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22 VERFEA O Z DNA A4S &M OMA k] O —FHBIEIC>WT

LARMER A OALHE 2 DNA S8 & O A& T EIZ DWW TIE, Fhk 24 4 11
H 16 AT BZHE 1116 5 4 5 RA T EE EEE L RE ML e EEN 20
RFEAOMEZ DNA ENISHE S OBEHECHOWT] IZXV@EMmLTWND &
ZATHD,

S, KET > R NIZBWT, BEENZREEEORRB L2 T TWRWERT
L2 = A% (MON71300) NEMETABT LTS Z ENHB LT, YikEE T
MM X 2 AFIIARMICBNWTRZEEREETHL Z LD, TOMRAEIEZE
LB SR IEATIC B W CERR L, TR MEREEOME 2 DNA BiFIEH
BMOBE S]] 2, JROEBVRIETHZLELEDT, BAEICY > T
ARRAEFIEIC L0 EE Sz,

MOFET, ER L x (J3. F10) OREFIEICYI, X17TRGHE R AR AL Z B
LTW5,



U

IR PEFRSEAS ORHLZ DNA il A OB 51k



ER/N

- RIREEUS A
H A iR A 7 75
- iR (FP967) DOR# itk
- 2% (MON71200., MON71100/71300, MON71700, MON71800) DA )51k
- 2 X (63Bt, NNBt, CpTl) DA HiE
- 2 X (LL601) D ik
- hryER IV (Bt10) OMAEHIE
- hvEBm s (CBH351) O ik
- hEwr s (DAS59132) Ot ik
- %% (RT73 B. rapa) Ofats ik
- 734 % (PRSV-YK., PRSV-SC. PRSV-HN) D5k
WL x (F10, J3. Y9, X17) oA ik

- ¥/ (AquAdvantage) DfR#E 5k
M. RS EORZEM ML 15



. BRASREIRGIE




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

FHHA 2 DNAFAIS BN R —I1CH M L TWAD E W) Z L 2RHEE LT, 2y F&2R
FT 2L EITH T2, & b/dny FORE &, WL, QEREIOLT T,
LRSI DS ER I Z AT 9 o MIARERIUCER L Tk, ey FOBRINIBA LW 5+
SEE L. AT HE  RESAEEIIME N ETOLOEMERAT L0, TOHEE,. o1
PEEEAITWMER T 5,

WRIZ, BRI LT BRI BE 270 D K 9+ IiRA Ltk 2O bREICHER
—ERAERD . MaREE AW BT 5,

T2 FXOBRNCE L CIE, 1 BIE REERIE 1 kg @9 5500 gzt L THWD, #ED
D500 glXFRLORETHRE T 5, FREDORHIIXIZNEH WS,

111, ST — b UFEA DS

LLF DFIHE > THRIKERIREZTT

2y hORES RERIR D720 OBRINEL | FRIAEREE (k) 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. [ E6HADHLE
1.1.2.1. YA o ARy

A AT DR 1 ez 1 vy LT vy hERKERETLOIMIELE D X
YA — M7 T —FEEHONTHRERRAZITO o L L ERREHFAFEZ S - TS5 (=,
10 kgbh EA A L7 b D& HEsr LT A 2EIcl il (M kgbl b)) &35,

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



1.1.2.2. 1 X UITHR AR

XU (R ZEEe,) ICIBATABRIC L IZLidA2 1 vy hE LT, vy haKE2K
BT HIRIEE D24 — o 7T %2 O THRERIREZITY O & L, #IE72FH
MR Z > T 15 [EE 10 kg A EZ AR L2 DO &40 LI LiTEIC 1 HIE (1 kg
PIE) &35,

1.1.2.3. IZLIFICBIT D RiRERE

Tl IZHRA LT b DICHOWTHREERZITH>%A. 1 IZLiTE1 vy FE LT,
=V m%ﬁﬁﬁéfmkﬁéioiﬁ e | TF@:%&M%\%wﬁﬁ#%

FH10 kgll B2 AR L7 b O & HEy LT LT mEIc] Bl (1 kgbl k) 9%,
1.1.2.4. a T FITHBIT 5B

127 %1ay b LT, vy heKRERETLIHRKLE RS X9 BB, v, TEE
\ZAB AT, FH5 AT E . 310 kgl EA I L7726 D &HEsy LT a T F I 1iE (1 kg
PIE) &9 5,

1.2. LA DORIAERE
IMTRSOBIREEUZOWTIZ MR ER Dy hOKE G U TLLFORICHEWO A
BEAEIT 9,

1.21. bhouEna ORI (=227 ) vy, a—r 750 — a—r 3 —)L5%

BRI LTZ b D)

FRAEREBUZ DWW TIE, 11108 T — b U BEADOEAITHE D

1.2.2. TN LSO T A dh

LU ORITHE > THRISEREL AT O,

7y hORKES FRARERIR D 7= O DBAMREL | B EREE (g) FRARER
= 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. I AX ORI LA OB UNEREE, BRi2 ML= H0)
BARELEUZ DWW T, 1.1.1. 048 DAITHE D

VA VA (e SN = ¢ ANAR DIV AONURIADY TV S i)

24, HERED SSA . EREOITIN Lk ROV ST OB

HERED SN A Y AREOITIN L X M OEY 7 ORI OW TR, dReERLm
FDORE SIS CTELF OFRISIHEWV IR ZAT 9,

my FORE S BRUERIR D72 O BAREL | Buih sl (i)
< 50 2 2

51 ~ 500 3 3

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

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

2N L B L x KO O TR R OBEREIZ O\ TIE, 5 Ehbay o
RE SIS LT 122.0FRITHEVRIEERIEZIT 5, 7ed. Byt - AoBHRLE | JKEEZERLT I
DONTIE, MIRERIEZ 480 g 95, /2, 2% A ¥, TV L x I rosdaER
DI T A OWTERT 285615, W0 T & ICEEE ORTLEEERIT A AIRE & 72 5
O M EREEREL S L TR 52 L,

il
YRRAIL, EREL O A O TELPRESRRK L L TRESIND D, ZoMiRiz

KX OHIERERIIEHT L, b &2 NTD70DFANZ OV TEET,

- A RRMRIRIE, — WA E —HALE T 5,

- JFHIEL T, AN BBRIEOBSIRVR D EBEEL- AR T 5, (Fl20X, Effox
INATXIZOW T A R ZBROTZ R XL LS DWW TR & RO B 40
T OWN TR Z BRN - 20 A7 E O O %+ 2 & Tl 4y)

- BB ORSIE, R —ICHMATHEEZONDT-D, AT SETIcRE 2 EE
g T I U, S8R L CREEE E 35,



- AT 2 P REUEH LB AR-CHR AR OMERICE D 59, EEIEIC T EE LRI 5,

- REHARAZ S e RESMKRIT. EROBE N7 JBE - WEOEBN DIV XY ST 2E
MTITWV, v Ix—varzh<krFEhwd s,

- MEHEDT D, MR A, R E, RIS Cleidz., 7
N VRN —BIRITEE T 5, HDWITEEREEEZ V., 3053 [ O 5 il L8 %
179, PEi#1% 1. DNA Zap solution (Thermo Fisher Scientificttf) 72 2 H L#RE « &
A LIZDNAZ R L, b TR L7cRIS, FRIEAT2 2 L 2o 5,

* Ly F=GM200 (L yF =itfl) (Lt — (AU F =45 | Force Mill CRFRZ I L 418Y) |
Xtreame Blender (Waringf1:84) | BZHEFLEA - AR B L ORIF O RN ELNLHDEH WD,

3. Fofh
TR OHRE, 2 A, % R L TiE, REBRIREIIREZ RV IRLITO DI+ o0& E
95,



0. ERRESE

(B AFFEIZHT D Cq IEDEARMZHONWT

Roche Diagnostics fH#DU7 /L&A 2 PCR #2355 1%, Automated Method i Second Derivative
Maximum Method % N TH:H1% Cp B X% Cq % Cq fE& T %, F7=. Thermo Fisher Scientific #:#DV7
JVEA L PCR BEBROB G L, R—ATA L% 3 AV NVID 15 B A7V THREL, ARn O /ARG I KAED
FARIC, 2 LT RSB R 7 i Hh R T 28302 Threshold line (Th. line) LT 0.2 IZEREL ., 155415 Ct
fi% Cq L9 %,



Wik (FP967) Dfad ik

ARREVE CII R 2 AR5 & L, DNAFHERLL, LR OEA 4 o A afstlg 2 A
7% v bk (QIAGEN#E#Genomic-tip 20/G) Z 5, 1 MK 52 T CDNAZfH L.
BAHHDNAGUEHE 2 W TEM Y 7V # A APCRIEZ FEi T 5,

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

kel 05g 2ARY 7oL UREIEE SO0mL &) ICEVERD . A F RN &
A 7DODNA iR %~ + (QIAGEN Genomic-tip) % AW TLLFD XL 912 DNA ZHiH
W5, 3EHZ, G2 AR 7.5 mL & a-Amylase?20 uLZNx T, AT v 7 AIF
P—ETHMLIES L, 37°CT 1 FEPRIET D, & HITG2 #&@#H#E 7.5 mL, Proteinase K3
200 uL, B LY, RNaseA™ 20L& Mz, Yo T NARFa—T DEICES L RDHETHR
FRL.50°CT1 FEfIRIET D, T DM, 2 ~3 [FEIEIEE %2 ]l S CREH 2 iEIR T 5,
RUNT, 5,000 x g, 4°CT15 il LmoEEL S o7z FIEZ2mL T 22 mLAT =2 —75 K

(FF10mL) (2 L7°, 20,000 x g, 4 °CT15 s O7BET 5, & 5202 UHQBT FEMEIHR " 1
mL T4 L 72QIAGEN Genomic-tip 20/G 12, £2mL BF =2 — 715 EiE% 1 mLd Ok
BLS AR5 FHSmL) . RWT, Ty 7 %QC #REW ' T2mLd O3 [P L=,
F o TEFH LWVELEICE L, H O D50 °CITINE L7-QF FEEE " 500 uLZ & fif L.
DNAZEH T2 (A 1) » Ty 72 LWEEEICE L, & 5IZQF FEMEK™ 500 uLc
DNAZIEHT 25 (A 2) .

WNT, IWHIREEZEDOA Y 7 a X —)LvaEH 1EEH 2ic2n2nisinL, wo<
V10 EHAEREFI L7212, 5 2M=RE THET 5, 12,000 x g, 4°CTI15 oz L, RF
ZHEFHELT21%I1270 % =& 7 — V500 uL&E RN L, 10 [EHEENEFIF 5, 12,000 x g, 4 °CT3
i LTt RISAMEIHE L, ot 2 i w5, WM 2 omFEIzH S
22 L 660 °CIZINE L 7= 3K E 7R B K50 pL & N2 CILBW 2 1A S8, ORI %
WH 10=WE I LA, KRG LS, fHDNAGRENK &35, flHDNAGEHRIZ Y
JEIEEEEF A2 F VN CDNAJEERIE 21T 9,

" G2fEMER,. QBTAEMENR, QCAEMEIR, LN QFFEENKIZX >~ MIME L TWDR, BV RWGAIC
3% v POBEICHE - TR AR TH D,

2 o-Amylase  (BIRIEM) Z=y R Yo—raAflob o, U, AEOEREEF > DOEHWD,

"3 Proteinase KiZ ¥ 7 7 U 4E# 20 mg/mL) F 7 XFREDON 12> DEHW5,

" RNaseAlZx 7 7 418 (100 mg/mL) F72IXRZEO 12 H 2D EHWS,

S LS B DBR DAL AR S WK D IZERE T D,

6 W) (DNA) DR L7eWIGATE. 65°CTISHMIRE 2WMT 5, TN THRERITHEMRTE T,
ANE RO B DA, 12,000 X g, 4°CT3 sl LTRLAT BIEZH LWOEIREICHE L,
N EHDNARENK &35,



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

DNA REHFROmE Y &2 R0 . WEAEKEZ RO CEEAR L™, 200~320 nm O i
TERIMNTRIN AT RV ZHIE L, 260 3 K 00280 nm OWIEE (Ao B8 LY Axge™?) %D
T D, IROT Ao DfE 1 % 50 ng/uL DNA & LT DNA IBEZRHET 5, £72 Axo/Axso
ZEET S, ZOHN 1.7~2.0 I2724F, DNA DB ENTWS Z L Z25RT8, &
HAU7- DNA JEENG | JRE A K T DNA B 2 50 ng/uL ([CA7R L TR L, DNA
REHE &5, DNA BBHKIZ 15 pL Z &2~ A 7 aiEih &I ovE L, -20°C LU F THBR
73 %, 2 L7 DNA 3EHEIX, BERE DICHER L, 7% - IR i E R 7 BE3E
T 5, 728, DNA EHREIK OB PCR THEINTZREICE LW E XL, T F
DNA #EHE & L THW A,

OEIRAE R, WO EEE I L0 @O R E I E T A ES L ORI RS0 WA T 5,
"2 Asgo 75 DNA FIRDWRYEEE . Aogo XX VXN EH AR SKOW S L E 2 B,
3 Aoso/Asgo D EE DN T~2. 0D FIPFAAN Td - T HAFHE DO H 72 HEEIXE X 720,

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

FP967 DA HIIFPIC TR DT 5 A ~—. Fu—TZH\i= ) 7L % A LPCR & #i RS
MO Z A4 ~—, 7u—T%HWiz 7 X A LAPCRD2 REBREZITVHIET D,

FPOOTIRENFH & L T NOSH — I Rr—H — & AT F )~ A ¥ UHEEG T- O 8 S aEi &
AT 5774 ~—, Tua—T2H\5b, £, #HREMEXFH & L Tstearoyl-acyl carrier
protein desaturase 2 (SAD) BBV ZKRMNT DT T4 ~—, Ta—T%H\5, £77
A~—, Te—TI3REBEKICBERT D, 774 ~—xF, 7 a—7 OHEERINILL T D
LBHTHD,

FPOOTIR N 7 F A ~—%F, o —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

HERRIGPERT T 7 A ~—%f, 7n—7

SAD F: 5°- GCT CAA CCC AGT CACCACCT -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

PCRAISURIE25 pliwell & LTRSS %, MEIZLLFD &30 TH %, Universal PCR
Master Mix' 12,5 L, R 77 A4 ~—x@ K (%774 ~—. 50 umol/L) % 0.4 uL, Xt
G a— 7R (10 umol/L) 0.25 pLZ&RA L, JEZARE /K CaE 22.5 uL (ZF#E%,
50 ng/uL DNAGEHEK 2.5 uL (125 ng) 2T %, PCROT 7 > 7 JUniR & LT, £ 7DNA
ﬁﬂm%mz&v%m»xmmfﬁﬂﬁ_ﬁﬁﬁév/VQ%W%Tﬁéit#%VHw%L\
BV 2 VEEHT D, ZolE, LORFLRWEIHS>EREL, SHOY—V TH7T
TV == HNTITY, BRIV VOEZBEL, EICKIErH 55581, 71—
N DO AEBE S NN TRIEEZ RN TE L, 7 L— FOfEZR%. MicroAmp Optical Cover
Compression Pad™® Z K ADHEHN LI585, 7L— O LIty M5, ADNAGE
7= 0 FPO6TRFN U 7 /v % A APCR & HBRBEIEXI R U 7 v % A4 APCRZ ZLE 1L
2 Tz WIITLTIT ) D LT 5,

! Universal PCR Master Mix

ARFRIEITAEEDR T2 IBREBIEERIT O BRI, BEDHERIATOND KO ITEET S, A +507%
BEIIE PCR 39 L WDRWEERH D, 5 BRNZIIBHTHRALT v 7 A XV —2 T3 Bk
FERG LTcth, B<iEL L, WRZHRBEDEIZED TBWTHBMHT 5, £z, V=/IoiET 5
BRiZ, DR, EORNEERZ 2B E L, V=L OEICHERIIAND,
"2 Non-Template Control (NTC)

DNA EHEOWIMOES, NTC (ZIZDNA SEHE DD W IZKZ 7 = /uiZ2.5 b N4 5%,
896 Ux LT L— R, U= BIY, =V T T r—H—

MicroAmp Optical 96-Well Reaction Plate, 35 J2 TPABI PRISM Optical Adhesive Cover (Life Technologies
) 2HERT S, =V ORI OV T T BO~ =2 T L EBED L,
"4 MicroAmp Optical Cover Compression Pad (ABI PRISM™ 7900 %5&, Life Technologiestl:)

ABI PRISM™ 7500 T3 L 720,

2.2. 71— MEHROZTE

FOSIZEE L Tk, 7b— MEBROBREZITORITITR SR, REXITOHBIZ,
BRORE L FE, B, 7n—7F8METhH o, BAEMIITHH#HY— N ET, ALY

U— FOBLEIZKHET D X 9 IR & 1T 7208 6 iR fE$E (INTC) : Non-Template Control,
[UNKN]| :DNA #BHK) OREZITH, £i27 v —7REIZB L Cid, NOST-Spec, SAD
& & IZReporter 2% [FAM]J | Quencher 7% [Non Fluorescent] & 722 X 9 ICHET 5, £z,
Passive Reference (3 [ROX] IZEXET 5D, 2B, 7 F— RO EILI600 emulation E—
RNEZ3IRT 5,

11



2. 3. PCR #1ig

WEICT L — b2y L, KGET—X OV AR ZBRET D, KIGRHEIZUITO L
BYTHD, 50°C, 2 DEOFEMTHREE L%, 95°CTI0 IR L, &~y A Z— b
LRI ERGT 5, ZD%., 95°CT15 B, 60°CT1 fExE1 A4 7L T, 45 W
A 7 VOIS %1T 9, Remaining time230 73 & 72> TWAH Z E MR L, MILEKT X
Bk, WEBROMNT 21T,

3. KR O & HE (K1ZH)

FPO67H5 % R ¥ K OVl BRBG ME X A ERBR O W iz >\ T | fEROYIEIT
Amplification plot I~ CHIERBIEA 70t i & CqfE DEFE. 36 L TOY, multicomponent | ToD
KR EFBROENIRE (FAM) Of 3B 2 PR 2B O %2 & - TIT 9,

F 9" H £ TAmplification plot_{ZNOST-Spec D Fa4% BRI 72 HEME ph AR SRR S =56
(ZIE, FPOOTIHEZEE D, IRWT, X=X T A % QBYA I NANB15HA 7)V) RIEL,
ARND / A RGO B KAED AT 2258 L 72 $5 5 BILH) 70 g il I T 427> % Threshold line

(Th. line) & L TCO2UIRET D, 7272 L, Th. linedd / A ACFE 4R BAKA0 T\ HaE iz &
ROHGEF, TNb ERZD LWL S Th. linex #HAET D, £ DTh. line)» & CqfiE 315
SNDINEDEIENTT 5,

20HTHI & V15 5 N 7ZDNARCEHE (1 & 72 0 27 = AT THIE) DEFH4 Y = /v
NTEHWTHES 5,

DNAGUEHEIZ BT

(1) HEBRBG ST FRERBR D201 T3 X T D U = /L TA3AK D Cqfi3 5 H 41, 7> OFPI67H
FHRER DT~ TO Y 2L TR OCAEN T DTG Aa%albHI G & )
ET %,

(2) HERRFEIERTIRERBR D20 T3 R T D 7 = )L TAARMOCENE S AL, > OFPI6TH
HAFBR DO F R TO T = /WTIB W TA3AKG DCQED T B AL WA 1IN &)
ET %,

(3) FPO6THAIFBRIZ I N T, T TO Y = L TH LERRPFFONR - o6
(. B - BB OS5 B Sd C2 [ H ODNAMH R 24T, & 512 12,
EMEY TV E A LAPCRIE ) B OEAEL FhE L <, HIEEZIT 5, 2[F H ODNAFE}
W T2 6 T O BYEOFIEDN G DRV IS, FPI6TRANE & HIES 5.

20T O TN EN OHIHDNAGUENE (4527 = /L) IZHOWT, FEROHE A F— Ml
- THE L, 5 ORHDNAGUEHE (&£5H47 = /V) (IZHOWTHME & HIE S ik z
bl &Il 5,

72k EREHIEIZ L D FPO6TIG M N HIE S AL 72 #2122V Tmulticomponent Z fi##T L, H R

12



CTFAM DGR EE O FR BB 72 N A3 22 C & | ROX D # LI D B 72 T FECFAM O
HOLIRE DOFRO0 e ER-RRNT L AR T 5,

F 7o, dRREG M R ERER T2 7 = VAT O] 7 T43AK0m DO CfiED 5 H 4172 VW DNAGUE}
TRIZHOWTIE, HE, Bk 50 T DNAMERER DIEOBIEEZITV., TN TH2Y =
JAIFAT DO CA3A MG D CQEDGF H AL WIGAIZIE. ARED D OREIIARHE L T 5,

13



®1 BEROFERF—L
STEP1

o R 157 1 of B 5l Bk

* :
or
== - &)
DNAD M B LIEZFBR/E(2EH)
I

= -

STEP2

0

DNAD I H FE R LI EBR(E 2 B)

|
= e

oo

$EITIVIRISETHEEBEARSNIZEE .
AR avENELA . BYGREN
ThNTWVENOFIEETRT,
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2% (MON71200. MON71100/71300, MON71700, MON71800)
DIRATT 15

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

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

aAXERZRE (BEE) HI-03IEED1% SDSKIEKEZTRIML CTHRET 5, FDi%.
HiAK TN A ETTT X, {Z O BTk % 5T, Bz 1040 °CT
A0S THRLEE S B 5, Halgts . L —S5 0k T4 5,

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

AEH gZ2 50 mLAT = — 7 (28 Y LY . 100 mg/mL RNase A" 10 pL % AP IFEEHE ™ 5 mL
ZWINT 5, ABHEN RS RL2ETHAALT v 7 AIFH—FTHMLIHEH L, 65°CT1 K
MRIET 5, Z DM, EOE Z22~30 iz S8 TIRERfMT 5, 2 0RBHT, P3FEEIR™ 1.8
mLZIML, AVT v 7 ZAIFH—FTHILLIE, AOKPTISHEHES 5, A7
Rz OB A2 L. 3,000 x g, =IETISOME LD EET S, EiEZE45 mLEEE L,
QIAshredder Maxi spin columniZ & fif L, A A > 7 Rz OB IZ 2T 5 (3,000 x g, =R,
5O31E) o BiEE4 mLEEE L, 5 LWSO mLE T = — 7 1B, AWHEEIR ™S 6 mLE RN L,
NNAVT v 7 AIFH—FTHL BT D, 4% DNeasy Maxi spin columnlZ BT L |
A A 2 7RG BRI T D (3,000 x g, SRR, S0 o BEVIEREE T, T HIZAW2
R 12 mLE 2, AA 7X@ Do BEIZ T 5 (3,000 x g, =i, 1590/) o 17
LEFLNS0 mLEF 22— 728 L. BT LI2HH N LH65CITID TR Wikl mLz
Mz 5, SHOBRIECERER., AL 7 AR 00BEEIZ T 5 (3,000 x g, =i, 10531H)
WHIKZ2 mLEY TV Fa—T7I1CB L, WHKREFEEOA Y T a/N ) — LV ERINT 5,
ETFICp o< 0 I10FEEENEF %, SOM=EIR CHET 5, =002 A L, 12,000 x g
T, 4°C, 15%fEs oy BEt: . RIS &2 BEEET D, 70%T ¥ / —/L500 uLZain L, JLE
Fa—TDENBIEFBNDIETT 2 —TDEEZHELTIIC L, LB H L. 12,000
x g C, 4°C, 37 L orBEth. HiGZ2eRIcBEEE LY, (M Z iS5, #iZK130 L
EINZILE 2 Xy T ¢ v 7 HEEE T LB SH, DNAREHRIR & 3%,

*] EBRAZBEL T, MEEZDETLIERY M OF v 72 F TN TR L0570, T
NEOa o Z Ix—2a UREIBRNWE DIZHTEET 5. DNeasy Plant Maxi Kit, QIAGEN DAt
WZRIZOMREETHX Y NefERTHZ LN TE S,

¥ %o MEBOH O, QIAGENL Y Bl&EA L8 D (Cat.no. 19101) | IXREDOZ N EEFF>H D
ZHWD,

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

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

*5 %o MEBO LD, HDVIEQIAGENE W B A L=t (Cat. no. 19081) %\ 5,

15



*6 X v MIEOL D, HDHVWITIQIAGEN L Y A L7-H D (Cat.no. 19072) %W\ 5,
¥ BN R WA TH, BILENOERMAITIZIETE 5702wk o, EEERET
éo

1.3. DNADOHIERERE - FHHL - £RAF

DNAGEHFER D 4 B4 LD . flikZ2 HWVCEEAR L™, 200~320 nm O #iJH T
U AT RV ZHIE L, 260 nm Mz U280 nmDWE T (Azso e (NAngo) 2 xF0ERT D, KD
TAw0DfE1.0%50 ng/ulL DNA L #% L, DNAMREZFHT 5, £72. Ao/ Awo& iR L.
Z DN 1.T~2.01272UE, DNABHSITRER SN TS Z &2 RT7, 1561 7-DNAJRE
25, DNABUEHRIE % 10 ng/uLIZ MK TAIR L TR L, DNAREHER &35, DNAREHK
%120 pLZ £ 120.5 mLA T 1.5 mLEF = — 70 H . -20°CLL F CHRHIRTET D, ik
L 7-DNAGREHR T, BlfiEse E DA L, 5% - 2RSSR AT FE#E S 5, 72355, DNA
B DIREEMN 10 ng/uLIZZE L7 & XX, 2O F EDNAGREHE & L THWS,

*1 FIRGERIE, WORERIEEEIC X0 @Y R B IC BT 2R E L RSN R 5720, MEET
Do

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

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

2. EMEY 7V & A4 LPCRIE

Bz a2 2X0mHIT, £RREROBRIRBRHO Y 74 ~—, Ta—7%Hwn
72U T NE A LPCR, KA LXMDY 7 4 ~—, 7ua—7%2Hn=U T
Z A4 LPCRO2IRBRZFTVVHIET D, MON71200, MON71700. MON718005% # 45 B # 0
AMEAE LT, 2 A4X5 ) AR EBIEFRIANY ¥ —OBERHERERNT 57714~
—., 7 —7%MH\%, MON71100/71300-2#FF BARFNGRERH & LT, 24X 7 ) AITH
ANENTE DT VAV 2=y VSRS ERaNT 5774 ~—, Tu—7%H\5, i,
o ARG IRERER F & LT, Acetyl-CoA carboxylase 1 (ACC1) &fx f-Bed| &4 25~
FA~—, Tu—TrH\5b, £ TA~v—, Ta—TFMKIIEEHET D, TTA~—,
7a—7 OEIERINILL TOEED TH 5,

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

* MON71200-3" junction-Pid, PNHEFIZZEN & 3’ Kl lowaBlack™ (IABKFQ) % f&fifi L7z
XINIxrFx—Ta—7Thsb, HPLCHER 7 L — FD b O % Integrated DNA
Technologies (IDT) - TAFARETH 5,

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

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

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

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

1 fRREL LT, UTOT I ~—( RO T v =T 2T 52 L bA[RETH 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-Taq5: 5’-FAM-CTG TGC ACA TGA CTC AGT TGT TCT TTC GTG-TAMRA-3’

21. U7 LA A APCRIZIGIE D FHL

DNAREHE 720 3Bk, T2 =Tl TIro b e 35, 7 =/lD
T IVH A LPCREUGHIE25 pliwell& L CRELT 5,

= 2 R BEERER . MON71100/71300 %0 Fr S AU ENEAER . MON71700 % e RF 52 146 A0
PR & O'MON71800 % #8 R5 FL AU KR I aRER OAHEIZLL F D & Y Th 5, FastStart Universal
Probe Master (Rox) (Roche Diagnosticstl:) 2 12.5 L, &*5 77 A ~—¥&iK (%50 umol/L)
%0.25 pL, &7 0 —7¥®R (10 pmol/L) 0.5 pL&RA L, Hi/K TRE20 pnLIZFHH% .,
DNAREHKS pL& in4 2",

MON71200 % #E4F F2 iy i Fn el Bk DA IZLL T D & 30 T %, FastStart Universal Probe
Master (Rox) 2 12.5 pL, MON71200-3" junction-1F 77 A <= — (50 umol/L) 0.2 pL.
MON71200-3" junction-1R 7”7 A <=— (50 umol/L) 0.4 pL. %%~ 0 —7¥#E (10 pmol/L)
0.5 uLAIRA L, MK CTAE20 pLIZFHH% . DNAGUEHIRS nLZIRIN3 257,

VT IH A LPCROT T 7 K™ E LT, 9T DNAREHE DO 0 ITHiKZ Nz 7=
HDIWIZHOWT HRIFFICHRELT 5,

DB T, 967 =L L— NMZE EDDL Yy —N L, BRIV = LVEEHAT DL, =
DEX, LORELRVWEIEETD (FHEHOV—V U THT 7Y r—42—%H\T47 9
ERWV) , REBICU=VDOEEZBE L, EICKENHIHEAIE. 7 L— FOkkEE Iy
TRIEE RN TEL,

*1 Thermo Fisher ScientifictE#4 > U 7 /v % 4 APCRI#R (X, 967 =/L 7 L — k & L TMicroAmp Optical

96-Well Reaction Plate (Thermo Fisher Scientifictf:) , 3 —/L & L TABI PRISM Optical Adhesive Cover
(Thermo Fisher Scientifictl:) %3 %, Roche Diagnosticstt#d U 7 /L % 4 LAPCREEZHIT, 967
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= /L7 L — K & L TLightCycler480 Multiwell Plate 96 (Roche Diagnosticstf:) . > —/L & L T
LightCycler 480 Sealing Foil (Roche Diagnosticsfl:) #ffiH 3%,

*2 FastStart Universal Probe Master (Rox)DfRHO V2, [FEDOHEZETHHDEHNDLZ ENTE 5D,
Flo, AL EETEIRITHMEDN @D IBREEIEEIT O BRI, REDPHEITONDL L)
EET 2. A HaaBallid, PCRA D ELWDRWEENH 5, 65 HANIT & TRE L&,
<L L, WREZREHEDIRIZED TEBW T LHEHT 5, £, Vo VIHET DL, LiE
BFR, HOPRNERZ EZ2ZE L, Uz /VOEICHIEIZAND,

3 mE) B H U723 ST, MER S DIZ O X R CRlfR%. K ETHRFET S, KETREFLE
I HE, F—DF v FEZHWERZET D L, BNy NNOZEXIBmAIS NS T2, 2[EH L
B, WHEO Sy MEETIHIERIZDESNARVOTERT 5, By hoBiBlFIcE I, &
BB O 5A OBEE (B, ST LOLMFEIN8E) 28 L HEHT 5,

*4 Non-Template Control (NTC) 1, DNAGEHE DR D IZHIAKZ 1D = /WS pLi L7z b D &3 %,

22. 7 — MERORE

BARDEE & 70— 7 ORPEIIEE LRR S, U T V2 A LAPCREEZR OB D~ =
2T NESBIZLTRET D, 77 —7RMIZE L TIE, MON712005% %t £ 5214 5 k0 ik
TlIReporterr HEX] X% VIC] . QuencherZ [Non Fluorescent] . MON71700-R& 45
AR A EBR CldReporters [FAMJ . Quencherz [TAMRAJ . MON71100/713005% %k 5
AR ENERER 2 'MON718005% A4 2 i A% Z 5k CldReporterZ [FAM| | QuencherZ [Non
Fluorescent| , = .G FEEAER CTldReporter® [FAM] . Quencher TAMRA| & 72
HEDITRET D, F7=. Passive ReferenceDIEE D H 5 U 7 /L X A LAPCRIEEZ DAL,

[ROX %% ET %, Sample Volumeld25 pLIZFRET 5,

2.3. PCR¥4R

967 =)V T L— FEEIZEY FL, UGS T —Z O AL EZIGT 5, BOSSERHFE
LLTFDEBY THDH, 50°C, 250 MOKRMETHREF LI, 95°CTI0 MR L, &~y hA X
— METKRISZBRET 2, £O1%, 95°CTISHE. 60°CTIM A1 A 71 e LT, 48%
A 7 IVOYEERISEAT 9 o B AEEENE SO T 1% Dcooling S it 2 1 HAX & L T b ENTHE B
WL 72\, Remaining time 230737 L7285 TWAZ L 2R L. MISEK T SE7=2%., HIE
fiti R DIEHT 21T 9,

3. FERORNT &HE

U7 )vH A LPCREG DFE RO EITEE R E T, BN BEHRKOEIETHEE (FAMX
IZHEX) D455 E 5 72 BAfE 72 BN M O\CqfE DR A & » TIT 9, K RMEF R 22k R
BRIZFWN T B AR CHEEBIE Y 72 AR B R S FERR S N 7= 5 AT, Ba TR 2 2 A X DR
MEEED,

£, 20MTHIE L 722 N Z N ODNAREHRIZ DWW T, LT OREROHE A F— 24 (K
1 Z/) (129> THIET %,

A DNAGEHRIZ I\ T,
(1) = AFRHEMEREGBRIC C2 0 = VM TR T TR OCUENE DAL, 2> DOV T o
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A FAR A ERBR I T2 = VTR T TR DOCEN S ST EA . MaZilkhZ
[Bot ) * & HIET D,

(2) = AFHMERREERIC C2 U = LM TR T TR DO CEN S H AL, 2> DT Ind
A R AR AR C2 Y 2 VM TR T TR DOCYUENE SRR > T2 56, Y%
AEHT TRME) SHET S,

(3) = AFEIEXIRFRERIC T2 = VM TR T TR OCYENEF LA, oo
R RABARRIC Q2T 2 MIMTE T T LI ENE O N> AT, &
FE. iR 50 T DNARIHRE R DIBEOBIEZITWV, HIET 5, FlibiiER L72DNA
AREHR ORERIZIB W T T OFEDS LRI, Tt EHET 5,

T2, 2 AXGERERBRIC TD < & B 1Y =)V TR DO CqiENAE 5 72 " DNAGR
BHEIZOW TR, FE, MENH O T DNAHRER ) UBEOBIEZITV., 2R Th a A
FREMERH B IZ T D722 < & H 1Y = /LT3R OCIEN TS SN2 WEAITIE, AFRERD
DITBE M 2 2 20 TRAIAREE L35,

I, LREOHERE R 2 BT, BISFHH R 2 AX DIRADH B WK 2, 20 THIH
L7z 7 ODNAGREHRIZ IV T, TEEME) SHIE SR, DB 2 A F R
AJ TS (R1BR) , D L b~ ODNAREHE ORI WT T2 L
SN, NEEFHHEZ 2 X RAZR L) EHET 5,

K1 TEEFHEBZ I LAFTPDEALTHD ] LK S 5 ERE R

e S RHOBR BRI
Bt o
xf HEEURR M(/)71\11;1)(1)oo MON71200 MON71700 MON71800
DNA 3} ] ] . ] ]
i (D) Rl s Rl [ Bt
DNA Rk} o, u o o .
i (@) s s B s Roi
! ! ! !
e MON71100 MON71200 MON71700 MON71800
& /71300 JEA BA BA BA
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M1 BEREERF—L
STEP1

O L B X B alER

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

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

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

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

ARBETITaIABLRaANLE (2 A2 FFEET5H0T, axhpee—7 %,
FEMBESUIIM T ORE DKW D) ZAERSR E L, DNA fiHERIT, LT O A 4 AZH
KR % A4 7 DNA flHER % >~ & (QIAGEN Genomic-tip 100/G) % fifi f L 7= DNA Ol
FERYEZ WD, BlEE LT U BTNV 4 7D DNA G %~ b (NIPPON GENE
GM quicker 2) Z i H L7- DNA it HE 4 2 A 3 LOGEMBVII TS H T & 5,

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

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

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

BRI 2 e LR 2g 2R Yo v L o ilmi s S0mL &) ICEVERD . G2 4%
B2 15mL 22 C, RENBEIZRDETALT v 7 AIFH—ETRAL,
a-Amylase™ 12 uL & RNase A™® 60 uL 1% 37°C T30 AT 25, TOM 2 ~3 [alx
B % IR S8 TRl 2 #5BIIRFI 35, IRIT, Proteinase K® 60 uL AN, H o 7 /hF
2—T7 DERIZFES 2L D ETHH L, 65°C T30 0RIETH, TDOM2 ~3 [mh=ELE %
s & & CRELZ IENRTI T 5, BERLBE TH., KPP THmoL, £OEIEE % 3,000xg,
AT (4°C) | 15 ofimLd 57, EiFzRY 7ee L o fminE (15SmL &) (CBL
T, KHIZ 60 /rEFFER. 3,000 x g, (KIR T (4°C) | 15 EELT 5, TOR, &5)
LR 7oL o filmnss (50 mL %) _EiZ QIAGEN Genomic-tip 100/G %%~ k L QBT
RS 4mL 208 L Ok S TR, mETHE, ok G4, Pk Lz
QIAGEN Genomic-tip 100/G {ZE&fif3 58, Z OFFOIEHIKRIZIFE TS, KIZ, QIAGEN
Genomic-tip 100/G % QC #EME K 3 T 7.5 mL 972 3 [EeF L7=2%°, H 5L 50 °C (2R
DTV QF FEMEWR S 1 mL A L, WHIKIEHEE T%,. QIAGEN Genomic-tip 100/G % %t
LWARY Za L UBEERE G0mL %) kit y L, BE 50 °C IZIRS THW - QF
B 2mL Z#f L, DNA Z2i&H7T 5, DNABEHIKICA Y 7 e LT va—L 2mlL &
Mz E<<EBAET D, ~A7vmkE (15mL%) [ZRA LIZEERE 5L, 10,000 x g LA
ETUARET (4°C) 15 oL BEEZHE TS, ZOBE, BEEmARET 270, &k
T, HFmILESTZ0 70% (viv) =% =% ImLT9oOwp-o< Vilz, &51210,000xg
UET, RIET 4°C) 5 miiEoT 2, REELIETO, HolcitBz RS0, ~ A
7 aEitE (15mL %) OEka., T 50 °C IZIRO - HE R K 55 uL IZiAfE L. DNA
AEHER &9 51,
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T EBRAEBELCIRERESETOIENN Y MR A NA—(EERy T T ARG TR
NFBHRE, VoI h~DarFIx—varBNEZSHRWVWE T HFNEET S,

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

S G2REMETR. QBTHEMIR. QCAEMEIKI L UNQFREMkIL, 7 & 4t (Cat. No. 19060) (ZfFEL T\ 5
D, B RWGEEITIEF® Y OB EIZE S THEATRETH 5,

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

"5 RNase A[XQIAGEN =7 7 > #E# (100 mg/mL, Cat. no. 19101) . X%, A&DO#hHE b > L D% HW 5,

"6 Proteinase Ki% % 7 7 4L #UA-HL (20 mg/mL, Cat. no. 19133) . X%, FZEOH N E L >HLDE H W5,

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

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

O WARDFENE LB LSBT A B NS5 10mL T TV Y P (32— K& 51 SS-10SZ)
DT TP — EEHNTEHICIES Y, EEZENSE5, 770Uy —&FHT 561
X, 7TV —% BT A om BRER LIAA TS BERZ B kT, Z0BE, 790Uy —%
i LIATe BB, 7T V% — D T LMy & T ANBER B S, ZBRANRNRVWE 51T,
—J. TV =R BEL, WA STEOIL, T oYy —EROICLTT T Yy — S
DI LE Gy & T T ANBE L ORICHRAZ221F, BT LNA~ZERZE AR BT 9,

O VEEMN R A WIBETH, BILENOERIICIETE 2720 2nXE oz, EEERET S,

MORREBEOBRICIE., ETIARD~ A 7 miEk & I255 uLOBREARE K & AL, ThEE L 7-DNAZ S
%o WWNTZDODNARIRZ IR D~ A 7 aim ik B I AL, hE L7-DNAZRIRT 5, Z OFEEED K
L. EHEHICERRIEDN BEDILDDNAIRIRZSS uLE 725 £ 9129 5,

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

BV 2 A U730k 500 mg 278 U 7'e B L U BLEIE (15 mL 45) ICE VY | GE1
TRMENES 2.1 mL Z#Mx T, BENRHEICRD2ETANLT v 7 AIFH—ETREL,
a-Amylase™ 6 L & RNase A™® 30 uL /1% 37 °C T30 fRIET 5, D2 ~3 AL
B iR S CRBH 2 BAERFI 95, IRIZ, Proteinase K® 60 uL 1%, Vo 73T =
— T DRI B2 25 THE L, 65°C T30 0RIET S, ZDM 2 ~3 HEELE % K
R SHCRUBH 2 BRI 5, GE2-K RS 255 uL 1z, A7 v 7 A FH—7T+
IPVTIRFAEE™S, K B2 10 2 MFFE T D, 6,000 x g LB, 4°C DA T 15 450 = LT 5,
FETZH LT 2—7 QmL%E) 2B L. 13,000 x g LLE, 4°C OKMTS5 syiEid
Do WNTZEDLE ZH LWF2—7 (15 mLE) IBL, FiE1 mLicx LT GB3 5%
RS 375 uL B X O V7% —)L 375 uL RN L 72, 10~12 [BE&EIRF§ 57,
AWK Z 700 uL 37D spin column (ZEfif L 72, 13,000 x g LA E, 4 °C OSAFT 30 FofHiE
DL, WHHREZE TS, TXTORABKREART 2 ETIOBRELEDY KT, RANT GW
TR 650 pL 2 AT L. 13,000 x g L b 4°C DT 1 ofEL L IEHIRE#E TS,
spin column ZH LWF =2 —7 (15mL &) (ZB L., BEKEKSS uL 2z 3 =R T
FRiE L7-t4, 13,000 x g LA b, 4°C OMT 1 o L, 5572 ik 2 DNA #UEHR
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HET %,

TEBRABL TR ESET ARy ERT AN E—AfFE Ry Ny T Y LTI LT
NF5mE, oI N~DarZIx—valrPRISRVEIICHRERT D,

2 BB L7 Sl DNA BICEE NS5 2 L RH DO T, okl WET 5,

S GE1 #Ei#%. GE2-K #&1#Eik. GB3 #&1E K. GW #ZE K, Proteinase K, o-Amylase 33 X UF RNase A (33
U ENVES A 7 D% >~ b (NIPPON GENE GM quicker 2) fHEDH D, Xk, REO#hhE2F>H D
ZHWD,

RPEER AT T D E . DNA ODIENE LD T 5, AT v 7 2 LT 1S mLAET 22—
THBEIZHT, TOEEI0BM LoD BT 5, BP0 2GE13E 5T 30~60 B
w5,

SO LN T 2 — T NIZFE-> T T, Hitl) T GE2-K FEEIRZRINT 5 Z LN ARETH 5, Hilith
WIZITHEEDE U T D DT, BINL T2 GE2-K SBEE A T c ¥ — &7 b K HIRET D,

CHEHT O —BIOISmL AT 2 — 7 OREEEE L7295 2T, g IR E7RD L9 IcmLEM:
EERET Do

T TCEBLRYEZ O EEERIT S,

8 PRIV E A FREAR IR D IS AW K DI RIE A BT 5,

O GB3 MEMER AT L, HiTA Y T a R ) — BRI LTI, BERRIEEIT S, 4L TH
BLCWDEEIE, EPEINC/ 5 £ CTHYBEIRT 2, 72— 7 OEOWMSITHEBI 5 LI2GE
TR A U XD L TL&E% spin column ([ZEfTT 5,

1.3. DNA B T O DNA OHlE OReZEAE TN DNA SUBHK O R EL L {517

DNA REHFROmE Y &40 . WEAEKERHWCEEAR L™, 200~320 nm O#Hi[H
TERANERIGIN A7 RV ZHIE L, 260 3 KON 280 nm OE (Ao 38 LT Ao % 5L
9D, IROT Ao DfE 1 % 50 ng/uL DNA & LT DNA IBEZR T2, £72 Axo/Axso
ZERET D, ZOHN 1.7~2.0 [Z724E, DNA DN HICKERIEN TS Z L 2R3, 15
HAL7- DNA BN D JRE AR K T DNA BREHFRK % 10 ng/pl (2R L CHREL L, DNA
REHE &5, DNA BBHKIL 55 L Z &2~ A 7 miEib &I ovE L, -20°C LU F THBR
73 %, L7 DNA 3UEHEIX, BFRE DICHER L, 7% o IR i E R A7 7 BE3E
T %, 7238, DNA REHFIK O PCR THESNTZREIZELRWEXT, ZT0FEF
DNA #EHE & L THW S,

ARSI WO EEIC K @ el I BT AR ER L ONREN R RS-0 #EE T D,
2 Aogo S DNA HISRDWIEEE | Aggo 23X L /3T EEARFMW A RDOWNE EE 2 D,
"3 Asso/Anso DEEDY 1.7~2.0 DFLFHN TH > CTHRREDO T 72 HHEIXTE S 720,

2. BV 7% A LAPCRYE (ABI PRISM™ 7900 % 721%7500)
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F P EE S R 2 2 A A 3RBRICEB W TIE, 63Bt2 A it R ER & L CBt=
AR O T 7 A ~—xtEB L V63Bt= AfEHH 7 v —7 NNBt= A HAHHER - L TBt=
AHERA DT 7 4 ~—xtFB X ONNBt=2 AfHH 7 m—7 CpTl= AR HME & LT
CpTRMRHA 7 7 A4 ~—*(tB L O r—T7%2ZnENHW, U TV A LAPCRO3 RERAEAT
VHIET D,

F7o, RBRICHTZ - TiE, 2 ARG AHRER & L Tphospholipase Dig{m 1B 41 2 fik %0
THTITA MBI e =725, &7 74 ~v—"BLOT 0 —7 O EESILLL
To@) Th b,

- = A Rk e A R
A AGHERRA T 7 A ~—%f, Tu—7
PLD3959F : 5°-GCT TAG GGA ACA GGG AAG TAA AGTT-3°
PLD4038R : 5°-CTT AGC ATA GTC TGT GCC ATC CA-3’
PLD-P : FAM-TGA GTA TGA ACC TGC AGG TCGC-TAMRA

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

NNBt = A fi i H R
Bt 2 AR DO T T A ~—13 63Bt =2 AR D 7 F A ~— (T52-SF & OsNOS-R2)
ERERTH 5,
NNBt = A it 7 2 —7
NGMr-Taq : FAM-AAT GAG AAT TCG GTA CCC CGA CCT GCA-TAMRA

CpTI = A f i HaER
CpTR M7 7 A ~—%t, 7m—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
T TGAw— T —TIIKITIEMT B,

2.1. PCR H it ik D i 3L

Z R OPCRAIGIKIX25 pliwelll LTIl 5, ZOMAIILI T O LBV TH 5,
Universal PCR Master Mix™? 12.5 uL, &5 77 A ~— (450 umol/L) #50.4 uL, x5~
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27— (4510 pmol/L) 45025 pLZiRG L, IREZAH /K TRE20 pLIZFHE . DNAGUEHK
5uL (10 ng/pl) ZWNT 5, 2EBRIEK TR, EEN—12 L, ERICTU 2 VA
92, ZnlE, LbRELRWEHIEEL, EHOY—V VI RHT 7Y r—4%—%
wfﬁﬁoaﬁ U /VOEEZBZEL, RICKIENH DG EE. T L— FOKRER I
Kz T <, 7 b— FDOE#EI%. MicroAmp Optical Cover Compression Pad™® % 4%
é@ﬁ# iZb Lo, Fr— b EHIZEY N5,
FalBriX, SDNARBHEHTZ V2 U= A WATTITO D E L, UTIVZ A LPCRDT Z
YIRS E LT, DNABBHR A I Z TR REREHR E LTIIZ 72D 1 7 = L531T
DOWTH [RRFICTRR T 5,

" Universal PCR Master Mix

AT TREE DS T2 D IREBEEAT O BRIZIT. IRADHERIATON D L O ICEET 5, Aok
BaIZid, PCR 3D £ WD RWEEDRH D, ﬁo BRI TERENR M L7 th, B<EL L, BikE
AREEDEIZED TEWThOMMT 5, £/o, U x/MIoET HBRIE, DIER#, mO0NNEERZ &
ZHEBL, Uz VOERICHERIZAND,
296 VN T L=, A BIOV—U TS =2 —

MicroAmp Optical 96-Well Reaction Plate 5 &2 O MicroAmp Optical Adhesive Cover (Life Technologies f1:)
EHHATS, =) OOV TE-AEO~=a T L EBEDZ L,
"3 MicroAmp Optical Cover Compression Pad

MicroAmp Optical Cover Compression Pad (Life Technologies 1) ZfEH7" %, ABI PRISM™ 7500 TlX
EFH L7220,

22. 7L — MEHROET

FOSIZER L TlE, 7 b— MEROBRELITORITNIT R 600, BREXITHOHAIL, &
RORE BB L, 7r =78 TH DL, BEMICITHRS— N LT, iR LT L
— FOBLEIZHIET D X 9 IR E2 T2 6, BiEOFE (INTC) : Non-Template Control,

[UNKN] : DNA #&EHK) OREZITO, 7 m—7RMEICBE LTI, = 2 Bt iR
R @m:f#ﬁ%ﬁ%ki@NMﬁ:%%ﬁ%ﬁ%@ﬁA 21 Reporter 2% [FAM] .
Quencher 78 TAMRA | & 725 L 512, £72 CpTI = At HEER D54 T Reporter 73 [FAM | |
Quencher 7% None| &£7225 X 91 Eﬁ“&ﬁ?‘@“é 7ok, 3 ARGMERTAH ., E BERUER R
iz o AR AR 3 RO WL s . Passive Reference 2 [ROX] L% ET D,

2.3. PCR g
HEEICL— b a2y L, S ET—ZX OBV IALZBRIET 5, ISSEHEIZLLTO &
BOTHD, 95°CTI10 SEIE L, Ry b AX— METHIGZBRMET 5, 728, MIGE

HOFEEIZIBUVT, 9600 emulation E— FDF = v 7 # ANLTEHL, £Di%, 95°C20 #b,
60°C T 1 & 1Y% A 2710E LT, 50%A 7 /VOMIENIL%1T D, Remaining time 73 0 4
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RO TND I EEMER L, RO T SHEIE, WEHROHBIT 21T,
3. KR O & HE (K1ZH)

2 ARGt B A R ER ES L OVE iR B B L . o AR AR 3 B oA RBRO
WU OWNT | il 50 E 1 Amplification plot_b THEEEA%LA 72 BEME dh R & CqfiE DT
F LN, multicomponent | TOXREAIFH IO ENIRE (FAM) DOFEEEIER) 72 B ff 72 BN
DIERZ H > TITH, FHRETIMERER T2 2 AREHARR 3 BEBRICBWTHEHET
Amplification plot_E (245 Z BAEL ) 22 BE bR H AR 03 el S 723 A1 id, & RIRPUE &S R
ZAAGMEERED, RWT, X—=RXT7A4 % B A7V 615 A7) HEL, ARn
DA XMEDFKRAED FAHIT, 2258 L7 Fa 3 BIEHY 72 H iR i #R |- T 2240 % Threshold line
(Th. line) & LTCO2ICRET D, 7272 L., Th. line/’ / A R B BEA) C 7o\ il dh &
ROHEAEIL. FH ERXRDLRWE D Th linez W HXET 5,

2BFTHIE & 7 L DNABUEHE (L 721 27 = VLT CRIE) OAFHY = T
STEACTHET 5,

DNAGEHEIZ BT,

(1) = AR ARBRO20M T3 X TD 7 = /)L T48 R DO CQE 23 5 H AL, 2> DEHR
BEHUEBG T 2 2 AR EARR 3 SBRoWnThroRBRIZBW T, 3T
U = LV TCAKIm D CQEN G DAL GE1T, UikalbH I F hIRFEE R i 2 =
ARt &HET B,

(2) =2 AR ARBRO20MT 3T X TO 7 = /L T48 R DO CE 3 5 H i, 2> 0EHR
EHUER G L 2 a2 A AR O3 RBROT R TORBRIZB T, 73TH
¥ = )V TCAHKIM D CENTTF DAL WAL, IR S AR 2 = ARtk L
HET D,

(3) = AR RARERO20MT T X TO T = /L T8RO CYEN T B, moER
EHMEE L 2 = AR ARR 3RO WFNroRBRICBW Ty
T VOFRERN =B LR WGEIX., Bl - WEHZOYEZHAE N HHH T2 [ HO
DNAHHUE R Z 1TV S B2 12, @MY 7L A APCRIE] LA DO B EE Fii L
THIEZIT 9, 2[E B ODNAREHE Z W 254 TS BIEOHIE NS S 2R
AlTIE, FERETTEEGS R 2 AR S HET 5,

20H TR O TN ZN OHIHDNAGENE (4527 = /L) 12OV T, FEROYPEAF— A
- THE L, 5 OHHDNAGUEHE (&£5H4 7 = /V) (IZHOWTEHTE & HIE S ik %z
[ s ]| A

Bt RE D/ F—

5143t BB FAPLD 63Bt NNBt CpTI
HMHDNAR M E—D (+H) (+/4) () (++)
HMHEDNAR B E—Q () () ) M)

U U V

63Bt AARGTE  NNBt IABME  CpTI a4t
26



7B ERHIEIC K0 ERESEE S S 3 A G EE SR RIZ oW T
multicomponentZ fi##T L, H L TCFAM O @R EE O FRE BRI 72 N3 @142 T & . ROXD
FOLIRE O B 72 08 N ROFAM D EOGIREE DFRCH 72 EA NN & 2R+ 5, 72, =
A Bttt B ERER D9 X T D 7 = /L T8 KTl DCQfE 2375 5 VR WO DNAGEHZ DWW T, 7
FE. Bafk BB O YRR S e C2[e B ODNAFHIE R 21Ty, S5z 12, &MY
TN H A LPCRIE| UBEOBEIEZITV., TN TH a2 ABMEEARBROT X TOY = /LT
AHK DCYENE SN WA X, ARE S OMENIREL 5,

ABI PRISM™ 7900 % 7213 7500 LIAA D U 7 v % 4 A PCR fzs & L C,ABI PRISM™ 7700,
7000 N ATRECH B, AT 25U T Z A A PCRIESIC K o TURENE/R DD T, 1
77 23 FDNABWIR (Fiez#®) % MW CERNZ PCR ARSI DAL, PCR &t
AT 5 ik % it 5.

(%)

(1) A AU RHME 2 A 7" DNA filitiE R~  (QIAGEN Genomic-tip) X, ¥ 7 7 > (T104-0054
HRAH X & & 3-13-1 FOREFRONT TOWER 1I. Tel. 03-6890-7300 Fax. 03-5547-0818) 7> 5 il A
"RECTH D, VU BT NEEHX A 7% v ME (NIPPON GENE GM quicker 2 Z51£) @ NIPPON GENE
GM quicker 2 ¥ M, = v R P—r (T930-0982 & ILHFERT 1-8-7. Tel.076-451-6548 Fax.
076-451-6547) NOHEAFRETH 5,

(2) I AOBEEINNWDL T T4 ~—xt, 7 r—7 (CpTl= A7 v —>7 (KDEL-P) #FR<, )
BELORY 7 VZ A LAPCRIEFAERET T A I K (GMa A EBE R Ea ABRERB = ha—17
FZAI R IE, =y AR —2 (T930-0834 & (LififiEHT1-8-7. Tel. 076-451-6548 Fax. 076-451-6547)
XL 7 7 A= w7 (T243-0041E A i # 15-1-3. Tel. 046-295-8787 Fax. 046-294-3738) 7> 5 [ A 7]
HETH D,

(3) aAOBMBIEICHND Y0 —T7 D56, CpTla A7 v —7 (KDEL-P) (Z25WCiX7 A 7

T ) aY—At (T108-0023 #X EH4-2-8 FAAREE =M A > E/VEAE Tel. 03-6832-9300)
MHEARETH D,
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K1 #HFRHTRAF—L
STEP1

2 A5 1% ot B 5l B

v

) G o)
I

DNAD IS IR Z B RE(2EE)

STEP2
t3A, NNBtAAXR [XCpTITARENERER*

DNAM#H Hﬂ.ﬁﬂuﬁ’éﬁﬁﬂi(zlﬂ B)

v
—or

ae

SEITSUIRBERTEENESN-IBEE,
VAR —arvELNEDLL, BULREMN

u THNTWNVGENSCEETT,
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a2 A (LL601) D5k

AREETITZaABI O AT (a2 A2 EFEE T2 00T IEMBUNTHICRES,)
Zxtgrl U DNAHERLE, > U B 7 V2 A 7°% »~ Rk (NIPPON GENE GM quicker 2)
RS, 1 BE»52 0T CDNAZ G L, A DNAGUEHE 2 W CTEMED 71
% A4 LPCRIEZ FEi T 5,

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

BV U2 3B500 mga AR Y o v L U BEEE QmLE) [CEVERY . GEl FEfE
#%*' 700 pL. Proteinase K (20 mg/mL) 20 pL. o-Amylase (FiEEMS) 2 pLB L O
RNase A (100 mg/mL) 10 uLZAZ, #BHERZ2WE S IZHALVT v 7 AI X H—T30 B
MRA L7212, 65 °COSMTIS MR T %, GE2-K fREiE 2 85 uLx iz, A7
v 7 AT —THoIiEmE™, Ok Ri210 spEE T 5, 13,000 x gl B, 4°COZEMT
5 LS5, IRWTED EIE® 400 uLx 1.5 mLF = — 712 L, GB3 FEE R 150 uL
BLOA Y7 mR =1 (100%) 150 pLEM L7214k, 10 ~12 EHEENRFIT 27, BRE
%700 uL% spin column|Z & faf L7, 13,000 x g LA b, 4 °COSRMET30 MmO L, A
KEtET5H, IRWTGW FEMT#R650 pLZ B L, 13,000 x g LL | 4 °)COSEMTL 4O
L. WHIEZ#T5, spin columnZ H7-2721.5 mLAFT = — 7128 L. TEFEMEHLZ 30 uL& N
A3 Sy CHIE L72#%. 13,000 x gbl b, 4 °CORMETL iDL, 5 b iR
Z DNAFREHEIK &35,

*! GE1RETETIR
YU NTNVES A T DX (NIPPON GENE GM quicker2) D EH D, &5 WIIRLIRHEA L7Z
DEMND,

2 IBHEEDRA T TH D L, DNADIWENE L BADT 5, AT v 7 A L T2 mLET 2 —7
ZHEEIZH T, £OEE3I0 BELo20 EHEET L, MBS 25G513E HI1T30~60 T
T 5,

S GE2-KAB &K
YUNTNVER A T DX b (NIPPON GENE GM quicker2) ffEDO LD, H 25 WIIRIEHEA L=
DML,

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

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

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

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

DNA REHFROmE Y &2 R0 . WEAEKEZ RO CEEAR L™, 200~320 nm O i
TERAMERIGIN A7 RV ZHIE L, 260 3 KON 280 nm OWE (Ao 38 LT Ao % 5L
T D, IROT Ao DfE 1 % 50 ng/uL DNA & LT DNA IBEZRHET 5, £72 Axo/Axso
ZEET S, ZOHN 1.7~2.0 I2724F, DNA DB ENTWS Z L Z25RT8, &
HAU7- DNA JEEN G, JRE A K T DNA REHE# 2 40 ng/uL (A7 L TR L, DNA
REHE &5, DNA BBHKIZ 50 L Z &2~ A 7 aiEib &I ovE L, -20°C LUF THBR
73 %, 2 L7 DNA 3EHEIX, BERE DICHER L, 7% - IR i E R 7 BE3E
T 5, 728, DNA EHREIK OB PCR THEINTZREICE LW E XL, T F
DNA #EHE & L THW A,

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

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

LL601 DMHIEIGM 2 AMHBHHADO S5 4 ~—, FTu—7%H\=1U 7 L&A LAPCR &
g AR DT Z A4 ~—, Ta—T & HW=U 7L A LPCR D2 RERAZITVVHIET
Do
F7o. ABRICHT- - T, = ARG HEER & L Tphospholipase D & 15 1-El 81 Z %
THLTIA~—RBLOT =T 25, H7 74 ~—BLOT 0 —7 OB ERHILLL
TOWEY THD,
o ARGk IR AR
a AGHBE T T A ~—%t, 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 =1 A f& H AR
LLOUR A 7 T A ~—%F, o —7
F-primer (MDB498) : 5’-TAT CCT TCG CAA GAC CCT TCC-3’
R-primer (DPA143) : 5’-ATG TCG GCC GGG CGT CGT TCTG-3’
LL601-P : FAM-TCT ATA TAA GGA AGT TCA TTT CATT-MGB

2.1. PCRA itk D T

PCRHISUSHRIE25 pliwellE LTI 5, £OMBITUL T O LB TH D, Universal
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PCR Master Mix™" 125 uL, &5 7 7 A ~—xH&K (%774 ~—., 10 umol/L) 1 uL2, x*f
G7'm—7EHK (10 pmol/L) 0.5 uL, JREZKBE7KS5 uL, 40 ng/uL DNAGUEFHEK35.0 uL, 437E
BER TR, EEnSb s — L L, BRIV VEEHTS, Z0Lx, LbRHEbAnk
YHEB L HHOY =V ITHT ) r—2—% HTITH5, mZICT 2 VOJREBIZE L,
JEIZZIE1D S 55813, 71— FOBEBR S IMNTRIEZH N T, 7' — N OMERE.
MicroAmp Optical Cover Compression Pad™® Z A DM L7225 X5, 7 L— o E@EicE

v M5,

" Universal PCR Master Mix

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

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

ABI PRISM™ 7500 T3 H L 7220,

22. 71— MEROEE

FOGIZEE L ClE, 7L — MEBROREZITORITNIE R L2, REEXITHOHEBIE, K
ROElE EFEB L, e —T8ETH S, BAEMIZITEH Y — M ET, AL L
—k@@a% RIS D XK E TR s, iAo ( TUNKN] : DNARUEHE) @

REEIT D, 127 1 — 7L I%‘ébf X, 2 ARG D86 1213, Reporter’ [VICH |
Quencher75> [TAMRA] L7205 X 912, E£LL60K HH DAL, Reporternd [FAM] |
Quencher”® TMGBJ & 725 X9 k\ pﬂﬁ?‘ﬁ“é 7ok, T ABGMEXIS A, LLeOIRHI A & b
|2, Passive Reference” ROX] &% ET D,

2.3. PCR#I
EIZT L — 2y L, e T —H OV AL EZBAMGT 5, MIGSRHIILL O &
BOTHD, 50°C, 2 DEOFEMTHRE L%, 95°CTI10 oMMMEL, &~y hAX—F
ECRISZRGT 5, D%k, 95°CT15 b, 60°CT1 3&1 A7 1rE& LT, 45 17
/I/O)ieé'fllaa}im%TT? Remaining time730 73 & 7> TWNWH Z & AR L, RILZ KT Wi
%, WERE RO 21T 5,
3. fER AT & HIE (K1ZR)

2 A Rkt G HEER I L OLL60 ik I HEBR O WLz >\ T | FEROHEEIL, Th
Line & PCRFEWY) DHE NN % 7~ Amplification plot & DA (Cqfl) NFHNDMNENEH > T
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179, IWNT, R—=2F3 4% 3 AT ANnB15 A2 L) BEL. ARnD J A RED
RARAED FAIC, ZE LI 5B 50 72 g R | T3> % Threshold line  (Th. line) & L
TO2IZHET D, 7272 L., Th. linedd / A AL BIHAI T W HER R & 22 5561,
FNDH EZDBRNE D Th. lineZHERET 5, Cqfiiz- >\ TidAmplification plot - TH
RICTHERT A L L blc, FRELTHNINAEMEIZ DWW THERT 5,

20MTHIH L 0 15 5 VZDNARUEHE (i &H72 0 27 = VAT THIE) DOEFH4 Y = v
NTEZHWTHET 5,

DNARBHEIZ I T,

(1) =t A BPEFRERBRO2BHM TR T DU = /LT3R DCYEIEF S 4, 7> OLL601
HHEER TR TO U = /LT3R DOCE DT b= 5A ek el el L5 &)
ET D,

(2) =t A BPETFRFRBRO2BHMTT R T DY = /LT3R DOCIE N S 4L, LL601# %
REROT X TO Y = /LT3R DOCYED G B R WG G ITREME & HET D,

(3) = AEMERHFRGRBR D20 TR T D ¥ = /LT3R DCqIE S H i, LL6014% %1
RERICBWT, TR_TOT L T—HLIEMEENEG SN2 WEAIT., B - 9
% OYFZEE B T2 B H ODNAFHRE R ATV, S5 12, EHEY 74
A LPCRiE] DB OBEZ FHi L C, HEEIT S, 2 [FIH ODNAFEHK & H\\ 7=
G THBBEOHIEDG B NRWGEEIZIL, LL601REME & HET D,

20H TR O TN EN OHIHDNAGUEHE (4527 = /L) IZHOW T, FEROHE A F— LIl
- THE L, 5 OHHDNAGUEHE (&£5H4 7 = /V) (IZHOWTHTE & HIE S sk z
[ s ]| A

7ok ERRHIEIZ £V LL601 G2 E S A7/ S22V Tmulticomponent 2 f#HT L, H i1
CFAM D TR BE DFEEBIFAY 72 E N 3 B 52 C & | ROX D aOGHREE D B fiE 72 T RECFAMOD
FOIRE DFRRONR BRI & i 5,

F7-. 3 AGPERB AR T R_T D7 = /LT3R DOCAE 135 & 172 W DNAGREHE I
DNTIE, BE, MiE» 50 M. DNAFHIRER) DBEOBELITV., ZNTH T X TOY
/LT3R D CQENFTF H AL WIGAIZIE, AREN S OMREIIREE L T 5,
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1 HBROFERF—L
STEP1

2 A (551 %of B S B R+

\
En -G

DNAD I HFFH UGB EIEEE)
1

=) -

LL601FR &N E BR *

% g DNAD i WL £ B21E CEE) |
|
% :

u *fizji‘zblimfﬁ‘ﬁﬁﬁbfi%ﬂf:ﬂéI:L“

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

FoEoa v T hvEr a2 EIZOWT, B PCR ETIT9, 7238, DNA
FHERIX, U DT VES A 7% >~ ME (QIAGEN DNeasy Plant Mini Kit) % V%,

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

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

BYEIZ LTzilkl 2 g 2R Y 7o v L UBRIEE (SO0mL %) ICEVERY HE1T0H
65 °C (21D THU /= APl FEMER 10 mL & RNase A 20 pL &%, sEHEA v K 9 1ok
NT v 7 AIFXH—THLIIRE L, 65 °C TI15pRHMET %, DM 2, 3 B, =miLE
% Sfin S CRUEH AR 5, P3ARENR? 3,250 uL 2 ANx, JK EI2 10 2y RIEsE L=,
4,000 x g LA .4 °C DT 20 AyiimE Dt 573, kDT O _EiF 500 pL % QIAshredder spin
column [ZE T L, 10,000 x g UL T4 ZpffliEOok, WHKRZEERE (15 mL &) 1287,
OBREEFEM Y IR L%, TORHIED 1.5 580 AW SEEKR 2Nz 5, T DORA
% 500 puL % mini spin column (Z& i L, 10,000 x g LL ECT 1 ™0 @.09 5, 70 OREHK
DHH, 5500 pL %A U mini spin column (ZEfif L, [ASRMA Tl LIEHEZ T 5,
BASHNIRATRN TR T 725 £ CRBROBIEZ VKT, ROT AW2 FEEHR™® 500
uL Z A L, 10,000 x g BLET1 PO L, WHKZ#ETL, [AEROEIELZEE 3 [l
07, WK% #5C. mini spin column % Rz S5 728, 10,000 x g LA ET 20 4yl O
9%, mini spin column Z ¥ > FOEEEIZE L, H 522U 65 °C ITHD TIU T IRE Z&
K70 uL 200z, 5 /oMEE L%, 10,000 x g L ET 1450 L DNA 215,
b —EKEMZ, R UREZITV, SONEHKZ G DY, DNA BRERIR E 35,

" AP AR

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

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

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

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

mini spin column (ZE T DD TERIC LD | BT LOEIBICKERIR 0D Z ENH D, T TOWMN
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71T KE BT D OB DR 2 E, T 5,
6 AW2 FEFETK

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

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

DNA FUEHFIR O Y A B Y | JREAREKS 2\ TE FEMHR 2 AV ClEiE AR L,
200~320 nm OHPH TEIBWIL AT FLz2HIE L, 260 35 L0280 nm O (Ao
BELO Awe?) EFLEKT D, IRUWT Ao OfL 1 % 50 ng/uL DNA & L C DNA JRE 2R
5o FTm Aol Ao ZFFET D, ZOHN 1.7~2.0 IZ727U1E, DNA BB S Tn
52 T, BHIT- DNA JEEN D, DNA REHEIK 2 DL ORI VB2 B 12 KT
AR L TDNAGEHE & L, 20 uL Z & io~ A 7 ol M 1207 E L, -20 °C BL F CHBRAT
T 5, L7 DNA sBH&IE, MR EHIZHERA L, o mIERII B ERGF TS
%o 7235, DNA REHEIR DOPRFEN PCR THIE SNZBEICE L2V E XL, D F % DNA
HEHE L L THWS,

THBRO BT LV . DNA BUBHRIR IR KK S L <X TE K TR S TWb, AT 2546
(2%, DNA #BHRIR ORI L7z 2 2, £7o, ABRERIE, WOERDELEEIC L v
G22I T Dk ER L ONRESN R D720, ME LT D,

2 Asso 5 DNA HRDOWIEIE | Aggo BN H VX7 BEAMMBEROWINE L EZ 2 D,

2. &M PCR %

EME PCR X, i &4 72 DNA O —#% 7 7 A ~—x%F % T PCR B4tig L. X IkE
(20 B L7211, EOMEIEEY AT 5 5k TH 57172, Bt10 O IR 7 4
~—% AW EME PCR & BMEXIRA T Z A ~—% HW=EME PCR @ 2 SR ER 2 1TVVHIET
5o K7 T7A4A~—OWERINFILLTOMEY ThH 5,

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

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

“TPCR {ETIE. ##7 DNA DETF/E L CHEEEM BRI S 5, LI -> 7T, HHIFO DNA (KF
(Z PCR HEIEPEY)) DIRANICHFICIEBE 230 5 LN H D, £7-. DNA 1. ABORELE S HWEH
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TU% DNA DRERICE D RSV DT, ABEZEDORAZIE L2 T IER 670, b D%
ERL, VB TCOF2—7, Fy7EEHH L, DNA, DNase &3 a2 % I x—va v LAWK H 7
BELTHWSZ L, £72, EMEPCR OFRIZHWAKIL, FFICHT 0 EZRRORYD 3Tl E g L
72 RO /K UTZRR/K Z Milli-Q 2T 17 MQ/em & TR L7 #ffi/K7e &, DNA, DNase 7232 % IR
—2a L TWVWARNEDEHNS Z L,

2 F T MSEATEOE NEMOKEETE BN o & — 1R D JAS STk~ R 7y 7 DS 2 Rl
WA - pir~==27 /v a2 Ix—Ta VPR 2BICL, arZ Ix—va UPIRICHLOE
BEEho &,

2.1. PCR H itk D i 8L

PCR FSREVE ISR Z LT O X 5 I 5, KR IX, PCR fE&EHE™, 0.16
mmol/L ANTP, 1.5 mmol/L ¥ift~ 27 R 7 A 0.6 pmol/L 5B L3I T T A ~—WNT 0.8
units Tag DNA 7R U X T —¥"2 & TiRIZ, 10 ng/uL (275 L 7= DNA #0BHE 5.0 uL (DNA
L T50ng) ZKHPTHA, £E%Z25uL 127 5,

“1 PCR #R{EIR

PCR buffer Il (Life Technologies tf:, Hift~ 27 %> 7 L &2 G ERNE D) IFRFEDOHERNGLND
DEHND,
*2TagDNA AR U A 7 —F

AmpliTaq Gold DNA 7R U * 7 —+€ (Life Technologies f1:) XIZ[RZEDRERPELND L O EH WS,

2.2. PCR Hamg

PCR A SFEHE 4 PCR HEIEEEE 12 » M35, RIGSMFIZRO@ED ThHhD, 94°C I
10 7R B RS 2 Bt 8721, 94 °C T25 B, 62°C T30 R, 72°C T 45 Biil%
1A 70 LT, 40 A 27D PCRIGIEEIT S, WITK TRILE LTT72°C T7 70k
ST, 4°C TIRIE L. SO UK %Z PCR MR SR E 45, PCR DT T v 7 KRk
ELT, T 7 T4 ~—xEMz72nH DB L DNA REHEZIMZ 20 DIZ-N T
[FRFZAARLT 5, F72. 3D DNA B SN TWD Z L OB & LT, DNA #EHR
Z &I, BUIORHA 7 7 A ~—*%tORO VITBHMERTRA 7 Z 4 ~—%t & H, AR PCR
W 21T 9,

* PCR H{ls s
GeneAmp PCR System 9700 (Life Technologies 1) MIXFIHDERN/ELNLDL B DEHWS,

2.3. 7w — AT IVERIKE)

PCR ¥EWE SIS HR % 7 7 vt — 27 )VESRIKENS K 0 0B L. PCR ¥R NN R &R 5,
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2.31. 7 Hua—AF ILOVERK

VEEOT v — A% &E L, TAE SR 2z, ML T e — A 28T 5,
RIZ100mL %720 SuL O=F VU A7 v I REKR? (10mg/mL) ZMx., 7 /V% 50°C i
BETHROLIZR TNV A — I — T LiAd, FBETHOITHL LED TV EERT 5,
TMTTIEHT20O08LEE LD, BEHRICE L TEABRET S22 TED, 7
VOIRFEIIIKENT S DNA OFE SIZIG U TR D MERH H DT, B LT 25 PCR HiEE
MO RREIZHDOETHTVRE (1.0~4.0%) ZikD 5,

"' TAE #F& &

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

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

S YL

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

2.3.2. EwXUKE)

TAE #REWR & 7= L= K KENE 2 7 v 2t~ b5, PCR HEIEGHE 7.5 uL & i 2 &
DTN —T 4 U TREEIREZIREEDE %, FVD T = VITHEAT D, T A~OEHE
MNITHEDID 0 385 &0 DNA MEB LB RN E S NI K DD THEET D,
WIZ 100V EEBE CTEKIKE 21TV 7 v o —TF ¢ v ZHEENIRIZE £ 415 Bromophenol blue
(BPB) BT /VD 1215 23 ETHEAL L ZATERIKIZK T T 5,

2.3.3. FLDgth (BYf)

AT 21T © TG B IIARH OB EIXLE 20,

TIVHNIR B 8D TAE REEHR SN - TR0 S VKENE D 7V %8 LAV D, IRIZERTETIR 100
mL %720, SpL Ox=F VAT a I REKE (10 mg/mL) 2z, FeasziE s )ikt
T%<%k9bﬁm%w\ﬁﬁm@ﬁé-%®%’MEﬁ@@@%waotE%’
YPtb 5 HDOT NV ERE L. SRREBRSEBB LN OMYMAEZIT 5,

2.4. FA A —TUfENT

TNA A —=VRATHEENDO AT —VICBWAERT v 2B X, F0O EICESIKE) &G
NI T L2 V2 OB TR (312 nm) ZRET 5, 7oA A — VAT EEE O Wi ¢
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BRIKENNZ — 2R T D, DNA oy &% L i L CHBYO PCR HIE N> RO A
PHIET D, 7T 07 ISR THRRT 5D PCR HE/ N RO S 7-34 1%, DNA HiH
BELIBEDOFRE R 2B L LT, O TEREZD E T, KIS RIZE®T — & & L TR
L/Ti3<o

TRV =Y FURO T 4 )V A TR IR ST LEWY, BRSO WEERH DD
THEEZET S,

2.5. fEROHE

Bt BRI 7 A ~—%f &2 iV /= L— 2T 157 bp @ PCR g/ R23EH &4, Btl0
BT 7 A ~—%t%HWi=1L—2 T 117 bp @ PCR HilE N> RO S =56 #iizic
[f]— 0 DNA #EHK 2 Fv PCR AIBUGHE 2 7% L, Bt10 fEs8H 77 A ~—%F" % v PCR
HEE 21T 92, 155472 PCR BIEEUGNRICOW T T A a — A7 )VERKE, A A—
FEHT 24TV, 151 bp @ PCR g/ N RAMRH S 7256, AR Bt10 Zfckht: & e
T 5, 7B, 200 DNA K CORERD B > To G/ 13 S HlET 5, Fo, EH 6
D— 5 ODIMHIRIZ B W T, B 7 7 A < —xt TTFER O PCR HIE Y RABE S
DA, BEESIKBILIEOBIEAZITV., 2 TH TER O PCR HME/ N RO H
SNRWIGEITIE, OB CTOMRLES L L, &9~ HOMMKOERTZ T THE
T 5, 2 OO DNA R & L IGERBH T 7 4 ~—%t & Wiz L — 2 TxHi 9 % PCR
Mg/ N> R CE 2 WIEAIZE, T2 EH O Z{TV, S 512 PCR LAREOEAES
Fhi LT, HIEEZIT 9, 2 B H O DNA itk 2 W7 5E THBMHERSRA T 7 4 ~—% T
PCR HElE /N2 ROV SN & &, AREIN D ORZEMRBEEOMIEL X DNA HifG
AR OBRINIAEE T 5, LLTICHERF 277,

HE B

B

i 1| BB T A ~—
BHRAT 7 A ~—
B 75 A ~—

+ |

+ [+ =
+ |+ oo
1

+ |+ |+ |
+ WD

e

1
+ |~ |1
1

i 2 | BtETIRA 7 T A ~—
MHEHTZ A ~— /
MR 7714 ~— - / / / / - / /

/

|+ [+ |+ |+ e

+ |+

+ |+ [+ [+ |+ [+ |~

NG

HE Bt | Bt | Btk | Btk | B | B | B | Rk
RS 9 OFIDEEIZIE, 2 BIH OMEE1T 9,

+ IR, - IRREME, | IIREARE AR T,
Bt10 #ERH T T A ~—xHILL T DOl TH D,

F-primer (Bt10LS-5") : 5’-GCC ACA ACA CCC TCAACC TCA -3’

R-primer (Bt10LS-3") : 5’-GAA GTC GTT GCT CTG AAG AAC AT-3’
2 Btl0 M7 74 v =% 2 HW 55550 PCR FIFIZLL T DY Th D, 94°CIT 10 RS %

|
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BHAG 7244, 94 °C T25 B[], 65 °C T30 MM, 72 °C T45WMAE 1A 7L LT, 40917
D PCREGMEZIT I, WITKE TRIGE LT T2 °C T7 - 72%., 4 CTHREL., BoN-nik%
PCR R SINE & 35,
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KEwm = (CBH351) OWMEHE

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

ZFOMo rTET LI T AN OWTIRENME PCR ETIT 9,

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

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

il @D Test Kit | &, Strategic Diagnostics £1: (SDI) # Trait » Bt9 Corn Grain 5-Minute Test Kit
(Part# 7000012)  Z MW 25 HIETH L, UL FICRE S 2H5EF, F v FOBIEICEHEO
FikEEARNZFE—Th 5, 2B, ERETERLITOLEITIE, KX, R EEH
IRVBR Y TR B R L 72 RO K SUTZARKE WD 2 & 2 HEET 5,

1.1.1. FEEfRE

BRELL7- b o w o VR O EEEA T 800 KA EREL Ut L7=t%. Wi % 500 mL
RIEEDO O DIENE & ORZRITEED . 7K 288 mL 2Nz 7%, 10~20 B, RE»R T
HENDETIKIEE YT, b LIDOEMETEBRENELZRITIVUE. DPEOKEMNZ,
A LSCIEL I L, IRE DB LELIENECT=0E > 0BlET 5, IRE H%, H mL &
FED FYEBMENAE LT D E TREMR Do RIZFAEID FEAHK 0.5 mL % % > MIJED 1.5 mL
KRBHE I L., ZOREEIC Trait * B9 7 2 N A MY » 7 A2 HEIISLT5H,

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

1.1.2. #EROHE

TARARNY v T EREVEICNT T, 5 B LR C, T A MA MY v T ORRHE
BT 5, REOTAUPT A RA R v ZRREIC 2 KBS, 20 he—LT
A T PEANTRESHET D, o, 1 AbBndhud, £ oRBRITE & HE
T 5,

TS5 L ERE T D LREDT A RS D EERHY, ELKHET LI LR TE RO THER
75§LZ‘£0

40



2. FyFEuwa AT SO CBH351 b 7E w2 O/

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

2.1. DNA fhiHiRs
211, X3 A, LT 4—%, a—rFy7BI0a—r7L—7 (MEFYNTETWD
HDOIZRD) 56 D DNA i H ks R

REL RS Lok, IXF T — IV THIRT 5, ROTHHERE 1 g 2480 e
Lo BImEEE (50 mL &) ICEVERD . A A it ¥ 4 70 DNA RS » b
(QIAGEN Genomic-tip 20/G) % FHWEL R D X 9 12 DNA iR T %,

AEHZ G2 BBEIR 4 mL 22T, AT v 7 AI X —ETHLIEAL, &b
G2 #%#E#E 4 mL, Proteinase K2 100 uL & RNase A 10 uL /12 T, K <> TRA L=,
50 °C T2 K35, ZDM 2 ~3 BhEikE % s S CREFEBRERRFf 5, RW
T, 3,000 x gL ET, KR T (4°C) 1500 L, BFo BEEZRY e e L o iRt
B (I5mL%) ITBL, S6IZE<ELT D, RWT, QBT #ZEHK " 1 mL 2 VW FEffi1L
L 7= QIAGEN Genomic-tip 20/G (Z 2 mL § 2% [ENZ /3 TR T 5, IRWT, Fv 7% QC
BEETC2mL o3 [EREH L%, Fy 72l L0EIEEICB L, H51 T 50°C (2
B TH W QF BEFR 2% 1 mL 322 BN, DNA 235, WHIREZ=ELEICE
L.0.7 fEEDA Y a7 a— a2z L <IEE L.10,000 x g LLETAKIE T (4 °C)
15 DU, EEE S TR%k. 70 %X /—/L ImL /%, & 512 10,000 x g L ETC,
IR T (4 °C) 5 fliE LT 2, SHICRELH T, Kotz T A L —2 —Z2
Mo L7215, BEEZARRE K 100 uL 2%, 65 °C TS5 oME L, Xy T o 72k Y
DNA % & fig X, DNA #EHRIK & 95,

G2 KETE . QBT #EME . QC FEME i L O QF BEEITF v MIHB L TWAAR, &Y Z2WnEaicix
¥ v NOBBAEICHE S TR ATRETH B,
2 QIAGEN #:D & O XUI[FEED N1 2 F> b D E H W5,
212, FZUAD P 7ET a5 O DNA HhH R

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

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

DNA #BHE IR 5> DNA O#fE ORI ONZ DNA FREHR OFFEL L {R1FZ21T 9,
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DNA FUEHFEIR O Y B4 B Y | WEAREKS 5T TE FEERZ AW ClEEAR L.
200~320 nm DOHFiPH TERIEIIL AL FLZRIE L, 260 3 L1280 nm O IEE (Ao
BEO Awe?) ZFeEkT D, KT Azeo DfE 1 % 50 ng/uL DNA & L C DNA i & 5 H
5o FTm Ao/ Ao ZFFET D, ZOHN 1.7~2.0 IZ727U1E, DNA AR S Tn
52 T, BHIT- DNA JEEEN D, DNA RBHEIK 2 DL ORI VB 72 BB I2 KT
FRLUTDNAGEHRE L, 20 uL T iz~ A 7 aalBHF I L, -20°C BL R CHERIRTT
95, iEL7- DNA RENKIZ., ARG EGICHER L, Fo Im Wi I B R T
%, 7235, DNA BEHFEIR OIREEDS PCR CTHUE SNTIREICE LW & XX, D F £ DNA
B & LTHWS,

1RO HEJIZ LY . DNA BUBHFIBIFIRE AR K S L <13 TE BREHE THE S TWn 5, miRT 256
(Z1%. DNA EHEHER OB L7cis i 2 M5, £, mlRfERIE, BOCERIELEEIC XV i#EY)
IRREICE Y DR S ORI R 572, WE LT D,

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

2.2. B PCR %

EME PCR 1E1Z. it & 472 DNA O—#% 75 A ~—%F %2 iV T PCR g L . &5 kE)
IZ XV BEL72RIC, FOMIEEY RS 5 5L TH A2, CBH351 ORI A~
FTA~—% MW= EM PCR &R T T A ~—% AW EM: PCR @ 2 35k 21TV V]
BT D, 774 ~—DEREEINILL FOEY TH 5,

« CBH351 #7714 ~—%t
F-primer (CaM03-5’) : 5’-CCT TCG CAA GAC CCT TCC TCT ATA-3’
R-primer (CBHO02-3) : 5’-GTA GCT GTC GGT GTA GTC CTC GT-3’

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

“PCR {£ClE, #5% DNA BETFE L CHIEEM DRSNS 5, Lizn->T, BRSO DNA (K
(2 PCR $8IREEY) OIRNIFHCERZL O MERH D, F7-. DNA 1T, ABOEEER S5 Sh
TU% DNA fREERICE D RSV DT, AR ORAZIE L2 TER 670, b D%
ERL, W TCOTF2—7, Fo7EEHH L, DNA, DNase &3 a2 % I x—va v LAWK H 7
BELTHWSZ &, 72, EMEPCR OFRIZHWDKIE, FRZHET 0 EE R WIRD T TR RS L
72 RO /K X IT78 8K & Milli-Q 2T 17 MQ/em F TR L 72k 72 £, DNA, DNase 2322 % I %
—aryLTWRWnsEDOEHWASZ &,

2 E T BNATEOE NEMOKPEH R BN & > 2 — 1B D JAS 5ol 7 7 DR - X R i
WAL - ofr~==27 1 arZIx—va Pkl 25l a ¥ Ix—Ta YPIRISHILOTE
Baiho Z &,
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2.2.1. PCR it ik D fl

PCR ARG REVE ISR Z L F O L 5 I3 %, ROSRIE, PCR FEEHE™. 0.20
mmol/L ANTP, 3 mmol/L ¥t~ 27T 7 A 0.2 umol/LSEB I3 7T A4 ~—W T 0.625
units Tag DNA 7R U X T —¥"2 &R, 10 ng/uL (275 L 7= DNA #0BHE 2.5 uL (DNA
E1LT25ng) ZKHPTHA, 2% 25uL 127 5,

1 PCR AR TETHE

PCR buffer Il (Life Technologies tf:, ¥ift~ 7% 7 L2 EFERNE D) IFREDOERNGELND
DEHND,
2TagDNA R Y A7 —F

AmpliTaq Gold DNA 7R U 2 7 —¥ (Life Technologies ) IIRIFEDFERNGFEOND EDOEH WD,

2.2.2. PCR g

PCR A SJSa0EHE 2 PCR HEIRZEE 12~ N9 5, MISSMHITROED TH D, 95°C I
10 SR B SO & Bt S H7-1%. 95 °C T 0.5 43, 60 °C T 0.5 43, 72 °C T0.5 43
a1 A4 271ELT, 40 A 7LD PCREIEEZITO, WIKTHINELTT2 °C T7
TRk S 724, 4°C TRAF L., 5N RS % PCR Mg IGSHK L+ 5, PCR D7 7 7
Ko & LT, T 77,4 ~—%tZM2 20 0B L DNA REHRZ 2720 b D>
WTHRIFFICHREG %, F7-. 325 DNA BHiH S TWnWb Z & DfiEsd & LT, DNA
AEHE Z L2, CBH351 i 77 A ~—xt O IR 7 A ~—%F 2 v,
[EIFEIZ PCR FEIE 21T 5

" PCR M4 IELLE
GeneAmp PCR System 9700 (Life Technologies 1) UXFRIZFDFER BT HN D HDEH WD,
2.2.3. 7 Ha— A7 )VERKIKE)

PCR B Sk & 7 v — A7 )VESIKENC L 0 4L . PCR HEME N RE2EERT 5,

2231, 7 Ha—2 7L OVERL

WHEBOT v — 2% L, TAE R 2Nz, AL TTr e — A ZEMmT 5,
T 50 °C HiifE £ THR L721212, 100mL %4720 SuL ox=F Y7 A7 1 I REEK?2 (10
mg/mL) ZMMzZ K<IREAE LT, FVA—F =T LiAdA, BETHINTHL LED TH v
ARG 278, FT T I T 2 DONEE LW, FEEIRICE L CRARRGET S Z &
HLTE D, FVOREIIKEIT S DNA OE SIS U TROHAMLERHHDT, HIWE T
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% PCR ERFEMI DO REICHDOETT T —REE (1.0~4.0%) 2k 5,

"I TAE FEfEi

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

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

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

2.2.3.2. FEXIKE

TAE FEER &5 7= L= K KENE 2 7 v 2% » b9 %, PCR HEME G 7.5 uL & X &
DTN —T 4 TRRERZIRE G D%k, F VO 2 )VICHEAT D, T~OREHE
MNIZEEREIR 2000 X% &0 DNA DMEB U7 R NS 5 IS < 5 D THEET b,
WIZ, 100V EEE TEIIKBIZITV, Fln—TF 1 v VEEERICE £415 BPB 37 /LD
1200532 FTHATEE ZATESRIKEIZETI 5,

2.2.33. S oyt (1Y)

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

TIVHNR D 8D TAE RRMEE S A o To 54w (2 UK B D 7 v 28 LA D o IRICKETEIR 100
mL 4720, SpLO=F VT LAT I FEKR (10 mgmL) 22, BaziRe 54 IlRkE
THRRSIRE D LN 6 30 piEGRGT 5, £ D%, TAERE K O D N > T2 K41
ROEHLOTNVEBL, 30 0BRERSEE LN OMEAEIT O,

2.2.4. TNA A — UMY

PAA A= CHHTERAO AT — VIR RER T v 72 E 20 kBRI &
BT LT v aE O TEIE 312 nm) T2, FbA A — DT EEE O BiE C
BRIKE S Y — 0 28T 5, DNA 4 T RAEHE L bl L CHA O PCR HIE NV ROF
ZHET D, 7727 RIGE TR 5 PCR HElE N RO S 7=8A 1%, DNA i
BELIEORE R A & LT, O TEBRALD E T, kBRI RITEGR T —% & LTREF
LTHL,
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2.2.5. FiROHE

Bt IR 79 A ~—XtZ AW i= 1L —2 T 157 bp @ PCR HiE/ N> RA3H Sh,
CBH351 Mt 7T A ~—%I & 7= L— 2T 170 bp @ PCR BN RS H S =854
7 IZ[Fl— D DNA #EHE A V) PCR RO IR A TR L R 77 4 ~—xf" Z H\ PCR
R 21T 9 . 5 D7z PCR IR SSIKRICOWT 7 A a— A F)VEKIKE), 7 LA A — R
Bra4Tu 171 bp @ PCR HElE /N> R S 7= 856 AR IRIE CBH351 Bt & HIET 5,
728, 2 50 DNA R CORE RN A > 258135 S HET 5, Fio, Ebonh—F
OHIRICB W T 77 A ~—% TP ER O PCREGIE N RO H SN2 WiGE
[Z1E, HEBRIUKELUBEOBREEZITV, £ TH TERE O PCR HEIE/ N R I 7e 0
BalZix, 2o TOMREEEE L, &5 — FOMBKOERIZ T THET 5, 2
>@ DNA iR & L EMERR 77 A ~—%t 2 iz b—2 Txfiid % PCR HilE /N N
DR TERWGAITIT WO T2 EE O ATV, & 52 PCR LAFFO#EIEZ FhE L T,
HEZIT O, 2 BH O DNA iR 2 W 72356 TH MR " Z A ~—%FC PCR H#iiE
N RBBH ISR E &3, KRB D O EMERBFBEOHEE X DNA HITCHEMLD
BN ARREE 95, LFNICHER 277,

] E B
v ael 1 2 3 4 5 6 7 8 9
1| BT 740 ~— | + + + + + + + + -
BRHA T 7 A ~— + + + + - - n + /
TR 7T A ~— + + + + / / - - /
2 | BT 74 ~— | + + + - + _ + _ _
MHAT 7 A ~— + + - - - - + - /
e 7 7 A ~— + | - A - |/ /
HIE B | B | ot | Bok | B2 | Pt | Rtk | Btk |
RERE S 9 OFIDOLAICIE, 2 [ H O AT,

+ B - RN [ IRERE T

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

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

AEHZOW T T, 2O F £ 230 g HRAMIT 1.1. 77 T V7 a—ikIlE->TITH, 7
T 77 v —{EIZ L0 GO R DS DIV RBRIRIZ OV TIE, 12.1. DNA &R (20E
VN2 [EFATC DNA Z 4 L, DNA &R Z AW THIZ 22.0EMHPCR 2= L, EH 5
ORI KD PCR IR ISIKIZEB W T, BEtlH Y 7 4 ~—xtZ iz L—2 T
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157 bp @ PCR#lE /N > K23 H S 4V, CBH3S1 M 77 A ~—%t & AW/ L—2 T 170 bp
@ PCR g/ R S =56, Btk & HET 5,
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FvEr =2 (DAS59132) D& ITiE

M EBR I TERUZOVT, DNA RIS U B 7S A4 7% > MiE (QIAGEN
DNeasy Plant Mini Kit) (2> T, 1 K& 6 2 17T DNA 2R L, 55472 DNA
AR Z W CTLL T OEMN Y 7% A4 A PCREZFE T D, 7. b UEr a UG H
H7o4~—*®BLOTe—7 1L, hvEr S BIICIEET 2NEEERE T L LT,
AL —F > —E 1Ib (SSIIb) Bis &AW, FEG 258N E 3577 A4 ~—%F SSIIb-3
& 7'm—7 SSlIb-Taq # H\ 5,

1. DNA HfiH k55

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

BYEIZH LTzilkl 2 g 2R Y 7o v L UBERIEE (S0mL 2) ICTEVERY , HE1 T
65 °C |ZIRD THW = AP FEEHLT 10 mL & RNase A 20 uL Z 1z, #REHEA 720 X 912
RNT v 7 AIFH—THMLLIEAL, 65 °C TI50MINET 5, ZD 2, 3 [\, =ik
B N S CRUBH A T 5, P3RRER? 3,250 uL &N A K B2 10 o ERE L7tk
4,000 x g LA . 4°C DT 20 AyiiiE DT 573, kW T O _EiF 500 pL % QIAshredder spin
column [ZE T L, 10,000 x g LA LT 4 ZpffliEOok, WHKRZEERE (15 mL &) 1287,
OBREEFEMR Y IR L2, TORHED 1.5 580 AW SEEKR* 2Nz 5, TDORA
% 500 puL % mini spin column (Z& i L, 10,000 x g L EC 155 @E 0T 5, 7D OREHK
D H B, X 5T 500 pL % [F] U mini spin column (Z A L. [ASM: Tzl LIRHIR Z#C 5,
BAREHNZIR BTN T X T 72 D £ CTRIBEOEMEZ MR I3, RV T AW2 FEER® 500 uL
ZAM L, 10,000 x g BLET1 %@L L, WHKREAE T, FROBELE 3 BI#D
KT, FHHE A 5 C. mini spin column 2 2 S 572, 10,000 x g LA =T 20 4rffiz g
%, mini spin column % % > FDEILEIZE L, & 5202 L 8 65 °C (IO TR T2 JE & E
AKTOuL 2Nz, 5 REHE L72%, 10,000 x g LLET1 43f#E L L DNA 2335, b
O —EEREAE K EINZ, R CEIEEZITO, FoNTE K Z 6o, DNA SRBHEIE & &
Do

" AP FRFERIK

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

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

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

YU BTNER AT DF >~ ~ (QIAGEN DNeasy Plant Mini Kit) D& D, & 5 WIFHIEEA L7 b
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DEMND,
"5 S DR

mini spin column (ZEff T DROMEIRIZ KD | I T LOBIEICRF A0 D Z L0385, TN TN
717 DA @i D OB/ ORI A2 ', T D,
6 AW2 #%EIR

U BFNER A T DF >~ b (QIAGEN DNeasy Plant Mini Kit) fJEDH D, & 5 WIFBIREEA L7z b
D HND,

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

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

DNA FUEHFEIR O Y B4 Y | WEAREKS 5T TE FEERZ AW CEEAR L,
200~320 nm DOHFIPH TGN AL hLZRIE L, 260 3 LT 280 nm O IEE (Ao
BEO Awe?) ZFeEkT D, KT Azeo DfE 1 % 50 ng/uL DNA & L C DNA i & H H
5o FTm Aol Ao ZFHET D, ZOHN 1.7~2.0 IZ727U1E, DNA B+ S Tun
52 E T, SO DNA JEEEN DS, DNA BRI 2 DL ORI VLB 72 B EE 12 KT
FIRLUTDNAGEHRE L, 20 uL T ki~ A 7 aalBHE I 1E L, -20 °C LA F CHERIRTT
95, iE L7 DNA RENKRIE. ARG EGICHER L, Fo Wi I BRI
%, 7235, DNA BEHFER OIREEDS PCR CTHUE SNTIREICE LW & XX, £ F £ DNA
HEHE L L THWS,

THBRO BT LV . DNA BUBHRIR IR KK S L <X TE K TR S TWb, AT 2546
(21X, DNA SUEHRIE OFHEUAEH U7 stk 2 v b, F70, AR, BOLEREEEIC LV 5
G2 EC BT DR L ONREBRN R 570, WE LT 5,

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

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

PCR FIBUGHRIT 25 pliwell & LTRSS, ZOMBUTILL T O LB Y TH 5, Universal
PCR Master Mix ' 12.5 uL, SR 77 A ~—%Hwik (477 A4 ~—, 10 pmol/L) 1.0 pL2, *f
L7 v — 7R (10 pmol/L) 0.5 pL® Z{R G L, JRAZRA R /K T4 20 uL (ZFRH% . 10 ng/ul
DNA #EHE 5.0 uL (50 ng) ¥+, PCR D7 7 v 7 K& & LT, &9 DNA #REHKR
MRS DIZOWTHEIRFIZHHR S 5, SEBREKRTH, B L6 —1" L, B8
ZT = VEEAT S, ZoLE, LoRFELRVWEIEEL, EHOV—V T HT Y
=52 —%HNTITH, BRIV VOEEZBLZEL, BIZRENRHLILEE. SL— RO
mAERE AN TRia kW TB<, 7L — FDOfER%. ABI PRISM Optical Cover
Compression Pad® # & 50w EiZ7e b ko5, L — o Emickty b5, RABRIT,

I DNA SREHER Y720 2 7 = LT TITH D & L, PCR FAKIGRIEIT 2 7 = V55 & [RIREIC
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WL 5.

1 Universal PCR Master Mix

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

2 MBTTA =Rt (KT TA~— IR TS D)

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

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

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

SSIb A 7 7 A ~—xHILL T D LB TH D,

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

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

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

DASSOI32 #EIH 7 e —7 I FDO LB TH D,

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

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

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

96 V= NTL— b YA BIY =Y T =S —

MicroAmp Optical 96-Well Reaction Plate 33 2 T8 ABI PRISM Optical Adhesive Cover (Life Technologies #1-)
EHEHT D, v— U T OFEMICONWTIE, RO~ =2 T ESEDO L,
"5 MicroAmp Optical Cover Compression Pad (ABI PRISM™7900 ™355, Life Technologies 1) ff 35,
7%, 20 BIPA LMD R UL, EEMERICEEL RIETARER S 5720, BT 52 L,

2.2. 71— MEHROZTE

FOSIZEEL TiE, 7 b— MEBROBREEITORITNIER S0, FREEITHEA X, B
ROREEFEEB LY, Te—78EThs, BARMIITHHEY— LT, AR L7 L
— FNOBLEIZHINT 5 L ICKREMIT 2N 6, MEORES (TUNKN] : DNA #EHKR) O
EXZATO. o, 7o —78MEICBE L TE, MU Ew 2 VR, DAS59132 Mt H
& 11T, Reporter 28 TFAMJ, Quencher 78 [TAMRA| & 725 X HIZRET D, B, bU
oo UM, DAS59132 Bt & 112, Passive Reference & [ROX]) L% ET D,

2. 3. PCR #i1g
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WEICT L — b ety FL, W} ET—XDEGARZBIET 5, KISREIFLLTFO LB
D ThH5bH, 50°C, 2 DEOSFEMHTRE L%, 95°C T10 EIMEL, &Ry AKX — ME
TRICZHGET D, D%, 95°C T15#, 60°CT1 Bx 1A 7L LT, 40147
NVOMERISNEAT 9, 728, BOLSRMEOREIZIHB VT 9600 emulation E— KDF = v 7 %
AN TH<, Remaining time 73 0 53 & 7> TWNDH I E AR L., MIGafE T 3E7-%.
TERGE RO 21T D,

3. MROMAT L HE (X1 ZH)

DAS59132fH RIS L O b v 1 a VG ARBR O W Iz on T h | SR O]
& I Amplification plot I~ CHEEBAE 70 MR #h AR & CqfE DR, 35 KX OY, multicomponent |-
TOXGOFEHROEINTRE (FAM) OB 2L EINOMIEEZ S > TIT 9,

%9 BT Amplification plot 2 DAS59132 OFe 5B 7 R R SR S -5 A
21X, DAS39132 (tEa %5, IRWT, X=X T A% BH ATV E 15 A 7)) §%
E L. ARn @/ A ZMEO KB FAIT, ZE LR 2 gt FTRh 5
Threshold line  (Th. line) & LT 0.2 IZFXET 5, 7272 L. Th. line 28 / A X550 BA% ¢
TR WEEIERR E AR DD HEAIL. ENH ERZ D LR E D Th line Z W EHRET D, €D Th.
line 725 Cq ERE B D NENEENTT 5,

20MTHIH L 0 15 5 VZDNARUEHE (i &H72 0 27 = VAT THIE) DOEFH4 Y = v
NTEZHWTHET 5,

DNAGREHEIZ BT

(1) hUEra T BGHEFREEBRO20MTT X TO T = /LT8R DOCIENE L, 2
SDASS59132k 1 FFAER TR T D W = /L T38RI DCE I D T- A Y%
BHIEGME & e 5,

(2) FoEmavEEsRRBRO20MT T X TO U = /L T38RI DCENREF S, H»
SDASS9132K 1 FHFRBR DX T D 7 = /L T38RI DCE IS SR WHE TR
P EHIET D,

(3) FoEwraEEsRRBRO20MT T X TO U = /L CI8KM D CENREF S, H»
DODASSO32FAHFRER BN T, T _XTO T 2 L T LIRS L 720
AL, A - WEHOYHEE) B kD T2 B H ODNARIHIE R 2170, 51
(2. BHEY 7 v & A LPCRIE | LIBEO#EAEZ I L T, HIEZTT 5, 2[5 H DDNA
K 2 W T2 558 T B O HIE DS DIV WA IZIE, DASS9132f2M: & ] E
T 5.

0TI O Z N Z R OHIDNAGEHK (4527 = /b)) 12DV T, FEROHE A F— AT
Peo THIE L, W7 OFHHDNAGEHE (FEFH Y =/V) (IZOWTEHM & HIE S o iii 2
Bt & k2

723 FECRHIEIZ X U DASS9132F5ME 3 E S U7 R IT-D UV Tmulticomponent 2 f# T L |
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H R CFAMOHETRE O R8BS 7 BN AR T & . ROX D EIRE DR 7 TS0
FAM®DH#OETRIE DFEC 2 ERAN N2 & 2R+ 5,

T2, brEr aVEEMERRARBR TR TO U =L T38RI DCqE 572 VW " DNA
HBHRICOW T, BE., BiE250 [1. DNAFHER DEOBIEZITV., TR THT
RTO Y )L T38RI DOCYE T H N NGEITIL, AFE D ORFNIAEEE T 5,
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H1 EROHIERF—L
STEP1

EOO (514 %t BE S Ed

* :
or
&= - =3
DNAD M A E LIEEBIR/EEB)

|
) -

=

STEP2 .
DAS59132FR ZN G B * g

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

I
? I
o

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

AKREIETIE T ¥ rBRL ARG & L, DNAHHERIX, LT Y B 5 VEL A4 7
X v ~iE (NIPPON GENE: GM quicker2) ZH\\ 5, 1 B2 52 T TDNAZ fh H R
L. &HHDNAGEHE 2 HWCTEMY 7V A APCRIEZFEET 5,

BREAIMHE DB s /L 2 J % * T&H HRT7T3 Brassica rapa (RT73 B.rapa) 1%, N
IZBWTCLEEMFEANKE T LI-BREAIMMERTT3 Brassica napus (RT73 B.napus) & FE8151
L2 T2 3% (Brapa) DRELIEHSN-BEBTHBLZ X2 THD, TDIZHRTTI
B.rapa ZRAT D7D, 1ODOFRIZIBNTB.rapa & B.napus OipIEAE & B5 1
iz 72 X ORFRPTIROMREE T HMERDH D, > T, LTFTD1ORAZ V—=" Tk
BEIT>71%. B rapa OIRA L BRI 2 T Z 2 OFF RIS A S G613,

2. ORISR X 1T - THIET %,

1. A7 ) —=2 T
1.1. DNA fhHHE Rk

FH X HODNA fIHERIE, U B SVES 4 7% > ME (NIPPON GENE: GM
quicker2) M5, 1 BAENH2 T CDNAZHHFERI L, ADNA #EHER A FWVWCLLT
DEMWY 7B A APCRIEA EMT 5, HEITHL7230BR200 mg 22 mL AF =2 —71T
mOEY ., GE1 #EE#" 800 uL. Proteinase K 20 uL, RNase A 10 uL 1%, #BHEA 72
WEDIZARNLT v 7 A I FH—T30 RS L7222, 65°C 15 /pMFHET 5, GE2-K #%
EH3™ 100 lLx iz, A7y 7 AI %Y —TRAET 5, 13,000 xg LLE, 4°COFEMT
5 EEL® 5, WNTEDEE® 350uL 21.5mL KFF = — 712 L, GB3 FEEIK
130 uL BELOA Y7 a3/ —)L 130 ul ZIRML72%, 10~12 FHSEIRE T 57, RAW
610 uL (£2%) %spin column (2B L7217, 13,000 x gbl E 4 °COSAET30 R0 L,
WHIRZ T 5, IRWTGW FEER 650 L Z&faf L, 13,000 x g LIk 4°COFEMTL 5
fili 0 L, IR Z ¥ T %, spin column 727215 mLET = —7I1ZB L, BEZAEK 50
ul 2Nz =R T3 yEE L=, 13,000 x g DL ET1 hiEL L, Bon-EHiEE
DNAGREHRIK S &5,

" GE R TEIK
YU NTNVES A T DX (NIPPON GENE: GM quicker2) fHEDH D, HAHWITBLRA LG
DERNWD,
2 B BERAR T TH D &L DNA OIENE LIBDT 5, AT v 7 A X0 —EEEEIIKR LT
2mL BF 2 —7HBEICH T, TOEE30 PRIL-20 BT S, BHEARTSRERITEBIC
30~60 FMEEET 5,
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S GE2 FEfEIR
YU BTNER A T DX (NIPPON GENE: GM quicker2) fHEDH D, HAHWITBLRBEA LG
D& HND
R UTRNT 2 — T NICFE> T T, fil) CGE2-KEEER 2 RN 25 Z E N AIRETH 5, FhHK
(ZIZREERE LTV D DT, N L 72 GE2-KEEER A 32— & 7 5 L O IRBT 5,
SHHT I e =Bl mL BT 2—TORMEEZBE L) 2T, g BikKERD L) ICmORME
EET D
 EEEENNT 2 BRE, ATREZR IR VU LEOREM E A TS VWK D ICHEET D,
T GBIREMEAR AWM L, FENTA Y T asX ) — L RIRIM L%, B REEIT S, FTHBRELTH
BWLTCOWDAEEE, BB D CHOBRERAT 5,
"8 DNA #lEHE K % IR R4 K T10 ng/uLIZFREL L, DNAGUERK & 95,

1.2. MY 7% A LPCRYEE (ABIPRISM™ 7900 X (2 ABI PRISM™7500)

EMY 7 H A APCRIEICBWTHWA Y I/ ~—xtB L0 e —71%, AIFO@EY T
b, KT TA~—1IKTIML, FHT 5,

B. rapa #k5ERER
B.rapa BN 7T A4 ~<—%t, 7 —7
B. rapa #RBFRERIX. B. rapa acetyl CoA carboxylase (ACCg8) Bfn f-ElFIF L
B. napus cruciferin (BnC1) &aFBANEZRIT D7 T4 ~—*kt& T rn—T7%2H\5%,

ACCg8 MM~ Z7 A ~—xt, 7 v —>7
B.rapa-ACCg8 F: 5’-GGT TAT ATA CGG CTT TGT GGT TGC-3’
B.rapa-ACCg8 R: 5>~ AAC ATC AGG CTG TCC AAG AAA GAT-3’
B.rapa-ACCg8: 5°-VIC-CTA TGT CTG AGG AAT TAT AA-MGB-3’

BnCl M7 7 A4 ~—%}, 7 v —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 HaER

RT3 74 ~—, 7 v —>7

RT73 MMHAREBRIIRTT3 AT 7 A ~—%te 7 m—7& FE B RAE LT
acyl-ACP thioesterase  (FatA) BRI Z RN T L7 74 ~v—xtL 7T u—T%2H\5,

RT73 AT 74 ~—xf, 7 a—>7
RT73 Primerl: 5>-CCA TAT TGA CCA TCA TAC TCA TTG CT-3’
RT73 Primer2: 5°-GCT TAT ACG AAG GCA AGA AAA GGA-3’
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RT73 Probe: 5’-FAM-TTC CCG GAC ATG AAG ATC ATC CTC CTT-TAMRA-3’

FatA A7 74 ~—x%}, 7 u—>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 ik o i

PCR MBUGSH 25 pl/well & LTl 5, MHAIZLL T D &Y TH D, Universal PCR
MasterMix' 125 uL, X477 4 v —xw K (%77 A ~—. 50 pmol/L) 0.25 uL, *f% 7
12— (10 pmol/L) 0.5 pL ARG L. JE A K CTRE22.5 nLIZHi%% . DNA 30k
#2.5uL (R 27 Y —=2 73 B TIIDNA #EHK10 ng/uLZz VD) ZWINd %7273, 43k
E& TR, BEEH v —" L, BRIV VEERTDH, 20X, LORFELRWVE
IEBEL.FEHO—V I HT T r—2—%HTITH, BRI = VOEEBIZE L,
JEICKIED S 55515, 7 L — FOREZES MW TKRigZ2 kW T <, 7L — FOfER%,
MicroAmp Optical Cover Compression Pad™® Z X0 ms Eic7eb k5, 7L— ho Emic
t v 95, 1DNA #BEHEH 7=V B. rapa #HEER & RT73 KeHEBRO2 321795 L0
& L. B rapa i#HGABRIZACCg8 ¢BnC1D{ T I A4 ~—%fb 7T n—7%EELTY T ILHF
A LPCR Z47V), RT73 MHFBRIIRTI3 EFatA OK T T A ~—xf&7n—T7%RAEL T
YT NEALPCREATD, A7V —= 73 BIT. 1 DNA SEHE & 72V B. rapa knFER
D2 =T, RTBBHEERO2 7 LT TITI) b D L35,

" Universal PCR Master Mix
ARFRIEITAEEDR N2 IBREBIEERIT O BRI, BEDHERIATOND KO ITEET S, A +507%
BEIZiE, PCR 3 ) £ WDRWEENRH 5, 0 BEANZIILTHRLT v 7 AI XY =2\ T3 B
RERSG Lk, B<ELL, WRZHEBEDERICED TEBWTRBMENT S, £, v=/WIndd
HERIT. SRR, HONRER I LEBE L, Vo LVOEICHEEICANLD,
2 ORI AR CILIR AR ODNA BBHRIR A 2.5 il AV %
B oikEERE (MIEXTSR) otz 3 FEdDControl 3724 HNon-Template Control (NTC) 1 ¥ = /L4y,
B. rapa Positive Control 1 7 = /L4335 J.UB. napus Positive Control 2 7 = /L5312 DOV T & ZVE UM
9%, DNAREHE DM OES, NTCIZIL/K % | B. rapa Positive Control (ZIEB. rapa fE#ET T A I R
B. napus Positive Control (ZI1% B. napus 1277 A R&, ZNEND T =/VIi22.5 uL, DNAGUEHE DX
HYIZHRINT %,
496 VT L— R YA BIO =D IT T S —
MicroAmp Optical 96-Well Reaction Plate33 &2 (FABI PRISM Optical Adhesive Cover  (Life Technologiesft:)
EHAT D, =V U Z OOV TR RO~ =2 TV ESEDZ L,
"> MicroAmp Optical Cover Compression Pad (ABI PRISM 7900354, Life Technologiestt) % A3 %,
ABI PRISM 7500 CI i L7220,
6 R RRERER CIIB. rapa BERER, RITBMHERER - bICENET 1 T2V TITH
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1.22. 7L — MEROHE

FOGIZBEE LTI, 7L — MEROBREEITORITIR 5220, REEZITOHA L, #
ERORELEHEB LV, 7o —T7/REThs, BARMIZITHH— BT, iR LT
— FOBLEIZHICT D K 9K 2T 7203 & IR DTSR (TNTCJ : Non-Template Control,

[UNKN| :DNA i#EHR) OREEITY, £-7o—7F8EICBI L Tk, ACCg8 HHH
IZReporter 7% TVIC| . Quencher 7% [Non Fluorescent] (Z, BnCl [XReporter 7% [FAM] .
Quencher 73 [Non Fluorescent | {Z,RT73 it iZReporter 73 FAM ], Quencher 73 TAMRA |
|2, FatA #fHifIZReporter 73 [VIC| . Quencher 73 [TAMRA| 725 X 9 IZKET D,
7255, B. rapa #%5IFRER, RT73 35 & £ 12, Passive Reference % [ROX| & ET D,

1.2.3. PCRI1IE

WEICT L — b2y L, KGET—X OV AL ZBRET D, KIGREIZUITO L
BYTHD, 50°C, 2 HEIOFRMETHREELZE, 95°CTIONHMEL, &y b AKX — hE
TRIGZBRIET 5, TD#%., 95°CTI5H, 60°CTl 4330 a1 A 7L E LT, 4094 7
JVDMEREGNEAT 9o BUGNE T #%. Remaining time30%y & 72> T\ 5 Z & AR L., HIE
TER OB 24T O

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

B. rapa #BERERICBI L TIX Y 7 v X A APCRIUGHK T4, 1H B IZEnd-pointf#EHT 217 5
T MTY TAE A LPCREGHE T L2 b— 22D E A5, [Marker Manager]
XA T a7 2B\, DetectortZiXV 7V H A APCRTEE L7z TACCg8)] . [BnCl] %
BN LR EZIT I, ZORESRMTHIEZBRMG LHEA I #£ T, [System Table Pane]lZF
REHTZACCg8, BnClDORnfH % Z AV EFL D NIRE & U CRER O 217 9 .

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

B. rapa #AFRERICES L TR Y 7V ¥ A APCREUSHKE T4, 1H HIZEnd-pointidliR 217 9 ,
P TNTY T H A LAPCRIIGSE T LIz L— &2 ZFDF FH 5, [Select Markers]
XA T a7 2B\, DetectortZiXV 7V H A APCRTEE L7z TACCg8)] . [BnCl] %
BIRLBREEITY . ZORESFMETHE LB LHiAED #& T, [Report] ¥ 7 IZR R I 4L
7-ACCg8. BnCl1DRnfl%Z N EILDHEHE & U TRERDINIT 21T 5,
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1.3. KEROAHT & HE (K1ZH)

20 THIE L 0 15 D 7DNAREHE (L H 72 0 27 = VAT CHIE) DOEFH4 Y = /LT
RCEAWTHET D, 1 DNA RENEH 729 B. rapa B ERD2 7 = /L61T, RT73RH
AERD2 T = LT TIT D b D ET 5,

B. rapa i%BIFRERIZ DU TIXEnd-pointfEAT OfE A & 0 HE 21TV, RT73MHFRERICS
WU B R R EIE AR O F I CHE 21T 9, B. rapa OIRADNHWr L. 2>ORT7323% H
SN E D2 DORIERBRE % Fhi 5,

B. rapa #%%FRER O End-pointf#HT 5 5T, DNAREHK DACCgS (VIC) DEtisE 2 v
= VOFERONYIE) & B.napus Positive Control? ACCg8 (VIC) DHIEIHE (2 7=/ D
FEROIEE) & DA2.040L F (ABIPRISM™ 7900) |, 1.40L4 E (ABIPRISM™ 7500) o
Yitr. B.rapa NEANLTWD EHIBTT 5,

F7-. RTB3HHRBRICOW T, Amplification plot_E CTHaE B EEY 2 B g dh R & Cqfif o
fife7d ¥ £ U'multicomponent = T O xR AT H R OECHE (FAM) OFEEBIE) 7o B fE 72
HIMORER % - THT 9, %12 B CTAmplification plot_F (248 2 B AY 72 HEhE AR A3 28
SNTGEICRTBEMEZ S, IRWT, X—2AF7 A4 % QYA 70 bI5TA 7)) #%
E L. ARnD /A RMEO KO FAIT, ZE L7 iR e ligdii L TtReb b
Threshold line  (Th. line) & L CO2IZEXET D, 7272 L, Th.lineds / A ALEEHBAEAI T
IRVEIERIER & R D DAL, FRD ERD LN ) Th linez M HRET 5, €D
Th.Line’» 5 CqfE3 5 B 4L D G N E ffHT T 5.,

DNAGREHEIZ BT,

(1) FatARRHIH 7' m—7 (VIC) WO T X TD 7 = /L T38RI D CqlE 235
S, DOFRIBFICIT > RT3 A 72 —7 (FAM) Z W= RO+ XTo
= /LT3R DO CIE NG BN TG EIZRTT3GME & HIET 5,

(2) FatAfH A7 v —7" (VIC) ZHW=REBRO T X TO v = /L C38AKM D CqfE A3 15
5. RT7I3HAZ 1 —7 (FAM) Z W= RO X TH 7 = /L T38RI DCq
A DN WEGAIIRTTIEME: & HET 5,

(3) FatARH A7 v —7 (VIC) %MW 7=iBR T38RI DOCqlEA 15 5 4v, RT73M H A
7a—7 (FAM) % W7z B T38RI DOCUEN T X THO 7 = /L T—F L7z fE R
NS NZRWEEATE, Sed T2 B H ODNAHH BRI ZITV, & 512 1.2, &MY
TV HE A LAPCRIE] LAIEOEEAZ EME LT, HIEEITH, 2 B HODNARKEHK %
W56 THBEOHIENR S LI WGEAEIZIE, BEEHET 5,

20HMTHIHEH O F N E N OIHDNAGREHR (27 = /L) 12OV T, fEROHEAF—LAIZ
PE- THIE L, B.rapaisn ik L O'RT7345 H5ER O [l 512 D TR & HIE S ViR
ZRatE I L. S 51T, 2. DRI HERABR 21T 9,

7ok ERRHIEIC £ D RT73BGME I E S AU72 45 12DV Tmulticomponent & fi#g# L, H
TFAM & 5 W MEVIC D G55 FE D FRER RIS 72 BN 2N 22 C & . ROX D H G55 FE D B fife 72
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THSCFAM® 5 W XVICOHOGHRIE DFELH R ERBRN D L 2R T 5, £7-. FatAl
mﬁﬁ7om_7v%ﬁﬁb\f:§it5ﬁ (VIC) -@38ﬂ§¥%@cqfﬁ7§)ﬁggﬂf£b\ﬁI}Vﬂ:@b\‘(@i\ ﬁg\
U7V A LPCR%E V2 EMEPCRIELARE OEEZ ATV, 2T H38RTMOCqlEn 5 Hh
RWGAITIE, AR B O MR ER O/ X DNABIN IS AR M OBRENIRIE L T 5,

2. RiffeRS iR

1.ORY ) —=2 THREIZBVTB. rapa DIRA L RTT3OIEIEDNHERL ST 6 ., Y%k
RORIEEI B BAEA1292 KA ERIL L, ARifEHICDNA M AZ1T\V, ADNA BUEHRK %
ARICEROLOAY U == FRATET 512, DY 7% A LPCR i (8. rapa
IR & RT73 M HEAER) 2179,

2.1. DNA fHifERGE (1 Kokl

F % XKD ODNA HhHRERIT, ~ U DA AESY A4 7% » hE (NIPPON GENE: GM
quicker 967 % RIZH) ZHWD, T 2I12H 720 FRNI T Z 2 2P L T < LERN
b5, P HETUTIORT, THRDAST-E—H—I210% SDS &z, A/X—TF )L
THE L, SDSZMET H, ZOTERZ3EITO, RICE—I—ITBMKZ M T &0
WL, BHAKZIESES S, ZOLRG3ETT S, ik, B ~7 L — K~ (RCD-96) D%
U )W T X R E TR O AL, 65 °CIZERE L7 fHiAE ¢ 1 R S5, +olcr- %
AR L6, A L — FOEKE T = VA X La—2 (MC-96415R) % 1253 DA
ALCPD-96 C7 % % L7t . MULTI-BEADS SHOCKER (YASUI KIKAI) % f\>T1,500 rpm
DEAET20 BT 27, etk e 7 L — MCGEL #2500 pL. Proteinase K
20 uL, RNase A 10 uL% /il 2. MULTI-BEADS SHOCKER (2% > b L1,500rpm DZ&ET15
BREAT 2, 7L —FZL65°CTIS HFHET L3, GE2-K FRER ™™ 85 uLz Mz,
MULTI-BEADS SHOCKER (2t v k L1,500 rpm DOZ:{4T15 BEIES L. METALFUGE

(YASUI KIKAL MBG 100) T2,900 rpm DSAETS fiE T 5, IRWTED LI5S
400uL %, a7 varyJ—raEy NLET 4V Z—TL— RN IZEINL,
METALFUGE 2,900 rpmD &4 TS5 fliELT 5, a7 a7 L— hOF{F T =L
GB3 #EMEfiK 150 uL BEL O Y7 a3 —)v 150 ul ZHRML7=%, ©XoT7 407 LT
RET 58, IREWRIOO UL (&28) 2, 27 v a7 L —&& >y k Lspin column™ L
— MZAM L= . METALFUGE 2,900 rpm®D &t T5 SiEL L, aLZ a7 L—
MW E > TR A T5H, IRWTGW #E1E#K650 nLa A L, METALFUGE T2,900
pm DTS iz L, I EZ TS, spincolumn™” L— NAND T X ) — )L % 584
[ZHL D B < 72, METALFUGE 2,900 rpm D520 43iE L4 5, spin column™ L —
Nefilclpalr a7 L—MIB L, WEZAEK 50 uLz N iR T3 HFHE L7z
#%. METALFUGE 2,900 rpm DTS5 FrfiliE D U, 5 O i ik 2 DNAGUBHRIKR & 7
Do
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"By . METALFUGE (YASUIKIKAID % W T L— b 222900 pm DEAETL A E L Z
VIHIET, THIIMNEBELEY IV ERE LAy E I x—va v ETPT D,

2 GE R TErIK
YU BTNVES A T DX (NIPPON GENE: GM quicker 96) fHEDH D, 5D WIIHLRBEA LT-

DERNWD,

P65 CCTEET OB, Vo LNOELGNEEL T7XNHERLT R a X Ix—varBNiLl b
AREMEDR DD, TNESTEOD, Lo o4& L, FL— T ET T TEIRET D,

4 GE2FRTErIK
YU BTNES A T DX (NIPPON GENE: GM quicker 96) fHEDH D, H D WIEIHLREA LT-

DERNWD,

B IABMMDO T 2 VITIRAT L DL T, 7 X & %81F HEICMETALFUGE (YASUI KIKAI) % T
T —hZE2900 rpm DT 1 HHAE XD T5Z2 LT, ZXIMHELIL@EHELa L Z R
K= a rETHT 5, RIS A U TW DO T, BN L 72 GE2-KABEEIK S +3 1oty — & 72
LERET D,

6 PRIV A FTREAR IR D IS AW K 9 I RIE A BT 5,

T 7 4V H—T L— FEWhatman D 800 pL, R T WA K045 uLOKRY T a LT 4 v H —Eff
T 5,

8 GB3FEEIR AR L, HW\NTA Y 7N — )V ERINLTIZZIS, BEPEEEZIT 5. At AE L TH
BWLTCOWAEEX, WA EIZR D E THoBERAET 5,

2.2. MEROMHT &HE (1EH)

ADNAFEHFHRIZ I T DRERDOHIEIX, B. rapa #%5BI1FERIZ DV CTIXEnd-pointfi#AT Dk
AT L0 HIEZFTV, RTT3IFRHIERBRIC O W CIX AR 22 SR B AR O A | CHIEZAT 5 .
B.rapaToH % LHIWr SAv, I ORTI3DH SV HRRIZRTT3 B. rapaTH 5 L HIET D,

B.rapa 8555k O End-pointfiEHTHE LT, DNAGEHFIEDACCgS (VIC) Dt YFafE &
B.napus Positive ControlACCg8 (VIC) DHOEHRE 27 = /L Df§ R OFEIfE) & DE32.63
PLE (ABIPRISM™ 7900) | 1.69LL = (ABI PRISM™ 7500) G, BnCl (FAM) O2i#
J£ & B.napus Positive Control D HEJEIRE (27 = /L DFER O FEE) DLE230.280L T (ABI
PRISM™ 7900) . 0.35LLF (ABIPRISM™ 7500) D5G4A. & ODNAREHEWRIIB. rapaT &H
2 &AL, 4EADNAREHRIR ORTT3OM H 2 e+ 5. RT73 M HEERIC OV TE,
Amplification plot_E THIE BIELHY 72 BEE B R & CqfE D #ERE IS L O'multicomponent | T D %F5:
BFEHCROENIRE (FAM) OB 72RO EZ b > TITo, FH—ICHHA
CAmplification plot FIZ FEEBIST 72 HANE MR 23 HERE S NG B ICRTIBGEZ BE 5 . IRV
T, X=X T7 A% QAT NANBISHA 7 )v) FHE L, ARnD /A XED g KAELD _EA
T, & LI 72 8EhE dh#t - CT2Z4> % Threshold line  (Th. Line) & L CO.21Z3%7E
T 5, 7272 L., Th.lineds / A A HBIHA TRV EIE R &L 2D 551X, Tb &R
BRI ) Th lineZ MW ERET D, < DTh. Line’» & CqlE Nt b 5 NG a4 5,
FatAfH H 7' — 7" (VIC) % H W\ 73R T38 AT D CqfE 35 H AL, 7D [RIKFIZAT - 72RT73
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A7 v —7 (FAM) ZHW/-ilBR T, 38K OC 231G b izt . RT73GM: & HE
9%, FatARRtHH 7' v —7 (VIC) Z R 7o illR T38 AR DO CqfEAEH H AL, RT73 A~
12— (FAM) Z R 7238k C38 KT DO CqE 23 5 H 72 WIS IXRT 732 & HET 5, £
72, FatAD 135 EDOCGEARTIIMBHA 7 0 —7 (FAM) THEOLIZHEIE, thokio
MWD a 2 I x—a BRI 5TV D BRI L, YEEDNAREHRR IZRT73 2 &
ET D, 7ok ERRHIEIC X0 RT73GME M HIE S L7248 R 12D Tmulticomponent 2 f#HT L |
H L TFAM & 2 W IVIC O s IR EE DO FREBIE A 72 N3 Bl 42 T & . ROXD LR D B
72 FIECFAM® 5 WIIVIC D EHREE DR e EA NN T & 2R3 5, 72, FatA
A7 v —7 % Wil (VIC) T38RI DO CqEA 15 & 1172 WDNAGBHE K IZ DU T
. B, YREDNAGUENFRIRIC R L CEME Y 7 v 2 A APCRIELIEDBIEEZ TV, £ T
HREBROFERDOLAEITIL, £ ODNAREHER TOMRREZ T L 35, 92 FLODNAGEHR
R TIOKLLL_EDODNAFENFIE CFRatARR I 7' —7 (VIC) % 7238 T38 AT D Cq
ERF LN L5 E R, ARBRIINSLT D, BEY T VHZ A LAPCREATV, £ THFatAT
38 AT D CqE A S AL 7-DNAGREHEIR 289K LL F DA, ARBRIIARNL E LT, td T
ORI MEAEZ ICEREL L, [2.1. DNARRH (1 RifliH) | LI B1T 9,

B. rapa BRERIZIBVNTB. rapa & FIWr S, 2> ORT73H HEERIZ I TRT735ME & ]
Wr S 7-DNAGEHRIE 31 FIA T & 25515, Uil RIIRTT3 B. rapalfiih & HIET 5,

X1. RT73 Brapaf B AT LD 70—

| pirEmiencEn |

| GM quicker2% FALN TDNA H #5 5L

Real time PCR

(B rapa #.H G ER] [RT731% 5L ER]

Brapa DREANHZMN?  RTISDIEIENEZRTEEM?

YES I I NO I
i t Brapa &t
RT73 Et4
| inthE miE s <iEmR 02k) | non-GM B.rapa
.| oM quicker 96% AL\T1HIDNAH 8 |
el
=
“;'"‘{;i‘ Real time PCR
] (Brapa HAIHER] [RT734: B8]
i< Brapa MEANHZM?  RTIBOEIEAHERTEDM ?
YES I I NO I : l
i . Brapa &t
’ RT73 EH

non-GM B.rapa

| RT73 Bt£ | RT73 B.rapa DIEA HY &4187
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2334 % (PRSV-YK. PRSV-SC. PRSV-HN) O 5k

AIETITAERE R Y B LONS PIITRMLZRENS L L, DNAFIHER X, BUT
DA A WG 2 A4 7%~ bk (QIAGENAE#!Genomic-tip 100/G) & HW 5, BllikE L
T, YU BT NVES A 71 (QIAGEN DNeasy Plant mini) % i ] LU 72 DNA$h H ks 5l 2 A fif
PR B LR XA e EINTE ORI T 5, RIAD 5207 TDNA
AR L. DNAREHE 2155, & ODNAREHE Z W CEM Y 7V % A APCRIEE
35,

DO LA ICKHER T EODNABTHER TE 5 b 0,

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

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

O AfifB L OFAMIE RS (BRSNS Y, S, B ERE S TWinbd SRR
PR Y DR A REF L T AR

© Wil (W31 )

© WHEE RS (K714 710—)

@ wzfEls (REERERS. BA R YD)

® RAEHET7 VRS (Vx s, Ba—Ld)

® Fit - Ry, (=Y I v I AVa—A, KU UIHIRY)

D KEERS (TAA, ¥ —_y b L)

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

B NS B TR YL END B ODHELTERY L (B 1 FizonT
T - BERARW RS, FOEED 2 FL EOWERE AT 3 Bk L%,
& < IKGr % E 0 Millser % TS 2 (CERE N SA VIZBE L TUERAZESEE TS %),
e L7k 10g 2R ) e e L CREEE SOmL %) IT&ED &0 G2 #Fi#K 30 mL
Nz, X <EGENEFf L CHEICT D,

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

e LTkl 2g 2R ) e v L o hEEE (SO0mL45) IZ&D &V | G2 #ZEHE 30 mL %
Mz, X<#zBEREFf L THEIZT 5,
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1.1.3. ROBEIR T o Sh

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

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

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

1.1.5. RHEE 7 /WIREL

Millser % Ty LB L7ZilBl 10g 2R ) e v L o BiERE (SOmL &) I2ED &
V. G2 fEEIR 30 mL A%, L <EREREF L THEICT S,

1.1.6. A9t - BB,

BRI & < ERE1RAD Lfiﬁ’f’f L7 100 mL & A A S Y 2 40— TR & 0
BEREE (500 mL &) 12 L, fHIF7-RAEC-80°C M f1 ¢ 2 FER it X ¢ 5, # 0
T, BUREHZIEEERICE v B L. 24 I ec@ds . B0 30 g 2 FLEKICE Y &V G2 RETE#R 20 mL
(CHMEE AT ST D, RN TE %fomEVV%ﬁ%%(meﬁ)m@b\
FLbk & FBOFATE & #7210 G2 AE@AK 10 mL Z38 00 L¥EV W, L <EREIRF L <
HIZT %,

1.1.7. KGR

BF 100 g ZEASHL A ASICE Y LV | 24 BRRERE R 5, 2ok, Rk 10 g 2%
12 G2 FBE 30 mL # A=) oL silEiE (S0mL &) ([ L9 oz ens
RS E, X<ERENRf L CHEICT 5,

" G2 FEERIL S T 7 4t (Cat. No. 19060) (ZFFE L TWA M, B0 Z2WEAICITEML THAT 2% v
k OFAEICNE > CHRBLATRETH 5,

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

1.2.1. DNA Ol k55
1.2.1.1. BBA WG 2 A 7% v~ ME (QIAGEN #:8 Genomic-tip 100/G)
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DNA #ilfitH#EHZ . 100 mg/mL RNase A™ 20 pL. cellulase 500 pL # 12T (2B, G
RAEGE7 VRGO Y v 28R Y | a-Amylase™ 20 uL & FRIRFCINZ ) . B5ERA L
BEAL L7=#. 50°C T | Bl fE 45, O/ 2~3 [EhEibi % iin & 8 Tk 2 in iR
9%, VT Proteinase K* 200 uL %1z 50 °C C 1 FEfET 5, O b 2 ~3 [H
L & s S CRUBF 2 IS ENET T 5, IRWT, £ O ILE % 3,000x g, KR T (4°C) .,
20 il O L, &6z BiE (J925~35mL) Z8E L., &5 QBT FEMEK™® 4 mL
% AVl L 7= QIAGEN Genomic-tip 100/G (ZAfTT 5, KT, 100/G % QC FEMEHE ™S
T75mL 303 [BIYEE L%, HE0 U 50 °C IZIED TRV = QF fEEIK™® 1mL 24
fif L, 1 CODEMIRITEETAH, # LW E ISR L, B 50 °C 12RO TR\ - QF f&fE
K 2mL Z AWM L, DNA 2T 5, WK EEEDO A Y 7oA T a— Lz lz &
<IRA L, =EE (15mL b L<IiX2.0mL %) (2B L, 10,000 x g UL T, KA T (4°C)
15 0T %5, FEEZHR TS, OB, BEEZBORET 5, 710%=% /—/ 1mL %
Mz, &51210,000x gL ET, KIET (4°C) 5soMmLT 5, S5 EEE#ETS, 7%
ST %, WS %, T 50 °C IO T2 IR B4 /K 70 uL (Z¥EfiE L. DNA REHER
ReT5,

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

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

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

“ 7'v A Htk (Cat. no. V3021) 100 mg % P& # K 5 mL (ZIEfRE L7= 6 O XULXRIZE O 1 2 F> b D& v
el

5 QBT #&fEfiK, QC FEMHE L O QF #EMEKILx 7 7 4L (Cat. No. 19060) (ZfFE L TW5 238, &Y 72
WIS EITITHE S THEAT 200% v FOFAEICWE - THBATRETH 5,

LN A A WIEETH, BILENOETMITIZIETE A0 MR n X i, RiEERET S,

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

BEL T2 "X DDA RO T RAE 02 B 5% 10 mm A8V L, WS BRE 1T,
RIZINH—FTINDERE L, T 5, Miateiz Hu, BT O EIZE-> T DNA Z 4
35,

Bl 80 mg 2~ A7 mim ik (2 mL &) IZEVERD, HE U 65 °C IZIRD TRV AP
MK 600 uL & RNase A 4 uL Z A, B2 2WESIRE L, 65 °C T 15 [ E 9 %,
Z DM alE S 2 RS E B 2 LR35, D% P3 FEMEHK 195 L 2Nz, oK 1IZ 5 43k
E1% . =W F 10,000xg T 5 4303 %, % QlAshredder spin column (B fif L, #EifR T
10,000xg T 2 3fizE L, KA~ A7z ik QmL 25) 123, im0 1.5 530 AW1
R 2N Z ., 10 PRI LT 7 A% — TR LI S5NZIRE DS 500 ul % mini
spin column [ZHA ML, IR T 10,000xg T 5 3z LU 2, IS8R ZFCThH, IRWT, RV DR A
WDHH, X512500 uL % [FU mini spin column (ZE L, [RIS/4 T DU R 2 15T, fckk
HNTIR BN T XN TR L TRIBROEAFEZ 0D IR, RUNT, column (& AW2 #Z &K 500 pL
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ZMA ., =T 10,000xg T 5 syl LU, KA THO—E AW2 fEERZ A, [FCHEE
Z I, YR R Z #5C mini spin column Z#Z RS 5728 10,000xg LL_ET 15 45l g
%, mini spin column Z % FOEEILE 1T L, HHDL 50 °C IRD TIBWZK 50 uL 2z, 5
SyME LT=#. 10,000xg T 1 4y [0 L DNA ZEH 1%, b9 —FEKE N, FEEO#RIER
1TV, BONTE TR Z A DNA UEHRIRE T 5,

X7 (Cat.no. 1018048) Db D XIXFREDEh 2 F>H D& 5,
2 IRA NI I D A column D EE FNR0T K7D, TDOHE . BRI ST A0 LR 21057
FR £ CIEIEd,

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

DNAGUEHRR D1 Y E 2 I D . JEZAEKZHOCTEEAR L, 200~320 nmD#iH T
AN A~ R LA HIE L, 26038 X U280 nm D W FE2 (Arsods & Do) & Fekd™ D,
TN TAwDE 1 250 ng/uL DNA L% L, DNABRE 2R T 5, £/ Ay Asex iHHE T
%o ZOHMNR1LT~2.01Z72 U, DNAN IR I N TS Z L Z2RT73, 5 5107-DNA
RS, DNAGUEHRIK 210 ng/uLICJAEZAE K THIR L TR L, DNAREHE &5,
DNAGEHK 340 uLZ &2~ 7 malBHE 120k, —20 °CLLF CWMBiRTTET 5, kL
7-DNAGUEHK X, AEZEDICHER L, o mRRITHERTETHEIET 5, 728, DNA
PBHEIR DIREEN 10 ng/uLIZE L2V & XX, O EDNAREHR & LTHWAD,

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

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

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

2. EMEY T IVH A APCRIE

AR TR 2 331 Y2555 (PRSV-YK, PRSV-SC) AL LT, U T7T7U—
FYPA T VA NABST nE—F —H L ENENDORMICFERIZHEAIATND
Papaya Ringspot Virus coat protein (PRSV-cp) BEin FOEMEIK LN T L7 F7 A4 ~—, 7
n—7% M5, Bin Lz 31 1R H (PRSV-HN) AR E LT, 31 F
70 A ERFRERAICEA SN TV ARSI OERFEREZ AT 5774 ~v—, T n—"T%
AW2, V77 0—FW A7 ARS8 aE—H—FF| (CaM) HAERERA & LT,
CaMERRHT DT T A ~—xf, BIXO, 7o —T%2HW\5, £z, 7031 YRR
M & LT, Chymopapaini&fn {ESIZ AT H ST A4 ~v—, 7a—T52HN\5b, &7~
—., TR —TIRREAEKICERT D, TSI~ —, T —T OEEEINILLTD LB Y
Thb,
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BRI 2 231 ¥ (PRSV-YK) WA T 7 A4 ~—xf, BIO, Yu—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’

BAR A2 A (PRSV-SC) BRI 77 A ~—%f, BLY, Tr—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’

B FAE 2 231 7 (PRSV-HN) HEERERT 77 A ~—xf, BLO, Fu—7
HN-F: 5’>-GAC GAG TAC AAG GAGACG CC-3’

HN-R: 5’-GTT GTC ACT GAA GCG GGAAG-3°

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

CaMPEHIIREIRABR M 7 A <~ —XF, 7T'm—7

35S-F : 5’>-GCC TCT GCC GAC AGT GGT -3’

358-R : 5’-AAGACG TGG TTG GAA CGT CTTC-3’

35S-P : 5’-FAM- CAAAGATGG ACC CCCACC CACG-TAMRA-3’

PR YBERERBR 7 7 A ~ =X, Te—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. PCRA itk D T

PCRAIFSHRIF25 pliwelle U TS %5, #BIZELFDO LB Y TH %, TaqMan Gene
Expression Master Mix"' & 7= {XEagleTaq Master Mix with ROX™" 12.5 pL, X} 7" 7 A ~ — &K

(5774 ~—, 50 umol/L) #-0.4 pL, 57" v — 7K (10 pmol/L) 0.25 pL&EA L,
DNAGRENES pLZ& 7N LI R B K T 825 pLICTHE 9%, PCROT T > 7 Gk & LT,
VT DNARBHE Z N2 720 b DITOWT B AIRFICI T 272, SEBMEE TR, E L
—ABL, BRIV NAVEERTA, ZOLE, LOREFELRWVWEOEREL, EHOY—
VT HR7 7V r—2—%2H\WTITH, BTV NVOELZBIZL, EICKW)EH 555
%, 7L — FOBEBES NN TERIEZEWTELS, 7L — FOfE#R#%. MicroAmp Optical
Cover Compression Pad*Z KON LI/ s L5, 7L — O Lzt y F4 %, DNARK
BHIR & 72 0 7331 Y BRIt B iR | B A5 14 2 X1 ¥ (PRSV-YK,PRSV-SC, PRSV-HN)
B, B L O CaMBLY IR AFABR 2 TN EN2 Y = L ATLTITO b D LT 2D,
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! TagMan Gene Expression Master Mix & 7213 EagleTaq Master Mix with ROX
AGRIEITRHE DS BT oD IBEHEMEZAT 5 BRIZIL, IRGDPHERIATON D X O ICEET D, A7
A lZid, PCR 239 L W RWEEN D D, 5 EANZITL T etk =m0 L, Wik zaek
BORIZED TBW IO LMEMAT S, £/, V= /WmET AT, kiR, mLOnREERZ &%
EEL, UV /LOKICHEFEIIANLD,
"2 Non-Template Control (NTC)
DNA SEHEOIRIMOER, NTC 1213 DNA GUEHE O W ICIRE R K2 7 = /U 5 uL #I35,
B U= NTL—h V= BEO, =V T Ty =S —
ABI PRISM 7900HT & 7213 ABI 7500 % {8 /14~ % 35613 MicroAmp Optical 96-Well Reaction Plate (Life
Technologies 1) . 35 X T, ABI PRISM Optical Adhesive Cover (Life Technologies f1:) Z M7 5,
LightCycler 96 F7-1% 480 Zfli i3 2414, LightCycler®480 Multiwell Plate 96 % 7-1% LightCycler
8-Tube Strips(white) (LightCycler 480 D541 LightCycler 8-Tube Strip Adapter Plate & H\ %) (=2
2 AT T ) AT 4 v A BT %,
=V U ORI OWTIE R EO~Y =2 T VL ESEDZ L,
"4 MicroAmp Optical Cover Compression Pad (Life Technologies £1:) (%, ABI PRISM 7900HT D545 D A fifi
9%, ABI7500 %7-1% LightCycler Tl L7220,

22. U7 /%A LPCRIZKZDHIE (ABIPRISM 7900HT, ABI 7500, LightCycler 96 & 7=
LightCycler 480 % f3 %)

2.2.1. ABI PRISM 7900HT

@O FA~L—v a0 PC OEREZ AL, E#FSED, PC NERICEEHL THH ABI
PRISM 7900HT AIKD &2 Ai1.30 0 PA bV +— 77 v 7 LTe D BITOE % B
B4 5,

@ FTAZ by 7 EOT7T 7Y r—3 9 [ABI PRISM 7900 SDS Software] 4% 7 /L7 Y
v 7 LTRHI<, A==2—3—00 [File] —» [New] %i&iR L. {New Document} ¥ A 7 11
T hFR S D, {Assay} 1% [Absolute Quantification (Standard Curve)]. {Container} %
[96 Wells Clear Plate], {Template} (% [Blank Template] Z &R L, [OK] R¥ %7V
/A R

@ A==—s3—=0 [Tools] — [Detector Manager] % &K L. {Detector Manager} % 1 7
n xR RIEDH, [New] "Z %27 U7 L, {Add Detector} ¥ A 7 17 %<,
Detector D&% & Id. YK-2P, SC-P, HN-P, 35S-P, Q-Chy-P(new) & % (Z Reporter 2 [FAM],
Quencher IX YK-2P, SC-P, 35S-P, Q-Chy-P(new)(X[TAMRA], HN-P [%[Non Fluorescent]
ERDEDITHEL, [OK] R&¥ %7V > 275, {Detector Manager} ¥ A 7 1
TR % Detector (U 7 /L% A I PCR RS G FEERER | & fnaliR) 21241 L |
[Copy To Plate Document] "% %2 U w7 L. [Set Up] ¥ 7 LiZf#H 3 % Detector
Gk L, J%IZ [Done] RE &IV w5,

@ Wi EFETY TV H A I PCR BUSEEPERT BREAERR £ 7213, AR D 7 = /L 284K
L. £#:dD [SetUp] # 7 ET. Detector 78 [V 7 /L4 A L PCR bt FRakBR] %
7iE [ aEER (YK-2P, SC-P, HN-P, 35S-P) ] OATD {Use} MiCF = v 7 Z A
b, WIZU =)L T &IT {Task} W TENZEINLONEH (Non-Template Control : NTC,
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HIE XS ARK : Unknown) Z 38R L. {Sample Name} 7 ¢ —/L R{ZH 7 NE 5% A
119 %, {Passive Reference} 7% [ROX] IZiXEINTWD Z & 2 HERT 5,

® [Instrument] % 7 k@ [Thermal Profile] &V %r—~nH% A7 7 —FKHE2LLTFTD LD
IZERET D, [50°C,2%7 —95C, 1047 — (95C, 15F> — 60°C, 1 43) x45 A1 7 1]

® {Sample Volume} #%[25 pL] IZ5%E L. {9600 emulation E— K} [ZF = v 7 N A>T
W52 & ERERT D,

@D REFMEEZTL—FFxa AL b (sds) & LTRFET S,

[Instrument] % 7 L@ [Connect] R ¥ %~ U v~ L, PC & ABI PRISM 7900HT A&
{K% connect IRAEIZF 5, [Instrument] & 7 L [Open/Close] R¥ %27 U v 7 L,
AT =V EEBRENSH L 2L THE L 96 V= LT L— FOUIREH A4 R
LCAT—y RiZ#itt5, O [Open/Close] RZ > %27 U w7 L,9% 7=/ L—
hEIEEAKRICE Y T 5,

© [Instrument] # 7 E® [Start] R¥ %27 U7 L, KEET—X OBV AL (T
RFfE : K9 2 RPRED) ZBHART %,

2.2.2. ABI1 7500

© A= a U HPCOERZ AN GEE SE 5, PCORERITEE L TH 5 ABI7500
AREOEWRAE NIV, 30 3L EU+—I 0 7T v 7 LEEOBICKIRERMGT 5,

@ FTAZ by T EOTFY A —3 3 [7500 System Software] % 727V v 7 LT
Bi<, A==2—/3—® [File] —» [New] Zi®R L, {New Document} %A 7 1 7 %K/~
S %, {Assay} % [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] R"Z %27 U v 795, Ver2.0 LAfED Y 7

NT =7 OATE ramp rate DA ERMLETIREN EH L TV < E5 O ramp rate %
100%7° 5 64% \ZEH T %, 7o, FREEESIE 100%0 % £ THEM 5,

@ Detector DFXEIL. YK-2P, SC-P, HN-P, 35S-P, Q-Chy-P(new) (Y 7 /L% A I PCR
BOSBEREREER) & B 12 Reporter 23[FAM]. Quencher (¥ YK-2P, SC-P, 35S-P.
Q-Chy-P(new)%* [TAMRA]., HN-P % [Non Fluorescent] & L, [ADD] R¥ > %7 U v
73 %, {Passive Reference} 7% [ROX] IZREINTWNDHZ & &M L, [NEXT] &
2ol )y IT D,

@ TEE NEC 3 OB LG TR % 331 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) %!
B, CaM Bl ENERER, 38 X O S A VG FRGABR DO U = V2SR L, BT,
Detector 7% [PCR BBkt BRERBR] £ 721% [YK-2P.SC-P.HN-P,35S-P HiZnikBr] @
TD {Use} #ICF = 7 2 ALd, RIZT =/ T &IT {Task} Wl TENZENDIFR

(Non-Template Control : NTC, {HIEXI MK : Unknown) ZJER L. [FINISH] R~
N AU IS e R
[Setup] # 7 EOK T =V XTNT V7 L, oI NbE ANTTT 5,
[Instrument] % 7 k@ [Thermal Cycle Protocol] &Y %h—~<1H%A 7 7 —%(M%2LLTF
DEINIEHEET D, [50C, 2% —95C, 104 — (95C, 15F> — 60°C, 1 57) x45 $A
7 V]
(@ {Sample Volume} #[25puL] ([ZERET D,
® REEKMZEZTL—FRFFa2A b (sds) & LTIRIFET %,
©@ 21, THELZI V=T L— bOUIREHZH LIS LT IEEREORT =V 1
Izt Y 95,
@ [Instrument] # 7 E® [Start] R¥ %27 U7 L, KEET—X OBV AL (T

®
®
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WPfE] 0 2 IF[E]) 2 BiAad %,

2.2.3. LightCycler® 96

@D LightCycler 96 AIKDEW A AL, B 7T 2 MR T LTCEEIT 5 £ T 5 2758
T2,

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

@ [Run Editor] # 7 ®[Measurement] ¥ 7 C, {Reaction Volume(ul)} % [25] ¢ \_Eﬁﬁféo

@ [Run Editor] Z 7 ®[Profile] Z 7 CTH—~ /LW A 7 F—5:%[95C, 104y — (95C,
158 — 60C, 1437) x 45 %A 7 W) ERET H, 60CD Step D Acquisition Mode 73
[Single] & 72 > T\ 5 Z & ZHERT 5,

® [Eject]Z ¥ v FLTr—F—%HL, 2.1. THELZ 96 7 /L7 L — FDOHIR &
ZHTFICLT, h—~r7mavy7 kicky NLTHLS,

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

@D D #&i>~7=7 7 A /L% LCY6 Application Software THA < ,

[Sample Editor] % 7 Wi &2 L, HRID 96 7 =)V 7 +—~ v MK T 3 FBEOERE
T Z S/ 3A ¥ (PRSV-YK, PRSV-SC, PRSV-HN) FAIFER, CaM ELAIHHR ISR
BEOSAA VG IRGBRD 7 = V2 2R L. Gene D {FAMMRIZIRH T 585+
EANNTDH, (—EANTHE, TNAXTUNLIRIRT H2HBIHEKD)

©® WIZY = /LT EIZ Sample @ {Type} #IT., THZENDH TV F A7 (Negative
Control, F 72ITHIEX G © Unknown) ZEINT 5,

96 U x /L7 r—~v MDEK T /LA RN L, Sample O {Namel#flZH 7 4%
ANTT 5, (—FEANTDHE, TAFTTUoNLERTDHIEIHKD)

2.2.4. LightCycler® 480

D LightCycler® 480 AMADEI & A+, B/ 7T A MN5ET LCREIT 5 £ TK 5 97
W 5, AXL—r a3 VH PCOERE AN, EEISE S,

@ TAZ by 7 EOT7TF Y r—3 3 [LightCyclerd80 SW] 2% 727V v 7 L,
[User Name] & [Password]|Z A JJ L CY 7 F&MH I 5,

(@ [New Experiment from Template] % 2 U > 7 L {Create Experiment from Template} > —
%75 [Mono color HydrolysisProbe-UPL] %% L. OK 3 5,

@ [Run Protocol] % 7 C. {Reaction Volume} %[25] I[ZXE L. —~iH¥ 127 F7—
(G 2/NORN| u&“ﬁ?é [95C, 10 77 — (95C, I5%) — 60C, 147)x45 %1 7L
—40°C,30 ] ER%ET D, 60°CD Step D Acquisition Mode H3[Single] & 72> T\ 5 Z
& HffERT %,

® Save %7V v 7 LEREFRMZRTT D,

® AEOTL—ba—F 4 IR ERLTTL—ba—F—% L, 2.1. TR
L7296 V)7L — hOUIREEELE FIZL Ty FLIER, BERZ 2L T
TL—hu—F—%KMNT 5,

@ [StartRun] 7 Vv 7 L, KEE T —% OV AHLZRIGT 5,

(BO&HZ) [Subset Editor]iZ T, (+) "4 225 New Subset Z{ERk L., o 7 L%
Ty L2 2 VEIBRIR L= Apply 27 U v 79 %,

©@ [Sample Editor]iZ T, Stepl: [Select Workflow] T Abs Quant % %R 7%, Step2: [Select
Samples]N D[Subset]| DTNV H 7 A =a—06, @ TIER L7- Subset ZE{RT 5,
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Step3: [Edit Abs Quant Properties] T, % 7 = /L Z &R L, [Sample Name]Z AJJ L,
{Sample Type} ##l TEINZ N DGR (Negative Control, F 7= 13 E %G K : Unknown)
ZERT D,

3. KR O & HE (K1.2H)

SFEEOBR #2231 ¥ (PRSV-YK., PRSV-SC, PRSV-HN) fR&I#E, CaMFELF
TR L OV S A Y FEBR O WIS D0 Th | i RO HIE I Amplification plot
b CHE BB R 22 HENE dh AR & CqfE DR, 35 LN multicomponent b COxf S a i H I D
HOETRE (FAM) OB e e 28N OfEsR 2 6 > TIT 9,

RS T X3S0 (PRSV-YK, PRSV-SC, PRSV-HN) ik, # L 0%, CaMAls1
R ER O [ FkER & 4 B A CAmplification plot b (2 f5%5k B 5 72 B th AR 23 el S 7= 85
BT, BIR TR 331 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) Bzt 7,

ABI PRISM 7900HT & 72 1ZABI 7500 £ ] L 72358 DT — X OFRMT
O A==—/3—0 [Analysis] — [Analyze] ZE&{RT 5,
@ WEAHD [Result] ¥ 7 %27 U w27 LT {Amplification Plot} % FR ¥ 5,
@ {Amplification Plot} Eifj = {Plot} #T [ARn vs Cycle] ZF /R, X—RA T A
YEIVA T NNE 15 YA 7V TEEE L, {Threshold} ##1Z [0.2] & A1 5,
@  {Amplification Plot} i E® {Detector} il C [All] ZERT 5, FKHIZ Ct (Cq)fEn
FoREIND,

LightCycler 96 & fH L 723556 O T — X OfEAT
@ [Analysis]¥ 7 %2 U v 7 L[Add Analysis] % &R L {Create New Analysis} 7 4 > K77
HRRIHDH, [Abs Quant]ZFEIRN L[OK|Z 7 U v 795,
@ [Amplification Curves]IZHiE #i#R23, [Result Table] (2 Cq ENRRIND,

LightCycler 480l L 72356 D7 — % DfEHT
@ [Analysis]Ah ¥ > % 27 U v 7 L {Create new analysis}|ZC., [Abs Quant/2nd Derivative
Max] Z 3R L [Subset] 7V T B AER L7 Subset Z%IL [OK]Z 27 U v 7
ERAP
@ FoRENTZEE T, [Calculate]Z 7 U v 745,
@ HEIEEhAR & . [Result Table] (2 Cp (CQEAEREI D,

PRSV-YK. PRSV-SCZ 7ZIXPRSV-HNOH|E X, 20HTHIH X 0 15 5 7=DNAREHE (1
7= 020 2 VAT THIE) OEHSY = LT _XCTEHAWTHIET D (PRSV-YKZH|E
T HEA1EL. PRSV-YKD2(f1747 = /L &L CaMD23f474 7 = L DFH87 = /L, PRSV-SC% ¥
ET DAL, PRSV-SCO20{747 = /)L & CaMD2(f{74 = /)L DEF8 Y = /L', PRSV-HN%
HIET DA 1%, PRSV-HNO2GH T4 = /L & CaM D274 7 = L DER T = /L)

*CaMOFER I, PRSV-YK, PRSV-SC & PRSV-HNCtiE

PRSV-YKDH[JE :
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DNAGUEHEIZ T,

(1) 7% YRR RERBR D20 T R T D W = /LT3R DOCYENE B, 2Ol
frF-HHH 2 %A (PRSV-YK) HEnakBREs L O'\CaMBECH i Ak o0 i adlk & 4
TRTOU /L TR DOCq RS NG (STEP 2037 — @) 12, 4
% AEHIPRSV-YK G & HIET 5,

(2) 7% YR BRRBR O20M T X T DT = LT3R OCENS S, EinF
FHL 2 X84 ¥ (PRSV-YK) HAIEERE X O\CaMBLH I A5 ER O il & 637X
TO T )V TA3REOCQENE LR WIS (STEP 20034 — Q) 1214,
PRSV-YK[&M: & HIET 5,

(3) 7~ YEEMERHRERBR O20MT T X TO U = LT3R OCqED 5 i, BT
HHL 2 XA ¥ (PRSV-YK) FEIEER D 2\ T CaMBLYIR EEER O 5 R O AE
OHENSTEP 20032 — L D XIESTEP 200 /3% — L @D WFHIUZ H 3524 L2 WiE
1%, BoR - B O MR Bk d C2 [ H ODNATTHRERIZ 4TV, & 5T 12,
EMEY TV E A LAPCRIE ) LB OEELZ FNE L C, HIEEIT 5, 281 H ODNAGE}
e RWTHAE TOBEOHENSE LN WEAICIE, Ba iz 31 ¥

(PRSV-YK) etk &LHET 2,

2 THIHH O Z N FNOHIHEDNAREHR (%27 = /1) 1220V T, fROHEAF—AIC
e THIZE L., W5 OfIHDNAREHE IZ DWW TPRSV-YKE L UCaM D ilj 5 TEAE & HE &
TRz Bk & Hr -5,

PRSV-YK FGtEAs iR D < 22—

B5 P & A Chy PRSV-YK CaM
I HDNAFEHE — O (+/+) (+/4) (+/4)
T DNAFUEHE — © (+/+) (+/4) (+/4)

- =

PRSV-YK 5%

PRSV-SCDH[E :
DNAGEHEIZ BT,

(1) 7% TG BRRBRO20MH T X T D ¥ = LT3R OCE 5 H v, ok
R/ 2 7331 ¥ (PRSV-SC) i EIFRER S K O\CaMFid 1| #1505k O il kR & ¢
TRTOY =)V TREOCYUENEF LN T=HE (STEP200 3% — D) 12, H4i%
FAEHIPRSV-SCIGME & HIET 5,

(2) 734 YRRV IRGRBR D20 T R T O 7 = /L TR OCYUEN S S, Einf
FHHL 2 /XA (PRSV-SC) MENFRERFS L O'CaMBCLH IR EnakER o [l skl & 6 3%
TO U = /L TA3R DCENE LIS (STEP 2034 — @) 1T,
PRSV-SCE&t: & HIET 5,

(3) 7% YEEVESHRERBR D20 T R T O 7 = )L TARMOCYUENEF S, BEix T
HHL 2 /31 ¥ (PRSV-SC) FRATFER H 5 M X CaMBLHIIR FNakER Ok F D LA A
HOEMNSTEP 200 /3% — DO XUXSTEP 200 /34 — @D WU H %Y LR WEE
% BH - B O MR B d C2 [0 H ODNARHERLZ 1T, & 51T 2,

70



EVEY 7 V2 A APCRIE) LUIBROEER Fhii LT, HIEZ1T 9, 2[5 H ODNAGFE
WRERWTEHAETHBEDOHERNE LN WA, Bz %1
(PRSV-SC) [t HET 5,

20HTHH O Z N Z N OHIHDNAGEHE (K27 = /V) 12OV T, FERDOHEAF— A
PE-THIE L. W O DNAZENE 2 >V TPRSV-SCE L RCaM D i 5 TR & I E &
TR IR & B & W35,

PRSV-SC BMERRAR D /X 2 — 2

B 1 ) & FH Chy PRSV-SC CaM
i H DNAFEHE — D (+/1) (+/+) (+/4)
i HH DNAGEHE — @ (+/1) (+/4) (+/4)

-

PRSV-SC F5

PRSV-HNDH|/E :
DNAGREHEIZ BT,

(1) 7% YR RRBR D20 T X T D = LT3R OCYE S H v, ok
faf-## 2 23734 ¥ (PRSV-HN) IR F L O\CaMELHEBR O MER & b
TRTOY = L TREOCYENE LA (STEP200 3% —>D) 12, Y%
FEHIPRSV-HN[G M & ET 5,

(2) 7% TG BRRBRO20M T X T DU = LT3R DOCqEN S S, EisT
FHHL 2 231 7 (PRSV-HN) #a1RER S I O'\CaMERF1 4 FnakBk oo [ skl & & 3%
TOU /L TARFEDOCYENE LR WS (STEP 20034 — @) 1ZiE,
PRSV-HN[&M: & ET 5,

(3) 7% YEME BRBRO20M T X T DU = LT3R DOCEN S S, EisT
R % X34 7 (PRSV-HN) #RENFRER H 5 VN L CaMBECLH IR FNalER O fE B O FL A
PR NSTEP 20037 — L O XILSTEP 200 /8% — L @D WF T B 3% LR WE
X, B - B O YRR Bk T2 B H ODNAFT RS A 1T, & 51 (2.
EMEY 7 & A APCRIE) UBEO#BEEZ S L <, HIEZ1T 9, 201 H ODNARE}
WREHWESGAETHEMEOHENRSE LN WIGEICIE, Bin iz 81 ¥

(PRSV-HN) [ & HET D,

0TI O Z N E N OMEDNAGRENE (£27 = /V) 12OV T, FEROHEAF— A
P THIE L. W5 OHIHEDNAZEHE 12>V TPRSV-HNE L CaM D i 5 TR & HE &
TR & B & W35,
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PRSV-HN R {0 /X & —

B 1 B Chy PRSV-HN CaM
i HDNAREHE — D (+/1) (+/1) (/1)
i H DNARCEHE — © (+/4) (+/1) (+/+)

=

PRSV-HN F51E

Fo, S YEER IR O 3R TO ¥ = LT3R DO CE 235 5 AL 72 WO DNAG
WZOWTIE, FREE, Bl - BB O MRGE S eked T2 [ H ODNAFH RS R 21710
S 61T 2. WY 7V Z A LPCRiE] LIBEOBEMEZATV, T T H /A Y 51 R EAER
DT RTD T =)V TR OCYEN G DR NG EITIE, ARE S OBEIIAREE T 5,

"DNA fiHRERI 24T 9 72 DI LB AR REHE N AR E L TWAEAICIE, 1.1, 3BHRTEE | 76 Eliid 5,
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1. #EROHERF—L
STEP1

J\INA N[5 T BR S B

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

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

DLAst

DNAD i Hi fE S LIBEZ BHR4E 2EI B)

(GM/RRAY RO LT D) ;

PCR| 451 (cam)
DHIEHERDEAEHE

18— (+/4);(+/+)

NE—2 @ (=/=);(=/=)

(+/+);(+=)
(+/+);(="—)

(+/ =) (+/4+)

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

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

1. DNA$ H 5

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

" DNARHIRE R L, %7 7 4 Genomic-tip 100/G X X [FIZE OMERE (&K OFETLE) %479 HDNAYH
HRERY y N2 & TE D,

1.1, BRI ALE

EFEITIDN L L OBIZIL, K TESEERER., REH W= BT, FOHTLS S TH] fiF
NI 30 g BRELT 5, AT, OBeeERGE. TV L x OREZRT 5, &%
BIZ7—F7aty—5" AL BEITHIELTZH 02025 DNA R 2479,

17— RNk —% RERTLEICHW SRR RS Ta ¥ I 32— a VAR, 1D DNA
ZAP (Ambion L, Cat. No.AM9890) IX[RI%E D%h ) &2 FF>8ih 2 VT DNA R L7 b D %
)Eﬁl/\%)o

2 FZBRICHERHE TR BN, AU e v L B8R E (50 mL &) IO LnEE (200C) THRE
TAHILENTX S,

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

e L7230 D O DNA O HERIL, A A4 2 ZZHE % A 770 DNA iR % > K
(QIAGEN Genomic-tip 100/G) & HWotZEiEZ T 5, sEMIZLI T LB TH %,
AREHI. ARY 7a v L UBEREE (S0 mL &) 128 g & 0 £ 0 | G2 FEME 2 20 mL, a-amylase™
20 uL, RNaseA™ 20 pL & cellulase™ 500 uL # Mz 5, V> 7NN F 2 —T7 OJRIZHET L7
WEDIARNLT v 7 ZAIFH—THMLIEA L, 50CT 1 KHRIET 5, ARIEL TWAIH, 2
~3 [EE L SR S B CIRFIT 5, & HIT, Proteinase K™ 200 uL 1z, FHON50C T 1 I
MRIET D, DM 2~3 [EEEE % ] s S8 CREFE BRI 5, RUWT, 8,000 x g,
4°CT20 miiELDEEL, oz BEZ. H 52U QBT FEEH ™ 4 mL & HV ik
L 72 QIAGEN Genomic-tip 100/G ([ZB 357, —[EIDE.LT REN 9 £ ERIRTE R0
Al1E. 8,000 x g, 4°CT 10 Sl O7oHEL, TEHRVERT 5, RWT, Fv 7% QC
TR T 7.5 mL O3 [BIPEE L7otk. V7 L%H LWEILEICE L, QF FEE ™23 mL
AL, DNA 2345, RWT, 473 —Z3mLEMLCESIRET D,
~A7uFa—7 (1.5mLE) 4~6 RIZHEIZR D X 51T L, mILE % 15057 BiEr Tk
KELULIED QHFIRD I HIc~vA 7 aFa—T712BT, 13,000 x g, 4°CT 20 4y L
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L. BIEEBEIE L%, 20CTHEILTZ 70% (viv) =% 7 —/L 1mL 2%, & 512 13,000
xg, 4CTI10 MmO Li=%, BEAEE L, Bol-ilka2 WS E 5, KS55uL & —>
D<A aF a—T N2 CTILEY 2 RS Y, TOBRMREEENDO~A 70T 2—7
B LA, I<IBAEL, ZOFEEEZBEVIRLTETO~YA 7 0T a— T D LILEW % %
fiff <, Hhi DNA iR & 4%,

TIERWLET T Wl RERARE) RERWL T U ET LR (B BN LY) 1T,
DNA EH &NV OTHEET S, it DNA FUEORED 10 ng/ul 123 L2 WEgGAIE, e Tl
HZ21TV, 2 [ O 2 A7 DNA JFR (110 pL) (2% LT 1/10 (580 3 M Filig T ~ U 7 LK

(11 pL) & 255 ED20CTHEI L% 7 —/L (275 uL) Z i %2 DNA % T4 J — /LI S+ 13,000
x g, 4CT20 yfimL L, RGEFEIEL%, 20CTHA LT 70% (viv) =% 7 —/v I mL Z/%,
I 5H1213,000 x g, 4CT 10 O Lz, REZMEEL, Kooz s¥ %, /K55uL T
) % ViR S B R DNA JRR & 375, £4UTH 10 ng/ul (22 L7eWIGA1X, fliiH DNA JfJiR % ¢
DFE FE DNA REHE E L THWD,

2 G2 fEMEHR . QBT #EMEHK. QC KR & O QF AR EiIELF% 7 7 8% » [ (Cat. No. 19060) (Zf1)@E L
TWDHNR, B0 RWGEEIIFHEGTEAT 200% vy FORMPAZEIIHE > TRHEFRETH 5,

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

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

5 cellulase L3 7~ 7 /L R U » F4k (Cat. no. C2730-50ML) Ot DO ULFIEDON N EFFO L D& W5,

"6 Proteinase K | 7 7 48D H D (20 mg/mL, Cat. no. 19133) XIIRIFEDO NZH O D EHW S,

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

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

DNAGEHEIE O Y E 2 LD . PR A K E O CHEEART L, 200~320 nmD#iFH T
BRI A~ 7 R L2 RIE L. 260 0280 nm DU SEE™? (Azsofz NAg0) Zildkd 5, IR
W TAxDfE 1 %50 ng/uL DNA L #25 L DNAEE 2 HH T2, 72 A0 Asoa iR T 5,
ZDALT~2.01272 70X, DNARHSITERENTWD 2 L2713, 1551 7-DNARE
25 DNAFUEHRIR 2 B 284K TABR L C10 ng/pLIiZii# L, DNAREHK & 9%, DNA
FABHRIESS L Z Lo~ o 7 a3 BHE 12314, -20 °CLL T TWR(F3 %, 471k L7=DNA
BN, AR E DICHEH L, o mIRIRITHEEREETREET S, 2B, 280t %
A 7-DNAREHE IR DIEFE T H 10 ng/uLiZizE LA WEAIE, O % EDNAREHE & LT
s,

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

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

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

2. EMEY 7V H A4 LAPCRIE

B XV L 455 (F10, J3. Y9, X17) #asti A & L <. F10, I3, YO,
X17ZENZENDRRICFFRNTEA SN TV DENN ZRMT 5774 ~— - T u—T7%H
WD TR Uk G REER 13, (3400 L X 2R Adenine Phosphoribosyl Transferase (APRT)
BIEFERAT LT I9A4~— - Ta—T%H\5, BT 74 ~—xt kD07 1 —713LL
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T OMEIERH D & O % WRE A E KIS LEHT 5,

s FIORIHBRH 7 7 A ~—%F, 7 un—7

F10 F: 5’-GAAGCTATAACAATAACTGGTCC-3

F10 R: 5>-CACACACTTCGTTTACAC-3’

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

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

cYOREERB 7 7 A ~—%xf, Tu—7

Y9-F: 5°-CCTTCTTTCCGATCCTCAAC-3’

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

s X17THERBH 7 7 A ~—%f, 7Yu—7

Y17-F: 5>-CCTTCTTTCCGATCCTCAAC-3’

Y17-R: 5>-GTTCATTTTTAATGTTTGACTATG-3’
Y17-P: 5’-FAM-CCAGTCACCGGAAGTCCC-TAMRA-3’

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

2.1. PCRA itk D T

PCRAI SR 1325 ul/well & U CIABLS 5, #HAIZLL T D & BV ThH 5, FastStart Universal
Probe Master (ROX)"' 12.5 uL, X577 4 ~—iK (K774 ~—. 50 umol/L) %-0.4 pL,
%57 m— 7K (10 pmol/L) 0.25 pL& RS L. DNAFENES pLa N LIRE 2Kk T4
25 pLIZiifld 5, PCROT 7 > 7 St & LT, &3 DNAREHK Z N2 7200 D220
THRFHZHMS 22, DHEREK TH, BENL—AS L, BRI = VEEHT S,
TDEE LA ELRWEYEEL HEAOY—Y AT ) r— 2 —52HNTIT 9,
RIBICU 2 VOIRZBEZE L, BIZRERHH5E61F,. 7 L— FoKazRiR My TRl s ik
WTk<, 7b— F O, MicroAmp Optical Cover Compression Pad™ % 25 4 D A3 11
mHEH, Tr—bhokmicty N5,

DNAGEHE & 72 01X U Xk Bt fREkER & s/ 1o L o (F10, J3, Y9,
X17) R E TN EN2T = VT L TITO D &3 5,

"1 FastStart Universal Probe Master (ROX)
ARARIENIRAE D E N2 D IRGEAEZAT O BRI, IRGDMEEIAT PN D KO ICEET 5, A543/
HBEIZIE, PCR 285 TS WD RWEENH D, D EANS I8 %, =0 L, Wi a0
BORICED TEBONTHLMMT 5, ks, HHFBMEEANLT v 7 22T 2 Liar>TLED 7=
D, BNy T o T XATEENENT D & THRITIT O, Eo. U VITHET BRI, DIRRER,
HONKNHERZ L ZBE L, U /LOEIZHEEICAND,
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"2 Non-Template Control (NTC)
DNA EHK DI OEE, NTC 121X DNA sEHE O 0 ITIRE 2R K Z T = /W 5 WL i 5%,
B96 NI L— K, A RO =TT =S —
ABI PRISM 7900HT X I% ABI 7500 % 3 %354 1%, MicroAmp Optical 96-Well Reaction Plate (Life
Technologies ft) K& U8 ABI PRISM Optical Adhesive Cover (Life Technologies t) % 7%, LightCycler
96 X% 480 ZfF 3 5855 1%, LightCycler®480 Multiwell Plate 96 X % LightCycler 8-Tube Strips(white)
(LightCycler 480 D543 LightCycler 8-Tube Strip Adapter Plate i\ %, ) (By = « XA T2/
AT 4 w7 Aft) T 5,
=V U T ORI OWTIE R EO~Y =2 T VL ESEDZ L,
"4 MicroAmp Optical Cover Compression Pad (Life Technologies £f:) (%, ABI PRISM 7900HT D545 D A fifi
M4 %, ABI 7500 3}& LightCycler TiEfiiH L 720,

22. U7 )VH A LPCRIZKZDHIE

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

2.2.1. ABI PRISM 7900HT

@O A~L—v a0 PC OEREZ AL, E#FSED, PC NERICEEHL THH ABI
PRISM 7900HT AIKD &I 2 Ai1.30 0 PA LV +— 77 v 7 LD BTG % B
BT 5,

@ FTAZ by 7 EOT7T 7Y r—3 9 [ABI PRISM 7900 SDS Software] %% 7 /L7 Y
v 7 LTI, A==2—3—00 [File] —» [New] %i&iR L. {New Document} ¥ A 7 11
7w KRNI H D, {Assay} 1F [Absolute Quantification (Standard Curve)], {Container} |3
[96 Wells Clear Plate], {Template} (% [Blank Template] Z &R L, [OK] R¥ %7V
D/ R

@ A==—/3—0 [Tools] — [Detector Manager] % &K L. {Detector Manager} % 1 7
n R RIEDH, [New] "Z %27 U w7 L, {Add Detector} ¥ A 7 a7 %<,
Detector D% E 1L, F10,J3,Y9,.X17 Z#i 2 TN APRT & (T Reporter 2 [FAM], Quencher
IZ [TAMRA]E 72D K9 E L. [OK] R¥ %27 U w7975, {Detector Manager}
AT ETHERT 5 Detector (XA L X B ok FRGRER | S 5AER) 208N L.
[Copy To Plate Document] "% %2 U w7 L. [Set Up] ¥ 7 LiZf#H 3 % Detector
ZAER L, Ff2IZ [Done] R¥ %227 v 7T 5,

@ MWL TR Y o v EEIRL, AP0 [Set Up] ¥ 7 LT, Detector 75 [IT4L L
I Bt BRERER ] ST [ manaBR (F10. J3. Y9, X17) ] 17D {Use} HHIZTF = >
7 & ANID, RIZT =)V T &I {Task} # TENLENDOEH (Non-Template Control :
NTC, HIEXISHIK : Unknown) %I L. {Sample Name} 7 1 —/L RiZH > 7%
F % NJ19 %, {Passive Reference} 7% [ROX] IZEXEINTWD Z & ZHERT 5,

® [Instrument] % 7 L@ [Thermal Profile] LY % —~<nAH%A 7 7 —FKMFEEZLTDLD
ICRRET D, [50°C, 2% —95°C, 104y — (95°C, 150 — 55°C, 1 43) x45 A 7 /1]

©® {Sample Volume} % [25 pL] (2% L. {9600 emulation E— R} IZF = v 7B A>T
W5 Z kiR D,

@D REFKMZEZTL—FRFFa2A b (sds) & LTIRIFET %,

[Instrument] % 7 & [Connect] R¥ %7 U w7 L, PC & ABI PRISM 7900HT A&
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{K% connect IRAEIZF 5, [Instrument] ¥ 7 D [Open/Close] R¥ %27 U v L,
AT —VHRAEBAREPSH LU 2L TR LI 96 U= L7 L— FOUIREHE L EIC
LCAT—v EiIZ#itE5, O [Open/Close] R"Z %7 U w7 L,9% VLT L—
N AEEARKICE Y T 5,

© [Instrument] # 7 E® [Start] RZ %27 U7 L, KEET—X OBV AL (T
REfE - 49 2 WRRE)) ZBHAR9 %,

2.2.2. ABI 7500

O ANL—va U PCOERE AN, EE S5, PCATRITES L TH 5 ABI 7500
ARIEOERZ NI, 30 3L b+ — 077 v T LIeOBICKGEBRET %,

@ FTAZ by T EOTFYr—3 3 [7500 System Software] % 77 VY v 27 LT
i<, A ==a— 3= [File] - [New] Zi&IR L. {New Document} %A 7 1 7 % KR
S5, {Assay} | [Absolute Quantification (Standard Curve)], {Container} | [96 Wells
Clear], {Template} & [Blank Template] . Ver.1.5.1 LLRIiD Y 7 b7 =7 DAL, {Run
Mode} #%[9600 emulation] & L, [NEXT] RZ > %27V v 735, Ver2.0 LIED Y 7
7 = 7 DA 1E ramp rate DA WSV ECIR DS EF L T < #45 D ramp rate % 100%
NG 6A%ICETT 5, B, TR 100%0 £ £ THMT S,

@ Detector DFXE L. F10, J3. Y9, X17 &Y APRT & 4|2 Reporter 23 [FAM]. Quencher
IZ[TAMRA]. & L. [ADD] "% > %27 U v 27 4%, {Passive Reference} 7% [ROX] (Z
REINTWDLZ L xR L, [NEXT] A& 27V v 735,

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

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

©® [Instrument] % 7 @ [Thermal Cycle Protocol] &V ¥%—~ /WA 7 7 —5K0FE2 LT
DEINTEHEET D, [50C, 24 —95C, 104 — (95C, 15F> — 55C, 1 57) x45 A
7 s

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

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

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

[Instrument] % 7 E® [Start] R¥ %27 Vw7 L, KGET—X OV A (T
P[] - A9 2 IffH]) 2 BRLET %,

2.2.3. LightCycler® 96

@D LightCycler 96 AEDEFE 2 A, B/ 7T A MR5ET L TEEIT 5 £ TR 5 015k
ERAT

@ LightCycler 96 &K% F /3% V45 D[New] % % »» F L {Create New Experiment} % 3
~EH %, [New experiment based on Roche template] 7>% [RunTemplate Hydrolysis
Probe Amp] ZiEIR L. {Experiment Name} % A7) L T[Create]d 5,
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@ [Run Editor] # 7 ®[Measurement] % 7 T, {Reaction Volume(ul)} %[25] IZFXET D,

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

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

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

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

® [Sample Editor] # 7HiE Z 3~ L, HHID 96 7 =)V 7 4 —~ v FXT 4 fl¥HOEIR
TR T L X (F10, I3, Y9, X17) FRENERER &K T L X Bkt BEER o
7 = VAR L, Gene O {FAMMRICHR T 2B 42 ANTH (—EANT D L.
TINE T NIRRT DENRHED,),

©® WIZY =/ T LI Sample D {Type} #IT, THZENDH TV F A7 (Negative
Control X ZHIE X EAR A : Unknown) ZERT 5,

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

2.2.4. LightCycler® 480

@D LightCycler® 480 KD EIR &2 AfL, B/ 7T 2 b T LCREIT 5 £ TH 5 5%
Wi b, AXL—a VHPC OERE AL, BEISHES,

@ FTAZ by 7 EOT 7Y r—3 3 [LightCyclerd80 SW] Z X727 U w7 L,
[User Name] & [Password]|Z A JJ L CY 7 N &H I 5,

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

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

® Save &7V v 7 LXEFRIEEZRGTT D,

® AEOTL—ba—F 4RI ERLTTL—ba—F—%H L, 2.1. TR
L7296 V)7 L— hOUIREEELA FIZL Ty FLIER, BERZ ZMLT
T —hu—F—%KMNT 5,

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

(BUHZ) [Subset Editor]iZ T, (+) "4 > 225 New Subset Z{ERk L., o 7%
Ty L2 2 VEIBIR L= Apply 27 U v 7 9%,

@ [Sample Editor]{ZT., Stepl: [Select Workflow] C Abs Quant %% 3 %, Step2: [Select
Samples]N D[Subset] D7 /L H 7 A =a—, @ TIYEM L7- Subset #ERT 5,
Step3: [Edit Abs Quant Properties] T, % 7 = /L Z &R L, [Sample Name]Z AJj L,
{Sample Type} HHCTENZENDIEHR (Negative Control X FHIE X Z4R K : Unknown)
ZIEIRNT 5,

3. FEROAT LT (KIZM)
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AR RS IF L o (F10, I3, Y9, X17) FREnERER K ONEAL L U X Boit st FRERBR
WTHIUZ DN T S | FEFR O E I Amplification plot | THEEXEIHr) 72 B g #h 4R & CqlE DO eRR
J U'multicomponent |~ COXREAFEH K OB ILIHE (FAM) OFEEBIEN 72 B fE 72 N O e
B H o> TIT 9,

ABI PRISM 7900HT 31X ABI 7500 % fi f L 72356 DT — ¥ OFEMT
O A ==2—s3—=0 [Analysis] — [Analyze] % EIRJ 5,
©@ WmAHO [Result] ¥ 7 %27 U v 7 LT {Amplification Plot} Mm% £ RSt 5,
@ {Amplification Plot} Eiifi - {Plot} #1T [ARn vs Cycle] R RS, X=X T A
VE3YFA TG 15 A 7V TEGE L, {Threshold} #iC [0.2] & AS1T 5,
@ {Amplification Plot} MHjjii - {Detector} i C [All] Z&INT 5, XHIZ CHCq) &
MBERIND,

LightCycler 96 Z i ] L 7= 5555 D7 — Z Ofiftfr
@ [Analysis]¥ 7 %2 U v 7 L[Add Analysis] % &R L {Create New Analysis} 7 4 > K77
RS ED, [Abs Quant] ZIER L[OK]Z 27 Y v 7§D,
@ [Amplification Curves|{ZHIWE HH#R A3, [Result Table] |2 Cq ENFE RS D,

LightCycler 4802l L 72356 D7 — % DfEHT
@ [Analysis]?h ¥ > %27 U v 2 L {Create new analysis}|ZC. [Abs Quant/2nd Derivative
Max] %R L [Subset] 7 /L& U 02 BAER L72 Subset Zi&R L [OK]Z 27 U > 7
ERAP
@ FoRENTZHE T, [Calculate]Z 7 U v 745,
@ HEbEEhHR & . [Result Table] (2 Cp (CQEAERZI D,

20HTHIH X 0 5 51 ADNAGEHER O E L, 1S 72027 = VHHT TRIEZ1T\),

B4 2 VT X TEHWTHET 5 (FI0%RM 2 HE T 25813, FIORFRRETED20F1T4
vz )b, BRMERET D2HAIEL. BRERETED20MT4T =V YORKEHET 256
1L, YORFRENED2WAT4D = /b, X1TRHZHET H25E1F. X1TRMBRETED2 174
7 )b, ) .

F10. J3. Y9, X17D¥E : (X1&/)

DNAGREHEIZ BT,

(1) IZRW L x BB IRERBR D207 X CTDO v = L TR OCqE N E: S, 2>
BA B Z XL (F10, 13, Y9, X17) MREEEBRWT 0 ER & 63
TO Y )L TR OCYUEN T LN TG, YekalbHIE B R XL &
Btk & HIET B,

(2) IZNWL X BHEsREBR D20 T X CTO U = L TR OCEN S b, s
TR Z I EZ Lk (F10. 13, Y9, X17) BEIERBR DT _TD v = )L TA3HK:7 D
CqlENG BN WEAITIE, Yzl EHIE G 2 X Lo fadk L e+ 5,

(3) 1INV L x B REBR D207 X CTO v = LT3R DOCqE NS b, s
TR Z 1T L X REER T2 0 = VOFERD —B L2 WA X, B - WE%
DO MF%HERD H 8D T2[a H ODNAFH R Z 1TV, S 61T 120 EWHY 72 A
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LPCRIE ) LI EER ShE L C, HIEZETT 9, 201 B ODDNAREHER 2 AW 7= 55
TH—H LRGN WEGEAITIE., Ba 2 0 L x k& e 3
%,

20 THH O Z N FNOHMEDNARENE (K27 = /L) 12250V T, FROHEAF—AIZ
e CHIE L. M OMHDNAGENR (A5H4 Y = /L) IZHOW TR & HE S - ik %
Btk &I 5,

BRI D < Z —

[5 %k 5t BR A APRT F10 I3 Y9 X17
HHDNAREHE — D (+/+) (+/1) (+/4) (+/4) (+/4)
i HDNAREHE — @ (+/1) (+/4) () (+/1) (+/1)

F10f81%E T35 YRS 4% X175t

B, ERRHEICIVBBEFHEBIIINAWDL ZBENHEINTE/BRICONT
multicomponentZ fiftr L. H L TFAM O #OLTREE OFRE AR 72 ¥ N3 @142 T & . ROXD
HOETREE DR 7R T FECFAM D HOGIRE DFECH e EF RN Z L 2R T 5,

F7 1T Uk B IRERBR D9 T D 7 = L TA3RIE D CqlE 235 S 172 W DNAG KK
WRIZHOWTIX, B, B - WEZO YR 5% T2 B H ODNAF R 21TV,
S HIT 2. EWEY TV A LPCRIE] UIBEOEAELAITV, 21 THITIN L X Bt FEk

BROTRXTOY = /LT3R DOCUEDTGF H IR WNGEEIZIE, ARE D ORI AREE L T
D
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X1 EROHERAF—L

STEP1

= v A ER I R ER

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

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

g g DNA@?E&F%MI%EEM’E(ZEIE)

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

KRIETIEFAET 7 KOV 7N LRS A RAESSG L L, DNAOHHRERIZ, U Tov ) a5
VIS A4 7% >~ kb (NIPPON GENE GM quicker 3) XI&A A ZHBHIE X A 7% v F
(QIAGEN Genomic-tip 20/G) Z# MW %, GMY 7 AquAdvantage DF& HiIZ, AquAdvantagef
AT T A ~—, Ta—TxHW\i=U TV H A LPCRE Y T /LK A LAPCREGH: % R ER
Ho7TI74~—, 7a—T%Hni=) 7% A LPCRO2REBRZITVEIET D,
AquAdvantagefHIH & LT, KEEY 77 ARSI EAREFEY T (w2 2 X)) ik
DR ARNVE VB 7 e — X — ORI AR T 2 LI LT T A ~—,
Tu—7wHn5, 2. UTIVZ A APCRESEGIEXRA & L CTH 7 H3K18S rRNAEIR
FESNZRNT DT T7A~—, Tu—T%ZH\5,

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

1. Y7 RO 7 T & dn 5 5 ODNAFH H R R

BV KO I T AT T O3B I L, L MIOR L7222 0RE
HIALER 7" 1 ks 2 VA2 HE > CDNARI S RLET O REHARL 21T 9,

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

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

—EEESy CUIZ WA BN D 2B\ =37 O RE 120 g) ZHRELL ., ZEE B DO
yi)
[==]

1.1.2. B (50000, BAEETRLE)

—dEs (XX 120g) ZEHLL., Millser T L, WEIZ LB 05g 2R Y 7o
LU BlmEIEE (S0mL &) 12’ &5,

113. Y7o (FLZ, W< H) ROZDITE M
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PN 50 g Z#8REUT %5, FHHEESOWEAHEKE X, Millser 25 THET 5, ffe L7alE
lgZzAR) 7L o BGEEE (S0mLA) IZ8&Y &5,

1.2. FEIE D DNA O il

DNA OFHHIFRERNEIX, AT BRI EIR O FFB OWIED v o (EY 7 AE
— 7= fHif OKERE), 771 —2r78) 12250 TiE, 12.1.1. U A7 VE
%A 7% > kb (NIPPON GENE GM quicker 3) A 4. BIALER IR ARENIR DWW D B 2
o RS (00T, BEETRE) 22E) IZo5WTE, 1.212. YU BT NVES A
7% > K (NIPPON GENE GM quicker 3) B %, SUTFINZe Eiy O WL (0 2.,
W BRRE) IZOWTIR, 1.2.1.3. A F AR # A 7@ DNA fliH K% » & (QIAGEN
Genomic-tip 20/G) {EEEHT %,

1.2.1. DNA Okl

1211, YU BTNVES A 7% > I (NIPPON GENE GM quicker 3) A%
(W, AE—7H—F {Hii OKERE), V7L —270 8 FREIRORE: DRI
PED 2N DT, )

R 7 a L o BIELE (50 mLE) IC8® Y & - 7-DNAFH A REHT . GETFEER ™1 mL.,
RNase A™' 10 pL&% U'Proteinase K™ 5 pL& %, 3UEHA 720y X 9 13RI 9 —T300
LA RIRA L7, 65C T30 MRS 2, £, 10545 z20E], RERE I —7T
1070 L < ##R9 5, GE2-PREMERR" 200 uLz iz, RBRE I3V —CLBAT 5,
4,000xglh |3, 4CoOLMTI00 ML L, EiE™ 800 uLa2.0 mLATF = — 7127, GB3
FRMER 600 uLZ I L7, 10~12[#ERRFN9 5, 12,000xgbL . 4CDSMET1553H
O L, EEZAEERIREY RIS 5, &0 EjE700 uL% spin columnlZ#fif L, 10,000xglA
b 4ACORMETI0R M= L L, WHIRZ I T5, 0 ORGSR %R Uspin columniZ &
fir U, RS Tl LRI 2 5 C 5, IR COGWHRER ™! 600 uL % & fir L, 10,000xglh =
ACOZEM T O L, IR Z T 5, spin columnZ #i72721.5 mLATF = — 712 L.
K50 uL& &, 347 =R CHRE L7, 10,000xgbh ECl1ofEL L, B bRz
DNAGEHRIK & 3 %,

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

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

BT L= — RSO mMLET 2 — 7 OREEZERE LT 9 2 T gl iR & 70D LI L2
TT 5, LMD —2—F2AY 4L K, TUIARDOELLERNTS LU,

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

1212, VBT NVEEZ A 7% >~ &~ (NIPPON GENE GM quicker 3) Bi%
(WL (50T, BRIET 2R E) L BEROWIEDH 5 b O, )
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AU 7a v o fiiEkE S0mLE) I[CED & o 7-DNARH AT, GEIREMIK! 2.25
mL, RNase A" 10 pL}% O'Proteinase K™ 5 uL& A1z, #UEHE2 72 1 9 IZRBRE X 9 —T
30FVHLL HIRG L7, 65°C T30 MRS 2, =M, 104 MEIc2E], HERE I x4
— T1OREIE U < ##R4 2, GE2-PFEMENR" 250 pL& Nz iR 2 F Y —CTL<IRET 5,
4,000xgll £ 4COSMETI05 O L, RiF™ 800 pL%2.0 mLAT = — 7127, GB3
R 600 uLZ WS L7, 10~ 12[EHRERFT 5, 12,000xglh |, 4 CD S T1553[H
L, EIEZAREZRIR VRIS %5, £ E{E700 uL%spin columniZ&ff L, 10,000xglh
b 4ACORMETI0R M= L L, WHIRZIET5, 0 ORGSR %R Uspin columniZ &
far U, Al SeECmly LR 2 85 C 5, IRV COWERTER ! 600 uL & &1 L. 10,000xgLL |
ACOEMETIRLED L, WK 2T 5, spin columnZ #7272 1.5 mLEF = — 712 L.
K50 uL&E N %, 34 MEE CHE L72%. 10,000xgPl E Tl L, S o cim ik
DNAGEHRIK & 3 5,

N GEVREME#R. GE2-PREMT#K, GB3#EME#K. GWHEE K. RNase A, Proteinase KiZ> U 1 F VIS A 7D
&> k (NIPPON GENE GM quicker) f1ED O XILREDEEZGT 5 LD E W5,

2 ABHEER AT TH D & DNADWEN AT 5, AT v 7 AT L TS0 mLEAT = — 7 2 HEH
WZHT, TOEEIMH L o000 BT 5, BP0 GE1TE HIT30~60F ISt 5,
BT LI — KOO mMLET = — T OFHEEEE LT ) 2 T gl ik &7 D LI LRI E%

ET D, migkoe—2—3I2xAT 4 7 T ARXDOELLEHNTEH Ly,
RO A ATRE AR RV B 720 K 9 I EYE A RINT S,

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

R 7 e L BIEE (50 mLE) [IC&Y & o 7-DNAMHARENT . G2AEMEE ™ '8 mL,
Proteinase K*250 uL & RNase A*™? 10 L& % T, #BRE I 0 — TEENRFIC L VL
SHFE L2, S0C TR HE T 2, £ DM, 2. 3ENEILE & s S & TRk & B 7R A
T 5, RWT, 3,000<glh LT, KIBET (4C) 154M=mL3L, fFoniz BEE2RY 7o
L UBRGEIEE (15mL%) 1B L. S 61T, 3,000X gl T, KIR T (4C) 5o d
%o NT 13 B BiFld, QBTHEE K * 11 mL% W L L 7-QIAGEN Genomic-tip 20/G
(22 mL§OEEN o TAMT 5%, KW T, QIAGEN Genomic-tip 20/Gl3QCHE Eif * ' T2
mL - O3EBEH L7o#%, B LWEIRE ICB T, THS50°CIZIR S TRV 7ZQFFEME R ™ 41 mL
TO2[EM A, DNAZEEH T 2, WKL, @EE O A5 EILEICE L, F&0
AT a—LEMz L<EAEL, 10,000Xgll BT, KR T 4°C)., 1557l
L. FEEHTE, 70% (vv) =X/ —ImLEMZ, &5(210,000X gbh ET, (KR T

4°C) 5oMELT 5, EHEITE TS, WE A i S 7-% ., S0CITIR O 723K E /K50 puL
ENZ, BT 4 712 L ) DNAZ M S, DNAREHRIR & 95,

1 G2AEENR. QBTHEMNR . QCREMER . QFfEMERIL T ~ > #:Genomic DNA Buffer Set (Cat. No. 19060)
WAHBE L TWAH, B 7Z2WIGAICITHEA THEAT520% » NOFBIEICHE > TR ATETH 5,

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

BmMEOn—2— 3 AT 4 7 TUoIAROELLEHNTH LW,

OREITHR DT AR LW I DT D,

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

(ZBr%E

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

DNA REHFIR O Y &4 B Y | IRFEZAEKE AW CTHEEAR LT, 200~320 nm D%
TERAMNERIN A7 RV ZHEIE L, 260 KO8 280 nm OWIEE (Ao KT Axgo™) & ks
%o RUNT Aggo DL 1.0 % 50 ng/uL DNA & L CDNABEZRHET D, £/, Axo/Axo %
FEL. 2Ol 1.7~20127240F, DNA Ao RlsnTns Z L 2073153, B5h
7 DNA JREED O . P75 /K T DNA SUBHRIE 2 10 ng/uL (IZA R L TR L, DNA 0B}
&9 %, DNA BBHKIE 25 uL T~ A 7 2 im0 457 L. -20°C PA F CHRBIRET 5.,
ik L7z DNA BN, MEZELIZHEA L, Ho R ERGTETHEET 5, 7
B. DNA SREHFIK DOMFENY 7L Z A - PCR THESNTZEEIGELRWE XX, T0
FF DNAABHK & L THWS,

TABREERIL, WORERIEEEIC LD @RI E T AR E S ONREIRN RS-0, ME ST D,
"2 Agso 75 DNA HIRDWLSEEE | Aggo D3 H L /X7 AR R DOWSEE EE 2D,
"3 Anso/Aaso D LE 3. T~2.0DHIPHA T > T HIFRILE DO F 72 D BT E S 20,

2. MY 7 IVZ A LAPCRIE

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

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

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

2.1. PCRAI B E DR
U TV A APCRABUGRIZ2S pL/well & U CHEIG 2", ML TOLEBY TH D,
FastStart Universal Probe Master (Rox) 2, Xf R 7" 7 A ~—x&HK (%7 F A ~—. 50 umol/L)

% 04 puL, &7 0 —7%iE (10 pmol/L) 0.25 uLZiRA L., WERE /K TEE 20 uL (2
FHHI% . 10 ng/uL DNAGEHE 5 uL (50 ng) # i35, PCROT T > 7 KIS E LT,
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VHPDNAREHE Z M2 720 b DI oW T HRIFFICHI T 5, £DNAREHERH 72V
AquAdvantagefR ZN1Hl & U 7 /v 2 A4 LPCREUSGMEXT R D U 7 v 2 4 LPCR%Z £ HLE 12
AT LTATI b D LT D, DERIEKRTH, EEor—A™ L, BRIV oLV E
BT D (Fa—TOBRAEHEAXF Yy 7275, ), TOEE, LORELRVELIE
BEL.HEHAO—VITHT7T 7V r—2—"%H\TIT 5, ABIPRISMOELEIT, &&ZIZY
TVOEZBLZL,RIZKRIERH LG, 7 L— O EBE NN TRIBEZ RN TEL,
T — MRS TRIGKE A 27 (B% 0 1,500g, 2453[) 9%, ABIPRISM 7900HT
DA X, MicroAmp Optical Cover Compression Pad™ # & DA Bl b k9, 71—k
O L@zt y M5,

" ABI PRISM 7900HT X ZABI 7500% i 9~ % ¥5531%. MicroAmp Optical 96-Well Reaction Plate (Thermo
Fisher Scientifictt:) % . LightCycler 96 X(3480% i 14~ % 35513, LightCycler®480 Multiwell Plate 96 X
IZLightCycler 8-Tube Strips (white) (LightCycler 480035413, LightCycler 8-Tube Strip Adapter Plate
EHWD, ) (BYa cHAT T I AT 4 w7 A ) EHWD,

"2 FastStart Universal Probe Master (Rox) (@ = « BAT T ) AT 4 v 7 At) ZE el
B2 IRABRIER OBRIATT O BHIIZEENSMNE TH 5, IRABRIEEIT O BT, IRE D MEIC
T X HICEET D, A E0RBEAITiE, PCRA D L WM WEARD D, 5 BEATICIZLT
B B, EmO L, Wi REE ORICED TBW T LMHT 5, /2, U o /WcoET 20,
VIgsise, HEONNERZ L 2B E L, Vo /LOEICHEIZAND,

"3 Non-Template Control (NTC)

DNA REHEOWRMOES, NTC [ZIEDNA #EHE DD 0 IZKE 7 = W25 uLiRINg %,

=W S THT ) r—H—

ABI PRISM 7900HT X |ZABI 7500035413, ABI PRISM Optical Adhesive Cover (Thermo Fisher Scientific
#1) Z{EHAT %, LightCycler 96 13480054 1%, LightCycler® 480 Sealing Foil (R = « XA 7 7/
AT 4 v A BERT S, V= T OOV EO~ =2 TV EBRED T L,

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

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

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

ZEMAT5.)
2.2.1. ABI PRISM 7900HT

O AXb—va M PC OERZ AN, EESE5, PC NEEITER L THDH ABI
PRISM 7900HT AADERZ A L, 30 7UEV+—I 7T v 7 LD BICKIG &
BRIGT 5,

@ FTAZ by 7 EOT7T 7Y r—3 9 [ABI PRISM 7900 SDS Software] &% 7 /L7 U
v 7 LTI, A==2—/3—0® [File] — [New] #&&{R L. {New Document} %1 7
07 &FRNIHE D, {Assay} L [Absolute Quantification (Standard Curve)], {Container}
IZ [96 Wells Clear Plate], {Template} (% [Blank Template] % &R L. [OK] K& %
70 w735,

@ A==—/3—=0@ [Tools] — [Detector Manager] % %4 L. {Detector Manager} %A1 7
0y xR RIEDH, [New] "Z %7 U w7 L, {Add Detector} ¥4 7127 %<,
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2.2.2.

Detector D% E(%. AquAdvantage 1 FN7t5% X Reporter 2 [FAM]. Quencher % [BHQ]
L, UT AL PCR UG BEEUER I Reporter % [FAM]. Quencher %
[TAMRA]& L C[OK] A& %7V v 73 %, {Detector Manager} %A 7 12 T
9% Detector (U 7 /b2 A I PCR UL REEAER, AquAdvantage i Z15AER) %
I L. [Copy To Plate Document] "% > %27 U > 7 L, [Set Up] # 7 LIZEHT 5
Detector Z &k L. H%IZ [Done] RZ %7 U v 7§ 5,
WAL BT Y 7V A A 2 PCR UGB FRERER 13 AquAdvantage R ENaRER D &
VAL, 8D [Set Up] # 7 T, Detector 2% [U 7 /L4 A 2 PCR G [51E
*FFRERER] L [AquAdvantage ENERER] DITD {Usel MICT = v 7 &2 A D, KIZ
7 )L T EIT {Task} H TENZNDOEH (Non-Template Control : NTC, JHIE % Gfx
{& : Unknown) Z iR L. {Sample Name} 7 4 —/L NIZH T NEZE AT S,
{Passive Reference} 7% [ROX] IZREIILTWD Z & ZMERT 5,
[Instrument] % 7 L@ [Thermal Profile] &V % —~% A7 7 —FMHE2ZTOLD
ICRRET D, [50°C, 2% —95°C, 104y — (95°C, 15 %> — 57°C, 1 43) x45 A 7 /1]
{Sample Volume} % [25 uL] (ZF%E L. {9600 emulation E— R} {ZF = v 7 2B A>T
U\ZD Ll %,

REFRME T L — b RFXxa A2 b (sds) & LTRFET D,
[Instrument] %7 L@ [Connect] "% %2 U2 L, PC & ABI PRISM 7900HT A
{K% connect IRFEIZ T 5, [Instrument] % 7 D [Open/Close] R¥ %7V 7 L,
AT =V HEBEBAENPOH L, 21.CHE L 96 Vo L— FEUIREHZ L B
IZLTCAT—Y EiIZ#HitE5, O [Open / Close] ™% 7 Vw7 L, 96 7 /L7
L— M EEARERICE Y T 5,
[Instrument] % 7 E® [Start] R¥ %27 Vw7 L, KGET —X OV A (BT
IRFfH] - A9 2 IffH]) 2 BRLAET %,

ABI 7500

AN —va U PC OERZ AN GEE) SHE 5, PC A ERITER L T b ABI7T500
AEROERE AN, 30 7L L +—I 7T v LT_O)E ﬁﬁ%ﬁﬁﬁé“ﬁ“éo
TAY by EOT 7Y r—3 3 [7500 System Software] X 77 U w7 LT
i<, A==2—/3—® [File] — [New] Zi®I L. {New Document} %A 7 1/ %%
~SH 5, {Assay} |E [Absolute Quantification (Standard Curve)], {Container} % [96
Wells Clear], {Template} (% [Blank Template] . Ver.1.5.1 LD Y 7 N7 =7 O%H
IZ. {Run Mode} % [9600 emulation]& L. [NEXT] RZ %27 Vv 7§ 5, Ver.2.0
PR Y 7 b7 =7 OFEIL ramp rate DA FENMLECTIREN EF L TV D
ramp rate % 100%72>5 64%\ZEET 5, 2B, FREHDIT 100%@&&?@5%@#5
Detector DX & Id. AquAdvantage #5155k (X Reporter 2 [FAM]. Quencher 2 [BHQ]
L. UT WA L PCR UG FEEAER X Reporter % [FAM], Quencher %
[TAMRA]& L C, [ADD] R"¥ %27V v 27§ %, {Passive Reference} 7% [ROX] (Z
RESNTWDHZ L &2fER L, [NEXT] R¥ %227 U v 795,

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

[Instrument] % 7 k@ [Thermal Cycle Protocol] &Y %h—~nH% A 7 7 —KM%2LLTF
DEITHEET D, [50°C,2%5 —95C, 10457 — (95C, 157 — 57C, 1 47) x45 %A
7 V]

{Sample Volume} #[25uL] IZERET D,

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

2.1 THBLZZ96 V=T L— MEUIREHE L I LT EBREORAT— |
IZHEHEE Y b5,

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

. LightCycler 96

LightCycler 96 KMKDER % AL, B/ 77 2 M52 T L TERENIT 5 £ TR 5 0F%
T2,

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

[Run Editor] # 77 MD[Measurement] T, {Reaction Volume(ul)} %[25 },lL] IZEXET D,

[Run Editor] % 7 ®[Profile] CH—~ /%A 7 7 —54:%[95C, 10 57 — (95C, 15 ¥
— 57C, 143) x45 A4 7 VD X D IZERET D, 57CD Step D Acquisition .Mode 73
[Single] & 72> T 5 Z & ZHERT 5,

[Eject]Z# v F L7 ey 7 &5, 21. THBILZZ96 V=7 L — h &R Z
HaHATFICLT, b—~vArT7ay 7 ElZ#HEEy NLTHLS,

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

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

[Sample Editor] ¥ 7 WE DV =/ 7 4 —~ v M TU 7 /L& A 5 PCR )GGMEXT R
B2 1T AquAdvantage FREIRERD 7 = /L AN L, Gene D {FAMMRICREY T 518
It ANTT5 (—FEANTTLE, T T UNLERIRTIHENREKD, ), KRIZ
7 x /LT &I Sample D {Type} #TENZNDIEHR (Negative Control, HIE X545
{& : Unknown) Z&ERT 5,

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

. LightCycler 480

LightCycler 480 AKDEIRZ AL, B/ 7T A FR5%ET L TEEIT S £ TH 5 95%
W o, AL —ra HPCOEREZ AN, EEISED,
TAZ by EOT Y r—3 3 2 [LightCyclerd80 SW] X 7 /v 27 U w7 L,
[User Name] & [Password]|Z A JJ L CY 7 N &H I 5,

[New Experiment from Template] %2 Y 2 L {Create Experiment from Template} 7>
% [Mono color HydrolysisProbe-UPL] % &R L, OK ‘ﬁ“ 2
[Run Protocol] # 7 C. {Reaction Volume} Z[25] ICEL, —~ntag s T7—
TFERO L I IZERET D [95C, 10 43 — (95C, 15 @ —>57C 14y lSingle] )x4547L
A4 7 v—40C30 ¥], 57°CD Step @ Acquisition Mode 73[Single] & 72> T\ 5 Z & %
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® Save &7V v 7 LEEFRIEEZRGTT D,

® AEoFLv—trp—F 4 REERLTCT L —r—FZ—H1L, 2.1. THREL
7296 U )T L— hEUIREEHELFTFICLTEY LR, BERXYCEZMHL T
L— ke —X—ZENT 5,

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

(BOHZ) [Subset Editor]iZ T, (+) "4 225 New Subset Z{ERk L., o 7%

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

©@ [Sample Editor]iZC, Stepl:[Select Workflow] T Abs Quant Z iR 3%, Step2:[Select
Samples]D[Subset] 7 /L& 7 > @ THERK L 72 Subset %IR35, Step3:[Edit Abs
Quant Properties] T, 457 = /L& & L, [Sample Name]Z AJJ L. {Sample Type} H#
TENZENDOIEH (Negative Control, HEXF SR : Unknown) %IRRT 5,

3. MR L HE (X1 ZH)

U 7 v H A LPCRIZG B % FRERER & AquAdvantagefR FIERER D W T T DN T | R
DY X Amplification plot I CHEH RIS 72 Y il & Cqfif D HEER K Ul A 4,35 i Sl Dk
JesRE (FAM) DR BRI 2 M OfER 2 & - TIT .

ABI PRISM 7900HT XX {ZABI 7500 % 5 L 72356 DT — Z OfiFHT
O A==—/3—0 [Analysis] — [Analyze] Z#E&{RT 5,
@ WEARED [Result] # 7% 27 U v 27 LT {Amplification Plot} Hj[fj % /R S 5,
@ {Amplification Plot} Hifj_® {Plot} # T [ARn vs Cycle] #ZF/~xS+ ., {Threshold}
Mz [02] EANT D,
@  {Amplification Plot} Hi[fj = {Detector} T [All] Z&INT 5, £HIZ Ct(Cq) E
MFERIND,

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

LightCyclerd80 % fi JH L 72358 DT — ¥ OENT
@ [Analysis]?h ¥ > %27 U v 2 L {Create new analysis}|ZC. [Abs Quant/2nd Derivative
Max] % 34R L[Subset] 7 /L Z 7 93 E 22,48 TYERL L 7= Subset #7%#R L [OK]% 7 U
D/ R
© FRINZWE T, [Calculate]Z 7 U v 7 3%,
@ HhEEh#E & . [Result Table] 1 Cp (Cq) ENFEREND,

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

DNARBHEIZ I T,
(1) U T NHA LPCRIGEHERFEGBR D207 X TD W = /L T43 R DO CqE 1 & 5
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. D >AquAdvantagefR EN FHFRER DX TO ¥ = L T43KE O CEN 1S H 7= 5
Ay UREBHIGE & HIET D,

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

(3) AquAdvantagef@HHFABRICIHNT, T XTO T = LT LIEMERBELNRD
STEHETR, i - BEZOYLEREN LSO T2 B H ODNAHER 2170
S 6T 12, EMEY 7V Z A LPCRIE] LI EZ 20 L T, ¥IEAEIT 9, 2EH
DDNAREHE 2 72356 T B BBHEOHIE DG 6 R WA 121E. AquAdvantage
2tk & fET D,

20T O 2 Z N OHIHDNAGEHR (4527 = /L) 12OV T, G ROHE A F— A
o THIE L, W5 OFIHDNAGENE (5847 = /L) (IZOWTHME & HE S iz RiE %
it &I 2,

/2%, ABIPRISM 7900HT X (ZABI 75004 ffi ] L 7= & 1%, LRRHIEIC & Y AquAdvantage
B PE DY) E & A7 R IZ DV Tmulticomponent & fi##T L. H L CFAM O 2 658 FE D fia 44 34
B 7 N385 C & . ROXDE IR EE O Bk 72 T RECFAM O 8 LR B DR D372 EFH 03
RN kRS D,

F72. U T E A L PCR RUSKGME R T2 U = VOMTOM 5 T 43 KD Cq B
15 530720 DNA s UBHRIZ DWW TR, FREE BRI B 0 1.2, 308 5 O DNA Ol Rs i |
LB DBEAEZATO  ENTH 2 7 = AT OMI T 43 Kl D CqiED 5 B Ve WA,
AGRE D OFENIARRE L 95,
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1. DNAHHIRE LT IEIZ SV T

(I BRI A 515 ) CIIRERI R HIEE 7R LTV 5, BITE, DNARIIE % » & L TDNeasy
Plant Mini (Maxi) kit, Genomic tip-20 (50, 100). GM quicker 35O E LA TR STV 5, &
B2 ERMT ORI L OO MIRITE R PO~ MY v 7 A RES B R D560
b5, EDTD, Fhid 5RO OFEEIZM LR GEZ WD Z D TE S,
DNAFHHIREEHEIC B W TR, HEMER S BREICHNERME L ENEONDL Z BN ETH
%o BIAIE, BT DNATHIERIEZ . 60T THRARD3IAMAT> T, BifFD kL
AR THEALINZY 7V & A LPCRE T FHE LIFERNF L ThH D Z & 2R 5, WIENE
BT O (GHExREER) O RZME L T, BEfFO FiE% ik L TCq fEIZZED 72u
PHERT D (D7 < & B Cq ENILLERESRBR, ) |

2. U7 )VE A L PCREEIZOWNT

M. EBA 5] TEICHW STV ABIPRISM 7900 XX LightCycler96/480 Ot
IZHRIEOMREEZ AT OMEL WA ENTE S, RIFEOMROMIBIT, BE, BViKL
FELME, o VHZEROHEIEDR FFICERT H25E6) REEZZBELTTH, Bz, M
IREGHERIR 77 2 F (BlziX, 22 H) 2HE L, BT (ABIPRISM 7900 %) % H
WTHRHRA L0 D s iREE (10 B9 10 B~ TR S35 el ) ORISR & 1F
I %, ZTOWREFAWT, MR LW CRBEORBR 21TV, 72, BHEE X T 3 [
PLE AT TSR, T TR END Z L, 96 Vo VB TTENRRW D L 28T 2 (Cq fHIC
BARTH 1LLEDENZY, )

3. YAL = v T AIZONT

(. ERIRA G Fedo b O ULRIZEMES R Sz ) 7V 2 A 2 PCR & 2 A
T, BRI SAEREL (TEMREI N AT ARG IZE N Z V., AT TE W&
TENESL 2WINTHRESETEH v, ) 20 CHEEE G- REERR 20 KL 3 [[
PLEERT 2, TOMRER, CqfEiemy RARA > MW T T, ERRAETE fLdEob
DERERENILN EEHERT S, £, Bia MR BRAET S IC OV T, ko
Bt~ 7 A 2 REFRETICHNT, 3 BILLEREEITo 26 R, Cq fEP= > RiRA > b
FENRKRE 727N L 2ERT D (CqEICHRRTH 1L EDOENRZY, )
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