[. BREREUT i
0. &5k 5
- MR (FP967) DIRA 5%
- T A% (MON71200, MON71100/71300, MON71700,
MON71800) DA J7 %
- 2 X (63Bt, NNBt, CpTl) DAL
- 3 A (LL601) DR )ik
c bty (Btl0) O GE
- h7Ewm s (CBH351) O ik
- h7Em s (DASH9132) DA 7L
« %% (RT73 B. rapa) OfEITk
« 731 % (PRSV-YK, PRSV-SC, PRSV-HN) DR 15A
I L x (F10, J3) ofd Ak
« ¥/ (AquAdvantage) DORE 1L
« Xy X¥—= (ZW20, CZW3) DA 7%
M. KA TR SR 15

[, BRI %
(%)




. BB STk
(%)

Wik (FP967) DR ik
(%)

=43 (MON71200, MON71100/71300, MON71700, MON71800, HB4)
DIRATTTE
(es)

1. DNA fifiHiRsHd
(H#)

2. EMEY 7L H A I PCR I

B FAHIR 2 2 DR ORI T, & RAURr RA R T 0 7
TA~—, Ta—TEHANZU TIVE A LPCR, KN A
SEHBHO T 7 A4 ~—, Tu—T%ZH\=U T H A LPCR
D2RBR ATV VHIET D, MON71200, MON71700, MON71800, HB4
R AR & LT, aaxs ) AR & BIn 5B
MR B2 —DE Rk A RN T 5774 ~—, T e—7%Hn
%, MON71100/71300-RAMHRFEAVBREIGRERT & LT, aaLFT/
LZHASINTZ T AV ==y VT REERS Z i+ 5 7
A~v—, Tr—TxH\5, £/, T AXEHESRERBRHAE L

. BB STk

(%)

qijk (FP96T) DA 7k
(%)

= A% (MON71200, MON71100/71300, MON71700, MON71800)
DIRA STk
()

1. DNA ks
(W)

2. EMEY 7 ILH A I PCR 1

BAR R 2 =3 DX ORI, SRR AR R 0~
FA<—, Tua—T%HW=U T LZA L PCR, KO3 LX
WRBERBRHO 7 74 ~—, =%\ ) T IZ A L
PCR @ 2 3ER A2 4TV VHIET 5D, MON71200, MON71700, MON71800
AIEFFRARARBRA & LT, 2 A4X5 ) ARSI L EE 5
M7 &2 —DERESE RN T 5774 ~—, Te—7%Hn
%, MON71100/71300 s iy franstBril & LT, a2 L% s/
LZHASINTE T AV ==y VHEERS AT 57 5
A~v—, Ta—T%H5, £, I AFEHESERERT L L




T. Acetyl-CoA carboxylase 1 (ACCl) EfmFHEIAZ R 5
TIA~w—, Te—TEH\5b, T T ~v—, Tu—T7
KIS+ %, 94 ~—., 7o—7OEERINILLTOLE
DTHD,

MON71200& A AR D7 7 A ~—%f J X7 o —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-P (X, W #BIZZEN & 37 ZK ¥ I
TowaBlack™ (IABKFQ) ZfEffi L 7-Z TNV o F v —TF 1o —
7T THDH, WPLCKHR 7 L — KD b O % Integrated DNA
Technologies (IDT) #ECAFFREETH 5,

MON71100/71300 % e B FNFREBRH D 7 7 A ~— %t L OV

o—=7

SQO814: 5° —GCG CGG TGT CAT CTA TGT TAC TAG-3’

SQO815: 5° —TGA CCT CGA GTA AGC TTG TTA ACG-3’

PB0103 probe: 5° —FAM-ACC AAG CTT GAT ATC C-MGB-3’

MON71700 ZMFF LR AABHO 7 74 ~—% O T 1 —

7

71700 forward primer: 5’ —CCA TCA TAC TCA TTG CTG ATC CAT

GT-3’

T. Acetyl-CoA carboxylase 1 (ACCl) BEf&FHEIAZRHEIT 5
T ~—, Tu—TEHWS, £T T4 ~—, Ta—7 I
KIS %, 94 ~—. 7a—7OEERINILLTO LB
DThb,

MON7120 ZHAF B ARBRA D7 I A4 ~—% Kk N7 1 —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-IABkKFQ-3’

* MON71200-3"  junction—P (X, PN¥FIC ZEN & 37 Kl
TowaBlack™ (IABKFQ) ZEffilL7-X TN/ = F v —7 1 —
T ThHbH, HPLC L7 L — KDt D % Integrated DNA
Technologies (IDT) fL CATFRHETH 5.

MON71100/71300 SR#EHFFAVRINGRERH O 7 7 4 ~—%f L OV

n—=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’

MON71700 R#AFFEBRAABMHO T 74 v~ —% KL O 7' 1 —

7

71700 forward primer: 5 —CCA TCA TAC TCA TTG 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’
MON71800R i A AU AR D 7 T A ~—xf L 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’
HB4 A A F IR D 7 7 A ~—d R T n—7
HB4wheat MS F: 5’ —CCT TTC GAC TCC CAT TGA GGG-3’
HB4wheat MS R: 5’ —-TGT TGC CAT TGC TAC AGG CAT-3’
HB4wheat MS P: 5’ -FAM-CCC GGA TTA GGG GGT GTT TGG AAC
ACC A-BHQ1-3’
A LK ERER A O 7 T A ~ =X LT m—7
acc forward primer: 5’ —GCC TAC CCC CTT CAA CAA GAT GA-
3’
acc reverse primer: 5 -GTA CGC GCT TGA ACC CTT TTT TTG-
3’
acc FAM-probe:5’ —-FAM-CCA CCG ACG AGT TAA AAC CAA AGA TAC
ACG-TAMRA-3’
1 REIEE LT, BT I =0 T v —7 2l
HZEHLARETH 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’

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#Hr AU D7 7 A ~—kf T m—7
SQ0718: 5° —TTC TTC TCT CTC TTT GAA TCT CAA TAC AA-3’
SQ0719: 57 —CCC CCA TTT GGA CGT GAA-3’
PB0O101: 5" —-FAM-TCC CCC TCT CTA ATT C-MGB-3’

ChTix

A AP O T 7 A ~ = Jh VT m—7"

acc forward primer: 5° -GCC TAC CCC CTT CAA CAA GAT GA-

5

acc reverse primer: 5 —GTA CGC GCT TGA ACC CTT TTT TTG-

5

acc FAM-probe:5” —FAM-CCA CCG ACG AGT TAA AAC CAA AGA TAC

ACG-TAMRA-3’

*1 RETEL LT, LWFOT A4 ~—/f kT v—7 24
HILEBLHHETH 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-Tagb: 5" -FAM—-CTG TGC ACA TGA CTC AGT TGT TCT TTC
GTG-TAMRA-3’

2.1. U T L2 A LPCRIC IR 0 3 !

DNAGREHEK & 72 0 &R IL, £nth2y = VM7 L TITH
bOLT5H, KB xADY T IE A LPCRIGIKIZ25 pl/well
LTI 5,

= I FREME e IEERBR . MON71100/71300 5% %045 B Ak 05 BR
MON717005% 7 47 B A AR 205 BR . MONT 1800 5% #7247 S AR A Jen ik B
O'HB4 % it FF B R Fn B BR O IZLL T D & B0 Th 5,
FastStart Universal Probe Master (Rox) (Roche Diagnostics
1) *12.5 L, BXRT T A ~—iK (450 umol/L) #50. 25
uL, ®% 7 o —7 iR (10 ymol/L) 0.5 pL&EIRA L. #lik T4
F20 pLIcFAf% . DNAGVENKS nLZz 34 5™,

MON7 120055 # 4F AR FNFRER ORI LL T DO &80 Th b,
(Rox) * 12.5 uL.

FastStart Universal Probe Master
MON71200-3"  junction—-1F7"Z A4 ~— (50 pmol/L) 0.2 uL.
MON71200-3"  junction-1R7”'Z A ~<— (50 pmol/L) 0.4 uL.
MET =78 (10 ymol/L) 0.5 pLZziEa L, #KTEE
20 pLIZFARLAL . DNARREHES uLz#sind 2,
UTNWZALPCROT T > 7 RUSH™ & LT, &9 DNAGEL
ROV ITHIKZINZ T2 b DIZHON T RIFHZFHR S 5,
OIERMERE T4, 967 = LT L— MZE E By —L L, 58

PRP-Tag5: 5° -FAM-CTG TGC ACA TGA CTC AGT TGT TCT TTC
GTG-TAMRA-3’

2.1. U T ILZ A I PCR SUSHK DS

DNA BEHE H 7= 0 F3lBriT, EhZEn 2 V= VM7 L TIT
LOLTDH, KT =D TIVEA L PCR BUGIEIE 25 pl/well
& LTS 5,

= R RAER . MONT1100/71300 Fa#0Hr BL A a7k BR
MONT71700 %4 B AR Z0 3R BR M OF MON7 1800 SR 4 FE A A nak
BROMBIILL TDO EBY TH D, FastStart Universal Probe
Master (Rox) (Roche Diagnostics #t) ™ 12.5 pL, KxfH7 7
A~ —VRIE (4 50 umol/L) 4% 0.25 ul, M%7 v—7iK (10
umol/L) 0.5 pL Z{R&A L, MK TAE 20 pL [ZFHH%, DNA 3
BHIZ 5 L 234 2%,

MON71200 R #Hehr i et OMRIILL T D L B0 TH 5,
(Rox) ™ 12.5 pL.

i

FastStart Universal Probe Master
MON71200-3"  junction—-1F 77 A ~— (50 pmol/L) 0.2 uL.
MON71200-3"  junction—-1R 77 A ~— (50 pmol/L) 0.4 uL.
T —7 i (10 imol/L) 0.5 pL Z{E4& L, #k TasE
20 pL IZFRELEL . DNA BRBHIK 5 ul 29 2,
UTNWEALPRDOTZ 27 RIS & LT, 473 DNA 7Bk
RO VIR E I Z 72 b DIZ DWW T b AR T 5,
OYTERRMER T4, 96 7 =L L— MCE ENB I —L L, 5%




LU= NVEERT L, ZOEE, LDRFELRVWE I EET

(%m®y~)/7%77)7—&—%mw1ﬁ5&§w)
RBRIZU 2 VOEREZBIEE L, BICKEN D 2%5HE1E. 7L—Fh

Dz N TRTE A RN TER L,

*1 Thermo Fisher Scientificth#lcdd> V 7 /L & A APCRES#ERI
9%6 7 = /)7 L — Kk & L TMicroAmp Optical 96-Well
Reaction Plate (Thermo Fisher Scientificft) . > —/L &
L CTMicroAmp Optical Adhesive Film (Thermo Fisher
Scientifictt) Z{#Hfl9 5. Roche Diagnosticsttfiod 1 7
VA APCRER X, %67 = L7 L — Kk & LT
LightCycler480 Multiwell Plate 96 (Roche Diagnostics
) . >»—/L & L CLightCycler 480 Sealing Foil (Roche
Diagnosticsfh) ZfFEHAT 5,

%2 FastStart Universal Probe Master (Rox) D% 0z, [A
%aﬂyﬁ%ﬁﬁﬁé%@%ﬁ%\é*kﬁ*@%éoZj%%%ﬁie
WEHRITREED T2 D | IREEEZAT 5 BRIZIR, BB HESE

AT d Lo E?é Rt %A1, PCRA 9 &
SWINRWGERD D, £lo, AREITRNLT v 7 ZFITX
DI UWVREER R L STV AT, 5 BRI T s
BMETELJIRA L, BLETAEY XY LT, Bikx
AUEHE DIKICED TEBW T LHEMT 2, £, v=/uilsy
T HERE, DI, EONRERZ L 2EZE L, VoL
DIEIZHEEIZ AN D,

BV =2 VEERT L, ZOLEE, LODRFELRVWEIEET

5 (EHO—=YTRAT 7V r—2—%HnTT9 LRV,

RZICU 2 VOEZBE L, KIZKE S 55451, 71— Fh
DixZ < N TERIE A KN TER L,

%1 Thermo Fisher Scientific fH#id U 7L &% A I PCR #égniL
9% 7 = /L7 L— k& L T MicroAmp Optical 96-Well
Reaction Plate (Thermo Fisher Scientific ft), > —iL &
L T MicroAmp Optical Adhesive Film (Thermo Fisher
Scientific ) Z{#H9 %, Roche Diagnostics fEld U 7
V& A I PR #aiid., 96 V=7 L — K& LT
LightCycler480 Multiwell Plate 96 (Roche Diagnostics
). =& LT LightCycler 480 Sealing Foil (Roche
Diagnostics 1) ZEHT 5,

%2 FastStart Universal Probe Master (Rox) DUV IZ. [A
FEOUREATHALOEHANSLZENTE D, Zhbxal
WHITREEDS E T2 D IREEEAAT O BRI, IR DS
(ZATPOND KO WIEET 5, Ao aIid, PR 289 &
SWODRWGERD D, £l AREIIHRNT v 7 ZFIZL
DI UWREEREE L STV A T8, 5 BRI T HaE

BAETELIESL, BMETAEY Xy LT, WikE
HREVEDEIZED TBW T LERT 2, £/, 7= /Lilsy

HDEE, UgiEs:, BOonREERZ L 2ZEL, V=L

DIEITHERIZ AN D,




*3 B G H U7 REEI, B2 b DIZ D & =R TRl
%, K ETRFET 5, KETRAFLIZREIZHOE, Fl—0F
v TR HOERET D & BNy FHOZERDBGHIS LD
7o, 2EIELRE, BE O~y MEMETIXIERICOES
RO THEET S, By hOFBEICE NN, RIEFE
WO GEOREE GAY., S LD LMEINBE 2H
LTS 5%,

%4 Non-Template Control (NTC) %, DNAGREHER DI 0 (24l
KzE1D =W gL L7z b o &4 5,

2.2. U T ILHA LPCRIZ L BHIE
(H15)

*3 EE D O U7 s L, B2 DD & iR TRl
%, K ETHRIFT D, KETRIFELIERAEICOZ, F—DF
v T HOVEREET D & By MNOZERBmAIS D
7o, 2 BIHLRE, @HE O ey METITERICOES R
RVWOTHEET D, By NofEIcE N, KRR
WO HEOBEE (B, SF &0 IR EE) 281
fR LR %,

*4 Non-Template Control (NTC) (. DNA FEHE DI 0 IZH
Ka1Uz/UZ5 plLIRML7=b D 35,

2.2. UTNVHEA LPCRIZKDHE
2.2.1. 71— MEROFKE

BEOEE L o — T ORICER L 2R D, VT A A A
PCR B2 DR BEO~=a2 T NV ESEBIC L TRET D, 71
— 7R PEICBI L CUd . MONT1200 S i A5 2 Y i 2 sk C i
Reporter % [HEX] X% [VIC], Quencher % [Non Fluorescent |,
o A K e B ERER I Y MON71700 5% A 2 A0 AR a5 Bk i
Reporter % [FAMJ, Quencher % [TAMRAJ, MON71100/71300 %
0 A S B0 R s 3B &% T MONT71800 % i e B H F8 a3 Bk Tl
Reporter % [FAM|. Quencher % [Non Fluorescent| & 725 K&
IICFRET D, FT-. Passive Reference DIFEDH D U TV
Z A L PCREEZR DY Erid, [ROX| 2R AET %, Sample Volume (3
26 L ICRRES D,




(HI %)

2.2.1. ABI 7500, LightCycler 480, QuantStudio 5., XX

2.2.2. PCR HA4E
96 7 VL — hEMEEIZE Y ML KnE T —Z OEDIA
KT 5, FUSKIFILLTOLEEY THSD, 50°C, 2 47

DA THRE L=, 95°C T 10 fBiE L., Ay P AZ—

QuantStudio 12K FlexZ i [ L 7-#e{E 7tk
PAIF&#%E L LT, ABI 7500, LightCycler 480, QuantStudio

5 XI% Quantstudio 12K Flex #f#H L7-BMESEE L4 5
2, LR AL RISOMREZAT 2O LA LT 5,

(HI %)

ECRISZBRMGT D, Z Dk, 95°C T 15 . 60°C T 1 43fH
Z 1Y A7 E LT, 48 A ZIVOBEIGE AT D o ik IEE
FOGSHKE T 1% D cool ing G % i Bk i L "C b fHT G St C%ﬁ"i.“
TERHOTVD I EERRL

T i SR DA 2247 9

72\, Remaining time 730 %y
I E T SE T

2.2.3. ABI PRISM 7900HT, ABI 7500 XiZ LightCycler 480 %
i L 7= #E T A

UL F£&%& L LT, ABL PRISM T7900HT .
LightCycler 480 #{fif L 7-#fES L% RLak 42 23,
fE L FSEOMRE AT 2O LM LT 5,

ABI 7500 i
e 3 B

2.2.3.1. ABI PRISM 7900HT
@ AL —3a U PC OEREE AN, EEH X5, PCATE
(ZEEEN L CA2 5 ABI PRISM  7900HT A{ADEEIE 2 AfL, 30
%uiﬁi*: YITT P LTEOBICRIEERGT D,
@ TAIZ b T LT T Y r—3 = [ABI PRISM 7900 SDS
EHXTNVITY) v 7 LT, A=a—/"—D
[New] %R 1. {New Document} XA 7w/ %

Software]
[File] —




#r W 5, {Assay} ¥ [Absolute Quantification
(Standard Curve)]. {Container} 1% [96 Wells Clear
Plate]. {Template} % [Blank Template] Z IR L. [0K]
NELHT I IT D,

@ A==a2——® [Tools] — [Detector Manager] %R
L. {Detector Manager} A 70/ 2FrZ¥25, [New] A
Hox27 Y v 7 L, {Add Detector) AT uZ &#B<,
Detector DF¥FEIL,  MON71200 i B 0 f Jn s BR < i
Reporter % [HEX| XX IVIC],Quencher % [Non Fluorescent |,
= 2 PR St FREABR & OY MON71700 oAt fr BL A I ek B C ik
Reporter % [FAMJ, Quencher % [TAMRA], MON71100/71300 %
i RE R PO R BBk I O MON71800 A e H ik 3k lBk €l
Reporter % [FAM|. Quencher % [Non Fluorescent| & 725
Lol EL, [0K] A2 %27V v 735, {Detector
Manager} XA 7 v/ T 5 Detector (FallR) 4
R L. [Copy To Plate Document] RZ %7 U v 7 L. [Set
Upl # 7 FIZfHH9 % Detector Z 8k L. %2 [Donel
NELHT I IT D,

@ e BT Y = VAR L, £ [Set Up]l #7 |
T, Detector 2% [ A XM IRERER] XUE  [FH 2nais ]
DITD  {Usel WRIZF =y 7 E AND, RICT = /LT LT
{Task}] #TENFNDEHR (Non-Template Control : NTC,
B E et et i Unknown) Z-3%4R L, {Sample Name} 7 ¢ —/b




2.2.1.1. ABI 7500
(Y7 b =7 3= g v Ver. 1. 5. 1 LAFTDBA

O FAXv—a M PCOERE AN, EEISE D, PC AT
ATHE) L TH S ABL 7500 AKRDOBEIZ AdL, 30 53LL

NICH TN EEEANT S,
[ROX] IZERESNTWVD I & 2RI 5,
® [Instrument] # 7 E® [Thermal Profile] £V H—=

{Passive Reference} 3

NYA T T =FMEUTDOEIICEET D, [60C, 245 —
95C, 104 — (95C, 15 — 60C, 143) X 48H% 47
2l

® {Sample Volume} % [25 ulL] IZ&@E L. {9600 emulation

E— R} T2 IR A-TWVWA I L EHERT D,
D BEFMESL—FFXa A b ((sds) & LTIRIET %,
[Instrument] Z 7 @ [Connect] RZ %7V 7 L,

PC & ABI PRISM 7900HT A{K% connect (REEIZT 5,
[Instrument] # 7 @ [Open / Close] RA L% ) 7
L AT —VHEEEAKP G L, 2.1 TR L 96 7 = /b
TV — b OYIREHEZH EICLTAT—Y EiZHES, O
[Open / Close] RE¥ %7 Vw7 1L, 96 =z L— %
WEEARICE Y b5,

© [Instrument] # 7 L® [Start] "Z %27 v 7 L, K
Vo & T =2 OB AK (FTEERE : K9 2 FF#) ZBAMET 5.

2.2.3.2. ABI 7500

O A —T a3 U HPCOEFRE AL, EEiSHE5, PCHE
\THEEE) LT D ABL 7500 KO EIR A2 AdL, 30 75 LL B




—IVI Ty T LIEOBII ISR S,

@ T2 by T bEOT7TFY =39 [7500 System
BTNy LTS, A=a—1"—0
[File] — [New] Zi#IR L. {New Document} %A 7 17/ %
#r ¥ %5, {Assay} (% [Absolute Quantification
(Standard Curve)]. {Container} X [96 Wells Clear].
% [Blank Template] . {Run Mode} % [9600
emulation] & L, [NEXT] RZ %7V v 735,

Software]

{Template}

@ Detector MDFEIL. MONT1200 R HF 5 A kR 0 5Bk T
Reporter % THEX| X |Z[VIC].Quencher % [Non Fluorescent |,
= ARG et FREAER I O MON71700 R L AORR 203 BR < i
Reporter % [FAM] . Quencher % [TAMRAJ| . MON71100/71300
FAR R SR AR BR . MONT 1800 R i S (1 1 n 3k Bk & O HB4
AR AR e R Tl Reporter % [FAMJ . Quencher %

L., [ADD] REZ7 Y v 7T 5,
{Passive Reference} 7% [ROX] IZEREINTWD I & &l
L. INEXT] REZ %227 U v I35,

@ [EE FHECE T 2 VA EIR L, FEFT, Detector 23 [ A
Tt REER] L [SaaiR] ofrD  {Use} WIS

[Non Fluorescent] .

— VT T T LIEOBICKIS G 5,

@ TR by 7T EOTFY S —3 a3 [7500 System
Software] X 7/N7 U7 LT, A=a2—1"—0D
[File] — [New] %R L. {New Document} A 7 1 %
#R W 5, {Assay} ¥ [Absolute Quantification
(Standard Curve)]. {Container} (X [96 Wells Clear],
{Template} 1% [Blank Template] . Ver.1.5.1 VAFiD Y 7 b
7 =7 O8EIE. {Run Mode} % [9600 emulation] & L.
[NEXT] A& &2V v 7T 5, Ver. 2.0 LIEDY 7 by =T
OETE ramp rate OEELXMNBETIREN EFH L < E
@D ramp rate & 100%0°5 64%IEFT T 5, 2B, FEEEDIE
100%D % F T 2,

@ Detector DFXEIX. MONT1200 R Hefr Ao k3R Tl
Reporter % THEX] XX TVIC].Quencher % [Non Fluorescent .
=1 I R REE o IEGERER K O MONT1700 Zfeis BA M ansBR Tl
Reporter % [FAMJ. Quencher % [TAMRAJ., MON71100/71300
T AR R ER & O MONT1800 Mk BAM AnsBR Tl
Reporter % [FAMJ. Quencher % [Non Fluorescent|. & L.

[ADD] ™"HZ %7 VU w735, {Passive Reference} 73
[ROX] ICTREINTWDHZ &2l L, [NEXT] R"HZ %27

V745,
@ W FETHE 7 o VA2 EIR L, EFET, Detector 78 [ A
FiatEe akER] UL [Bmaelir] o170 {Usel #lIC




Fxv 7B AND, RIZT=NVT LT {Task} fTENE
O HR (Non-Template Control : NTC., JHIEXTRKEK :
Unknown) Z#R L, [FINISH] A& %27 U v 795,

® [Setup] ¥ 7T EOET = NEXTALI Y v L, BTN
b NTTT D,

® [Instrument] # 7 E® [Thermal Cycle Protocol] X9
Y=~V A 7 T =R U T DX DITRET D, [50C, 2
4y — 95C, 1043y — (95C, 15 — 60°C, 143) X 48
A TN,

@ {Sample Volume} % [25 upL] IZEXET D,

REFRMEEZTL—F X2 A2 b ((sds) & LTRGFT 5D,

© 2.1. CHFHELZ96 V=LTL— bOUIREHES EIZL
T, BEAMRORT—Y BiZ#itty b5,

[Instrument] # 7 L@ [Start] REZ L Z 7 Vw7 L, K
Je & T =2 DY AL (FrEREHE £ 2 Kefd)) 2 BAad 5,

(V7 b0 =T D3— 5 W Ver. 2.0 IEDEE)

O AXv—va M PC OFEFREZAN, KLESHEDH, PC 2N
FEAITHEB) L TH D ABL 7500 AKDEIRZ AtL, 30 4y
Db+ =307 v 7 LB GERET 5,

@ TAI b T EOT IV —3 3 [7500 System
Software] =X 7 N7 VU v 7 LTBL<, by 7HET
[Advanced Setup] Z®IRL., FH 7L — 77 A%

Fxv B AND, RIZT =)L L2 (Task} #TENZE
NDOEHR (Non-Template Control : NTC. JWI7E Xt &RiAR :
Unknown) Z R L, [FINISH] A& v %27 U v o35,

® [Setup] #T EOK T = NVELTALI Y w7 L, T
B NTT D,

® [Instrument] # 7 E@® [Thermal Cycle Protocol] X ¥
Y=~V A7 T =K UTDOLIITRET D, [60C, 2
4y — 95C, 104y — (95°C, 15 — 60C, 14y) X 48
A TN,

@ {Sample Volume} % [25 pL] IZEXET 5,

REFRMEEZTL—F X2 A2 b ((sds) & LTRFT 5,

©@ 2.1. CHFHEL-96 V=L T L— FOEIREEEL LICL
T, BEAKRORAT—Y RiZ#EE Yy N5,

[Instrument] # 7 L@ [Start] R¥Z L Z 7 Vw7 L, X
S & T =2 DY AS (FTERE K9 2 FF#) ZBRMET 5.

CHTix




)9 5, Experiment Properties E[E T {What type of

experiment do you want to set up} % [Quantification

Standard Curve]. {Which reagents do you want to use

to detect the target sequence} % [TagMan® Reagents].

{Which ramp speed do you want to use in the instrument
run} % [Standard] LFRET D,

Setup AN {Define Targets and Samples} [H[f®D
{Define Targets} HilT, MON71200 &HEAF 2 oYM N EAER C
% Reporter % [HEX] X{% [VIC] . Quencher % [None] .
= 2 XM BRERER % OV MONT1700 SR A S A etk ©
IZ Reporter % [FAM] . Quencher % [TAMRA],MON71100/71300
A AR I BABR . MONT1800 AR LAY AIFRER, HB4
A AR A ER 1L Reporter % [FAM]. Quencher %
[None] & 725 L O9OBRET D, F£7- {Define Samples} HHT
HET LY T NVDLHE AT D,

{Assign Targets and Samples} H[EIZT, 7 =/LZ &IC
{Assign target(s) to the selected wells} T target
L task (Non—Template Control : NTC. JHI|7%E %I ZRARIA
Unknown) % . {Assign sample(s) to the selected wells}
WCTYH o I NAETRET H, £7- {Select the dye to use
as the Passive Reference} % [ROX] EFRET D,

{Run _method} W T, v —~NYI AV TFT—FMHEZLLTD
LR ET D, [60C, 243 — 95C, 1057 — (95%C,




158 — 60C, 157) X 48 %A 7 )V] 72% ramp rate |

DWTE, RN ER LTV EBS O ramp rate & 100%0>

D 6ANTEHT T D, Jpds. TEEESIE 100%0D £ £ TS

Do

{Reaction Volume Per Well} % [25 pL] IZFRET D,

RESME T L —F ¥ A b (eds) &L THR(FT D,

1.1, THRELZ96 VoL L— N EBAKDRT—

ity F 5,

© {Setup} MW E£7=1% {Run} M ko [Start Run] A&
Vv I L, hET—Z O AR (FTEREH : £ 2
IREfH) ABHie 3 2.

©® Qe

2.2.1.2. LightCycler 480

O LightCycler 480 AAKDEWZ AL, B/ 7T A MMRET
LTEENT 2 ETKR S oK T 2, AXL—a I PCD
wBRAE A, E#hxE5,

@ FTAZ by T EOT TV r—3 3 [LightCyclerd80 SW]
X T)N7 Y w7 L. [User Name] & [Password] Z A7) LT
VAV VA A

@ [New Experiment from Template] %2 U w7 L {Create
Experiment from Template} D —%&0 = A M e HEER
Bk, MON71100/71300 A#tHkrFEAMENEER, MON71700 RAL4F
FLAORRNEAER . MONT 1800 R4 HL AR Nk & O HB4 A

2.2.3.3. LightCycler® 480

@ LightCycler” 480 ARIRKDEJEZ AdL, BATT A MRET
LTEENTLETK 5 0fid 2, AL —ra U PCD
BIRAE A, E#xE5,

@ FTAZ by T EOTTYr—3 3 [LightCyclerd80 SW]
R TN U w2 L. [User Name] & [Password] Z A LT
AV N VASH A

@ [New Experiment from Template] %2 U w27 L {Create
Experiment from Template} D —E& 0, =2 A6 HEEK
B, MON71100/71300 A#ehr &AM AER, MONT1700 RHhkE
FL) R 5 R e TOY MONT1800 %% 45 B0 M 0 ik B 0 15 601




BB B DAL [Mono color HydrolysisProbe-
UPL] %, MON71200 %45 S AUBAIRBR O %513 [Dual
color HydrolysisProbe-UPL] Z IR L. OK 95,

@ [Run Protocol] #Z 7 . {Reaction Volume} % [25] Z#%
EL, =~V A7 T =2 RDOIIITRET D,
[50°C, 247 — 95C, 1043 — (95C, 15% — 60C, 1
5y [Single] ) X 48 A 7 L— 40°C,30 Bb] LFRET D,

® Save #7 VU v 7 LRESFMZIRAFT D,

® AREOTL—htun—F 4 TR EMLTTL— R
—Z—%&HL, 2.1. THERLZ I V=7 L— gk
EHELATICLTEY FLER, BERZ LTIV
— k=¥ —%KNT 5,

@ [Start Run] 27 Vv 7 L, RKIh& T —% DRV iAH %5
BT 5,

(B J&H1Z) [Subset Editor]iZ2 T, (+) A& 25 New
Subset ZfEpk L, o7zt y LIy = VAR LT
% Apply 227 U v 7T 5,

© [Sample Editor]iZT. Stepl: [Select Workflow] T Abs
Quant Z 1IR3 5, Step2: [Select Samples]N® [Subset]
DINF T A =a—nb, @THEM LTZ Subset 2 &R
5, Step3: [Edit Abs Quant Properties] T, &V = /L %%
R L. [Sample Name]Z AJJ L. {Sample Type} i TZiLZ
NOTEHR (Negative Control XILMIERTE A : Unknown)

[Mono color HydrolysisProbe-UPL] 7% . MON71200 Ao 5
Ak HERER DA 11X [Dual color HydrolysisProbe-UPL] %
ERL, KT 5,

@ [Run Protocol] Z 7 . {Reaction Volume} % [25] Z&%
EL, V=AY A7 7 —FMZ2ROLIITRET D,
[50C, 24y — 95C, 104y — (95C, 15 — 60C, 1
5y [Single] ) X 48 %4 7 L— 40°C, 30 B] &&ZET 5,

® Save #7 U v 7 LERESRMZIHRGFET D,

® AEOTVL—rr—F 4T REEMLTTL— R
—X—%HL, 2.1. THELEZ 96 V=17 L—FDOYIX
EEELETICL TRy PLIE®R, BERZ LTI L
— ke —¥—ZKNT 5,

@ [Start Run] 227 Vv 7 L, Ribh& T —% DOV A% B
BT 5,

(BtsH1Z) [Subset Editor]iZ T, (+) RHZ 6 New
Subset ZERK L., o7 ity ML 2 VAR LT
% Apply 27 U v 735,

© [Sample Editor]iZT. Stepl: [Select Workflow] C Abs
Quant Zi%®IR9 5, Step2: [Select Samples]N [Subset]
DINE T A =a—nb, @TIER L7 Subset &38R
%, Step3: [Edit Abs Quant Properties] T, %7 = /L%
R L. [Sample Name]& AJJL. {Sample Type} I TEhZ
NOEHR (Negative Control XILIHIEXZE AR : Unknown)




ZIERT D,

2.2.1.3. QuantStudio 5

@

A_b—2 a VHIPCOBERZ A, #E S5, PCAE
WZHCE L CArHQuantStudio SARKDEIR A A, /L7
TADET UTKIENEEN T2 F 2T 5,
TAZ by T EOFTF Y r—3 a9~ [QuantStudio
Design and Analysis Desktop Software v1.6.1] # %7
N7V vy 7 LT, by 7EHE®O [Create New
Experiment] %7 U v 7 L CExperiment Properties|#j
% #~95H, {Experiment type} I [Standard Curvel,
{Chemistry} (% [TagMan Reagents] . {Run mode} &
[Standard] Z@R L, [NEXT] RF %27V v I 55,
{Method} Z 7 TH—<NH A7 FT—FMELULTDLSIT
BET D, [50C, 25y — 95%: 104y — (95°C, 15%) —
60°C, 143) X 48% A 7 V] LF&E L, {Volume} % [25 pL]
ICERES Do MM1$&/%ﬁ)y7¢50
{Plate} # 7 @ {Advanced Setup} [#i[f T {Targets} DR &
(. MON71200% 45 B 1 18R TidReporters [VIC],
Quencher % [None] , = 2[5t R EAER % UMON7 170054
Fr B A ke 20 3Bk C IX Reporter & [FAM] . Quencher %

[TAMRA]. MON71100/71300% #4220 5AER . MON71800

AR SR ARABR . HB4R Ry B AR N EAER (IReporter

ZERT D,




% [FAM], Quencher% [None]l&72% K Ha%ET D,
{Samples} THIET 5 RHY TN OEIZ T AR F %
7Y w7 LTH U FILDL4RTE AT S,

EmAHT, Vo)L Z Il [target] & [task (Non-
Template Control : N, MIERZMRIE : U) JZ2EIRT 5,
AT TNVDASTND Y 2 V2RI L G5
5% sampleh Z W /AEEDSamples ) HEIR L CTF = v 7 R
VI AT v T AL,

{Quick setup) M [fj Plate Attributes @ {Passive
Reference} 7% [ROX] ICRESNTWD Z & R L.
[NEXT] RZ %) v 7T %,

WA ED[Save] R¥ &7V v 7 L TERESHEE TV
—bh ¥ A b (edt) &L THRFT D,

2.1. THBLZ6Y =T L— %, MEEKEDRT—
VECHEEY TS,

[Run] M/ @» [Start Run] AX %27 VU v 7 L.eds7 7
ANEREL TS s & T —F O AL (BT -
#I2WEH]) A PHMGT D,

2.2.1.4. QuantStudio 12K Flex

@

XL — g VA PC OEIREZ AN, EZESHE5, PCRE

BN L TH D QuantStudio 12K AEDEJF A AL, &
V7T AIDET L TARKPEFT L2 FEMHERLT D,




@ TAIJ by T EOT TV —3 3 [QuantStudio 12K
Flex Software] #% 71V 7 U v 7 LCHI<, by 7HIEHD
[Create| %% U > 2 L C Experiment Properties [Hj[fH %
F-9 5, 96-well (0.2mL) 7 a2 v 7 N IRESN WD I &
e L, {What type of experiment do you want to

setup?} iZ[Standard Curve], {Which reagents do you want

to use to detect the target sequence?} IE [TagMan

Reagents] . {What properties do you want for the
instrument run?} (& [Standard] Z @R L . [ fm AL D
[Define] #27 Vv 27 4%,

3 Define [ C {Targets} OF%EIE, MON71200 A #E4sF FAYHR
kR Tl Reporter & [VIC] . Quencher % [None| . =
2 26 B M st R BRBR M OF MONT 1700 % 6 4 52 A 16 Jan 3B 1
Reporter % [FAM]. Quencher % [TAMRA], MON71100/71300
AR AR N AR . MON71800 A A7 Ry B2 A ik a0 3k Bk Je O
HB4 Z AR B AR 3Bk X Reporter & [FAM]. Quencher %
[None] &3 %, {Samples} THMIES 2 KHY > 7/ DE7Z
New RE %I Y v I LT TNOAREANT S,
{Passive Reference} 7% [ROX] IZEREI#NLTWVWHI L%
RS L, BilAD[Assign] 27 U v 735,

@ AT o L R RREER & M = A R IR D ¥
=V a BN L, FERED (Targets) T [ = A5 FERAER |
FolE [GM = A% Rfehr BRI aliR | 23R L F = v 7




EAND, WRICY =)V T L2 [Task] il TENZE N DG #H
(No-Template Control : NTC [N]. JIEXTEHMA : Unknown
[U]) ZERS 5,

® WEAKRETYH L FADA>TWDH T 2 LEEIR L, 553453
% sample 44 Z D Samples >S5 L TF = v 7 7R
v J AT = v 7 e NVEE/AED [Run Method]l &7 U v 7
35

© Y=Y A7 T —FHEUTOLIIIRET D,

[50C, 2% — 95°C, 104y — (95C, 15% — 60C, 1

53) X A8 HA I L]

{Reaction Volume per well} % [25 pL] IZERET 5,

BREFUEE T L —F FX¥a A b (eds) & L TR T 5,

2.1 CRREIL7- 96 W= L/ L— b EIEBEBAREKD AT —

Fic#gty F 5,

[Run] M@ [Start Run] R¥ %7 U v rZ L, L& T
— X QWY AK (PR : K 2 FFE) ZBHiET 5,

© @ |9

2.2.1.5. ZOMORIZEMEEE A 3 D COHIE DR B
2.2.1.5.1. 7L — MEROZE
MIADEE & 7P a— 7 OB MHICIERE LN S, UTIVEA L

PCREEZR OB B DO~ = TN EBZIZ L THET D, 71

— WM BE L T, MON71200 3R B 5 i b an 33 Bk <

Reporter% [HEX| XX [VIC] . Quencher% [Non Fluorescent| .

CHrix




= 2 S M Skt HR BRBR % UYMONT 1700 o 7 A 52 A d 2 X Bk C 1
Reporter% [FAM] . QuencherZ [TAMRAJ . MON71100/71300%
LR P A AR S BRBR . MONT 1800 4 iR S A6 Jer G B K UHBA SR A5
R ) R 3Bk T X Reporter & [FAM| . Quencher % [Non
Fluorescent] &£ 725 K DT ET D, F7/-, Passive Reference
DISEDSH D ) TN Z A LPCREEGR DAL, TROX] Z @ iEd
5, Sample Volumeld25 pLIZERET D,

2.2.1.5.2. PCRIIE

W6y VL — b EEEICEY FL, RIGET —ZDOED A
K Be T 5, ROSEMEIFUTO LB TH D, 50°C, 253D
S CREE L7214, 95°CTLOpMAMR L, &y h A X — MET
s ZBRtEs %, T D%, 95°CTISHR, 60°CTIAM ALY A
e LT, 48Y A 7 VOMESUE 24T 9 o IR SO T
# D cooling i Z i HLa% & L T b fRATAE RIS BT 20,
Remaining time 230 &7 > TWAZ L AR L. SN ERT
SE%, WERROMIT 21T 5,

3. RO &HE

U T Z A LPCREUE Ot R OHE (TR g =T, d0tt
FHROE IR (FAMSUIHEX) O BIH 72 WA 72 38N K
@mﬁ@%%%%ofﬁﬁo%%Fﬁﬂ%@@ﬂﬁ%’%w
T A TS 2 8 th AR SRR S 2 B cid, s+

3. M ROMRMT &HIE

U T L& A I PCR i s B oo 13 g fhi# ¢ sk
FH kO EIRE (FAM ST HEX) O Fe%BIEAY 72 BA e 72 B9 N K
O Cq EOMERZ S > TIT 9, KRR fﬂﬁiﬁuﬁfﬁ%ﬁc:m \
T B TG 22 R E AR R S N e S A IR, BisT




KA Z =1 LXEDBGHEARE D

ABI 7500% 1 L7388 D F — Z OfRMT

O A==—/N—=0 [Analysis] — [Analyze] ZERT 5,

® @A D [Result] % 7 %2 27 U v 7 L T
{Amplification Plot} HiEZ&RIE5,

® {Amplification Plot} [#fj @ {Plot} #<T [ARn vs
Cycle] ZFRKRIHE, XR—=RAT7A %3V A7V b 15
A 7 VTCHEE L. {Threshold} ##iz [0.2] & A9 5,

@ {Amplification Plot} [ k¢ {Detector} ##<T [All]
ZEIRT 5, BHIZCt (Cq) ERRRIND,

(VY7 b T D= g ) Ver. 2. 0L DS

@D {Analysis} MWEZBX. i FE @ {Analysis Setting}
27 V0735,

@ {Ct Setting} 7 %2V vV, N=ATA &3V ATV
NH16% A 7 VT E L, {Threshold} ##iZ [0.2] & A
VAN AP

@ {Applying Analysis Settings} Z#Z7 VU v 7.

@ f{Amplification Plot} Wif T, #HIZ Ct (Cq) fHAFEIR
b,

FAHLZ 2 AFXDRGIEE B,

ABI PRISM 7900HT X% ABI 7500 ZA{#i ] L 7=35E& DT — % O

Hr

O A==2——0 [Analysis] — [Analyze] %i®INT 5,

® B m A D [Result] % 7 % 27 U v 7 L T
{Amplification Plot} Mm% HR/RIH5,

@ {Amplification Plot} Mim @ {Plot} #T [ARn vs
Cycle] ZFERRIHE, XR—=RXT7A4 % 3 A7 b 156 &
A 7V T#E L, {Threshold} #iz [0.2] & AST 5,

@ {Amplification Plot} [ E® {Detector} ##<T [All]
ZiEiR9 5, RHIZCt(Cq) ERFRRIND,

ChTix




LightCycler 480% MM L7=¥a D7 — & Ofiftr

@ [Analysis]®h& %27 Y w7 L {Create new analysis}I|Z
T. [Abs Quant/2nd Derivative Max] 7% 3#iR L [Subset]
TN SRR LTz Subset Z38#IRL [0K] &2 U v 7
T %,

@ FRINIZmmE T, [Calculate]l#27 V v 2735,

® HEEHRR L . [Result Table] 12 Cp (Co)EMNFERINS,

QuantStudio 5ZHH L7=5HH DT — X fifkr
(Y7 b7 =7 »QuantStudio Design and Analysis Desktop

Software vl.6. 1DFE)

@© { Results } 7 #i®RT 5,

@ _HENOT VLY hvE [Amplification Plot] &38R L
{Amplification Plot}BifiZFRK "I,

® Mifif EDAnalyze R ¥ VA2 H DHSettinghH v (HiHD)
%7 ) > 27 | "CAnalysis settingfi % FKrIH 5, Kk
BRIZ DWW T, Ct Settings to Use : Default Settings®DF
v 7Ry 7 A&H L, iZAutomatic Threshold®DF = v
7 % 4k L T {Threshold} MAIZ [0.2] & ANT 5,
Automatic Baseline OF = v 7 4L, BaselineZ 3% A
I NGV A ZIVTERES D, Z OEEAR I L 723~
TORBRIZHDWTT > TREZE FZITHEE AT D [Apply]

NI HT ) I T B,

LightCycler 480 Zfff] L7236 DT — & OfiFHT

@ [Analysis]h& %7V w27 L{Create new analysis}|C
T. [Abs Quant/2nd Derivative Max] % 3&iR L [Subset]
TIE T I BIERL LT Subset 2R L [0K]Z 2 U v 7
T %,

@ FoREN7-MEE T, [Calculate]Z 27 U v 735,

® HEEdERE L . [Result Table] 12 Cp (Co)fEMRFETRENS,

CHra)




QuantStudio 12K FlexZffi/l L /=%t O 7 — Z fifhr
(Y7 b o = 7 7 QuantStudio 12K Flex Real-time PCR
instrument Software vl.8DiEE)

@© {Analysis} # 7 #ERT 5,

@ _[Amplification Plot]Z iR L {Amplification Plot}
AR RSED,

@ WEA EDAnalyzes ¥ 423 B Analysis Setting7h &
V%7 ) w7 L TCAnalysis settingiaFznr3E5, %
PBRIZ DUV T, Ct Settings to Use : Default Settings®
Ty ARy 7 A&H L, RiZAutomatic ThresholddDF =
v 7 %4 U T {Threshold} #MHiZ [0.2] E AHFT 5,
Automatic Baseline ®OF = v 7 4L, Baseline& 3% A
I NING16Y A 7 )V TEIES D Z OFEEZ SEHfi L 729~ T
DB DWW TT > TREEEHRICHEHE A FO [Apply] AR
i BB AR

20 THH U722 Z 3 ODNAGEHRIZ D\ T, BLF O fE 5
DHEAF—2L (K1) 120> THET 5,
FDNAFREHRIZ BT,

(1) a2 AXREMEX GBI T2 Y = MO T4 T T38RI DCq
ERTFLI, DOV T DO RMFF R ARERIC T2y
= VTR T CL3RIG DCAEA G DT HE . MLtk
X T SHET S,

2 PEFTHI L= 2200 DNA REHEIZ DWW T, LU R OfE R
DHEAF—L (K1) 20> THET 5,
45 DNA BUEHEIZ BT
(1) = AFEHEXERERIC T 2 U = VT2 T T 43 KD Cq
AR HAL, DN T DO RFRF R ARERIC T2 ¥
= /VHHTART T 43 KD Cq [ER G b2 E . Hi%alkl
X TEME) * & HET B,




(2) = AR EEBRIC T2 Y = VT4 T TA3RTH DCq
ARSI, DOV T IO R RARMEARICT2r
= /VHHMT AR T TR OCAEN TGO N RN o TG,
akhE etk SHET 5,

(3) = AFXPEMER BRI T2 Y = M T4 T TA3RH DCq
RSN, DOVT O RHE R BmARIC T2y
zWMHMTET T LIZERERM G O N2 2 5/1T. B
FE. iR 5o 11, DNARhHIRES) DIREOEEZITV,
ET D, FMHER L ZDNAREHR ORBRIZCEB W TS [F
] OHENG LNV AEICIE, TRt SHET S,
Fo. T AXEERBERHERICTO EH1 Y = /L TA3R

Titi D CafE 23 F B AVZ2 WDNAGUEHIR IZ DWW T, FREE . Mk as

50 T1. DNAFHRER) DIEOEIEZITV., £ TH a LK

P RGRBRIC T < & B 1T = /LT3R D CafE 2345 B A

RN AT, AR B IR 2 = AT TR RE

LT 5,

WIZ, ERROMER R Z I, Bl FHEZ a2 AFORAD

AMA M2, 2 O 72t 5 o DNA R IZ BV T

BottE) &HE S 7o, TRz a2 AFREA &

W2 E1EM) , D7 &b —50 DNA BREHK OFBRIZ

BWT TR LHESATRRT, DR =2 L5F0E

A2 L) EHlrd %,

(2) 2 AFEPER GBI T 2 U = VM7 T T 43 KD Cq
ARG DAL, DONT IO RAEFF AR ARIRIZ T2 ¥
= VP74 T T 43 Kl D Cq [ERF LR > Te A, Y
akehx Ttk SHET 5,

(3) = AFGMER BRI T 2 U = VOHMTAT T 43 KD Cq
ARG HIL, D2ONT IO RIFFRARERERIZ T2 ¥
zWHMTET T LE/BRENMEGE SN2 285581, B
FE, Bk 5o T1. DNA SR DI O#EZITV, H
ET D, FHMHREE L7z DNA BEHR ORBRICBW T (55
Pl DHEPFLNRWGEITIE, TR SHET D,

T2, A ALAFEESEREERIC T ES 1 T/ T 43 K

D Cq A B0 DNA BREHRICOW TR, B, BiE»

50 1. DNA ff SR DI OEAEAATV, £ TH a2 LK

PEXFHRERERIC T2 &b 1 7 =)L T 43 Rl Cq fEN 1S B

IRV EITIE AFEID O 1B R R 2 25T TRRAIAREE)

LT 5,

WIZ, EREOYERRZ RIS, Bl 2 AFOREAD

AMAZHWTT 5, 2 0TI U725 @ DNA BUEHIRIZ 3RV T

(Bt &HE SN, Bz = AFRA] &

W2 (1R, L7 &b —0 DNA FHEHRORERIZ

BT Tfatk) LHE SR, NEE Az = A %R

A7p L Eflrd %,




#1.

DEE T Z T AXNBEAL TS ] SHESH DR

RERRGOMEL

= "“ Rt Fr——
- i MONTILOON  youmizie  MONTITOD | MONT1800 Hil4
88 DHAS AT (+i4) Pt [+/+) f) (ed+) (+{%]
58 DAL - ETER] RTED, [EFED] (+Ff%) (=f+) (+S%]
ng MONTII00" MONTIHG MOKNT1T00 MAONT 1200 HH4
. 13N mA A R A
v N —
X1 FEREOHE A F— L
STEP1

LA 51 R AR

ONANBHI M RIS E R R (2E18)
? G-

|

STEP2
ON71200, MON71100/71300.
MON71700, MON71800, HB4$& 50518~
= mnmn!uuuumzns»

,ﬂa..,-.;»ad G408

BN, BYeEL

#1. TBEFHBEZIALATHREALTWS ] EHESINLLSR

R EN HERS
» e ER SRS N
sl - MON71100
xR ERER MON71200 MON71700 MON71800
/71300
HHDNARAELR - @ (+/+) (+/+) (+/+) (+/+) (+/+)
HHDNARENR - @ (+/+) (+/+) (+/+) (+/+) (+/+)
| | | |
- MON71100 MON71200 MON71700 MON71800
= /71300 BA  BA EA EA
H1 ERHATEAF—L4A
STEP1
O LR R g

CNADHE RS LEERRFREE)

or
|

CELF L IRG R TR Reh RE R, 2L ISRt

BEEDR, B ERETH A TGS R T,




2 A (63Bt, NNBt, CpTI) DAk

(%)

1. DNA fliHi#gE

(%)

2. EMEY T IVH A LPCRE (ABI PRISM™ 7900 ¥ 721 7500)

(%)

3. MR L HIE (K1 2/

(%)

(%)

(1) A A ZHREZ A 7 DNA FlHKSHLE » b (QIAGEN
Genomic—tip) 1%, QIAGEN tEmBHEAFIEETH D, ~ Y
7 NES A 7~ Rk (NIPPON GENE GM quicker 2 2
%) @ NIPPON GENE GM quicker 2 v ME, = v &>
VU BHEATRETH D,

(2) G AOBREEIZHANDE T T4 ~—xF, 7r—7 (CpTl =
A7 1 —7" (KDEL-P) #Br<,) BIXQY 7 Z A
A PCRIEFIEHETZ A 3 K (GM =2 A 5 B KPuiE = A A
Hgttay ba— 72 A K) 1L, =y Rro— o4t
L7 7 A=y 7F0BIEAFRETH D,

2 A (63Bt, NNBt, CpTI) DAk

(%)

1. DNA fhiH K

(%)

2. EMEY T IVH A LPCRE (ABI PRISM™ 7900 ¥ 721% 7500)

(%)

3. MR L HE (K1 ZH)

(%)

(%)

(1) A A HRstNEZ A 7D DNA SIS~ b (QIAGEN
Genomic—tip) (. QIAGEN #f_ (T 104-0054 HUEUHR - o X B
& % 3-13-1 FOREFRONT TOWER II. Tel. 03-6890-7300
Fax. 03-5547-0818) MO AFRIEETH D, v U W7 IVEE
2 A4 7%y bk (NIPPON GENE GM quicker 2 Z8{%) @
NIPPON GENE GM quicker 2 & v M, = v Ry o—14k
(T930-0834 ‘& (Lfif=R] 1-8-7. Tel.076-451-6548
Fax. 076-451-6547) OHEARIBETH 5,

(2) 2 2AOREIECHND T T4 ~—xt, 7r—7 (CpTl =
AR 7 e —7 (KDEL-P) %#BR<.) BLPY T2 A
L PCRIEAEHET T A X R (GM = A 3 B RPiME = A&
A=y ba— 772 K) 1k, =vRrv—4t
(T930-0834 & |Lif9EMT 1-8-7. Tel. 076-451-6548
Fax. 076-451-6547) X317 7 2~ v 7 tt (T 243-0041 JZ




(3) 2 AOBMBIEICHWA o —TD 955, CpTl 2 A
7' 11— 7 (KDEL-P) |22 T l% Thermo Fisher Scientific
LA RETH 5,

(%)

2 A (LL601) DAk
(%)

F7EBm 2L (Bt10) OMETE
(%)

r7Em =y (CBH351) O HiE
(%)

7T = (DAS59132) D HiE
(%)

%% (RT73 B. rapa) OWEITIE
(%)

Atfifk s B 5-1-3. Tel. 046-295-8787 Fax.
3738) MBEEAFRETH D,

(3) ZAOKREEICHAND T a—7D 5 5, CpTl = A A
71— (KDEL-P) {22V Tl% Thermo Fisher Scientific
1 (T 108-0023 HRXZH 4-2-8 (EAREE-—HY A &
JVHEE Tel. 03-6832-9300) MHEEAFRETH 5,

(%)

046-294-

o A (LL601) ot ik
(%)

FrEm oY (Bt10) OfE L
(%)

rEm =y (CBH351) O HIE
(%)

K Em 2 (DAS59132) D& Hik
(%)

F %% (RT73 B rapa) OWEE
(%)




234 % (PRSV-YK, PRSV-SC. PRSV-HN) D#i#s J7iE
(%)

I L x (F10, J3) oA A
(W)

B/ (AquAdvantage) DOFREE 715
(%)
R F—= (ZW20, CZW3) D& 1L

)

M. R 51500 RIS MR iR 07 15

1. DNA fiH RSB VEIC DWW T

()

2. UTILH A A PCRIEEIZHOUWNT

M. ERRAESE] CEICHWLIL TS ABIT500 Xt

LightCycler96 ZED I & RIZEOMEREEZ A T Hi%fEE V5%
NTED, FEOMREOMRIL, BE, BVELHFEME, v
IVRZER ORISR (FRICERT 256) R EXER L TIT I,
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