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0. fERIRESE
- R (FP967) DAL
- 2 4% (MON71800) Dkt fik
- 2 F (MON71700 K% X MON71800) DkiZ 5%
- 2 X (63Bt, NNBt, CpTl) O FHik
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- hyERaY (Bt10) OREHIE
- hvEr a3y (CBH351) OMENIE
- FEray (DAS59132) DOREE ik
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L x (F10, J3) ofmEHIE
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. BREERITTIE




1. 8RR, L%, 3 A PUERra Y T X ROBRKERER
11, HR, =A%, aA, butuay, JTHROBROBIFER

FEH 2 DNAFATS A ER A RE —IZHM L TNA L W) ZEZRHEE LT, vy F &R
KT 5L R EIT )70, B ELhs0y POKRE S, WL, BEFREISE T,
VT 2B Z21T 9, BERBUZEEL Tk, fhe v hOBRINEALRWE 5+
DEE L., AT OHE  FRUESFIIFEWVETOLOEERT L. TOME, +451
TS TVMERT 5,

WIS, BRI L T2 EIC 2D L) +aICiRE LTIk, ZOHDLOREICLER
—TEEBXERY ., MEEL AV CHEICHRT 5,

T XOBRICE LTI, 1 BIE (BRERIE 1kg) OO H500 gL CTHWD, 7%Y
D500 glFFRBLORFETIHRE T2, FREORIZIIZNZH WD,

111, BEHDOBE

LU OFRITHE > TRIFHERZIT O .

2y hOREES BRIAEREL D 70 DBfiREL | MiARE (kg) mRisE
= 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
1,201 ~ 3,200 50 1 1
3201 ~ 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

11.2. I6EHDOBHE
1.1.2.1. YA o ARF

AT ATDHEEIC 1 /ax 1 vy bl T vy FEKERRTHMIEL 70D K
I — MU T T RO TRIEERREZITS O & L EARRFRNERZ © > T15 =,
FH10 kgl LA BRI L 72 b O &#ES LT A il ik (1kgbhk) 295,

BEICH A BIZHEA LT b DIZ DN TE, oY A v iZB8) S 2 R CRIRICHRAEREL
179,



1.1.2.2. 13 LITHE AR

LT (R EETe,) ICATAERIC L ZLITE2 1 oy & LT, oy hEEEN
BTAHARIKERDE DA M7 T —FE2HOTHRIEEREZITY O L L, #I1E 72 RFHE
BEREZ > T15EFH 10kg L EEZBREREL 72 b D Z2HMEs LTI LITEIC 1 I (1 kg
k) &35,

1.1.2.3. X LIFIZRIT D {AERE

TTITE LIFICHEA L2 6 DI OW TSR 21T 9 HE . TLIFE1l vy M ELT,
a2y heRERERTOoREERD X0 Ee, HE, Tﬁﬂ:%&Mﬁ 1SS

FH10 kgl L2 BIAERE L2 b O &#ES L UX LITEICL Bk (1kgbl k) 295,
1.1.24. 27 FICBT 2 BIEEER

127 F%1ay he LT, vy MaKRERFBTLHMEKELRD L BB, flE. TESE
\Z&BAET, 55 AT/, 3110 kgl EAEREL L7 D 2 gy L Ca T H a1 (1 kg
k) &35,

1.2. T AR OB AREEER
IMTASOBEREBIZOWTII MR LDy FOKRE TG LU T TFOERICHEVEE
BREIT I,

121, by a OMBNTIE (a—2 270y a—r 750 — a—r 3 —LE&

BRI LT B D)

BB OV T, 111,088 DOBEEITHE S,

1.2.2. THUSAOINT RS

LUF ORITHE > TR ZIT 5,

7y hORKE X FRAREREL D 7= 0 OISR | A EEE (g) FRiEk
= 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

V¢

1.3. T AF ORI TRmOBAERR (NERE, Bh2BhikL7Zb o)
RIEERBUZ DWW T, 111 0RBEHDGEITHED

2. "L Y ROEN Lk ORREERE

2.1, HEFED S Y ROVEN L X O ARERER

HEEED A Y R NENW L X ORBIEEEIZOWTIE, [ LDy hORE ST
U CLLFORIZHEDRIEERRAZ1T 9

7y PORES BREERR O T2 D OPAMREL | FrikseiE (f#)
= 50 2 2

51 ~ 500 3 3

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

2.2. NA Y RRNENWL L OINL A5 ORIRELE

PN X ERENNL O TEEDOHRERTUZOWTIE, xfH by hORES
I UTC 122 0RICIEVIRIEERIZIT 2, 7o, Ryt - 8B R, KESRLICONT
X, BRIEERERES 480 g L35, /o, AL FITIENN L X OEFFEN DRI M
WIZOWTERT 556 1E, BENE T & ICEBEIORTLERFATATRE L 725 L O BEMRIE
BREREZEC L CTHRET 5 2 &,

R A

YRmEL, EEEOE OMLEMPBENSSBEEL L TRESN LD, £OMERIC
FVRAERRIIEE T 5, IS5 EMNT 7DD RANZSWTEET,

C BRER BRI, e —BALE T 5,

- FRIELT, BB SBREOR S ARAWVES A2 HEE L el aeite e +5, aiE, &
BED /L X IZONWTITET - BREROZREESS . T L R I OWTIEE 2R
7= RS

- REHPORSIE. RIS HT AL ELX LRS-, BEICHT SENCRES R LB
PRBsss T4y o L. IR L CRRSERE L 4 5,



c REICHT A FAREEH I E AR OMERICE D 53, EEREIC C—EEL2 BT 5,
- REFRR A S DRESKIT. EROEX N IRE - BEOEE N DI WRKE) S 2E
BTV, a2 Ix—2a v 2<koFEET 5,

- MERIED D, MR E RS, BEASE, BUSETERII P RS ek, 7
NV FAN—BRIR T E X T 5, HDHVITBERETFEE AV, 3055 OB E KL%
79,

* Ly F=GM200 (Ly F =it | ¥ — (U2 =48) | Force Mill (KRR I /L4E8Y) |
Xtreame Blender (Waringft#) | BZELFL#4 - IR B L RRIZFE O RDBIB/ONLL DE HWD,

3. T Dfth
HIROHFR, 2 A, F X R L TiE, BEEREIIRE LRV R LT
T 5,

N
S
N
+
&
S
fEin
r\r‘
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HpR (FP967) D5k

AMEE CIXERBR 2 AR L L, DNAHEERIL, LT OREA 4 Hbig % 1
7% v ME (QIAGENH:#Genomic-tip 20/G) & V5., 1 FiED 52 T CDNAZHIH L,
K HHDNAGEHE 2 W CTEMEY 7V ¥ A APCRIEE E/TT 5,

1. DNAfHh H{#F
1.1, A U RHBHE 2 A 7 ODNAHER X ~ ~ME (QIAGEN Genomic-tip)

e 05g AR Y e L UoREEE (S0mL &) IZEVERD | A 4 HiE &
A 7ODNA fIHFER S~ b (QIAGEN Genomic-tip) ZHAWTLLT®D X 512 DNA ZHiH
BT %, SBHZ. G2 EEIR T 7.5mL <‘:0L-Arnylase*2 20uLEMA T, RAVT v T AIF
P—E T LIBE L, 37°CT | BREEET S, 51062 &K 7.5 mL. Proteinase K °
200 uL, F LT, RNaseA™ 20 uL& Mz, o FANRF 2 — 7 DEICHE S /2K 725 £ TH
FL.50°CT1 BERIRIET D, F O, 2 ~3 [EEILE & Kis S & CREV A AR5,
RUNT, 5,000 x g, 4°CT15 iR LDBEEL Ao BEZ2mLT 22 mLAET =2 —75 K

(310 mL) 128 L™°, 20,000 x g, 4 °CT15 SEHELSEET S, & 572> LHQBT FEEHE ' 1
mL C¥E# L L 72QIAGEN Genomic-tip 20/G (2, &2mL BT =2—7 06 EiE%1 mLd S
L™ &af+s GEsmL) . KWT, Fv 7%2QC EER ' T2 mLTo3 E¥ES L-#%.
F o TEFHLVELEICBE L, HHH UHS50 °CIZHME L7=QF #EMEHKE ' 500 pLa & L.
DNAZIAEHT S (EH 1) . Fy 72 H LVELEICE L, & 5ICQF BEE ' 500 uL T
DNAZIEHT 5 (GEH 2) .

WKNT, IBHIRESEBOA Y T asX) — )L EEH LEER 2222 EimL, ¥-<
D10 FEERMENRFI L%, 5 HEIRCTEET 5, 12,000 x g, 4°CTI15 =L L, EE
BREIELITRIZTION =& 7 —/500 Lz L, 10 BEEERfIT 5, 12,000 x g, 4 °CT3
SDREEL LR, FEEZWREL, HRolmbBR 2 #EE I CHRsE 5, IBH 2 OEEEICHD
2 L8060 °CIZHNE L 7= IR B 7R E /K50 uL 2Nz Tk 2 R S8, T ORRIREEx
W IOELE B LA, KIRE L, HHDNARENE & 4%, HIHDNAGENEIZ Y
N EEE A FIV T DNAEEERIE 21T 9,

" G2iEfET . QBTHEM ., QCIEMIK, LU, QFEEKIZF v MIfHE L TWAA, BV ARAVEAIC
3% v FOBBIEILNE > THEATEETH 5,

2 a-Amylase (LR F= v R D— RO b O, T, REOEEEZFO O Z VD,

"3 Proteinase KIZ% 7~ 48 (20 mg/mL) E721XR%EONNIE O bDEH WS,

“ RNaseAl3 ¥ 7 7 > 4H8 (100 mg/mL) £ 72 1XMASEO %2 bObDE2 N5,

IR g DR DAL A TR S RN & ICEET D,

© kA (DNA) 2N L7V MBATE. 65 °CTISHRIES ST 5, Zh ThRABUTHEMTE T,
REMDFED B DHEEEIL, 12,000 X g, 4 °CT3 spfilizl L THE Lz BIEE#HT LWk 1o L,
T ETMHDNAREHKR & 3%,



1.2. DNA FEHEE H 0 DNA O OREFEIF ONZ DNA #EHE O & LR1F

DNA HEUER D@L B2 Y . REREAEZ AV TEEAR L, 200~320 nm O#iH
TERSMBIIL A BV ERITE L, 260 35500280 nm DU (A B 5T Agg?) A7
5, RUWT Ao DIE 1 % 50 ng/uL DNA & LT DNA IBEZEHT 5, £72 Axo/Aso
REET D, ZOHMN 1.7~2.0 I2724UF,. DNA B+ INTWD Z & aRTS, &
L7z DNA REN D, JREZRE 7K T DNA 3EHRIE 2 50 ng/uL ICAHR L CHHE L, DNA
AEHE L 3%, DNAREHRIZ 15 L Z L2~ A 7 BB 207 L, -20°C LA T T
79 %, ELT DNA BRENRIL, BMZREDICER L, Eo mIERITHERG ST BE
T 5, 728, DNA REVFROEEN PCR THESNZEBEIGELR2VWE T, 20
DNA #&BHE & L THW S,

AR ER WYE R K0 ) e I B A RS L ORI N R A7 S LT A,
2 Aneo 75 DNA FHSROWLNFE | Aggo A 2 /37 At R S OWRIERE L 2 % %,
3 Ango/Anso D DI T~2.0DFIFSN Tdh > T IR DO F 72 5 FfEIXE S 7o\,

2. MY T2 A LPCRIE (ABI PRISM™ 7900 72 1%7500)

FPO6TDREHIIFPISTRAMA DT 7 A ~—, T u—T7 %A= 7 /L& A LPCR & HRE;
HERBAOT 74 ~—, Tu—T%HWz) 7% A LPCRD2 RBREITWVHIET 2,
FPO67IEEIH & L T NOSH — I R—F — L AT F )~ A ¥ VR D5 S &
BHT DS TA~—, Ta—T%Hn5b, £, HREMEXTRA & L Tstearoyl-acyl carrier
protein desaturase 2 (SAD) BB FEYN AT H T T4 ~—, Tu—T2Hn5, &7
A ~—, TR —TXRERE KBRS D, 774~ =%t T u—T7 OEEFRITNILLT O
LBV ThA,

FPO6THE A 77 A ~—%f, ma—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’

ARSI 7 7 A ~ =X, 7 a—7

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

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

SAD probe: 5°-FAM- TGT TGA GGG AGC GTG TTG AAG GGA-BHQ1-3’
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2.1. PCRHA &R O Fa 5L

PCRAFGEIZ25 ul/well & L CREE 5, MAIILAT O LBV THh 5, Universal PCR
Master Mix ' 125 uL, {877 A ~—*EE (%771 ~—. 50 umol/L) % 0.4 uL, %t
ST a—7 PR (10 pmol/L) 025 pL&E RS L., WEARE /K CTEE 22.5 uL (R,

50 ng/uL DNAFEHRK 2.5 uL (125ng) ZWN4 %5, PCROT 7 7 KR & LT, £ 9 DNA
~ft4=+{1ﬁz%ﬂnzfm\%)® ZOWT G RIFHCHEIS 272 SEBER TR E LN —173 L,
BT 2 NVEEATD, 20L&, LORFLRWEHI>ERL., EHOY—U 7RT
TV =2 =2 HNTITH, RELCUV 2 LVOEAZBIEL, RICKERHLGEF. 71—
~ DifxZ g < ”ﬂb‘fﬂ/@%jﬁb‘f% <o, b — bk DHEF#%. MicroAmp Optical Cover
Compression Pad™® #ZE@OEMN Ll b ko, FL— ]\@J:ﬁﬁlﬂ? v M %, £DNARE
7= WFPY6THFIA U 7 /v % A LAPCR & BEFRIGIERIFRA U 7 v % 4 APCRE Z LI
2 Dz WFITLTIT O b D ET D,

" Universal PCR Master Mix

ARIKITHTER B oD IBABRIEEZIT 5 BRI, BAEDHEEIITOND Lo ICEET 5, a7k
A IZlE PCR 280 LS W RWGE R D D, D EANZIZILTRNLT v 7 A% —2 AN T3 Bt
JEIRG L7tk <O L, WREAWEEDEIZED TBWTIHLHENT 2, £/, v=ZnidkEd %
BRiZ. AR, w02 NEER - L 2BE L, UL ORICHEIEIZAND,
"2 Non-Template Control (NTC)

DNA SEHEOEMOBE, NTC IZIEDNA sEHEO D 0 12Kk % ¥ = /2.5 ul TN %,
P96 TaATL— b, v BEO, vV I TN = —

MicroAmp Optical 96-Well Reaction Plate, 33 &2 UPABI PRISM Optical Adhesive Cover (Life Technologies
ﬁ:) PHEAT S, U ORI OWTIERG RO~ =2 T v ESEO L,

* MicroAmp Optical Cover Compression Pad (ABI PRISM™ 790034, Life Technologiestt)

ABI PRISM™ 7500 CIEfEH L72v,

2.2. 7L— MEROHRE

o

FOSIZEE L T, 7 b— MERORELITORITNT R0, REXITHOHEABIL, &
FORELEE, BLO, Yo—T7/EThs, BEMICITEHH— M ET, ALY
L— FORBIZHIET 2 X IR &1 7203 6 1K O fEH (INTC : Non-Template Control,

TUNKNJ :DNA HEHR) OFEZXITO, £l v —7 I L T :,t NOST Spec. SAD
& b IZReporter 75 [FAM] | Quencher 7% [Non Fluorescent] & 725 X 9 IZERET D, F7-.
Passive Reference (L TROX] ICRRET 5, B, 7 E— I\ODEﬁfﬁ“li%OO emulation & —
NZERT 5,
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2. 3. PCR #i1g

HEEIZCTL— b2y bL, KIneET—Z OBV IARZBIET D, FISSEHITILITO &
BYTHD, 50°C, 2 SO MTHRRFLZ%E, 95°CTI0 BMEL, &Sy hAX—k
ECKRISERAT %, £ Dk, 95°CTI15 /., 60°CTI %=1 A4 7 L& LT, 45 %
A 7 VORI IE%24T 9, Remaining time230 73 & 72> CW\WAH I L 2R L., G EKT &
Wt BERBROMBIT 21T 9,

3. RO L HE (KIZM)

FP96 74z 5 HEER 35 L OB RIS ME T R FHFRBR O Wz >N T, R OHIE T
Amplification plot_F TH5#BI%H 72 HANE B & CHEDREZR., 35 L 1%, multicomponent |- T o
FROREROEIRE (FAM) OFFHEBEEA 2RI OB Z b > TT 2,

% 7" BBl CAmplification plot_IZNOST-Spec D {555 BAEL Y 72 PR B AR DS FERR S VT2 5 &
(Z1F, FPOOTIHIEZEE D . RWT, N=RATA % GFA I ANLISHATV) BEL,
ARND J A ZMEDOREFAED LT L 7E L 7 FaEBE%AY 70 HWE B i _E T 2235 % Threshold line
(Th.line) & LCO2ICZRET%. 7277 L. Th. linesS / A RSB B H) ¢ 70 U \EiE i &
ROLHHEE. ENb ERDBRNE O Th lineZ W HEET 5, € DOTh. linei)» 5 CHE 5
SENDDEN T D,

20T & ¥ 18 HILDNABCEHE (Uit 72 0 27 = VAAT CRIE) DARHY =
~TEROCHET 2,

DNAGEHRIZFB VT,

(1) FHFREMESRHBRERER D2PH TR T D W = /L CA3EREDOCHENE S L. 7> OFPI6THE
FARBRO TR TOY 2 /L TA3RMEOCHER G NI HE . Uik EHI R & H)
fE’ﬁ—éo

(2) FHFREMESTRRERER O2(HT T X TD 7 = /L CA3RTEDOCHENE S L, 7 OFPI6THE
FAREBEDO T RTO T 2 LIZB W T3 REDOCHENS S L2 W RS IfarE & HE
75,

(3) FPO6THAHFRBICEB VT, T X TOT 2 L T—H LEEENE LN - 2B E
1. B« BB % O YRR S T2 [\ H ODNATH BRI ATV, & 51 (2.
EMEY TV H A LAPCRIE] LIEO#ERELR FE L C, ¥IEZ1T 9, 2[5 B ODNARE
W WA THEMEOHIE NG LR WIEAICIE, FP6TREM: & HET 5,

20 THIH D Z N LN OHHDNAGREHE (527 =/1) (IZOW T, FEROHFEAF— AT
P> THIE L, W5 OMHDNARENE (547 = /1) IZHOWTHBEEHES -k
Btk & W95,

7ok ERRHIEIC L D FPOOTREME DN HIE S 4172 #E Rl OV Tmulticomponent 2 figt L, B4

12



TFAM D8 Y58 FE D FEEL BRI 72 ¥E N ANEI 42 C & | ROX D8 TR EE O BFE 72 T FECFAM D
HHIRE OFFC R RN e L AR T D,

F 7 RS R RER T2 T = VAT O 5 T3 K O CHE DG H 7072 WO DNAGEHEK
IZHOWTIE, HBE, MiE2260 T DNAHRER) UBROBIELIT., ZhTH2U =L
AT O TR DOCHEL T SN WEAITIT, RREN S ORINIFEL T 5,

13
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&= - &=
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|

=] .-

STEP2 —
y N —
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|
$ =
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avaIr—YarvENELI . EYGIREN
ThhTWVEN-2EERT,
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= .4% (MON71800) D71k

o AF BB XTI TS 2 g ct5 & LT, DNA fiHERIIS U W AR (7%
v b (DNeasy Plant Maxi Kit, QIAGEN) % F\ >, 1K) 52687 CDNAZ R 5,
BT SDNARENE Z VT, 27 = VT CTEMY 7 L% A4 APCRZFEMiT 5,

1. DNA fhiHHE 6l
1.1, REOTEE - B (ERIOBHE)

I LARRHATE (ER) HI2V3ERDI% SDSAKERAZFM L THEET 2 (5 BAEL
LORGEEFEM) o TO%, FMKTEPHZR S L2 ETTTE ME AV O _RICHRERRL
ZIRT . 40°COFIRIEIZ T4z S D, HolfR. Millsers ORI T 2,

12. YU BFMVES (7% v % (DNeasy Plant Maxi Kit, QLAGEN)

#BH g2 50 mLAF = — 7 123H & L, 100 mg/mL RNase A 10 uL33 L NAPEE R 5 mL
EEWML, BREHERR2NE IR LT v 7 AIF P —ETHM L IHEHE L, 65°CT1 KR
BT 5, 2O, #0E 2 23R KIS CEEETT 5, F2—712, PHEEIR™ 1.8 mL
WG, AT v 7 A IR —ETHPEZ, KKFIZISHMFET 5, A1 v 7z
yBERR A ER L, 3,000 x g CEIR T150 = Lo BET 5, LiE44.5 mLEE L, QlAshredder
Maxi spin column(ZE L, A A Vi OB 22T 5 (3,000 x g, iR, 577/ . E
HramLEER L, HLOSOmMLAET = —71CB ., AWHEER 6 mLZFML, K17 v
JAI XY —FTHLEHT 5, B2 E % DNeasy Maxi spin columniZB&fif L, A A
7 R O BERRICNT D (3,000 x g, IR, 54M) o FBEVIEZHE T, 7 LMTAWLEE
W12 mLEMA, A4 7 REODEERRICNT S (3,000 x g, TR, 1550) . HT L%
HLWSOmMLET 2 — 7128 L, 77 HIZH 50 UH65CIZIRD TRBWZHEE K1 mLz N
2%, SHOMERTHER, A1 v 7N OB C)NT 2 (3,000 x g, iR, 10 .
BEHBRZ2 LB IV F a—7 2B L, WHKEEEOA Y T a/N ) —VEIRINT 5,
LTIz o< D I10EEREIRFI, SOMERCTHET S, mOoBER2 AL, 12,000 x g
T, 4°C, 154z OmBE%,. EEEZBEETH, 710%T %/ —/L500 uLax L., LB
Fa—TDENPLIIDBPNDETT 2a—TDEEZELTIILL, EZLoBEEEZ /A L, 12,000
x g T, 4°C, 3R OB, BEZR2IRELT, B A RS Y5, JEK100 uL
EMZICEY A VRSS2, BIRTREMN /RN L 2R LY, 2 ZDNARERK &
T 5,

] HBAZE LT, KEREDETIER Y hWRF v P2V PN TR LT+ 50 8, o7

NEDa L IFx—a PRI L2VEIICHDERT D,
*2 % MEEOH O, QIAGENE Y BL&IEA L7-H @ (Cat.no. 19101) . MULFRIZEO /1 Z2F>H O
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EHW5,

3 %y MBOHO, H2DWIIQIAGEN L W HliEiEA L7 b (Cat. no. 1014630) # W5,

* Xy MEOLD, 25 VIEQIAGEN L Y BRI L7=H ® (Cat. no. 19053) %= H\ 5,

*5 Xy MEBEOLO, H25VIEQIAGEN XL Y B A L7z (Cat. no. 19081) % 5,

*6 v MIBEOLD, 25 WIIQIAGENL W Bl A L7 6 ® (Cat. no. 19072) ZH\\ %,

T LEIN R Z 20 GAE T, mILENOEHMTICETE 2720 nWE 5, REERET
el

* FEETTF o — 7 2T U &, Dol L CEBED DU 2 BT 5 & 9 B fEA 0 K5,

0 REWDRD N HGEAETE, —Br (12~24FF[H]) MIBEICFRET 5, 242N T H REW D
D HNDHETE, 12,000 x g T, 4°C, 3nHELAEL CEoN REZH LT 2—7IC8 L, Z
ALEDNAGREHEIR & 975, 7238, B -20°CLL R CRFT 5,

/
/
/
/

1.3. DNADOMIFERER - ST - R1F

DNAGREHEIE OB Y EATY | WEARE K Z RO THEEAR L™, 200~320 nmO#iH T
AN A 27 L EBIE L. 260 nm &% U280 nm DL FEEE (Areoz NAase) 2% 30857 5,
TN TAwoDfE1.0%50 ng/uL DNA L #A L, DNABEZEHT D, 72, Aw/ Az itE
L. ZOA1LT~2.012724UF, DNAR SIS TnD 2 & 533", 1B 547-DNA
BRENG, DNAFEHRIK Z 10 ng/pLICIEEZAE K CAHR L THRR L, DNABREHR & T 5,
DNAGREHEIZ40 uL = &£ 120.5 mLA XX 1S mLEF = — 71205 1EH%. -20°CLL T THIEIRTE
T 5, ik L7-DNAGRENR I, AAERE OISR L, o BRI EERFETTRET 5,
723, DNAREHEIROBEE 10 ng/uLIZZE L2V E Tk, £OF EDNAREHE E L THW
Do

L ABUE IR, WO EERE R EC L0 @O e S I E T SR E L ORI e 5720, #E e T
Do

*2 AsgoNDNAHSEDWEIERE . Aygo M X v 37 BRI R DOWEE L £ 2 5,

*3 Agso/Ango D LN 1.7T~2.0DHEPHSN Th > T HIFREDO L 72 HEEITE S 720,

2. MY T Z A LPCRIE (ABIPRISM™ 7900%)

BB 2 4% (MON71800) OfEHIL, MON71800fHFREBEH D7 F7 A4 ~—, 7
0 —7 %A=Y T VZ A LPCR, BLONaAXBEHMBERBHADO Y74 ~—, Fu—7
WY 7L Z A LAPCRO2ZRERZATVVHEIET D, MONTI800fEIFERH & LT, =A%
77 LERFI & cpdepspsi B THBH AN ¥ —OEFER A BN T H ST A ~—, Tun—7
WD, £70. a AXBEMEREEERA & LT, proline-rich protein (PRP) &f5F-HLF % &
T DT TA~—, Tan—TERHWD, &7 74 ~—, 70— TIXHEREKICEHET D,
TIA~—, Te—TOEAERINILLTOLEEBY Th D,
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*ABI PRISM™ 7900 & [ DPERE 2 AT 2 OMSFEZ VT H Luy,

* MON71800 B D7 T A ~—xt kR X F 1 —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 ATTC-MGB-3’

c ALFEHEARABRA O 7 A ~— RO T e —7
PRP8F: 5’-GCA CCC ATG ATG AGT ACT ACT ATT CTG TA-3’
PRPds6R: 5°-TGC AAA CGA ATA AAA GCA TGTG-3’
PRP-Tag5: 5°-FAM-CTG TGC ACA TGA CTC AGT TGT TCT TTC GTG-TAMRA-3’

2.1. PCRIC iR D

PCREGHRIF2S ul/wellé L CHRIT 2, ZDOMAUILLTDO LY Th D, FastStart
Universal Probe Master (Rox) (Roche Diagnostics) ' 12.5 uL. &XI% 77 A ~—¥&ik (%50
pumol/L) 4025 uL, X571 —7 ik (10 umol/L) 0.5 uL&EEA L. WEARE K TEE20
uLICFAS% . DNAREHES uL (10 ng/ul) ZHNT 572, PCROT 7 > 7 RIS E LT, &
TDNAREHE & M A 220 b DIZON T H RIS T 27, SERERTH, by
— L BRI VEERTS, Z0LE, LOAELAVEIEEL, HEHOY—
Vo TR7 7V r—2 =TT H, BT 2 VOEEZBEL, EICKIERH 556
X, L= bOBEEI NN TRIEEEWTEL, 7 L— kD%, MicroAmp Optical
Cover Compression Pad (Life Technologies) “#& 7 GOmEM EIc/ik b L5, FL— hO_EH
(2t > 9%, DNARREHK H 72 Y MONT1800f AEkER, KUM=t A G REER 2 2 £
N2y = VT L TITH) b & T 5,

*] FastStart Universal Probe Master (Rox) (Roche Diagnostics) {42 ¥ {ZTaqMan® Universal PCR Master
Mix (Life Technologies) I 7-!XEagle Taq Master Mix (Rox) (Roche Diagnostics) # 25 Z &N TX
Do Flo. INLEGURIKITHMES SV -0 IREEELZIT O BIZIE. REVPHEFEIITDD X
INCHEET D, RHoaicid, PCRB I EWDRWEENRS L, 5 BEANIIZNTRLT v
7 AIFY—Z MW T3BRERS Lo, B<EO L, Wik E W EHE O EIZED TRW T bl
M %, £loy U=/ WIHET BT, IREHE, mEOnREe 2 L 2BE L, V= /LOEICHESE
AN D,

2 MEUE O H LRSI L, M b OIC X HER ClAi%, K ECRFT 5, KETRFELE
RIEICHE | F—DF v 7 EHOEESET D L, By NAOZEKIPNEBHIS NS 72D, 281HEL
B, OBy METIHEMIZOESNZ VWO TEET S, By hOfAEICE ) N, K
IREHZ 1 5 56 OBEE (BE, S L0 LTI LHE) 28 L CEMRT 2,

*3 DNAGREHR ORI DOBEE, Non-Template Control (NTC) (ZIEDNAGREHE O 0 IZIKE 2R B K % 1

7 = )WZS LT %,

*4 9677 =)L 7 L— | & L CTMicroAmp Optical 96-Well Reaction Plate (Life Technologies) . ¥ —/L'& L

“C ABI PRISM Optical Adhesive Cover (Life Technologies) Z i3 5, ¥ — U 7 OFEMIZOWTIE
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OB O~ =2 T L EBE LTS
*5 ABI PRISM™ 7900035 A 124 L. ABIPRISM™ 7500 C i34l fl L 22\,

22. 7L — MERDORE

FOSIZEE L TIE, 7' b— MEROBREEZITORITNIT 6700, BRELZITH>HB X, &
BORELFEEB LT —T/RETH L, BERIIZITHH Y — BT, AR LT L —
N OEEIZKIET 2D X O IZK[a T 72036 KOS (INTC) : Non-Template Control,

[UNKN] : DNAREHR) OREZITH. 77— 7FHEICE L Tid, MON71800%% 175k
TlXReporterz [FAM] . Quencher” [Non Fluorescent] . = . = [5{4: %t BREER ClIReporter
% [FAM] . QuencherZ [TAMRA| & 724 1 9 IZEXET ., £ 7. Passive Reference(d [ROX
WIZBRTET D, 2B, 7 UF— ROEREILI600 emulationE— N 2R3 5, Sample Volume
1325 pLIZEXET D,

2.3. PCR¥E1E

EEIZTL— a2y L, KSET—XORVIARZRIGT 5, RIGGEHFLLTO &
B TH5D, 50°C, 25 MOFRMETHREFLIZZ, 95°CTIOEMMEL., Ay A X — MEAT
KISzt 5, €Dt%, 95°CTISHM, 60°CTl1oMZE1Y A 7 vE LT, 45814 7D
IR S 21T 9, Remaining time 73073 &£ 72> CWDH 2 L 2R L. RICZE KT S 724,
B EFEFR O 21T O,

3. RO & HE (K1)

MON71800f& £158ER 35 L. OV A B IRERBR O W FHIC O T H . FEROHEIT
Amplification plot_b CHEEEIEAY 72 HENE B AR & CHE OMERE. X U'multicomponent b T D x5
HEREROENIRE (FAM) OfRKERMN AN OMRE > TITH, 7.
MON71 8001‘ﬁ FNFRER 12350 T B 1R TAmplification plot_E (2 FE 2 BASK RS 72 FE g HR AR D3RR
NT-H AT, MONTI800/5 A58 5, IRWNT, N—=A T A L &3 A ZIVInH158 A 7)1
T# EL ARn®D / A RGO KED ERIT, ZE LI a5 B85 /e tgig it L ceb 2
Threshold line (Th. line) & L CO2IZFXET D, 7272 L. Th.lines / A ALHEEEIEHY T
VEIERIAR & D DB AL, FRH LR LWL I Th lineZ2 W HRET 5, £ DTh. line
B CHENS B D DB D E BT 5,

FT. 20MTHIH L7c 2N ENODNAREHE (%27 =) 1220 T, LT OREROHE
AF— NhE > THET D,

HDNAFEHE IZ I\ T
(1) = AFBEHERREERIC T2 U = VW T T X T TREOCHED G H i, 22D
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MON71800f £1FRERIZ T2 = MAFAT T R T TA3RMOCHEN G LN TG, Hikikp
IS & HIET D,

Q) = AXEGMHERERERIC 22U = VAT T X TTI3REDOCHENF S, 7o
MON71800# FIFABRIZ T2 = /LAWAT TR T TR OCHENE DN WIGE, Yzt
BHIpaME & TS5,

(3) = AXBHHERBEEAER I T2 U = VWA T TR C CA3REOCHENE H i, 2o
MON71800f& FIFRERIZ T2 = VAT T R T TC—H L IZERPEL N2 WEEEIT. BE,
AN SO [ DNAMHRER ) DIEOBRIEEZITV, HIET D,

20ETHIH L 7= 5 ODNARENE (8347 = /V) 1B W T & HIE SRk 2 bk
LHIME L. D7 &b —F ODNAREBHEICE W TR & HE SN -k A fark &fId 5,
G)DHE ., EHMEER L7ZDNAREHRIZEB W CTHIBEOHIERE L N WEEAITIE,
MON71800f&E & HIET 5,

7ok EFRHIEIC L D MONTI1800F5 MV E S #U72 #5512 DV Y Tmulticomponent Z fZAT L |
H L CFAM & 721X VIC D88 Y58 FE D FEE RS 7o NI N BLES T & | ROXD 8 Y58 FE D B e
72 FRESPFAME 72 IXVICO B SR E OFFCH e LR NN L 2R T 5, £/, 2 4F
Bttt FRERER 12T/ 72 < & B 1T = /LT3R O CHEDME H L7 W DNATREHER IZ DWW T,
BE, BIENL0 [ DNATHER) DIEOBEZITV., 2T =2 A F st FEERIC
T EH1 Y =V TBREOCHED G B2 WA IX, AEE D ORAIIFREE L T
o
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2 % (MON71700 & TN MON71800) DR 5 1%E

O LXK TN T2 A %52 L C, DNA fiHBRII VD PN ESY A 7 %o Mk
(DNeasy Plant Maxi Kit, QTAGEN) i\, 1 & {&7 5 2 17T DNA ZHiHER 5, 1§57
% DNA REHEZ -V T, 2 Ve W T CEM 7 /L ¥ A L PCR & Efi 35,

1. DNA fi1H 5
1.1. Bt YEE - ik GRhLDG A

ALXFRLLREH(EE) BTV 3HEED 1% SDS KIEREZ MU TREET 5 (5 (BEU EOR
M), TO% ., MK TRAHRRLETT T MIF VO BIZTREFEHRIZIRT, 40°C
DELIEFEIZ T 40 Sy HFCBRSE S, FolRR . Millser O MG 12 THRET %,

1.2. S UBZIVES AT %% (DNeasy Plant Maxi Kit, QTAGEN) ™!

B g% 50 mL 52— 7 123 L. 100 mg/mL RNase A™ 10 pL & OF AP1 #2iE™ 5 mL
WL, BEHER R NWINZH NV T v 7 AIFH—E TRLIEHEL, 65°C T 1 BRI T D,
O, EAVEE 2~3 [ EESE CEEIRT T3, F2—712, P3 REEHE " 1.8 mL Z2¥RN7%,
RNT I AIF P —ZTREL  KKFIZ 15 DEEET D, A7 Rz 0o B2 E AL,
3,000 X g TERT 15 oMELO EET 5, LiF%E 4.5 mL 8L, QlAshredder Maxi spin
column [ZE T L, AA 7 ZoE Loy BERRIZHMT 5 (3,000 X g, IR, 50/, Li5% 4 mLEE
L. LV 50 mL B F 2—7 2B, AW AR 6 mL 23U, BT w7 A% —4 Tk
LLIBHET D, IR 2 8% DNeasy Maxi spin column (ZBETL, A7 RaE Ly BERR TS
(3,000 X g, =ik, 5 M), FEVEEE T, HTLIT AW2 FBEK 12 mL 2Nz, A7
DT BERRIZNT 5 (3,000 X g, iR, 15 ), W7 2E2H L 50 mL BF =—7 128 L, 7
TRZHHENTD 65°C IZIRO TBWEEK | mL 2Nz, 5 5M=RECTEHBER. A7
HOSBEERICONT 5 (3,000 X g, iR, 10 7). IWHIKE 2 mL FY 7 NTFa—7I1TBL,
RHIBESEBOA 7)) — NV EEINT 5, ETi2d-o<y 10 BEENEE, 5 S =R
BT 2, BOSBERRAERAL, 12,000 X g T, 4°C, 15 SRE OO, EEXBEIET D, 70%
TH )—)L 500 uL ZIHRINL . LB TF 20— 7 DENDIIA NS ETT 2— 7 DJEAIEE TIIL
o BOAYBERSAE L, 12,000 X g T, 4°C, 3 /5 RhE D oyBite . RiBaseaicBEEEL” | bR
WA TIESE D, JEK 100 u L 22 ILEEERSESS, B CREW N W LA TR
L™, Z#% DNA EHEIR ST 5,

*] EBRAZEL T RERE D ETOIE R T v T Y TN LRI 57 8 U L oa
HIF—Tar BREIS2WNIINHEE T D,

*2 X MIEOLH O, QIAGEN L&A L7-H 0 (Cat. no. 19101) X IE[FE% D% H &> D& H W5,

*3 o MRS D T QIAGEN LVBIEEAL7-H D (Cat. no. 1014630) 2 5,

*4 o MPEOH O XE QIAGEN LBI&EE A L7725 d (Cat. no. 19053) & 3,

*5 o MPEOH D T QIAGEN LB A L7250 (Cat. no. 19081) & 5,

*6 o MIEOH D XE QIAGEN XBI&E A L7-Hd (Cat. no. 19072) & v 5,

*7 VLEE D L Z 00 GETCh  BIRE RO ERATICIE CEAE T dols, BIEERETS,

*8 I TT a— T ZIUE, = LBl CEREED DI &2 B T2 W) B EE DI T,
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20 REEMDFROOLIDLYE A TX, — W (12~24 FER) MIEREIZERE 35, 24 FER2NT THOREMDFED B
YA, 12,000 X g T, 4°C, 3 sz LBl TRoie BEEFIILWTF 2— 7128 L, Zivk DNA
BN E T 5, 7235, T -20°C LA T TIRAET 2.

1.3. DNA O#liE R - A8 R A7

DNA FEHEIR O Y B4 B | JRERZE KA AW CTHEEARL™ . 200~320 nm O#iFH T
SRR A7 WL ZIE L L 260 nm K OF 280 nm DWLIEEE (Asgo B TN Anso) 2 & 306k T %0 TR
T Ageo DIE 1.0 % 50 ng/pL DNA LHAE L DNA BEZEH T, £7-. Ao/ Ao ZEHHEL, =
DEEAN 1.7~2.0 127240F, DNA 3+ RSN TWAZEART 7, 551177 DNA NS,
DNA #EHERE % 10 ng/pL (2P 784 /K THIRL THRL . DNA 3UEHR & 3%, DNA 3EHK I
40 pL 2212 0.5 mL BEXIE 1.5 mL BF 2— 71001, -20°C LT CIHERTET D, iEL-
DNA #AEHRIL, Bl EHICHE AL, ol mRIIFERTETHEIET 2, 7235, DNA R
JFIROPRE N 10 ng/uL (LW XL, £ FE DNA REHREL THWS,

*1 A RS R, WO T S L L0 U G | B D R M OV SIS B2 57200 W H S5,
*2 Ango 75 DNA HISRDOWE I A280 234 /S AWM Sk DWW E L% 2 D,
*3 Ao/ Aago DEED 1.7~2.0 DFPHI Tho THR L DO W2 BTS20,

2. EMEUT NVZ AL PCR % (ABI PRISM™ 79007

AT EILEE F 2 2 55 (MON71700) I3 s FFE A 2 =2 5 (MON71800) O i A
T 5, ZHHDOBIEF Az 2 AX O HIZ, MON71700/71800 ki £n#kER H D774 ~—.
T —7 % RN T A Z AL PCR R A LF G R O/ 74~ — Tu—T 2
TIVH AL PCR O 2 3RERAEATVVHIE TS, MON71700/71800 #8: %0388 F &L C. cpdepsps &ix
FREARIZ—NOEREBRINT LT T ~—, T a—TEH\5, Fiz, 2 LT R
FH&L T, proline-rich protein (PRPE(E T-BLAIZEEN T 27 T4~ — T u—T 2 A5, £77
A~—. Ta—T X RERE KBRS D, TI7(~—., 70— OEEEFNILL FOLEBYT
»HD,

*ABI PRISM™ 7900 & R4 D PERE 2 A B OBERE A2 FIV T 6 LUy,

*MON71700/MON71800 #2HIFREEH DT T A ~—%t K T m—7
SQ51261: 5’-CAA GCA TAT GAA TGA CCT CGA GTA AG-3’
SQ51260: 5°-CGT GTC TAC ATT CAC GTC CAA ATG-3’
PB0105: 5°-FAM-AAA CTT CAC GAT CGA TGC G-MGB-3’

S BF B TR O 7 T A~ — R R T
PRP8F: 5°-GCA CCC ATG ATG AGT ACT ACT ATT CTG TA-3’

PRPds6R: 5°-TGC AAA CGA ATA AAA GCA TGTG-3’
PRP-Taq5: 5’-FAM-CTG TGC ACA TGA CTC AGT TGT TCT TTC GTG-TAMRA-3’

2.2.1. PCR SR D3 S
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PCR FGEIE 25 pLiwell ELCRRELT2, ZOMAIZLL T DLV TH D, FastStart Universal
Probe Master (Rox) (Roche Diagnostics) ' 12.5 pL, %68 77 A~ —¥IK (% 50 umol/L) % 0.25
uL, 7B —7 YRR (10 pmol/L) 0.5 uL ZRA L JEZA /K T4aE 20 L [ZH%% . DNA
HBHE 5 uL(10 ng/ul) Z¥RMNT 52, PCR O7 5L 7K iR EL T, %3 DNA 3EHK A N2 73
WEDIZOWTHFIRHCTRE S 57, ERER TR B Epby— L™ BRIy VA EH
T5, ZOLE LORFLRWIIEEL, ROV -V T AT 7V r—4—% A7), Ktk
WUz VORZBEL, BICRIENHL5 61X, 7 —hOZREZBE TN CRIgZ kRN TEBL, 7
L —OHEER% . MicroAmp Optical Cover Compression Pad (Thermo Fisher Scientific) ™ #Z5 ,
DEN EIZ25E5, 7r—ho EEIZEY N2, DNA #EHESH7ZD MON71700/71800 F5: 517
B e R LR G BB A 22 2 V= L TL TITHO R D ET 5,

*] FastStart Universal Probe Master (Rox) (Roche Diagnostics) Df40|{Z TagMan® Universal PCR Master
Mix (Thermo Fisher Scientific) X (% Eagle Taq Master Mix (Rox) (Roche Diagnostics) 2\ \AZ L3 T&E 5,
o, ZNOEETEIRITRMED B2 IR GEEZITIBRICIT IR D HEFEIITONAIOITIEET
%o R385 E 2IE, PCR D EWDRWIBE D DD, MEOBANZITL TRV T v 7 A% —2 T
3 BRREIRG L, B<E O L, WRARENE D EIZED TRHW TN T 5, £z, V=/WZmniEd
DT, DAMETER, I ORNERZ LA ZE L, UL O EICHEFEICAND,

#2 I HURS U7 R L, B e DI DX CRlfiR % . K L CRIFT 5, K ECTRAFLIZRIEIC
DX [[—DOF v T e ET 5, By MNDOZER NI EAIZNDT2D 2 [BIH UK, O~
» MEECITIEME IS TESNRW DO THEE T 5, By hOBIEICE U ARIRRE 2056 D #
TEIE QB SELDEFHINDEAE) ZBRREL TR 72,

*3 DNA EHER O OES, Non-Template Control (NTC) (21 DNA FREHE ORDOVICIRE KR K% 1 U=
JUZ S uL iIN4%,

*4 96 7 /L 7L —h&EL T MicroAmp Optical 96-Well Reaction Plate (Thermo Fisher Scientific) , & —/L&L
“C MicroAmp Optical Adhesive Film (Thermo Fisher Scientific) £ H 35, > —VU> 7 OFEMIZ W TIE
B HBO~=2T VEBEITT 5,

*5 ABI PRISM™ 7900 D334 (2f# L, ABI PRISM™ 7500 TIEEHI L7\,

222, 7L —MEBRDOEE

FOSIZEEL Tk, 7L —MEROBREEIT ORI L5220, 3 EZITHOE A 1L, BIRORD
&K O N7 e — 7 fE CTh 5, BERMIZITFHR Y — b ET R L — OB EIC
KT DINTRE T 2230 F{ADFESE (TNTC] : Non-Template Control, [UNKN | :DNA &
BHR) DX EZITY, 7' —7 FPEIZBIL Tid. MON71700/71800 1% Zn#kER CiX Reporter %
TFAM . Quencher % [Non Fluorescent | , =11 BG4 % FRERER Tl Reporter 2 TFAM |, Quencher
ZITAMRA | £72 5 SOIZF% E T 5, F7=. Passive Reference I [ROXJIZFRTET 5, 7255, 72—
RDEXE X 9600 emulation E— R % ®&IR 75, Sample Volume % 25 pL IZFRET 5,

2.2.3. PCR #i1ig
EICT L=ty L, JhET —XDOEAHEBIGET D, FISSEIZLL TOLEBYTHD,
50°C, 2 77 OG- CTHREFL 74, 95°C T 10 IR L, Ry MAY —MNETCKISZ T 5, &

D%, 95°C T 15 B[, 60°C T 1 fiix 1 A2 ELT, 45 YAV OHEIBRIEETT,
Remaining time 73 0 43 &72> CWAIEAFERRL . KIS EHE T S 721%  HIERE RO 21T,
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3. RO EHIE (K 1 2 H)

MON71700/71800 #& 175k & OV A BT BREER O W T 2DV ThH | RO ¥ E X
Amplification plot - TFEE B 7 HE g iR & CtAEDFERE ) O multicomponent T x5 a1
FHEFHEKOENLERE (FAM) OB 2 AEREIMOEREZL > TITH, £7.
MON71700/71800 #& %158k | 233\ T B {7 C Amplification plot _F(ZH5%5xEE £ )72 HENE iR 2 e
RSN EIZIE, MONT1700/71800 52585, IRWVNT, R—RT A% 3 A7 Lb 15 A
JIVCEEL, ARn O/ AXEDE KD _EAAIC, Z2E LT e S BEIE A 72 g gh#k = Cx2 5
Threshold line (Th. line) LT 0.2 IZF%E T D, 7272L. Th. line 73 /1 RLFa BB 5 T2\ EIE
AR LT DD B AL, TNHEATHHRNED Th. line 2 H X E T 5, ©? Th. line 2>5 Ct fEH
BONDNE NIRRT+ 5,

FT. 2 TR L7220 DNA BEHE (% 2 7 =/L) IT2W T, LT OFEROH|EAF
— A CHIET D,

£ DNA & EHR 2B\ T

(1) ZAXEHEXFRRERICT 2 VoL {T3XTT 43 RO Ct ERHELI, 2D
MON71700/71800 #HIFRERIZ T 2 7 /LAFIT 9T T 43 KD CtENBFEOLNT-HE ., Y
FAREHIBG L HE T D, &5, BT AF (MON71800) D2 ik [1CH:D X,
MON71800 & HIFER (2 TRt E SR ESNTZHE . Yi%iEHI MON71700 B HIE 35,

Q) TAXEGMHERBREEICT 2 vV ITTXTT 43 RO Ct ERELIL, O
MON71700/71800 #&FNERERIZ T 2 7 = /LAAT T T 43 Kiili D CHENEGIVRWGE
LEZBUBHI RS HIE T 5,

(3) TAFGHEXERRERICT 2 v /LIITTXTT 43 KD Ct ERHELIL, 2D
MON71700/71800 f&EIFRER 2T 2 Vo LT T X CC—H LA RDEONR WG AT,
R A HD1. DNA fiHRE R IR OBEZATV, HIET D,

2 BHTHEH U725 D DNA 3EHE (&3 4 7 L) 123U TR M L B ST MR (R A B &)
Wi, D7edEb—75 O DNA BREHRIZ B W TR L H E SR IE A L 45, Q)DHEE .
FHAERIL7- DNA BEHEIZB W THIEE O E N BELIR WG E1ZIE, MON71700/71800
Pt E 35,

7285, EFEHIEIZEY MONT1700/71800 F514: A3 iE A7 1220 T multicomponent % %
HrL . FAM D8 L5 EE D5 BAE ANt N2V 42 T &, ROX Dt JE TR EE D BAFEZR T [X° FAM
DEIETRE DFFC2 EF-NIRNWZ LA TR T D, Fio, LT EIER BRI Tt 1 Y
/LT 43 KO CHENFEHA2) DNA BUEHRIZ DWW TIE, FE, A5 1. DNA fli i
B DIBEOBEMEEZITV, 2 THa LT FREER IS T Ed 1 7 2/L T 43 Koo CtEN
BTONRWEEITIE, KRB D OBRENIREEE T 5,
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BHTEE
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MON71700/71800%% H15A 5% *

DNA® il Iﬂlllb!ﬁ&ﬁﬂﬂi (2mB)
]

E ISR ETHENROWBEIE,

4 aAVEER—LavEAEbh, BUaEES
MON71700F5 FhhTlhot=ctERT,

X1 #E B E A% —2 (MON71700/71800)
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= A (63Bt, NNBt, CpTl) Dfr#&FiE

AMBETEHaIABIRaAMIE (2 AZEFERETI2HDOT, a AHE—7 %,
FEMBSUIINTOREDIRNS D) x4 & L, DNA fiHERIE, AT OA 4 25t
1ths # 1 7" DNA RS » b (QIAGEN Genomic-tip 100/G) % {# i L 7= DNA O#iH
Bilka A5, BlikE LT U BT VIES A4 70 DNA iSRS~ kb (NIPPON GENE
GM quicker 2) ZfHF L7- DNA i EREZ 2 A B L OEMBIN TRICEA TX %,

1 Bk 5 2 7T DNA ZHESE L, DNA #REHEZ W TEMEY 7% A 2 PCR
EEERT 5,

1. DNA fili R 5
1.1, A &g % A 7 D DNA HhiH % » F%E (QIAGEN Genomic-tip) *'

DNA IR EN+72 THIHIBIEIZ OV TR, A TFOEMEE . 3k 0.5 g 2> O EE IR & B2 R
HAE% 012 L TDNA OB ZITHI Z LN TE A,

BB MR L3R 2g 2R ) o e LU BEIEE GO0mLA) ICEVERD ., G2 #
EE 15mL 22 T, BRERWEICRDETRLT v 7 AI XY —STRE L,
a-Amylase® 12 uL & RNase A ° 60 uL Z N2 37 °C T30 HRIET 5, 202 ~3 EiE
TLAE & SR S8 CRUBH A 5EIR A %, IRIT, Proteinase K© 60 pL 2%, o F s
2— T DEICFR G2 D FTHEH L, 65°C T30 0HRIET S, DM 2 ~3 EIEEE %
Kr S CRE A BRI 5, BESRAEK TR, KPP THLO L, TO=RIEE % 3,000xg,
KIET 4°C) . 15 HfELT S, LiE2RY 7o Lo 85E5eE (15mL &) I8 L
T, KHFIZ 60 rfIERER. 3,000 x g, KIET (4°C) | 15 wpEELT 5, ZOM, HHH»
CoHRY 7oL o ilEik® (50mL %) EIZ QIAGEN Genomic-tip 100/G %% » kL QBT
TRENE° 4mL 28 L TP LSS TR, BOKTH, Bonk bz, Pz
QIAGEN Genomic-tip 100/G ([Z BT %8, Z OEEOEHIIRIT~R TS, KIC. QIAGEN
Genomic-tip 100/G % QC #EEHE > T 7.5mL 35> 3 [EIEES L7-%°. & 522U 50 °C (2R
HTEW- QF MBEE ° 1 mL 2 A%H L, EHKIZE T %5, QIAGEN Genomic-tip 100/G %
LWARY Za e L oihgZii® (S0mL %) Eicky L, BEE 50 °CIZiRSO THBVW - QF &
#i > 2mL Z AR L. DNA Z¥H$ %, DNAIRHKICA Y P o L7 2—L2ml %
Mz E<RETD, ~A 7 nEkE (15mLE) [ZRA LEEEE 5L, 10,000 x g LA
ETERRT (4°0) 15 AREL L BEEE TS, OB, BEEZBARET S Kk
T, FELEHTD 710% (vv) =X /) — /L% ImLT2OP-< Vilz, X51210,000 x g
PIET, RIET (4°C) 5 HRELT 5, BEEZBRTY, BotBARE S5, v A
7 miERE (1.5mL %) OWEEZ . T 50 °C ITIRO I IRE LK 55 pL IZIRfi% L. DNA
HoetRw e 957,
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OB ZE L TR ESET B ER Y hRT A NA M E Ry Ny TRV UL T LICH LT
DNFBhE T h~DarZIx—varBMEI NI HSEET S,

2 WPEIC IR L 72\ LRI DNA BICEB 13 H 5 2 L8 H 50T, oML, WET 5,

® GOfRfE. QBTHEMENK, QUAEMEIEF L UQFREMEIIL, ¥ 7 4 4t (Cat. No. 19060) (ZfH@& LTV 5
BBV WA Y NOFEIEICHE S TRIATRETH 5,

*a-Amylase  (EHMEES) (Z= o B D= B8O b0, T, FAEOFEEZFSOLOEZHNWS,

" RNase AIZQIAGEN 7 4 #H# (100 mg/mL, Cat. no. 19101) . i, W% E o6 D& A5,

® Proteinase KiZ 3 7~ L 8L (20 mg/mL, Cat. no. 19133) . Xix, A& HE O LD E N5,

T ELDOn—2— 32y 4 7R, T AROEELEHNTL L, T A r—F—B LW
SOmML AT 2—7 OFRpEEZE L) 2T, g BRRERD LI ICHLEFERET 5,

B LR S & ATRE AR IR 0 RS 20 & 5 IS BB A EIT B,

O RO FGENE L WD LRSI I T A EENS 10mL T VE S Y Y (a— R $S-10S7)
DT TP =7 RN TIERHCIESE, wEAENEE5, 770 Vv —2FHT 5581
X, TPy —F AT AT em BER LIAA T BEZ BV IK$, ZOB, 770 Vv —%
i LUIADEEX, 7T vy oD I L5 & T ANBER S SH, ERNTILEWE D IZIT 9,
—J7. TV — a2k BEE, WRESTEDIZ, TV —ERDICLTT T UV e
DALY E T LNBEE ORI 22T, 7T AN~NZERE AN BT,

O SRR IN R Z I OA T L EILENOERMTICIETE AT NV X 9ic, BiEERBRET S,

OEREMEORICIE, ETURO~ A 2 mEILEISS pLOWEARE A E A, LR L 72 DNAZ I ES
%o W TEDODNARK RO~ A 7 2w &I A, K LT-DNAZIERT 5., Z O#E(EE VK
L. SRRECEBIRD D LN ADNARIEZS55 L& 72 5 X 9 12T 5,

1.2. U BFNEEX A 7D DNA fiHFES % » & (NIPPON GENE GM quicker 2)
(B, = A 38 L OGEMNEIN T 54 1258 )

PRI L 723 500 mg 2R Y o v L RS (15 mL &) ICB VY | GEl
BERS 20 mL 2MA T, RENSHEICRIETALT v 7 2% —%TRE L,
a-Amylase® 6 pL & RNase A 30 uL #M1% 37 °C T30 SRR T %, FD/ 2 ~3 EEL
B R S ECRBI A AR 5, I, Proteinase K° 60 pL 0%, o P ANF =
— T DIEICES 72 2D ETHEE L, 65°C T30 HRIET S, TOR 2 ~3 EELEZK
iE S CRBH A EEEIEMT 5, GE2-K FBEK 2255 ul 2z, RLT v 7 A3 %% —C+F
SSICIRRNES, K I 10 HRIEE T 5. 6,000 x g Ll E. 4°C O%MH4T 15 SR ELT 5,
EETEHLWF2—7 QmLE) KB L. 13,000 x gLl k-, 4°C O&MTS HSRELT
Do WHNTEDEE ZHF LT 2—7 (15 mLE) 1B L. EE 1 mLIcx L < GB3 &
B 375 uL B LA Va8 —L 375 L BRI L7214, 10~12 BEEEEIRMT 5,
IREG WK Z 700 uL 72 spin column (2B L7214, 13,000 x g BL k. 4 °C OFAET 30 #fHE
DL, BHEREZE TS, TRTORAREZARN T2 E TIOEELEEVIRT, RWT GW
BE 650 uL 2 &7 L. 13,000 x g A b, 4°C O&MAET 1 4SEEL L IAHEEZ#E T,
spin column Z# L \WF 2—7 (15mL %) B L, WEZAE/AKSSuL 2z 3 /7RER T
FE U721, 13,000 x g LA b, 4°C ORMET 1 ofEEO L, 55N 7-IE IR 2 DNA 3UEHE
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w’ET 5,

TOEBR AL CORERENET A ENR Y RRT AL EERy by TR TSR LT
D?é&k P T N~DaALHFIX—2a NI ERNE I TSEET D,

2 PRI AR L 72U SRl DNA SIS B85 5 2 L RH LD T, oL, WELT 5,

" GEl #&#i4. GE2-K #&fliji. GB3 #&fijk. GW ¥, Proteinase K. a-Amylase 35 J U8 RNase A |13
U B NREE A T D~ kb (NIPPON GENE GM quicker 2) fHEDO S O, ik, [RAZOM I EFF>H O
HW5

“ f%ﬁ:faaﬁzrj A+ ThsH L, DNA ODIESE LBV T 5, BT v 27 2T L TI5 mLAEF 2 —
THBEIZH T, TOEEI0MML-00 LB 2, AR5 E613E 512 30~60 FoHH
15,

B R LTVARTF 2 — T IS TOTh, #i T GE2K %)%@f?&%?ﬁ%bﬂﬁ‘é ZENHRETH S, Hhit
TAITRAENE T T A DT, WINL 72 GE2-K FEFEH N+ — L 72D K HIRAET D,

AT AT —B LIS mL AT 2 — T OREEER L- D 2 T, g MRk E D LD ITEmL Sl
ZRRET D,

T TEBMRY L O EERREINT S,

B RO S A PTREZR IR W IR B A2 X ) I iR AT S,

O GBI RBER AT L, N TA Y 7 a8 — VAR LRI, HREREL1T Y, FriaE L A
H L CTWAHIGEAITL, WAEWIC D F THORENRET 5, T2 — 7 OFEOEH K BIE LI a
T A #7  LCAE% spin column [ZEMT 5,

1.3. DNA #EHRE D DNA OHLE ORI ONT DNA 3REHEK DO T & (%17

DNA RBHEIE O Y B4 B0 . IWEARZEKEZAWTEEAR LT, 200~320 nm O#iFH

TSN AL ML ABIE L, 260 35 510280 nm OWEIEEE (Asg 35 LT Asgo 2) % EC
D, RUWT Ao DIE 1 % 50 ng/uL DNA & LC DNA IBEZEHT 5, F72 Axi/Axo
ZEVET D, ZOHMN 1.7~202724UF. DNA B+HSI0ERINTWL Z L a25RT3, 5
L7z DNA REN D, JREZRE K T DNA 3EHRKE Z 10 ng/uL ICAHR L CHHE L, DNA
HEHE & 3%, DNA BREHEIL 55 pL Z & IC~ A 7 m@mib& 124 L, -20°C LT Tl
795, iE L7 DNA RENKIZ, AEZEGICHER L, ﬁ}zom@«ﬁz I ERFE TR
T 5, 708, DNA BREHEMRDOIEE ) PCR THESNTZEBEICELRVWE XL, Z0FF
DNA #EHE & L THWS

VORGSR, WOCEER ELEE I L0 B A B E T iR L ORI N R B2 EWE L T D,
2 Aggo 75 DNA HIEDWESIE | Aggo 35+ /37 BRI K ORI L B 2 5,
3 Aso/Aaso DA 1.7~2.0 DFIFASTdr > T & RS DT 70 A HEIZE S 720,

2. MY T2 A LPCRIE (ABI PRISM™ 7900 7-1%7500)

28



ERIEPIEE G R 2 2 ABRHEA 3RSV TIE. 63Bta A HRER L L CBt=
ABRHRADO T 7 4 ~—xtB L V63Bta AHA T 7 —7 NNBt= A AR L L (Bt=
AMHBHAO 7 74 ~—%BLUONNBta A A7 r—7 CpTI= A AR E LT
CpTRIBRHHA T 74 ~—xtB L0 e —T7 22V, U 7% A APCRD3 RER AT
WHIET S,

Flo, HBRICHT - TE, = ABBMETRRAEER & L Tphospholipase D15 2 fR %0
T57 9 ~—BLOT o —T2AN5, KT T ~—BLOT 0 —7 OHEERFITL
TowEh ThoH,

o A G R R

A AGHERIBH T 7 A ~—%F, 7u—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

- ERRTTEEEEE L 2 AR SRR
63Bt = A i Hi HEER
Bt 2 ABHHAD T 7 A ~—%t
T52-SF : 5°-GCA GGA GTG ATT ATC GAC AGA TTC-3’
OsNOS-R2 : 5°- AAG ACC GGC AAC AGG ATT CA-3’
63Bt = AfRHHA T v —7
GM63-Taq : FAM-AAT AAG TCG AGG TAC CGA GCT CGA ATT TCCC-TAMRA

NNBt = A f& H FH#ER

Bt 2 ARHAD T T A ~—1T 63Bt = AR H#RER D 7 Z 1 ~— (T52-SF & OsNOS-R2)
ERIEECTH B,

NNBt 2 A fgHHA 7 v —7

NGMr-Taq : FAM-AAT GAG AAT TCG GTA CCC CGA CCT GCA-TAMRA

CpTI =t A H Fl kR
CpTR AT 7 A ~—xt, 7u—7
CpTI-2F : 5°- TGC AAG TCC AGG GAT GAA GAT-3’
NOS-1R : 5°-ACC GGCAACAGGATT CAATC-3’
KDEL-P : FAM- ATG AGAAAGATGAAC TCT AG-MGB
BT T ~—, Ta—T KI5,

2.1. PCR R ik DS

HHREROPCRAKISIRIZ2S pliwellE LTS 5, ZOMKIZLLTO LB TH D,
Universal PCR Master Mix ' 12.5 uL, &%t% 75 4 ~— (450 pmol/L) 0.4 pL, &%
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2 —7 (%10 umol/L) £0.25 uLA RS L, WEZAE /K TEE20 pLIZFHR% . DNAREHK
5ul (10 ng/ul) ZIRMNT 5, SEREKTH, ELhbo—n2 L, BRICY =L 25E
AT2, Zosx, LORHFEOLRWEOSERL, SFHOY—V U IHT7 7V r—2—%H
WTCIT 9, BBICV 2 VORZBIEL, KRICKREDHHHEIT,. 7 L— hOKREZEL NN
TRMAZHRENTEL, 7L — FDOFER%. MicroAmp Optical Cover Compression Pad® % 7%
BOmEMN EICD XS, Tv— o EmiZEy T4,

FHRBRIL, EDNAREHE H72 V2 U= W ATTITO D E L, VT VE A LPCRDT T
V7RISR E LT, DNARENE Z N2 K2 RERENR E L TIx72b D 1 7= 53T
DT H RIFFICRET 2,

"1 Universal PCR Master Mix

AGREIHENED T2 D IREEIEZAT O BT, IRADHERIATON D L O IEET 2, A 1H07%2
BEIZiE, PCR YD £ WINRWEERH D, ﬁo ELAIZ (SRR L 712, W< L, Wik
AEE DIRICED TREW T LM 5, £/, 7=/ WTHET DBT, DIEEHE, @O NEEe &
ZEBL, U LOEICHFEIAND,
296 YT L—h, v ABLIOY—Y ST TS —

MicroAmp Optical 96-Well Reaction Plate 35 &2 U MicroAmp Optical Adhesive Cover (Life Technologies f1:)
EEMT L, =YV OFEMIC OV TR RO~ =2 TV ESEDO T L,
" MicroAmp Optical Cover Compression Pad

MicroAmp Optical Cover Compression Pad (Life Technologies #1:) Z{# 9%, ABIPRISM™ 7500 Tl
AL,

2.2. 7L — MEROFKE

FISIZEE LTI, 7L — MEROBREZITOR TN b, REXZITOHEBEIL. &
FEORELFEEBS IV, e —7/ETH D, BEIIZEHH— M ET, AL
— FORBEICKHET D L IR EAHT 2 b, kDS (INTCJ : Non-Template Control,

[UNKNJ : DNA #EHK) OREZITH, o7 m—7REICBE L X, = A BHEXHRA
HBR. 63Bt = AR H AHFRERI LUV NNBt = A HERER DI5A 1213 Reporter 7% [FAM] .
Quencher ATTAMRA | & 725 X 912, £7- CpTI = A W F#BR D154 T Reporter 73 [FAM] .
Quencher 78 [None] &725 L OICERET D, ok, T AGMEMEA, FHRIEFIEERHE
iz a A ARERE 3 BV e b, Passive Reference 2 [ROX| EERET 5,

2.3. PCR 41§
EBEBICSL— a2y ML, KIGET—X OB IALZRRMET D, MIGSEHEIZUITO &
BYVTHDH, 95 CTI10 DEMEL, Ay h2AZ— MECTKRIGZERRMGET D, B, IR

O EIZEV T, 9600 emulation E— ROF = v 7 2 ANTHEL, £Dk, %%no@\
60°C T 1 & 1% A7 0E LT, 50 %A 7 /LVOEIERKE%1T 9, Remaining time 7% 0
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o TVD I EAMER L, RIS T SE&, RIERROBIT 21T O,
3. FEROMENT L HIE (K1Z8)

a ARG R A REBR S L OE RIS G AR o A REHARR 3 RBoSRBRO
WTHIZOWNT b | FE RO E T Amplification plot b THEEEAEL A 72 HEME Bl 4R & CHE DOFER,
¥ L O multicomponent £ TOXI R EZEHEKOEIEITRE (FAM) OFEEREIEAY 72 BRE 72 HE N
DiERE H > TITH, EHRENEERTHEBRZ 2 ARHARER 3 RBICBWTHEET
Amplification plot_E(ZFE 2 BEEAY 70 IR B AR S FERE S 72358113, B RIRPUEE & -
ZAAGEEGED, RNT, XR—=RTF A% B A7 B15 A7) EEL, ARn
DA XMEOERKRMED EAIT, ZE LI TR B A 72 tE 8 Bh #% - T224 % Threshold line

(Th.line) & LTCO2ITRET D, 7277 L., Th. line?ds / A XLHEEEAEA) T W B ig dhig &
RODHEGEE. ZH ERZRD L0 X 5 Th lineZ W EHFHET D,

20MTHIEH £ 0 15 5N ZZDNARUEHE (I H 720 27 = A AT TRIE) OEFH4 Y =/
NTHEHAWTHIET 5,

DNAREHRIZ I\ T,

(1) = AR R AR O2HHT T X CO U = )V TR OCHEN G H L, M oE BRI
PUEBE AT 2 2 A AR 3 REBEOoWTh)hoRERICKEW T, X Toy
= /L TR DO CHEN S DN HE 1D, BeXateh I E IR B A T 2 = A
Btk & HIET S,

(2) 2 AR ARBRO2HMT I R TCO T = /L TR DOCHEN G H L, M oE R
PUEE G 2 2 AREAREEDO3 HBEOWTNhORBRIZEWN T, 7XTD
U =L TRKEOCHEN G LR WGA X, ERIEFIMEE G A2 o Aadk L
HET D,

(3) = ABBMEXHIRARER O20H T X TO 7 = /L T48RTEDOCHENE S v, 2 DF R
P E T 2 2 A AR 3RBOWT A ORBRIZEWTTIRTO Y =
IVOFERD =B LR WGEIT, B - BEH%O YRR LD T2 B H ODNA
BRI AITV, & 502 T2, @MY 7% A APCRIE] LMD BEA FEfi L TH)
ExIT D, 2 H ODNAREHE Z AW 256 THLBHEOHENSE b WEEIC
X, FEHREPIMEER TR 2 AR EHET D,

20HMTHIH O Z N ZE N OIHDNAREHE (527 =/1) IZOWT, FEROHEE A F— LI
P THE L, W5 OHDNAGEHE (§FH47 = /V) IZHOWTHME L HIE S otk 4
it & W42,

ISk EO 52—

& A RArLD 3D NN CpTI
DN AR (+/+) (++) (+/+) (++)
HEDNARHE—D (+/+) (+/4) i(+i+) {(+/+)

U v U

MRLIABE O NNBLDARE  opn oAB
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B ERHEICL Y EREFIEEGFHEBR L 2 ABERHE SRR RIZONT
multicomponentZ ##HT L. B CFAM O & Y58 FE D FEEBAE A e N3 B2 T &, ROXD
H IR E D B2 fE T OFAMO E MR OFR00 e ER N2 2 L Z2ERT 5, o, =
A Gt FRHFAER D3 X T D ¥ = )L T8RN D CHE D F 5 AV W DNAGREHZ DWW T,
FE. B - BEHOYERED %) C2[E H ODNAMHRER 21TV, S 512 12, BV
TIVH A APCRIE] LIEDOEEZITV., 2N TH a ABMEBARBROT X TO Y = LT
ARTE DCHE NG SN2 WA, AREN S ORBEIITREEL T 5,

ABI PRISM™ 7900 F 72 1% 7500 LISA D U 7 L % A 1 PCRIESS: & LT, ABI PRISM™ 7700,
7000 X EAFRECTH D, FHT DU TV H A L PCRIESHZ L » TRENERDLDT, IZ
Y77 23 FDNABIKR (Tiez%E) 2 AW TERNIC PCR ARGIKROFHELE, PCR S&t.
AT ik E ik %,

(%)

(1) A A 2R % A 7D DNA iR >~ b (QIAGEN Genomic-tip) (X, 7 %7 > (T104-0054
HURERH X B & & 3-13-1 FOREFRONT TOWER II. Tel. 03-6890-7300 Fax. 03-5547-0818) 7> & i A
ARETH D, VU B FNES 4 7%~ hE (NIPPON GENE GM quicker 2 Z87%) ¢ NIPPON GENE
GM quicker 2 ¥ v M, =R P—r (T930-0982 & LHiFIEET 1-8-7. Tel.076-451-6548 Fax.
076-451-6547) M HIEARRETH 5,

(2) aAOREEIZHND T 7 A4 ~—%F, 7a—7 (CpTIa A~ r—7 (KDEL-P) #F&<, )
BIOY 7S A APCRIEFIEHET T A I K (GM = A FERIHE 2 ARERBE= > he—1 7
FTAIR)E =y AR Y—2 (7930-0834 & ILTfi[EERT1-8-7. Tel. 076-451-6548 Fax. 076-451-6547)
Xix7 7 A~ w7 (T243-0041E A ik » F5-1-3. Tel. 046-295-8787 Fax. 046-294-3738) 7> &M A AJ
RETHD,

(3) aAOREEICHND 7o —70 55, CpTla AR 7 a—7 (KDEL-P) 22\ TIET74 7

77 Juv—2tk (T108-0023 HEX ZHi4-2-8 EAREE =MV A > E/VHEE Tel. 03-6832-9300)
MOEAFRETH B,
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H1 #ERHERAF—L
STEP1

21 A5 1 o} B Bl B

v
o) - )

DNAG R E LS FIRECER)

3Bt3A, NNBtAAR [LCpTIOA BN EHER* g

; Emwmuﬁﬁmmm H)

!
L) =)

e

CEITIOVRRETEENR NSRS, “

AL FSF—LaFHRELN., BEGREL
fThh TV o228 5T,
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2 A (LL601) Dt TTiE

AREECITIABLOaAMTH (2 AZEFREET2HO T IEMBINTRIZED,)
Zxtgrl L DNAMHERIX, >V W VIR X A 7°% >~ & (NIPPON GENE GM quicker 2)
ZHAWD, 1 BIEND2 T CDNAZHIEER L, A HEDNAREHR Z AW CEME Y 7 v
Z A LPCRIEZ ERGT 5,

1. DNA i kg5
1.1. YU D7 NVEX 4 7 ODNAHHERER S >~ ME (NIPPON GENE GM quicker 2)

BB L7200 mgZa AR Y 7o v L o BLRIEE QmLE) ICEVEY | GEl #EE#
#&*" 700 uL. Proteinase K (20 mg/mL) 20 pL. a-Amylase (FEEER) 2 pLi L
RNase A (100 mg/mL) 10 pL&fIR ., BEHER WL S IZARLVT v 7 A I H—T30 #
MRS L7-# 2 65 °)COLMTIS SRR 5, GE2-K @R 85 uLax iz, AT
v 7 A2 FH—THHICRME N, KEIC10 HE#EET S, 13,000 x gbl k. 4°COLHET
5 SRBELCT S, WNTED EIE® 400 L& 1.5 mLF = — 712 L. GB3 £EE#K 150 pL
BLOS VT = (100%) 150 AT L7214, 10 ~12 FEEEIRFfIT27, BE
{18700 pL% spin columnlZ &7 L7-1%. 13,000 x g VL k. 4 °COSRMT30 =L L, B H
REHEThH, IRWTGW FEEIR650 L2 A ff L, 13,000 x g BLE, 4 °COEMTL iz
L. IEHEZ#T5, spin column% $72721.5 mLET = — 72 L, TEFEEIR 30 uLzin
23 SR CEE L7, 13,000 x gl b, 4°COLRMETI SiEL L, S5 -EHIKR
ZDNAREHFRIR &+ 5,

1 GE1ETEIR
U B FNES A FDF v b (NIPPON GENE GM quicker2) fHEDOEH D, &HAHUVIIREREA L2
DEMRND,

ZHHEERENTR T TH S L DNADIWENE LSBT 5, AT v 27 R L2 mLEF 2 —7
AEEIZH T, ZOEEI0 BRILo220 L1BET 5, BIERAR 0BG E13E 51230~60 FoRHEE
T2

3 GE2-KHETHf e
U B TFNRESZ A T DX v~ (NIPPON GENE GM quicker2) RO LD, &H 5 WIFHEBEA L
DEHND,

R LTVART 2 — TS T T b, B8 CGE2- KRR & RN % = L MATRETH 5, ik
WITKEERAE U T D DT, I L 7-GE2-KEEEE A 4312 — L e D K Y IRET 5,

ST AT —F—BLU2 mLAF 2 — T ORMEEEE LT 5 2T, gk ERD LD ITE LA
RET Do

O ILRERTRE S & ATREZR IR 0 RS A0 K 5 IS BB AT B,

T GBRE AT L, FNTA Y T aR ) — L EEI L%, BRELRIT 5, HrmavE L TH
L CTWAELAIE. IWNERIZR S E CHpisEiRf3 %,
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1.2. DNA FEHEE H 0 DNA O OREFEIF ONZ DNA #EHE O & LR1F

DNA HEUER D@L B2 Y . REREAEZ AV TEEAR L, 200~320 nm O#iH
TERAMIRIL 2227 RV ZHIE L, 260 38 X T8 280 nm DWHE (A B LN Agge ) A3
FT 5, RUNT Ao DFE 1 % 50 ng/uL DNA & LC DNA BEZFEHT 5, 72 Axso/Asxso
REET D, ZOHMN 1.7~2.0 I2724UF,. DNA B+ INTWD Z & aRTS, &
Hi7- DNA BEMND . JREZRE K T DNA REHRIE Z 40 ng/ul (IR L CHAS L, DNA
AEHE L 3%, DNA REHRIL 50 uL Z L2~ A 7 BB IC07E L, -20°C LA T T
79 %, ELT DNA BRENRIL, BMZREDICER L, Eo mIERITHERG ST BE
T 5, 728, DNA REVFROEEN PCR THESNZEBEIGELR2VWE T, 20
DNA #&BHE & L THW S,

AR ER WYE R K0 ) e I B A RS L ORI N R A7 S LT A,
2 Asgo 7S DNA FISRDOWEIEEE | Aggo A3 F o 3 7 B ARG R SR OV EE & 32 % 5
3 Ango/Anso D DI T~2.0DFIFSN Tdh > T IR DO F 72 5 FfEIXE S 7o\,

2. MY T2 A LPCRIE (ABI PRISM™ 7900 72 1%7500)

LL601 DOBHIIGM 2 ARHEAO Y I5A4~—, 7u—7%H\- U 7% A LAPCR &
A AEMBHAO T T A ~—, Ta—T&EHNWI=U TAZ A LPCR D2 RERZITVEIES
Do
Fz, RBRICHTZ - T, = ABGMEXT IR AFRER & L Tphospholipase D B{x 1Bl % f %0
THLTIA~—RBLRNT e —T2H\5, £7 74 ~v—BLOT v —7 OHEERFITLL
To®@y Ths,
- 3 A Rt AR AR
aAABERRHT T A ~—xt, Ta—7
E-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 =2 A f H 7B
LLOIEH AT T A ~—%f, 7u—7
E-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. PCR A KR D8

PCRABGHRIZ25 pliwell: L THRRT 5, ZOMBITUL T D LB D TH 5, Universal
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PCR Master Mix ' 12.5uL, X877 A = —%EiE (5774 ~—. 10 umol/L) 1 uL?, Xt
%7 0 —7¥RE (10 umol/L) 0.5 uL, FREAREGAKS pL. 40 ng/ul DNAREHE 35.0 uL, ik
BER TR, B —L L, BRIV VEEHT S, 20L&, LbRELRVE
IFEEBEL . HBHOY—V TR 7V r—2—%2HNTITH, KB = VOEZBIE L,
EIZKIARH 5B E1E, 7 L— FOKEES M TR 2 50 TR <, 7 b— hORERE.
MicroAmp Optical Cover Compression Pad * Z G OE N LIC2 5 k5, 7 L— o EHEICE
v b9 5%,

! Universal PCR Master Mix
AFRIBITREES R0 IRAEREEAT O BRI, IRADHEFIITOND L HICEET 5, R0
B iZlE. PCRY D £ WDRWEE RS D, D ERNIIZMLTRLT v 7 AIF =2 T3 Bz
JERA L%, B<EL L, WkEREHEORICED TV IO BHEHT 5, £/o, v WZHET S
BRI, DA, mOnRERZ L E2BE L, Uz VOIRICHEIECAND,
PR T T A~ —
A AGERIBHOK T T A ~—2 O DLEITIF0S lLe Nz 5 2 &,
P DNAGEHEIE OB A HUE SN - ISE LRV & Z3, 2O E EDNAREHK & L THWS,
** MicroAmp Optical Cover Compression Pad (ABI PRISM™ 790000334, Life Technologiestt)
ABIPRISM™ 7500 CifEH L 72\,

22. 71— MEROKE

FOSIZEEL Tl 7' b — MEROREZITORITNET R 620, REEZITHOHEBIL, &
FEORE FEEBIY, e —T7/ETH L, BEMNICITEHH— M ET, AL L
— FOBEEIZXIET 2 KO ICREMIT RS, MiEOESE ( TUNKN] : DNAREHR) O
BEEAT I, 127 v —7HMHICEE L TiL, 2 A5 055 121%, Reporter’ [VIC] |
Quencher?d [TAMRA| &72% X 912, £7-LL601# H A OHA1Z1E. Reporter’d [FAM] |
Quencher? TMGBJ & 725 K912, RET D, BB, 2 ABMEMSEH, LLeOIEHA L b
IZ. Passive Reference [ROX] LF%ET 5,

2.3. PCRi#1E

WEICF L — a2y L, RIS T —Z OBV ALRZHIEGET D, RISSEHEIZLLTO &
B THD, 50°C, 2 DEIOFRMBTHRELZ%, 95 CTI0 HRBEIIMEL, Ay hAZ— |
ECRIGERRIGT 5, £ D%, 95°CT15 ), 60°CTl1 p&l A 7L LT, 45 A7
JVOEMER S %1T 9, Remaining timeZ30 43 £ 72> TNWH Z L AR L, RIGZHKE T I
#% . BIEREROBIT 21T 9,
3. RO & HE (K1)

a A GRS ARE S L OLLO B HARBO W T I >N TH, EROHEIX, Th
Line & PCREEW) D HENN % 7~k 3 Amplification plot & DZZ s (CHE) BEFLNDL0EDE S - T
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179 MNT, R=2T7 A% B A7 LN515 A7) FHEL. ARnD /A XED
AMED ERIT, ZE L7350 7 tEiE #hi#R |- CT%24 5 Threshold line  (Th. line) & L
TO2IZEETET D, 7272 L, Th. lineld / A ARLHEH B Tl EIE AR & XD 255 1E.
TNH ERDB WL ) Th. linex #EHFKET 5., CHEIZ DV TiXAmplification plot T E )
ICCHERR T D L &b, RELTHASN MBI OV THERT 5,

20MTHIH 10 15 S 7ZDNAREHR (i H 720 27 = VAT TRIE) OEFHM Y =T
XTEHWTHIET 5,

DNAGEHEIZHU T

(1) = ABMEHIRERBRO2BHMT T X TO W = /LT3R OCHENE H 4L, 5> OLL6011#
HHARBR TT X TOU = L TA3REOCHED G BT 56 L3 BHI G & E
T 5,

(2) = ABBMEXBERERO20HMTT X T DO 7 = L CA3FREDOCHENE S 1, LL601FEE
HEBRDT X TDO Y = /)L TRREOCHEN T LR WSS L HET 5,

(3) = ABBEMEXTHRERERO20MTT X T DO 7 = /L TCA3REDOCHENE 541, LL601FRE
HERICBWT, T RTCOY /L T—HLIERENEONRWERIL., B - 98
HBOLYFFEI LD T2 B H ODNAHERZITV, S 612 12, EHEY 74
A LPCRIE] DIBEOEAEZEM LT, HEETT O, 2 [ H ODNAREHE Z A 7z
BETHBMEOHENE SN RWEAITIX, LL601EM S HET D,

2B THIH D Z N E N OHIHDNAGEHE (27 = /1) IZDOW T, FEROFEEAF— A
Gt THIE L, W5 OMHDNARENE (547 = /1) IZOWTBEEHES -k
Batt & HIWrd 2,

7ed EERHIEIC XD LL601BG D HIE S 72 #5512 D Tmulticomponent 2 fEHT L, B 4
TFAM D Y58 EE DFEE BRI 7R BE N AMEI 42 C & | ROX D3 LR D BAFE 7R T FECFAM D
HATRE D)2 ER NN L 2R T 5,

F7-. 2 ABMERTBAREE TTRTO Y = /L T43REOCHEN S H IR WO DNAZEHERIZ
DWTIEL, BE. BENHO T, DNAFHIER DRBEOBELITV., T Thb T X Toy
= /U TA3RGE OCHED G DR WA T, REEID O ORI R E T 5,
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K1 #RDOFEFEALT—L
STEP1

21 A 155 14 5ot B 5t B

v
L= ==

DNADdB R LIS EBEF(2E8)
1

|

ALFEt—LalEA LA, BETEEL

SEIFLORGETHEENRS NS,
ThaTulgdhotCE&FTT,
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rEm oy (BtH10) O 7L

FFETa R E TR a RSN T, EM PCR ETITH., 728, DNA
BRI, v U B NES A 7%~ ME (QIAGEN DNeasy Plant Mini Kit) % %,

1 IS 2 17 C DNA Z S L, &4 DNA 3EHE %2 -V CTEME PCR %2 3
j}ﬁ‘éﬂéo

1. DNA fhH{ &L
11. U BTNV S A 7' DNA #hiHHER - » % (QIAGEN DNeasy Plant Mini Kit)

BVEITHfE LTeR B 2g 2R ) 7R LU BEEE SOmL %) ICEVERD, HonTo
65 °C IZIE.H THV 7= APl FEEHE ' 10 mL & RNase A 20 uL Zh0%  BEHEA 2 L 9 128
NT v 7 AIFHP—TH LIRS L, 65 °C TI155INET %, Z0f 2, 3 B, ELE
B R S OB A BT 5, P3REIR? 3,250 uL ZhNx. Kk EIZ 10 HREE L=k,
4,000 x g BL 1= 4 °C DT 20 SRIE LT 52, W TZ D _BIE 500 uL % QlAshredder spin
column (Z&ff L, 10,000 x g UL ET 4 piE 0%, WHKREZ=ZLE (15mL &) BT,
ZOBEERFEERDE L%, FOBEHIKO 1.5 (580 AW EEK 22 5, Z0RE
% 500 L % mini spin column [Z &7 L. 10,000 x g BLEC 1 43R°3E 0T 2, 70 OIRETR
DH B, S 52500 puL %[ U mini spin column (2B L, [FSH CEO LIEHIREZETDH,
BACHITIR BN TN THRL 2 5 £ CEEOBMELEV IET, KT AW2 FEEE S 500
pL Z B8R L, 10,000 x g PLET1 AR @ 0L, BHEEE TS, FEOERELE 3 Eik
ViR, ¥R % #5C. mini spin column Z FZME SH 5726, 10,000 x g L BT 20 Sy L
9 %, mini spin column Z ¥ v FDELEIZHE L, HH22T® 65 °C IZIRD TRV IRE 7
K70 L A0z, 5 4EEE L2, 10,000 x g UL ET 1 R0 L DNA 2T 5,
b9 —EkEMZ, B UEBEEZITV, BONEHEE G, DNARERRET 5,

" AP1 AR TR

VIS A4 7 D%~ (QIAGEN DNeasy Plant Mini Kit) /B0 & D, H 5 WIEHLREEA L71Z 1
DEHRND,
2 P3 kAT

U FIUES A4 7 D%~ | (QIAGEN DNeasy Plant Mini Kit) fF/ED & D, H 2 WITHREEA L2 1
DEMND,
S EL B O Lk

FEERERR L, BHTRWESICE, REETombEELZFHERVIEL, LEOEBRELZTT I,
AW ARTEIE

U NS A T DX v b (QIAGEN DNeasy Plant Mini Kit) fHED D, & 2 WIAFREA L b
DEMND,
S S

mini spin column (AT DIEOMEIRIZ LV | BT LA OB A 03000 Z LW 5, T X TR
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17 KN Ei T A OB A DR 2 EL, TE T,
© AW2 FRTETIE

) B IES A T Dx v kb (QIAGEN DNeasy Plant Mini Kit) &0 & D, & 5 WEIBLREEA L= b
0) %JEHI/ \50

1.2. DNA FREHEHE > DNA OHE OREFEIF ONZ DNA #EHE O & LR 1F

DNA BEUFH OB Y B4RV . WEARE KD 5L TE BER L2 AV CEERR L,
200~320 nm DOHiFH TERINTWIL A7 SV ZBIE L, 260 33 108280 nm OWKE (A
BLEWAg?) &8T5, IRUVVT Asg DfE 1 % 50 ng/uL DNA & LT DNA 4 & H
Do FTm Aso/ Ao BEIE TS, TN 1.7~2.012724F. DNA iR s nTn
HIZLETRT, BOHNT- DNA BENG ., DNA REHER 2 LIg ORBRIC VB /RBEE KT
FIRLUCTDNAREHR E L, 20 uL Z &2~ A 7 v REHE I 07E L, -20 °C UL T CHERTT
T 5, EL7Z DNA REHRIL, BUEEEDICHER L, HomRRIIHERGE T EET
%, 70%, DNA FEHFEIR OREN PCR THE SNTZREISE LRV E XX, DO FE £ DNA
AEHE L LTHWS,

TERBROH I LV . DNA FBHEI ISR K S L < X TE BHEiE Tl S h T\ b, iR 554
121X, DNA BBHRE OFHEUMEH L7 i A M 5, E72, APRERIZ, WOLEEREREIC XV
B 72PN E T Dk s ORI R 572, WH LT 5,

2 Asgo 75 DNA HISEDWEIEEE | Aggg 2N Z o /8 7 BRI SR DWOCEE & £ 2 5,

2. M PCR %

TEME PCR{EIX, i 47z DNA O—# % 77 A ~—xt % F\ T PCR HE1ig L. EXIKED
IC LD B LTI, FOMIEERE BRI S HIETH LA B0 OBHITHRER 7 T A
~—Z W= EME PCR EBIEXB 77 A ~—%2 W= EM PCR @ 2 B AITVVHIET
5o KT TA~—OWERINILLTOBEY TH D,

- Bt10 AT 7 A ~—x%F
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’

c [SBMETRR O 7T A~ —%t
F-primer (Zein n-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 ETIL. #5% DNA 2MMETAE L C HEEEM AR SIS D, L= > T, BB DNA (4
|Z PCR HEMEPEY)) ORAICHHIEEZ Y BERH D, £7-. DNA L. ABORBEEmmMNSH5W I
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TV % DNA R L 0 RS2 DT, AR ORAZPIIE LR ITHER LR, ZAbDR%
%Eb\ﬁwﬁf®%;—7\%yf%%ﬁmb\mmwmwm%ﬁ:y&°*—yaybﬁwiiﬁ
BLTHWS Z &, F7o, EMEPCR OFRICHWD K, FRZHT D FHEDROIR D 3B R i L
72 RO K X7 K% Milli-Q % T 17 MQ/em F TR L 7o Bk 72 &', DNA, DNase A3 % I 3
—ary LTV RWNHEDEHNWDL Z &,

2 E | BSTATECE N MO PES BT o & — BB JAS ATt N BTy 7 TG TR 2 & b
R - ot~ ==27 /b ar2Ix—a Bk &FICL, 202 I3 —2 3 URIRICHIL OE
BEihoZ b,

2.1. PCR F SR O R 3L

PCR AIRERENE IR 2 AT 0 X 5 \CiREY 5, ROGIEIL, PCR FEEHHE . 0.16
mmol/L dNTP, 1.5 mmol/L b~ 7% 7 A 0.6 umol/L SBIV3I T A ~—iIFNT 0.8
units Tag DNA 7R Y 2 5 —¥2 2&iEI2, 10 ng/uL (2385 L7~ DNA 3K 5.0 pL (DNA
ELT50ng) ZKHPTIMNA, 28&% 25uL 127 5,

*T PCR BTk

PCR buffer II (Life Technologies #:, it~/ 1T U AEEFERWVE D) IFREORERZELNLD D
DEMND
*2TagDNA R U A F—F

AmpliTaq Gold DNA /KU 2 7 —+% (Life Technologies 1) IR DRERNELND L OEH WD,

2.2. PCR 3§

PCR ARIGEEHE 2 PCR EREE Ity M5, RISEEITROEBEY THDH, 94°CIT
RO RISZBIG S E7-1%, 94 °c T 25 B[, 62°C T30 F[. 72°C T 45 M %

1 47“4’ JNELT, 40 A 27 )v® PCREEIBAAT O, WISKETRIGE LT72°C T7 45k
S72%, 4°C THRIEL., GONT-RIGHK Z PCR HEERIGHK & 3%, PCR DT T 2 7 KGR
ELT, BT T TA~—%EMZ2NHE DB LN DNA BHEHRZ 2720 DIZoNT
FEFICHART 5, F72, BE2 S DNA B SN TWD Z &L OfER & LT, DNA #EHE
Z &z, BUOBHA T 7 A4 = —%tORo 0 IZEHMEXIRA T T A ~—xt &2 A, FERIZ PCR
HE AT 9,
* PCR AL

GeneAmp PCR System 9700 (Life Technologies 1) UIFRIEDOFRHERPHELNLDL L DOE MWD

2.3. T Ha— AT VEKKE

PCR HEWE NE & 7 /v — A7 )VERIKENZ L 0 3B, PCR HEIE/ N R2RERT 5,
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2.31. T A e —Z T )V DAERL

VEBOT Hna—A%fFE L, TAE BEK ' #i, ML TT Vu— 2B 5,
KIZ100mL 4720 5uL D= F Vv A7 m I FEK 2 (10 mg/mL) Az, %L % 50°C B
BETHRL LB T VA — I —TH LiAZ, FRTHATHP LED T A ERS 573,
Ewm#CKﬁﬁﬁémﬁ%ibwﬂ\ﬁ@w_&bfﬁaﬁﬁﬁﬁéz&%fééo5
VO IIIKEIT 5 DNA O SIS U THRO DI MLENRH LD T, HHE 35 PCR HEIEE
MOy RRIZHOE T VEE (1.0~4.0%) ZkD 5,

" TAE 2@

B IR BE DY 40 mmol/L Tris-FElZ, 1 mmol/L EDTA & 72 % X 5 1ZARR/KE AW CHIL L= D% TAE
FRERE T 5,
?xFUY LT E I RER

2 AREH DNA OEHOMICAVIALENEHRIETH Y | WA T AR EHBER S D, BRI T
i Bixw, ~A7EEHTDH L,

® Rt

Z 2T, Ak A IR RS, OB T F U AT R I REEREMA T, BRIKEE T#, 2.3.3.
> T, Iz BEAELTHRY,

2.3.2. ERIKE

TAE #E R 2 7= L - BXRIKENE 2 7 v &2+~ b5, PCRESIERGTR 7.5 uL & Y &
DTN —T 4 v TIEERECIBRE R D%, FAD Y 2 VIZEAT D, T~OFEHE
ANIZEERI 2303000 &5 &, DNA MR LB R A E LIS K 5D THEET 5,
KIZ 100V EEBE CTEKIKEEZITWV. 7l —TF ¢ v ZHEETRIZE £ %5 Bromophenol blue
(BPB) M7 /D 1/2 735 2/3 ETHATL L ZATERIKBEKTT 5,

2.3.3. AL piefn (1)

AT E 1T > G & IIATEHOBIEIT L E /2,
#w@&é;@n&%@ﬁﬂﬂo:§%Lﬁ@@@fw%?bﬂhé%ﬁ%@ﬁmo
mL %720, 5uLO=F Yy A7 eI RERKR (10 mgmL) Mz, BaciRe ) 8ICEE
T%<%k9b&ﬂ%%‘&f“é#é D%, 1&%%&&@A®Aotfﬂ%’
REEHLOTNVERE L, DREBIRBLAEANDIREE Z1T 5.,
2.4, A A —VHEMT

FNA A —HRENTEBNO AT —JICBRAERTS v 7 4B % 20 FICEKKE) & Y
BT L= VB O TEAMNE 312 nm) 2T 2, 7L A A — VAT EEE O Em T
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BRIKEN Y — L B HERT 5, DNA o FEIZ%E L it L CHAYO PCR HEE/ N KOFE
PHIET A, 7T 7 KISHE TGS % PCR IR/ N RO S 728413, DNA #iH
B ELIEDOFE R A B L LT, O TERACVET, KEERIIEGT — 2 & L TR
LT£<O

TRVEE =D F RO T 4 LA TRNEEIIRIEN T LEY, BAELNRWNEARRH DO
THEELZET L,

25, fEROHE

Bt IR "7 A ~—%t & A= L —> T 157 bp @ PCR g /N> RA3EH &, Bt10
BHH 774 ~—xtZH\=L—2T117bp ® PCR HEE/ N RBBH SN2 5E. #iizic
[Al— @ DNA #tEHE % FV PCR ARG Z 8% L. Bt10 B 77 1 ~—x" % v PCR
BEIE 21T 52, 185 417- PCR BESSIRIC OV T T A o — AP VERIKE), A A—
FEMT 24T\ . 151 bp O PCR HElE N MR S 7256, AR Bt10 RbtkHE & HE
T 5, 788, 200 DNA K CORERDB R > T HEITGE L HET D, £2, £b5
N—F OMERIZI W T, BHERRH Y 7 4 ~—%TTFEED PCREIE N R H I
WG EICIE, BEERUKBLUEOERELZITV., T TH TERED PCR IEIE/ N ROV
SNRWVEEITIEL, ZOMBR COBRELENE L, b O~ HFOMBROKERTZT THE
95, 2 20 DNA K & LEEEIRA 77 A ~—%F & 7= L —> THitn9- % PCR H#E
BN R TE ARWEAIZIE, Sd T 2 E B o217V, & 512 PCR LIEO#EZ
FEHhE LT, HEEIT S, 2 [EIH O DNA ik & AW 235E8 T LR Y 7 4 ~—% T
PCR IR/ N> ROMRH S 7o & & 1E, RRE O ORZEMEREFEEOMIL X DNA £S5
FAEMOBRAIIFREE T 5, LLTICHERZRT,

HIZE B

AELE S
i 1 | BERRA T T A ~—
BHEHT 7 A ~—
A7 74 ~—

+ |

+ |+ |
+ |+ Joo
1

+ |+ |+ |
+ |

o+ |+ |+ e

1
4+ [~ |1
1

i 2 | BEtERtEEA 7 7 A ~— -
BHRT I A ~— /
WRE T 74 ~— - / / / / - / /

/

S B o N R 1N

+ |+

Fl+ [+ [+ [+ |+~

NG

|

HE Bt | B | B | B | Btk | Rtk | B2 | BatE
RELEE 9 OFIOEEIZIE, 2B B OMHEETT I,

+ G, - TR,/ IIREREERT,
B0 BT T A ~—%HIL T O 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 Bt10 R T T A ~ =52 HEEA D PCR KIFIZLLFO®@Y Th b, 94°CIC 10 4R BRIS &

o
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BisG 7=, 94 °C T25 #fEl. 65 °C T30, 72 °C T45 WM& 1A 7 vE LT, 40470
D PCREMEATT Y. WICKRTRIGEE LT 72 °C T7 HEME-7-1%. 4 CTIRIEL. EoN k%
PCR HEESIGIR & T2,
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r7Erw =y (CBH351) OMEHIE

NYERILOBRIZHONWTIR, 97 IV 70— ET(TH, £/~ 2—2 27V vyv, =
—r 70—, a—rI—NE BETHEHBIICIDHTICEBEIND X R ERYE
R REEZ T TRV TS (CIF, ThoEmaigflag) L) ,) (2o
T, 777070 —1ETITI,

ZOfd b vEr a I LEIZOWTIXEM PCR B T1T 9,

B, buEtoa R OWTIER, 77 707 —ETiITo2%. EM PCRIEICK
HHERABR AT O,

1. hoEoa ghinnd @ CBH351 b 7E o o> OB
11. 7577/ 71—k

MR D Test Kit [, Strategic Diagnostics 1 (SDI) # Trait - Bt9 Corn Grain 5-Minute Test Kit
(Part# 7000012) ZHW5HETH L, UTICERET 5 HEE, v FORBAFICERD
FiE L EROICE—TH D, 7ok, ERETERELITHOSHAEITIE. KL, FFCHLEEIN
PRNR Y TR CHIRBIEAER U7z RO KUTZER KA WD Z & 2 HEET 5,

1.1.1. EBE

BB L7 b 7w o BRI S VR AT 800 KA HLEL LIFE L7146, M % 500 mL
KEEOODIENVEMNEORBICEED . /K288 mL # MMz 7%, 10~20 ., RENRET
ENA2ETELIEE I TS, b LIOERBETEBERAERNE L RITHIE, DPEOKEMZ,
HEAZLCIRE D L, RBE DB EBABBNELT=NE D NBET D, IBE 9%, HmL 2
FED EEHIRMAEL D F TKEMZ D, RIT FHEFO LK 0.5 mLZ % > MIED 1.5 mL
RREVEIZB L, TOREVEIZ Trait - B9 7 A A MY v 7 #B|EIIIN T,

TIEE 230 g ARV VBFELI- B D (230 g T 800 KT 20 & X 13 800 KL DKW

1.1.2. fEROHE

TARARY y TERBEICL T, 5 B LKA T, 7A PR MY v TORTHE
BET D, REOTA VBT AMARNY v 7RREIC 2 RBENIVUTEE, =2 ha—L 7
A CRIRBAATRE L HET 2, 2. 1 ABBNRTIUL, £ ORBIIIES) & HIE
R

U5 WL ERET S EREDT A LB RDHERH Y ELHETH 2 EBTERVOTER
73)§51Z\g0
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2. huEr VLSO CBH351 FUERr a OB

AT OFREIZHES T, —aBHZ D X 2 BT THHE 21TV, 5 54072 DNA 1R % AV,
LT O&MTEM PCR 2179,

2.1. DNA il k5 5.
2141, #aAX, MT4—F, a—rFov7BLRa—r7L—7 (IBMILENATND
HDIZFRD) 535 D DNA fliHiks

REZHERE L%, I3V —IVETH#RT 5, ROCTHEERE 1 g 2F) 7ay
UUBLmIEE (50 mL &) ICEVERD, A AU REMAE X 4 7O DNA fH RS~ b
(QIAGEN Genomic-tip 20/G) % FHWEL T D X 512 DNA ZHitiEi 45,

FEHT G2 BEIR" 4 mL M2 T, RALT v 7 AIFH—HTHLLEESL., &1
G2 ¥k 4 mL. Proteinase K2 100 pL & RNase A 10 uL /N2 T, k< #E-> CTRE L7214,
50 °C T2 KEfET 5, ZOM 2 ~3 [ERRILE % Kis S & CREFZEBERT 5, &
T, 3,000 x gL BT, [KIET (4°C) 15730, Bohlz BELZRY Fr v L izt
B (15mLE) ICBL, SHICESELT S, KWT, QBT HEEK ' 1 mL % AV E L
L 7= QIAGEN Genomic-tip 20/G {2 2 mL >[4 CTAMT 5, RWT, Fv 7% QC
BEE T C2mL o3 BEIREELEE, FyZTEHLVERREICBR L, H520 L 50°C I
D TR QF FEEH 24 1 mL 9> 2 EANZ, DNA ZiEHT %5, WHEZELE 1B
L.0.7 fFEDOA YT e T ha—nziz L <EEL.10,000 x g LLETRET (4 °C)
15 SREELL, BEEETREE. 70%=X / —/L ImL 21z, & 512 10,000 x g UL ET,
KIET (4 °C) 5 HEELT D, SHICEHEEET, BoltitEaz 7 AL —2—% A
B L7, BREARE K 100 uL 2%, 65 °C TS5 EKEL, EXy T 472k b
DNA % 5fif ¥, DNA RENFIK &35,

" G2 1B, QBT #EMHR. QC FEMikd L O QF FEEIRITF v MIFHB L TWAA, BV ZRWnEaIcix
¥ v NOBHECHES CHREATETH D,
2 QIAGEN #:0 % O X ERA%E D & H > b DA W5,
2.1.2. ERLSO N 7ET 3 AT S O DNA HlH R

SR 12 FEBEMOKER ST 517 558 3 RIHET 2R3 2 DI A5 O DNA Off
HRERL L, MSIATEOE N BMOKEEE N v 2 —1ERR D JAS i ~No K7 > 7 &
RAHH 2 BT - off~==2 7/ Rl ER] (SRS I WA HEZHERT 5,

2.1.3. DNA #REHF#ZH O DNA OHliE O#ERRI ONZ DNA FEHR O FREL & /- 1F

DNA #EHE TR O DNA OHEE DOFEZRI N DNA BREHE O L (R EZ1T O .
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DNA BEHFH OB Y &4 Y . WEARE KD 5 \VE TE BERE AV CEERR L,
200~320 nm DOEiFH TERINTLIL A7 ML ZBIE L, 260 33 108280 nm OWLHKE (A
B Ay ?) HFET D, IRUVT Az D 1 % 50 ng/uL DNA & LT DNA 24 B 4
By FT7 Asee) Arsgo EHET D, TOHMN 1.7~2.0 127240, DNA BN +SIcB En Tty
5HZEERT, BHI- DNA BE) S, DNA REHEIK 2 L% ORBRICHVE R BEICKT
R LU TDNARRENK & L, 20 pL Z & o~ o 7 miREVEIZTE L, -20°C LT CHERTE
T 5, E L7 DNA REHRIL, B EDICHER L, HomRRIIEERGE I EET
%, 7055, DNA #EHFEIR OIREN PCR THE SNTZREISEL 2V E XX, D F £ DNA
HEWE L LTHWS,

*
-

RO HIIC LY . DNA BUEHEIR TSR K b L <13 TE SR TR S h T 5, AT 2854
IZ1%. DNA sBHEIROFRU M L - i e 5, £, ARGRIT, WOREREEE I X v jiEY)
AR BT DR KON N R 7200, W L T 5,

2 Ao 8 DNA FISROWNIE | A g0 D35 2 /37 BT R OB & 5 % 5,

2.2. EM: PCR A

FEME PCR {EIL, i & 472 DNA O—# % 77 A ~—>xt % VT PCR #1ig L. BXIKE)
C RV SBELT-1RIC, FOMBIBEN Z BT 5 H5ETH S 2, CBH351 O I3 A7
FA~w—% RN EM PCR EGMEXMBA Y Z A ~—%2HW = &M PCR @ 2 B 21TV
ET D, &7 74 ~—OEEEINILLTO®EY TH5H,

- CBH351 MM 7 7 A ~—xt
F-primer (CaM03-5") : 5’-CCT TCG CAA GAC CCT TCC TCT ATA-3
R-primer (CBH02-3’) : 5°-GTA GCT GTC GGT GTA GTC CTC GT-3’

s GHERTER O 7T A ~—%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’

TPCRIETIE, B DNA AHEAE L THEIEEM R RA SN S 5, L7za-> T, HIYS O DNA (FF
|2 PCR HEIREEY)) ORISR 209 LR H D, F7o, DNA L, AMOEEERE S WS
T % DNA il L0 R S5 DT, ABERORAZDIE LR TR b0, ZbDmR%
EBREL, HEWETOFa—7, Fo7EEHEHL, DNA, DNase 032> 4 I x—v a3 LanL ok
BLTHWS Z L, E7, EMEPCR OFRIZHWADKIZ, FRZHT D FEEZ DRV R D TR Rg &l L
72 RO KT ARRE K % Milli-Q %5 T 17 MQ/cm F THRL L 728Kk 72 £, DNA, DNase &322 % I 3
—varyLTWaRnb0ZEHANSZ L,

2 FE T MSIATEOE N EMOKBEI BT v & —1ER D JAS TR N BTy 7 DGR 2 25
B - fi~=aT7 b aryZIx—a ik 52120, a2 ¥ I Rx— g URHIEICHLOR:
BEHO Z &,
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2.2.1. PCR AARJSIR DL

PCR ARGREIE RIS A UL T O L 5 ICHm3 %, KISk, PCR &K', 0.20
mmol/L dNTP, 3 mmol/L ¥E{t~ 27 R 7 A, 0.2 umol/LSFB L3 7T A <~ —i N 0.625
units Tag DNA 7RV A 5 —¥2 2812, 10 ng/uL ([ZFH%L L7~ DNA 3K 2.5 L (DNA
ELT25ng) AKHFTMA, EE% 25uL 127 %,

T PCR HEHTI

PCR buffer Il (Life Technologies tf:, ¥ift~ 27 %> U AZEERWE D) IFRFEOERHEOND D
DEHND,
2 TagDNA R Y A 5 —+F

AmpliTaq Gold DNA 7" ) X 5 —- (Life Technologies 1:) XIZRZEDERBELND HDEH WS,

2.2.2. PCR Halig

PCR A EEME 4 PCR HIESEE 12 v M5, RISSHITKOEY THh D, 95°C |2
10 R B RIS ZBfE 7=, 95 °C T 0.5 43fEl. 60 °C T 0.5 23, 72 °C T0.5 &
Mz 1A 271 ELT, 40 %A 270D PCREEEZITH, WIZKTKIGEELTT2 °C T7
SRS T2%, 4°C TR L., B O RIGHK % PCR EIERIGKR E 55, PCR DT T 7
KGR E LT, T 7T ~—Xtalz7enb 0B L DNA REHEZ M2 72V DIZ>
WTHRIEHCHART S, /2. 325 DNA BRI SN TnWb Z & DR & LT, DNA
HEHE Z &2, CBH3S1 A7 7 A4 ~—%t OO 0 ICHMERA 77 A ~—%F Z W,
[E4% 2 PCR HEIE 21T 9,

" PCR 1
GeneAmp PCR System 9700 (Life Technologies f1:) XIZFZHEDOFRERDBEHNL LD EH NS,
2.23. 70— AT VEKUKE)

PCR HEMESGIR &2 7 i — A7 )VEKIKENC L 0 78 L. PCREIE N FE#ERT 5,

2231, 7 Hu—2FLOVERK

VEEDT Hn—A%FE& L, TAE BEE 2z, ML TT o — X 2@t 5,
V% 50 °C Biffh £ THRR L7212, 100mL 24720 5uL O=F P A7 m I REK 2 (10
mg/mL) ZMx EX<EE LT, FAA =T —IZit Lid&, BRTHSITHL LED T L
AERLT 2, A 3T CITERT 200N EE LS, BEEICE L CRBEBRET S 2 &
HLTE 5, FIVOREITKENITSHS DNA OE SIS THROAMENH DO T, B ET
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% PCRESMEEY DN RREICHDOETT T —REE (1.0~4.0%) ZRD 5,

' TAE #E ik
B k&P EE 78 40 mmol/L Tris-fERE. 1 mmol/L EDTA & 725 X 5 TG A Z W THEL L=t D% TAE
TR &%,

2xFUv AT I FEK

2 A DNA OSHORIC AV ATea I TH Y | AT AR E TR H 5, B MTIEL T
FREIID, v 2RI EENTHZ L,
" RiTGeta

TR AR EEE RN D, ZOBEMT=F U AT e I RIEREZIN AT, ERIKEE T, 2.2.3.3.
IZE-> T, I EBREELTHRUY,

2.2.3.2. ERIKE)

TAE fE @R Z i /= L7 BXIKENE 27 VA2t~ b9 %, PCR BEIERGNE 7.5 uL & 1 Y &
DTN —T 4 VT RREREIRE G D%, F VDY 2 VICEAT D, TA~OFEHE
ANIZEEEZ 00 8 % &, DNA DIEE LB 2R RS LI < 5D TERET 5,
RIZ, 100V EEE CTEKKEZITV, F v —T ¢V ZEEERIZE £415 BPB 37 /L0
12706 32 £ THEATL L ZATERIKEN 2K T T 5,

2.2.3.3. Loy (ki)

AT EE 21T - T2 A EARTEOBRIEIT L 220,

TIVINGE D BD TAE FREHR DA > T RZR I IKBZ O 7 VA2 LA D, IRICHEETIR 100
mL47), SpL o= F Py AT7 I REKR (10 mgmL) 21z, BEsciRE ) #IIRE
TEHIREE I LR 30 pRRERET S, T D%, TAEFREE K O & D N > T FH#IT
REFHLOTNVEBL, 30 7REBSEBEZLRAOMEREZIT I,

2.24. A A — RN

BIA A= DIENTIEBN O AT — DICRGEER T v 7 2B % 20 LIcERIKE) & Y
ERET LI V&2 O TERIMNE (312 nm) 2T 25, FA A — VT EEOEE T
BRIKEN N Z — 2 iR T 5, DNA 77 FEIEME L g L CHAJO PCR I/ N FOF
ZHIET D, 7T 7 RIGH TR T %5 PCR HEIE/ N RSE S 723413, DNA fiH
BELIBEORBREZT L LT, WO TERESCVET, KEFERITEGR T —% & LTRF
LTBL,
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2.2.5. fEROHE

Bt 7 7 A ~—%t &AW/ L —2 T 157 bp @ PCR IR RABH &,
CBH351 AT 7 A ~—xtZ 21— T 170 bp ® PCREEIE NV R S 72584
7= 1Z[F— D DNA 32HE & fV PCR ARSI 2 308 U iR 79 A ~—xt” % iV PCR
HIE A2 1T 9, 15 HAL7- PCR HEIE R SiRICHOWT 7 a— XA 7 VERKE), 7 A A —VfR
Hr&4TV 171 bp @ PCRIEIE/ N R H S 25E AKX CBH351 Bttt & HIET 5,
7255, 2 00 DNA R CORERDER S T=HBHBIIBELHET 5, /2. Eboh—F
OMHIFIZB W TR T 7 A ~—xt TFERE O PCRIEIE NNV RBBH IR WiEE
213, HEEXKIKBLIEOBRIEZITV., TN THFERE D PCR g/ RABRE I an
BEIE, TOMHBRTCOMELZERE L, b9 —FOMHBROERIZ T TCHET 5, 2
2@ DNA iR & LIEEXIRA 7 7 A ~—*%t & Wiz L —2 Txtis9 % PCR g/ K
DR TE 720G EITIE. D T2 EH O 2170, & HIZ PCR LAEDO#IEZ Fhi L T,
HIEZEAT S, 2 [EIH O DNA iR % AV 723568 CHLBEEX A 77 4 ~—%F T PCR ¥iE
Ny RBBHE RV E T, KBS ORZEEREFEEOMB X DNA FIFSHERO
BRENITREE L 9%, UL FIHERZ7T,

I E A1)
AERE 5 1 2 3 4 5 6 7 8 9
T 1| BEERSRRA 7 A ~— | + + + + + + + n -
BHEA T 74 ~— + + + + - , + + /
AT TA~— + + + + / / - - /
it 2 | BHEREBH 24 ~— | + + + - + - n - -
BRI A ~— + + - - - . 4 _ /
AT T A ~— + - / / / / - / /
HIE Bl | BBE | 5 | B | Bk | B | Patk | RatE |
REE S 9 OFIOHFAICIT, 2 EHOHMHEETT 9,

+ IR, - e,/ IIERAERE A RT,

"CBH351 Mg 7 A ~—%HILAF D@D Th 5,
F-primer  (Cry9C-5’) : 5’-TAC TAC ATC GAC CGC ATC GA-3’
R-primer _ (35Ster-3’) : 5’-CCT AAT TCC CTT ATC TGG GA-3’

3. hotoma ¥l (a—27 ) vy a—r 770 — a—2 3 —)V5) )5 CBH351
MoEo o OB

HEHZOWTHHE T, ZOF £ 230 gHAMIT 1.1. 77 TV 70 —EIZESTITH, 7
TN T a—EIC L0 BBEORERENE DN BIKIZOWTIE, 12.1. DNA HHER) (25
VN2 [B1F4TC DNA ZfhiH L, DNA BREHRZH W THEIZ22.0EMEPCR #Ei L, £H 5
MO A D PCR RS ISFIZB W T, BEBA T 7 4 ~—%tE2HnWi-1—2T
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157 bp @ PCR¥EHE /N> RS S 4L, CBH3S1 B A 7' 7 A = —xt &2 /2 L— 2T 170 bp
@ PCR H#EIlE/ N RS S T2ima . Bk L HET 5,
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r7Em = (DAS59132) Ot HiE

MR 3 ERIIZOVT, DNA IR U A5 NVESZ 4 7% v ME (QIAGEN
DNeasy Plant Mini Kit) (2~ T, 1 f#&{&25 2 17T DNA ZHiHER L, 55472 DNA
HRENEZFHWTLLTOEM.Y 7V A4 LA PCREZET S, 70k, bvEra Bkl
A7 94 v—tBLO0 T e —71F, NUEa 3 ICERHICHEET ANEEEET & LT,
AH—F B —F 1Ib (SSIIb) BInT %AV, FELGTFEEN LT 57T A ~—%F SSIIb-3
& 7'r—7 SSlIb-Taq %= AV 5,

1. DNA HfiH k55l

11. YU BTNV S A 70 DNA iR » % (QIAGEN DNeasy Plant Mini Kit)

PGl LTz B 2g 2R ) 7r L UBLEIEE (S0mL &) ICEVRY, Honlo
65 °C |ZIEH TIHU /- AP £ ' 10 mL & RNase A 20 pL 2002, BREHEA RV K 51
RIVT v 7 AIFH—THLIEAL, 65°C TI1549MMET 5, T/ 2. 3 |, &Eik
& Rl S CRE A BT 5, P3FEEIR 2 3,250 uL ZH02 ok EIT 10 4yfEER L-14.
4,000 x g PA_E. 4 °C DEAET 20 43RIE LT 573, W T D 11 500 pL % QIAshredder spin
column (Z&fif L, 10,000 x g L ET 4 HfhE 0%, WHKRAZZLE (15mL &) 18T,
ZOMEEAEEMSVE L%, FOBEHIKD 1.5 HE0 AW BER 2 M2 5, Z0RE
% 500 pL % mini spin column [Z &7 L. 10,000 x g YL ET1 4R @E 0T 5, Y DREIR
D HH, X HIZ 500 pL %[ U mini spin column (&1 L, [FSME: Tz LIBHE 2T 5,
BACHTIR AR T R T2 725 F CRBEOBRIER 0 KT, IRUVT AW2 FEEIK © 500 pL
AW L. 10,000 x g L ET1 R E L L, IWHIEEE TS, FBEOBRELZE 3 EiRY
KT, VMK % ¥ C. mini spin column % #28 SH 5729, 10,000 x g UL =T 20 .07
%, mini spin column % ¥ > FOEILEIZE L, HHH L 65 °C ITIRD TRV - HEZAE
K70 uL 2Nz, 5 /MFFE L721%. 10,000 x g LLET 1 4= L L DNA 2575, b
O —EWREAREKEMZ, W UBEEZITV., B ONTEHE A A D, DNA REHRIK & &
Do

T API R

) B IES A T DX~ b (QIAGEN DNeasy Plant Mini Kit) &0 & D, & 5 UVEIBLREEA L7 b
DEMND,
2 3 fR K

U B FNMESZ A T Dx v b (QIAGEN DNeasy Plant Mini Kit) @D &0, & 5 WIEBLREA L-
DEHND,
PR D B

FiEEMERE L. B TRWESICE., RS Tom b REEZFEREVIE L, DBEOBRIEEZITH,
AW FRTEIE

U B FNMES A 7D v b (QIAGEN DNeasy Plant Mini Kit) fTEO &0, &5 WIEBLREA L7-
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DEMND,
® E'E“H#Fﬁﬁ

mini spin column [ZEMFT DIROMIRIZ LV | 1T AOEBIZKEREIN 005 Z LW D, T XTOHRN
7 L iEin T b OB DR 2 B, T D,
© AW2 FRTE

U B FNMESZ A 7 Dx v b (QIAGEN DNeasy Plant Mini Kit) fTED &0, 5 WIEBLREA L7-
DEMRND,

1.2. DNA 3EHE#E H D DNA OHE OREZLIF ONZ DNA 3BHiE D38 L (17

DNA FREHEE 1 > DNA OHE ORI N DNA RENR O L (RFEE1T 9,

DNA #HEHEIEOE Y BEA Y . WERE KD 5T TE Bk MO TEEAR L™
200~320 nm OELFH TEEINERUL AT ML ZHIE L, 260 3 L1280 nm OEHE (A
BERW Ay ?) HEET D, IRUVVT A D 1 % 50 ng/uL DNA & L C DNA JE % &
Do FTm Aso) Asgo BEFET D, TN 1.7~2.0127240F. DNA N+ iciE s nTn
HZ L&Y, BONT- DNA EBENS . DNA REHEIR 2 LI% ORER - VB BEE KT
AR L TDNAREHR E L, 20l T2~ A 7 a1 L, 20 °C LT THIERERTT
T 5, SEL7- DNA REHEIZ., BEEEDICHER L, Fo mRRIIHEERFETEET
%, 7235, DNA SREHFEHR DR E N PCR THESNTREICE LRV E XX, DO F £ DNA
HEWEE L THWS,

TREBROH PN LY . DNA FBHER ISR K S L < 1 TE i cHflEh T b, R 5854
IZi%. DNA BBHEURKOMEL M Ltz 0 B, £7-, ABRERIT, BRI EEEIC X 0 i
YIRS 2 i g K ORI AR 2 7230, I & T B

2 Aoeo 75 DNA BURODWICEE | Aggg 285 > /3 7 B ARAM F S OWICHE & % %,

2. EMY 7% A A PCRIE (ABIPRISM™ 7900, 7500 F 7-1% 7700)
2.1. PCR FH ik o 78

PCR AIRJSIRIZ 25 pliwell & LTG5, EOMAUILI T D LBV TH 5, Universal
PCR Master Mix ' 12.5 uL, #8774 ~—%H&H (%774 ~—, 10 umol/L) 1.0 uL2, %F
%7 10— 7Y (10 pmol/L) 0.5 pL™° B4 L, JEARE K T2E 20 uL ICFHE%., 10 ng/ul
DNA #REHE 5.0 uL (50 ng) Z¥RMT 5, PCR D7 7 > 7 ISR E LT, &7 DNA #EHE
EMZROBDIZONWT S FBICHIT 5, SEREKTER, BLrsr—1* L, &8
W = VEEATS, 20X, LORAFELRVWLYEEL, EAOV—V U 7HT Y
=2 —%RANWTITY, REICV 2 VOEZBEL, BKIZKEANSL5E61E. FL— 1o
BN TREEZHENTEL, b — FDOfER%. ABI PRISM Optical Cover
Compression Pad® K AOEMN FIC2 5k 9, FL— o EHEICE Y b5, BRI,

1 DNA BEHKR S 720 2 7 = LIATTITH D & L, PCR ARIGERIEIL 2 7 = V55 % RIFEIC
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W5,

"' Universal PCR Master Mix

AFIEITRED @ o oo, IREGEEZAT S BRITIX, IREDHERITITOND X9 ICHEET 5, A7k
BT, KRﬂOi<M#@V%A# @OEOLWKMMfﬁw?yﬁxi%%~%mmf3@&
ERA L7tk B<EL L, WREZREEOEICED T ThLENT 5, £/, vz VZHET S
BIE, DR, mONKRERZ L E2BE L, Vo LORICHEFIECANSD,
2 W T IA v —xt (BT TA~—IIKCEERT D)

DASS9I2 FHH 77 A4 =—xHTLL T D L B0 TH 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 #FNH 77 A ~—%HILL FD 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, BT TA~—E 25umol/L) ZHWALGAITIZ0SuL x5 2 &,
B xmTra—7 (Fa—T KRRt 5,)

DASS9I32 K 7 e —7 1A T 80 TH D,

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

SSIIb B & 7" 20— 7 (SSIIb-Taq)lT LA F D & B0 TH 5,

5"-FAM-AGC AAA AAA AGA GCG CTG CAA-TAMRA-3’

F96 VT L— b, v ABLOY—Y LT T T S —

MicroAmp Optical 96-Well Reaction Plate 35 J2 T8 ABI PRISM Optical Adhesive Cover (Life Technologies 1:)
AT 5, =) 7OV TE, BEfEOY =2 TV ESED L,
® MicroAmp Optical Cover Compression Pad (ABI PRISM™7900 #3554, Life Technologies £t)% i fl -4~ %,
7235, 20 ML EORR VIR UL, E R RICEEE RTINS 5720, BT 5 Z &,

FISIZER L TlE, 7 L— MEROBREZITORTIUIR R0, REXITHOEBIL. M
ROEE EFEEB LD, e —78fEThs, BEOICIEHH— M ET, AL L
— FOEEBIZRIET 2 L 2R EMT 2R 6, MmiKOFfESE (TUNKNJ : DNA 3EHK) D%
EXITH, Flo, 7 —7FRMHICEL X, FUEr o UM, DAS59132 M
& 112, Reporter 78 [FAM|, Quencher 78 [TAMRA] & 725 X HICRET S, B, v
T oo MR, DASS9132 e & 12, Passive Reference 2 TROX] &R ET 5.

2. 3. PCR #¥iig
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EEIZTL— b ety N, KIGET—XOBUALRE BT 5, KIEEREIILUTO LR
DV CTHD, 50°C, 2 HEDFEMETHRFFLIZE, 95°C T10 REMMAEL, &y b AKX — NE
TRISEBGET 5, £D%, 95°C TI5F, 60°CT1 mE 1A 70 LT, 400417
IVOMBBRISEAIT 9, 2B, RILFRBOEEIZEVT 9600 emulation E— RDOF = v 7 %
AN TH <, Remaining time 728 0 73 £ 72> TWD Z EZMER L. RIGEKT S8721%.
TERE R DR 21T 9,

3. MROMNT LHE (K 1ZH)

DASS9132fFIAFRBRIB L OV vt v 2 VR ARBRO Wz o T H | fEROH
7 IX Amplification plot = CHEEBIEA 72 HEIE H#7 & CHEOFESE. 36 KX 8. multicomponent &
TOXGEFEHROENRE (FAM) OfFRHBIEA LM R2EMOEZR b > TIT I,

% 9" B4R C Amplification plot _EIZ DAS59132 DF5E 5 72 MR R S SR S 7= 5 &
IZ1%. DASS9132 (&5 5, IRWT, _R—ZX T4 % B A AN 154 7)V) %
FE L. ARn ® /A RMEOHEKRMEDO AT, ZE LB BEE R EigdHE L TRb 5
Threshold line  (Th. line) & LT 0.2 IZFXET D, 7272 L, Th. line 73 / A A HBIHAY T
TRVEIEHIAR E XD DAL, FNH ER DLW E D Th line @ HXET D, <D Th.
line 75 CtEDG BV D DB EfENTT 5,

QBTN X 0 15 5 N IZDNABUEHE (1t 72 0 27 = AT CRIE) DAY =L
~TEBOCHET 5,

DNAREHEKIZ BT

(1) hvERraVEERREBRO20MT T X TO U = /L T38KMOCHEDHF H AL, 1
DASS59132ME 1 ARER T X T D 7 = /L TIREDOCUHENE & /- B4 4 33k
X5 & HIET D,

(2) hUERra VEEGRREBRO20MT T X TO T = /L T38KMOCHELHF H AL, 7D
DAS591328E FFRBR D X T D 7 = )L T38RO CHE NG H R W IEE 1L fat:
EHIET D,

(3) hrEwaVBEERREBRO20MT I X TO T = /L T38RI OCHELN T LA, 7o
DASS9132 A AR ICEB N T, T X TO U 2 L T—EH LIZERNE LN WEE
X BoRE - % O S EERE ) HEd T2 B B ODNAFIHRER 24TV & 512 T2,
EMEY 7V H A APCRIE] LIEOEIEZFEHE LT, HIEZIT O, 26 B ODNAGRE
W W58 THBBEOHIENE L2 WIGEIZIE. DASS132[&M L HET 5,

20HMTHH O Z N Z N OHHEDNAGEHR (K27 /L) 12OV T, ERDOHEAF— A
PEo CTHIE L, M5 OIMHDNARENE (847 =)L) ([ZOWTEMH & HE S -k %
Bt & 9%,

723 EERHIELT X W DASS9132B5 M AN E & 7% 812 OV Tmulticomponent & fi# T L .
H 17 CFAM O Y58 EE DO Fa 5 RIS 72 A BIER T & . ROXD# R E OBk TS
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FAMOD ' YERE OFFC0 2 LR NN 2 & e T 5,

£7-. bUuEo o VBB ARR TN TO T = /L T38RI DOCHENE S 172V \DNA
AREHRICOWTIE, B, M50 1. DNAHHER] DBEOBREZITV., 2 THT
RTO Y /LT3R DO CHED G DAL WIEEITIE, ARED D OREIITREE L T 5,
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1 BROHERAF—L
STEP1

EOOU 5% B B

v
=D -G
DNAD M EELIEZEEEzEEH)
— ]
) - (=)

B A HE

STEP2 -
DAS59132F8 #NEtEr*

DNADE M LIEFEEEEE)
|

CEJSUVREETHEENRSABEIE.
aAZR—La SN Ehh . BUAEEN
FhhToihof-CtERT.
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%3 (RT73 B. rapa) Ot 5%

ABEETIITF Z RBRABES L L, DNAFMHERLL, UToS ) A VES A7
¥ > MZ#E (NIPPON GENE: GM quicker2) %M\ %, 1 #iE7D 52 Hf1T TDNAZ fhHE R
L. EHHDNAREHNE Z AW TEME Y 7V Z A APCRIEE EfiT 5,

FRECANMHE: O Bs - 2 T % % T HRTT3 Brassica rapa (RT73 B.rapa) 1%, FIE
BN TREMFEENET LIBREAIMMERTT3 Brassica napus (RT73 B.napus) & IEEET
FHHL X 2 % (Brapa) DB UAEH SN BEFHBZ T2 X ThDH, ZDTHORTT3
B.rapa ZHHEEHT D725, 1ODOFRIIZIBVNTB.rapa & B.napus OFRIRE & B in 1/
Haz T4 R ORERERORELZ T LHMLERD DL, > T, UTO1LORAZ Y —=" T
BAEATo72%. B. rapa DR & B THELZ T 7 2 OFRTEIR A S 25813
2. DRIFERMRE LT > THIET 5,

1. 27 ) —= K&
1.1. DNA i alE

F % x5 ODNA RN, U B VEEY A4 7% » E (NIPPON GENE: GM
quicker 2) ZH\W5, 1 B{E2 52 BT CDNAZ BRI L, £DNA #REHGRZ W TLLT
DEMEY TV A4 LPCRIEZ EHIT 5, HEITHFE L7723 ER200mg #2mL T = —7\Z
BVELY . GEl #EEiK ' 800 uL. Proteinase K 20 uL, RNase A 10 uL ZHN%, BEHE 72
WE IR T v 7 23 XY —T30 HEIRE L7172 65°C 15 »f#E T %5, GE2-K 1%
B2 100 lLE Mz, AT v 7 2% P —TRAT 5, 13,000 x g Ll b, 4°COEHET
5 RELS 35, WNTZEDOEE® 350uL #1.5mL AF 2 — 712 L. GB3 FEEIR
130 uL BLOA VYV Fus ) —0 130yl ZEMLT7-1%. 10~12 FEEERST 57, BEAK
610 pL (£#) % spin column (ZEf L7214, 13,000 x gl k. 4 °COSZMT30 BREEL L,
WHIRZ#ET5H, RWTGW FRER 650 uL Z &M L, 13,000 x g LLE, 4 °COEMETL 4o
L L, I8HIE A T 5, spincolumn #7721 5 mLEF =— 7128 L, JEZEEK 50
Ll Z ANz S| T3 REE Lz, 13,000 xg LI ETI SRELL. Bon-EmHIK %z
DNAREE® &3 5%,

" GE1iE ik

U N FNMESZ A T DF >~ b (NIPPON GENE: GM quicker 2) fHEDH D, &5 WIFBIREA L71Z b
DEHND,
ZEPRIENTR T THDH L. DNA OIENE LSBT 5, BT v 7 23 4 —[EEEERI LT
2mL FF 2— 7 EZEEICH T, TOFEE30 BE LoD 8T 2, BEEARTFOREAIFEDLIC
30~60 FOREIHEFET 5,
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S GE2 #ETEIR

VB FIES A 7 D% kb (NIPPON GENE: GM quicker2) @D H D, HEWIIHLAA LZ G
DEHND,
R LTVART 2 — T IS5 TO T b, B8 CGE2-KAEEHK 2 RN % = L MATRETH 5, K
WIZRAERAE T TWD DT, U L 72 GE2-KAEFEHR N+ /2 — & 72 5 X HIRAGT 5.
T HAT A —2 =L 02mL AF 2 — T ORMEEEE LTS AT, g BNRKERD X D ITELSM
ERET D,
C R AR AR, ATREZRIR Y TR S A TS 200 K S IEET B,
T GBBMER RN L, SENTA Y a8 — RN L%, 8RREE1T 5, itk Th
L CWDGEIEL, B EWICR 5 E CHoiEIRET 5,
S DNA BUBHEL#K A BRI 7K K T10 ng/uLIC M8 L. DNAZENK & T %,

1.2. MY 7% A4 APCRIE (ABIPRISM™ 7900 X 13 ABI PRISM™7500)

FEMY TNV ALPCRIBEICEWTHWA Y I/ ~—xB L O e —71%, IFO#@EY T
b, HTTA~—I1IKTEMBML, FEHT,

B. rapa B ER
B.rapa #WHIA T 7 A ~—xf, 70 —7
B. rapa #B\FERIX. B. rapa acetyl CoA carboxylase (ACCg8) BE=THIYIF LW
B. napus cruciferin (BnCl) B FEHIZMMT L5774 ~v—%tL 7o —T7%H5,

ACCg8 MHA T 7 A4 ~—%,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 MR T A ~—xf, 7 u—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 i HiFABR

RTBHBHERT 7 A ~—, 70 —>7

RT73 WHRBRIIRTT3 BHEHA T 7 A ~—X%f& T n—7L FHRGMHEMEA L LT
acyl-ACP thioesterase  (FatA) Bz FEIIZBMT 57 T4 v—xtL T —7 225,

RT73 BT 7 A4 ~—xt, 7o —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 BRIt 7 7 A ~—%, 7 v —7
FatA Primerl: 5°-GGT CTC TCA GCA AGT GGG TGAT-3’
FatA Primer2: 5°-TCG TCC CGA ACT TCA TCT GTAA-3’
FatA Probe: 5°-VIC-ATG AAC CAA GAC ACA AGG CGG CTT CA-TAMRA-3

1.2.1. PCR A SR 0 A8l

PCR RRNRIE25 pliwell & L CTHARS 5, MAUILL T O LB Y TH S, Universal PCR
MasterMix ' 125 uL, $H 7T A ~—®EE (774 ~—. 50 umol/L) 0.25 uL, x5~
2 — 7R (10 pmol/L) 0.5 uL ZiRA L., JEZAE K TEE22.5 uLIZHf%, DNA 3ok}
2.5 0L (A7 ) —= Z7#BRTIIDNA REHEI10 ng/ulL% AV 5) Z3ind 57273, s
BT, BEnby—L™" L, BRIV VEERTS, Z0Lx, LORFELRWE
IEB L. EHOY—V U ITRHT ) r—2 =% TITH, BIZTV 2 VOEZBE L,
JEIZKI@AR S D AT, 7 L — hOKREERIIMNTRIgZ W T, 7L — F OfER%.
MicroAmp Optical Cover Compression Pad ° Z K EOEN LIZ25 L5, 71— Fo k@IS
v 45, 1 DNA BREHESH 72V B. rapa #53ER L RT73 MHEERO2 HBRA1TO O
& L. B.rapa #ARERITACCES EBnClDE T 7 A ~v—%kf& T n—T7%RELTY T LE
A LPCR %17\, RT73 #MHRBRIIRTI3 EFatA OF T T4 ~—xt& 7T u—T%BEELT
U7 NWHE A LPCREITH, A7 U —=" 73 BRIL, 1 DNA &REHESH 72V B. rapa i#BAIFRER
D2 = WAFAT, RTI3BHERRD2 7 = LT TITI D LT 5,

"' Universal PCR Master Mix
AFRIEITRMED B o0, IRGEEZAT O BRTIE, IREDHERITITOND L9 ICHEET 5, 07k
A2, PCR 280 L WDNRWERRH 5, ) HANZIISLTRNLT v 7 AIF 9 —2HWT3 B
BRERA L%, B<Eb L, BREREEOEIZED TEBW T LHEMNT S, £/, v CnhiET
HERE, DIREHE, HEOARERZ L 2BE L. U= L OEICHEICAND,
2 WA SR C I RS ODNA SREVEIR A 2.5 uL iV 5,
B oBAREHE (IEXTSR) Oz 3 fEodControl 724> B Non-Template Control (NTC) 1 7 = /L%y,
B. rapa Positive Control 1 7 = /L5333 X O'B. napus Positive Control 2 7 = /L4372 DW T b ZE4LE 4L
#1942  DNAREHER DU DR, NTCIZIZ/K % | B. rapa Positive Control (Z1XB. rapa HEHET 7 A I K%
B. napus Positive Control (ZI% B. napus BEHET T A R& | ZiLENO T =/L122.5 uL, DNAGEHK DL
BYIcEmd s,
f96 TENTL— b, U ABEOY =Y LT T =S —
MicroAmp Optical 96-Well Reaction Plate$3 &2 U’ABI PRISM Optical Adhesive Cover  (Life Technologiest:)
AT 5, =V 7 OGOV IR RO~ =2 T V2 BEDZ L,
" MicroAmp Optical Cover Compression Pad (ABI PRISM 7900054, Life Technologiestt) %4 %,
ABIPRISM 7500 T3 L7 vy,
O RITEFERABR TIAB. rapa WHIFRBR, RTTHRHRBR L bicznZh 1 7= TI79,
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1.22. 71— MEROKE

FISZBEL T, 7L — MEROREZXTOLRITNER S0, REEZITHOHEBIZ. &
EORELFEEL LY, e —T/ETHL, BEMIZIIEHHY— M ET BRI
— FDOEEIZRIST 2 L OISR AT 72036 | #ikDFEE (INTC) : Non-Template Control,

[UNKN]| :DNA &EHR) OBREEITH, £l m—78MHEICBE L Tid, ACCe8 BHH
IZReporter 73 [VIC] . Quencher 7% [Non Fluorescent] (2, BnCl [XReporter 75 [FAM] .
Quencher 73 Non Fluorescent | {2, RT73 1% f iZReporter 73 FAM] . Quencher 73 TAMRA |
(2, FatA #H FIXReporter 73 TVIC] . Quencher 78 [TAMRA] & 725 K HIZEKET D,
725, B. rapa #5FRER, RT73 BBk & (2. Passive Reference % [ROX] EFRET D,

1.2.3. PCRH1iE

HEEIZCFL— 2By bL, RIS ET—ZORMYIARZBET 5, RISSEHIZLTO &
BYTHD, 50°C, 2 DEIOSMTHREELZ%E, 95°CTIONMMME L, Ky hA¥— E
TRIGEBMGT D, T D%, 95°CTISE, 60°CT1 4530 a1t A 71 E LT, 40017
VOB SEAT 9 RISHKE T %, Remaining time230457 £ 72> CTW\WAH Z L ZfEsR L. HIE
TER DR 21T O o

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

B. rapa #BREERIZEI L TIX U 7L X A LAPCREUGHE T . B B IZEnd-pointfi#HT 217 9
TR TV E A APCRIUSHHET LIz b— 22D FE FHV %, [Marker Manager]
AT 7ZEBWT, DetectortZid U 7L X A LAPCRTHEE L7- TACCg8) . [BnCl] %
BIRLUBREZIT O, Z DR ESMETHIE ZBfG LHAIY # T, [System Table Pane]lZF
RS IULTZACCES, BnCl1ORnfEZE ZNENDENIRE & L TRROMBITZ1T 5,

1.2.5. End-pointf##r  (ABI PRISM™7500)

B. rapa #RFRERIZEA L TXY 744 A LAPCRIIGHKE T, EH HIZEnd-pointikER A 1T 5,
F TR TOVE A APCRIEUGHIET LIz b— 22D FE EHW %, [Select Markers]
ZA T aZIZEB T, DetectorlZiT Y 7 V4 A4 APCRTERE L7= FACCg8)] . [BnCl] %
FIRLFEELXIT ). ZORESHETHIE LB LFARY & T%, [Report] ¥ 7IZRR S 4L
7-ACCg8., BnClDORnfE% TN ENDHENFE L L TREROBEIT 1T 5,
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1.3. MROMNT L HE (K1)

20MTHIEE L D B O 7ZDNAREHE (1t &H72 0 20 = VAT THIE) O/FH4 Y =/
RCEHAWTHIET S, 1 DNA REHEH 72 Y B. rapa i#&BIRERD2 7 = /Li61T, RT3 H
REED2 U= VIFITTITHY bD LT 5,

B. rapa #BFRER 2OV CIXEnd-pointf# T OfE R (2 X 0 HE A 1TV, RT3 HABRIZH
WA 7R HEIR AR OB CHIEEIT 9, B rapa OIRADNHIE 4L, 2> ORT73D
SN E DI ORIFERRE 2 Elitid 5,

B. rapa #% 3 ER DEnd-pointfBHTE B T. DNAREHEDACCE8 (VIC) DEIEHmE 2 v
=V DOFEFRDOFIIE) & B.napus Positive Control® ACCg8 (VIC) DHENIRE (2 7 = /1D
TR OFLE) & OHA2.040L E (ABIPRISM™ 7900) |, 1.40LL E (ABIPRISM™ 7500) @
%5E. B rapa DNREAL TWD EHIETT 5,

£ 72, RT3 BRI OV T, Amplification plot_b CTHE %k B A4 72 HEME Hh#R & CHiE DT
#34 & U'multicomponent £ COX R EFZH KO HAIRE (FAM) OFEEEIEH 72 B o 1
MOFERE - T 9, B2 B TAmplification plot_b 2 FEEBEEAY 722 B R dh R 23 e 22
NS EIIRTBEME LA D . IRWT, X—=ZXT A % QAT NANBHISTA 7 V) BRE
L.ARN®D / A RMEDFKRMED LRI T, ZE L 7= FaEBIEA 72 3808 th #R _E T 722> % Threshold
line (Th.line) & L TCO2ICRRET D, 7272 L., Th. lineh’ / A A8 EBIEA) T2V HEE i
MERZRDLDLGET, TNH ERD LK S Th linex MW HHET 5, £ DTh.Line?> 5 Ctfl
DO D DEDEIRNTT 5,

DNARBHEIZ BT,

(1) FatARHHA 71 —7" (VIC) ZHWZRBRO T TO 7 = /L TI8HKIMOCHEN G
v, DOREHIAT ZRTIBHBHE Y 2 —7 (FAM) ZAW=RABROTXThv
= LU T38RI DOCHEN G D NG A IZRTTIG M & HIET 5,

(2) FatAfRHHRH 7' 1 —=7 (VIC) ZHW=RBRD T XTO 7 = /L T38RO CHEN 1H
AL, RT7B3BEHA 2 —7 (FAM) ZHW=RERO T X TO ¥ = /L T38K DCt
ERESNRWBEIFRT3EME L HET S,

(3) FatARHHH 7' 1 —7 (VIC) %AW 7=3BR T38RI OCHEN S H 4, RT73HH A
7u—7 (FAM) %R\ 728 T38RI OCHEN T X TO Y = /L C—F LB R
DELNRWEEE, T2 [BH ODNAFHBER Z1TV, 512 [1.2. WY
T IVE A LPCRIE] UABEOEEZ FEH LT, HEEITH, 2 [EH ODNAREHK %
AW HE THOEEOHER S LN WGEIZIE, BYEEHET D,

2OHTHH O Z NN OMHEDNAGRENE (£27 = /L) 1225V T, FERDHTEAFXT— A
B> THIE L. B.rapaikp3RBR 5 K ORT734: HERER O 5 12 DWW TR & HIE S - mifk
ABpE LT L, S DlC, 2. ORHERABRAIT .

723 EFRHEITEIC K W RTT3REMEDNHE S 472 /S 12DV Tmulticomponent & fi#HT L, HR
TFAM® % W MEVIC O # G HREE D e B BRI 72 3 I3 B2 T & . ROX D 58 EE D BARE 72
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TRESCFAM® 5 W EVICO®H IR EE DR ERMNRNT & 2 fERT 5, F7-. FatAl®
HHE 7 a—7%HANn-3E (VIC) T38REOCHENE BN = U HOW T, FEE.
U T VS A BPCREZ V2 EMEPCRIELAME DERAE ATV, 24T 838 RMOCHEN G B
RV EITIE, AREE D OREMERFEE O X DNAFMTISH & & ORI TR L T 5,

2. RifERd R

1.OARY ) == TRREIZBTB. rapa DIEA & RTT3OHEIE ) HEFE S5 E Uik
(RORIFUE N O HEER 1292 KA BRI L, ARIEICDNA i 217V, FDNA #UBHRIK %
RRIZEFEDL.OAT V—=2 THREIZBIT51.2. OEMEY 7V %4 LAPCR ¥ (B. rapa
FkpEER & RT73 MHEER) 2179,

2.1. DNA fliHRESRGE (1 ki)

F & FRLH> 5 ODNA MHERIZ, U WA VES A 7% v hE (NIPPON GENE: GM
quicker 967 % RIZ@#EH) ZHW5, T 2ICH72 0 FRIZT X 2 & HE L THE < LER
H5, WHEFHIEILLTFIORYT, FEEXDASTZE—H—I210% SDS #Mz., A/S—T )b
THEE L, SDSZMMET S, ZOLEAZIEITH, KRICE—I—ICTEMKEZIZ T EWE
WL, BMKAEZRES S, ZOTRELIETTY, g%, A7 L — K (RCD-96) D%
Uz VIS Z R B TRLT DO AL, 65 °CICERE LI IEIRIE C 1 BRS¢ %, +oic )%
IR LIZS, AT L — FOFK T 2 WA X ra—2r (MC-96415R) % 1 D9 DA
FUCPD-96 T7 ¥ % L7-1%. MULTI-BEADS SHOCKER (YASUI KIKAI) % FV>T1,500 rpm
DEAET20 BT 2, Wik, BFA 7 L — MICGEL #2500 uL. Proteinase K
20 uL. RNase A 10 pL% il 2, MULTI-BEADS SHOCKER (Zt% > k L1,500rpm DZ:{4T15
MRERAT S, FL— 2 L65°CTI5 HEET 52, GE2-K #BEE *™° 85uLzhnz.,
MULTI-BEADS SHOCKER (2% > k L 1,500 rpm DZAET15 #EEA L. METALFUGE

(YASUI KIKAI: MBG 100) T2,900 rpm D&/ C5 AELd 2, RWTED EES
400pL &, AL s varFL— ety hLET7 4 AZ—FL— T [ZIRML,
METALFUGE 2,900 rpm®»D 54 C5 pEE LT 5, 27 v a7 L— hOKF T =V
GB3 FEER 150 uL BL A Y 7)) —)L 150 L Z@HRIML7-%, ©Xv 747 1L
BET5E BAEIOUL (28) %, a2/ a7 L— &ty b L7zspin column™ L
— MZATMF L7=%. METALFUGE ©2,900 pm®»D&AECs @ L L, a7 var7—

MIBE ST EHKRZE TS, IRWTGW #&E 650 uLz & ff L, METALFUGE 2,900
pm DOFEMTS EEO L, WHIEZ#E TS, spincolumn” L — FNO T X ) — )L &2 584
[ZEL D B < 728, METALFUGE 2,900 rpm D220 43fEiE 09 5, spin column™” L —

NaefilcZpaL a7 L— MIBL, BEZAEK 50 uLa iz iR T3 HHFEE L
#%. METALFUGE T2,900 rpm D&t T5 sz L, 15 B AV K 2 DNAREHRIR & &
2o

63



" ¥yHE% . METALFUGE (YASUIKIKAD #fWC7 L— k222900 ipm DO&{ETlL AL &
VTBHIET, TRINELEY IV EKE L E I 2—a v ETFIIT S,

2 GE1#% ik
U BT NES A 7D v b (NIPPON GENE: GM quicker 96) HEDH D, 5 5 WIFBLREA L= b

DEMRND,

B65 CCTHET DR, U= AVNOBEEPWIEL T ZNERT R a2 Ix—va N5
WREVEDN B D, ZHEFISTED, Lo &7 2% L, FL—F IET 97 THEI RETH,

“ GE21% @ik
U BT NVES A 7D~ b (NIPPON GENE: GM quicker 96) HEDH D, & 5 WIFBLREA L= b

DEMRND,

P ANMO T = VTR AT D DR T, 7 X 2221 HRIICMETALFUGE (YASUIKIKAI % VT
ZL— FZ&2900 rpm DFENFET 1 BEAE S HX U5 LT, ZAIMELIWEHLaA L Z 2
F—a rEPHT 5, MHRICITREIENAE T T D 0T, BN L 72 GE2-KFEEHE A 31— & 7n
% EHRET D,

O LR S & ATREAR IR Y B D 70 K 9 IS i A A B,

T 7 4 N —F L — FIWhatmanDO & 800 uL, AT H A K045 LOEY Fa LT 4 B2 — i
T 5,

BGBIBEHR AT, FENTA Y T a8 — LRI L%, B ERIELZ1T 5, Hriisd T Th
WL CWDEAIT, WANERIZR D £ THOIRRIRE T 5,

2.2. fROMEMT & HE (K1)

EDNAREHEIRIZ BT D REROHEIL. B. rapa AR IZ SV TIXEnd-pointfi##T D&
BIZKVHEEITV, RITBBEHRERIZCOWTIAME L EEEROFECHEEITH .
B.rapaT&H % LHIWr S, 2 ORTT3DEH SAVZRRIKIIRTT3 B. rapa Th % LHIET 5,

B.rapa #%5ZR5R D End-pointfi#HT#E 8T, DNAREHEIKDACCg (VIC) D EifE &
B.napus Positive Control®ACCg8 (VIC) D IREE 27 = /L DFEROFEIE) & DHA2.63
LIk (ABIPRISM™ 7900) . 1.692L E (ABIPRISM™ 7500) <. BnCl (FAM) Dt
F& & B.napus Positive Control D& SETRE (27 = )V OFEFROFHIE) OLE230.28LL T (ABI
PRISM™ 7900) . 0.3504F (ABIPRISM™ 7500) D4, F DDNAREHREIKILB. rapaTH
L EHWr L, HEDNAREHEIRORTT3OMRH 2 589 2, RT73MHFBRIC OV T,
Amplification plot_ CHEEX B H Y 72 B Mg pii R & CHE O EFR IS X Ulmulticomponent | C O x5
BFRBEROENIEE (FAM) OB AR EMOMREZ L > TITH, F—ICHHR
CAmplification plot (2 FEERBIER A 70 HEME Eh AR 3 FERR S T2 B ICRTT3BME A 5 5, IRV
T, R—=2T A % BV ATNADBI5HA 7)) FEL. ARnD /A XHEDH KD LAf
T, RE LT a5 72 HatE #hf7 - C%2 4> 5 Threshold line  (Th. Line) & L CO0.2IZF%E
T 5, 7272 L. Th.linedd / A RFEEBISA Ca W BElE AR & 22D 2581, Tnb &R
HOHRNE I Th linex BWHFRET 5., ©DTh. Line/» HCHENE SN2 BN Z BT 5,
FatARHHH 7" 1 — 7 (VIC) % FV 7= 3Bk T38RI OCHE LG B v, 1O [EFIZIT > 7-RT73
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BMHBAZ 2 —7 (FAM) % BAW2BR T, 38RMOCHEN S L =54, RT3 & HIE
35, FatAMHH 7' n—>7 (VIC) Z W3 B T38RO CHENE S, RTI3MEH Y

o—7 (FAM) % AV =388 T38RO CHENE & 4172 VMBS 1ZRTT3FaME L ET 5, £
72, FatAD 1.3 EOCHENRTI3HEA 7 1 —7 (FAM) TEONZH AL, thokiok
o= 2 I p— ‘/a UM Z o TWD I L. MEEDNAREHE IR IXRT73&ME & HE
T 5, 2B EFHIEIZ L VRT3 HE S U726 R 12DV Tmulticomponent & fi#AT L |
B TFAM® 5\ :,tVICcDm;‘n%@ﬁ@héﬁ%ﬁ%ﬁzé’]f;%ﬂm BlEZRTX . ROXDHEIEIREE DA
72 TIESCFAM® 5 WILVICO #E SR E OFFEC) 72 ER N2 & 2883 5, 72, FatA
A7 m—7 %2 HW=3 Bk (VIC) T38AKM DOCHENE b A7 W DNAFREHRIRIZ DT
I, B, YEDNAREHFIRIZ L CEMY 7L % A APCRIELIEDERIEEZ TV, 1T
HEFEOEROHZEIZIEL, Z ODNAREHFEIR COR R LT LT 5, 92 hLODNAFREHR
R C0KLLL_EDODNAFEHFEHE CFatAfRHI A 7' 0 —7 (VIC) % V7 3Bk T38RI D Ct
EREOLNLEEIL. RREBRIIKLT D, BEY T VF A APCREZITV, £ THFaAT
38T DCHE MG S U 7= DNAGUEHEIR 238K LA T DFE |, ARRERIITHIL E LT, thd T
2k A MEME A I CERE L. 2.1 DNAfH (1 kzibH) 1 UABEBAIT 9,

B. rapa FRFRERIZISUNTB. rapa & Il v, 22 ORT734 HERERIZ ISV TRT73 (54 & )
Wr XU 7-DNARENFIR 2N IR TH H DAL, YEMIKIIRTT3 B. rapabgtt & HIE T 5,

B1. RT73 Brapal@ BV ATLOZ70—

| mwemtacgr |

| GM quicker 2% LV TDNA L 104

B
SES *FatadDCHl > 38 MRS

Real time PCR

[5.rapa BERIGEER] [RT73HE 5 ER)
Braps OEEAMBLM?  RTIIOENESRETELSN 7
YES I ne B
Hrapa BtE
¥ » | RT3 EH
| meemteaicgn onn | non-GM B.rapa

b

| GM quicher B6% FIL VT IHIDNA 454y J

Real time PCR

[B.rapa BRI FE 8] [RTTaH Ha 5t Bk]
Brops TR AN S SN2 HT'.'am!! EAREETELY 7

Y¥ES I i (] |
m
¥ RTTS EE
RT73 fett | RT73 B.rapa MR A 3 L % b non-GM 8.rapa
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734 % (PRSV-YK, PRSV-SC, PRSV-HN) ik

AVETITAERE SIS, Y B LU, YINT R RES & L, DNAHMEERIL, DT
DA AL AZHIE X A 7% v bE (QIAGENE#LGenomic-tip 100/G) % W5, BlliEE L
T, YU BFNES A4 7 (QIAGEN DNeasy Plant mini) % {8 L 7-DNAhH S8 A A
PR Y B X O RS Y7 PN E OV R Z#E IS TE 5, 1R 5207 TDNA
ZHIHRERL L. DNAREHE 255, T ODNAREHKR Z W CEM Y 7V ¥ A LPCRiEE E
M3 %,

O OR LA ICKNER T EODNAN R TE 5 40,

1. AEFE A Y B LUV S YOI A& B ODNAH H R

HEBE NN Y B XOSRAS PINTERIILLTO7 EEOMEIZHSEL, LFIRLE
ZTNZENOREFILE 7 1 b 2 /L2 9E > CTDNA RS RIET OB R 217 9 .

O AfERL XUOFHRET RS (BN, HE. B CRE SN TW R WD SRR
PRA X DR ZRFE L TV D3

@ HEls  (FF %A )

@ WHEESEZRES (Ko7 A4710—)

@ FEsls (BERMR., BARLY)

® RREFE T VREE  (Ux b, Ba—Lel)

® BH - gEHE, (A=Y Iy I AV a—A, KU ITHIRY)

@ KFEEHRLE, (TA R, Yy —_Xv L)

1.1, Uk AL EE
1.1, AR K OFHRIE 1 B

UENOERTANAS Y L ENL2bODHRZE2TIRY L (EE A1 TIZONT
WIS - REEZRBRWEZRAED)., TOEED 2 FUL EOREZRE /KT 3 BkE L%,
£ <K% &V Millser & Tyt d 2 (B N1 VIZBH L CIXRAZEEE T 5),
W L7-3B 10g 2R Y e e L o iEEE (S0mL %) ICEY &0, G2 fEE 30 mL
Nz, L<EENRFL CHEIZT S,

1.1.2. &R
BRSNS BTSSP LR ENALEODOHELTERY H L. Millser 2 CHed 5,

WL E 2g 2R Y Fo e L U GERE (S0mL %) IS8V LY, G2AEEIK 30mL &
Mz, X<EEREfL THEIZT D,
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1.1.3. BOBETE J gz i i

BN BT S, Y LB SN b ODOLEETRVE L., ZOEED 2 EMUEO
WEHREAKT 3 BT L-%, SEEHORERZEKEZMA, Millser & THTET %, i
L7=3EH10g 2R ) e L o8k SomLE) T8V &V, G2 #EEIE 30 mL %N
Z. k< EBENREfMLTWEICT S,

1.1.4. i
Millser & T LB L7cR R 2g 2R ) Ve v LU BGRIEE SOmL &) ITED &

V. G2 BEIR 30mL ANz, L <EFEREML THEICT S,

1.1.5. RAREE T /VIRELS

Millser & T LEBEIC L7 B 10g 2R ) e v L o BEEE SOmL &) IT&EY &
V. G2 BEIR 30mL #hNz . L EFEREL THEICT S,

1.1.6. Fit - fCBHLE,

BRETATIC L <ERBNEM L CHEIC L8 100 mL 2 A A Y U A —TEY LV Bk
BHAREZ (500 mL F&) ([ L, EIT72IRET-80°C M EF T2 FrfiE S ¥ 5, 20
%, BEEEREEICE v b L, 24 BRRTECIRG . BB 30 g A TLERICEY &V G2 #EER 20 mL
WCHBEZHAWTRBESE S, KWTEEZRY 7YoL U iEkE GomL &) (B L.
Lk L HBORRTERE 2 7217 G2 BB 10 mL 2580 LRV W, K < EBENREF L T8
Bzt 5,

1.1.7. KEZEHRE
REF 100 g ZHAETIRARICEY &0, 24 BRSBTS 5, 20k, 3B 10g 2%
12 G2 JEEE 30 mL # AR Y e L U BEERE S0mLE) (2 LT oMz mn s

WiESE. I<EERMLTHEIZT S,

T G2 FEMEHRIL S 7 7 4 (Cat. No. 19060) 12fHE L TWAN, BV 2 WEA I CHEAT 2% v
F OFRAZICE > THELRETH 5,

1.2. 734 B 5 O DNA hH KRl

1.2.1. DNA O k8l
1211, [BA F U RWBE X A 7% v MME (QIAGEN 4 Genomic-tip 100/G)
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DNA i A30EHZ . 100 mg/mL RNase A" 20 L. cellulase 2 500 pL /2 C (7. ®
BAEGES VRSO D v ALEICIRY . a-Amylase 2 20 pL & FIEFICINZ 5) | EEES L
PIEAL L7, 50°C C 1 KfEfE S 5, £ O 2~3 EhEILE % s S8 CRUEH 2 i5E)1R
Fi %, ¥KUNT Proteinase K* 200 uL Z /1% 50 °C T 1 BB T 5, FORH 2 ~3 [H
EILE & R S CREFZERBIEFIT 5, IRWT, ZOEIEE % 3,000 g, IKIET (4°0),
20 REL L, Bbhis BE (8925~35mL) ZEE L, & 55 U QBT FEEIK ° 4 mL
% WL L 72 QIAGEN Genomic-tip 100/G [Z AT %, WWT, 100/G % QC #EEE °
T75mL$o3 E¥EE L7-%. H5HM U 50°C I[ZIEH THV- QF FEBEIK® 1 mL 28
L, XU ODEHRITE TS, HLUWELEICE L, BHE 50 °C I[ZIR D TR 72 QF FEE
W 2mL Z AR L, DNA 2IEHT5, IWHIEESEOA Y Fa AT La— a2z k
CIRAEL. BILE (15mL & L<IX2.0mL%&) (L, 10,000 x g LLET, fKIET (4°0)
15 HfE LT 5, EEEBRTSH, 20O, EEEBHIBRET S, 70%T% ) —/L 1ml %
Mz, E51210,000x gL ET, KET (4°C) 5 5RELT 5, SHICEELERTE, &
STk A . RS E2%. T 50 °C [ITIRD T-IREZREE /K 70 uL (ZVEfE L. DNA REHE
weT 5,

T X7 U4t (Cat. no. 1018048) D & D XIEF DB N & HO b D&V S,

2 2 r<=T N RY Tt (Cat no. C2730-50ML) @ % O XEREON N % H> b D& N5,

B =yRy - D=4k (Catono. 312-06671) Db O UEFAED I EES LD E MWD,

“ 7 m X FitE (Cat. no. V3021) 100 mg ZBiE K 5 mL \ZEAR L 7= O SR 12> 0% v
%,

S QBT #EMEif. QC #EMEIK I L U8 QF #1337 # 4t (Cat. No. 19060) IZfHB L TWA23, &Y 7
WEEEIZITHEM TIAT 220% > M OBIZEICE> THRARETH 5,

C BN R A RVBATH, EEENOEBMLICIETE APV E ST, BiEEBRET S,

1.21.2. VAT NVES A 7% ME (QIAGEN #E4! DNeasy Plant Mini)

BT/ SO T2 BRVVZRAEH 22 B8 L2 10 mm AICOIVH L, G ERE1T,
WISV —FETINOERA L, T 5, ez v, LT OB IEICHE> T DNA Z i
R+ 2,

IR 80 mg &~ A7 miEIEE (2 mL &) ICEVERD ., HH U 65 °C IZIRD TV /- AP
TRMEIE 600 uL & RNase A" 4 pL Z /0%, FREHEA20EIRAL, 65 °C T 15 HKET 5.,
T ORI ENERE & KRS SR AR5, © D% P3 FREIK 195 uL 2h1x., K k1T 5 43k
E1% ., IR T 10,000xg T 5 3z 9%, EiE4 QlAshredder spin column ([ZE L, ZilE T
10,000xg T 2 ZrfiliE DL, IEHRE ~ A7 2i@m it E QmL ) 1281, BILEIZ LS FED AWI
BREREI A, 10 EARLT Y7 AIF P — TR LIZ%Z, HFONTZIRAE DS 500 pL % mini
spin column [ZEHFL, IR T 10,000xg T 5 2 EhELL 2, IEHIEEZ TS, ROT, EOORSE
EDHH, E51Z 500 puL % [FIL mini spin column (ZEFTL, RIS&HETE LU HIRE#E TS, &k
IR BRI T X TR D ETRIBROBEZ VIR T, IRUNT, column |2 AW2 FEETR 500 uL
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A&, ZEIR T 10,000xg T 5 LU, IEHREZE THO—E AW2 RERZ I, [FCHERE
%017, R H R % #5C., mini spin column Z#ZSE 5728, 10,000xg LA_ET 15 4303
%, mini spin column Z% v rOFILE L HHDL8H 50 °C 7O TIU V2K 50 pL 1%, 5

Sy RE L= . 10,000xg T 1 43 @ 0L DNA ZEH 35, bo—EKEMZ ., FHEO#RIEL

TV, B NTIR A Gt DNA REHEIRET 5,

X7 AUt (Cat.no. 1018048) Db O XIXRIZEON N EH S L O & WA,
ZIRA TR G A A column N i VR0 D, FOWE | SERICIE ST A= L% 105
FRAEECHEIE,

1.2.2. DNAGREHEIK ' O DNA DO E O REFEIF NI DNAREHER O R & - 177

DNAREHF R DY EA Y | WEHAZKE AV TEEAR L, 200~320 nmO#iFH T
YEANERIRUN A~ 7 R LRI L, 26035 L U280 nm DL I FE 2 (Aggods £ DNAsg0) & 20823 5.
WAUNTAwDfE 1 Z50ng/uL DNA LB L, DNAREZEHT 5, F72 Ay A& itET
%5, ZOEMNLT~2.0I2724UT, DNADBFRITHERI SN TV Z L 25372, 5 517-DNA
BREED . DNABUEHRIE 210 ng/uLICJREZAE K CAR L TR L, DNAREHKR & T 5.
DNAFREHRIT40 uLZ & 1T~ A 7 o dlBHE 120 1E%., —20 °CLL T THERFT 5, HiEL
7-DNABEHE L, MfABEDIER L, Ho - RRIIHERFETEET S, 7238, DNA
AHEHEROBEN10 ng/uLIZZE L2 0 & X 1E, ZOF EDNAREHK & LTHWS,

TAERTDEAICIE, WEARREAKE VD, £, AIRGERIE, WOGETHIE B X )2
T2 R K OB R R B 723, LT 5,

2 Aggo 75 DNA HISRDWIEIE | Aggg 135 2 /X SN R OWRNFE & B 2 %

3 Aseo/ Aaso D LA T~2.0DFEFASN Tl > T b KIS D B 72 2 EEIZE S o0,

2. MY 7V A LPCRIE

BAR TR 2 N P2%4E (PRSV-YK, PRSV-SC) ARBEAL LT, AV 7T U —E
WA T T ANAISST 1T —F —FF & ENENDRGIFERAJITE A I LTV 5 Papaya
Ringspot Virus coat protein (PRSV-cp) BT OBERBEREZ R T LT T4 ~v—, F'u—7
ERWD, BIEETHEBZ S PR (PRSV-HN) BEERBA L LT, A ¥ 5 A
& RMFFRNICEASIN TV OIS OEFRER LGN T 5774 ~— T —T2 A5,
HYT7TT—FWA 7 UANA3SST nE—4 —EF| (CaM) BEFEH L LT, CaM&E
HTHT7I7A4~v—xt, BLO, 7u—TZ2HW\5, £7, 731 VEETREBRA & LT,
Chymopapain& = F-EH #3577 4 ~v—, 7n—T7 25, 774 ~—, 7rn—
TIXREREKIZERFET D, 774 ~—, 77— OWERINIUTDO LB TH D,
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BARTHH 2 /X1 ¥ (PRSV-YK) BHEIREA 774 ~—%xf, BXO, 7v—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’

BT % XA 7 (PRSV-SC) MHREBRA T 7 4 ~—%t, BLO, Tu—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’

BART-HH % /X1 ¥ (PRSV-HN) BHREEA 774 ~—%xf, BXLO, 7v—7
HN-F: 5°-GAC GAG TAC AAG GAG ACG 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’

CaMECF IR AFRERH 7 7 A ~—xt, F'rn—7

35S-F : 5’-GCC TCT GCC GAC AGT GGT -3

35S8-R : 5’-AAG ACG TGG TTG GAA CGT CTTC-3’

35S-P : 5’-FAM- CAA AGA TGG ACC CCC ACC CACG-TAMRA-3’

PN Y IGIER R 7T A ~ =%, Tu—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 iR D Fa 5L

PCRABUGIRIE25 pliwellE L CHRRT 5, MBIZLLT D LBV TH D, TagqMan Gene
Expression Master Mix ' & 7= {ZEagleTaq Master Mix with ROX ' 12.5 pL, 5% 7' A ~—I&ik
(% 7F A ~—. 50 pmol/L) 0.4 uL. %7 o —7¥%HE (10 pmol/L) 0.25 pLA&IEE L.
DNAGRENES pL& sl LIRE 7RG /K TEE25 pLICHR G 5, PCROT T > 7 FOGR E LT,
VPDNAREHE 2 A 720 S DIZOWT b ARSI 572, SIERERTH, E L2
VAP BRI VEBRET S, ZOLE, LEAELRVEIEEL, HHOY—
VoTRT7T TV =2 —%2HNTITY, BRIV VOERZBEL, EICKENRHL5E
X, 7L — FPOBZEBRS NN TRIBZEWNTEL, 7L — FOMEZE%. MicroAmp Optical
Cover Compression Pad ‘K EOEMN L2425 L5, FL— o kEicE v 4%, DNAR
BRI D T2 0 733 A Y B5HE BRERER | AR F# L 2 /< 31 ¥ (PRSV-YK, PRSV-SC, PRSV-HN)

RAEERER, B LU CaMEFIRFIREBRZ Z N ZI20 = VT L TITO b D & T 5,
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1 TagMan Gene Expression Master Mix % 7213 EagleTaq Master Mix with ROX
AFRIEITRED @ o0 IREFEZAT O RIS, IREDPHERIATON L KO IEET S, R 072
A lZiZ, PCR 39 EL WD RWEERH 5, ) BANIZL TR %, w0 L, iR a e
BORIZED TEBNTHLMEMAT 5, o, U=/ WTHET D80T, Digiee, @O R &%
BEL, UV=LOEICHEEIZAND,

"2 Non-Template Control (NTC)
DNA #UBHE DU OFE, NTC (21X DNA sUBHE O 0 IZJREZAE K E T =)V 5 L I35,

P96 v =T L= v BEO, V=Y I T TN =4
ABIPRISM 7900HT & 7= 1% ABI 7500 % /3% 54 1%, MicroAmp Optical 96-Well Reaction Plate (Life
Technologies 1) . 35 T8, ABI PRISM Optical Adhesive Cover (Life Technologies f1) Z M7 %,
LightCycler 96 %7213 480 {4 %5 3& 1%, LightCycler®480 Multiwell Plate 96 % 7213 LightCycler
8-Tube Strips(white) (LightCycler 480 ™54 13 LightCycler 8-Tube Strip Adapter Plate 2 %) (=2
a2 BAT T AT 4 v 7 A BT S,
=V T OFEMII OV TR RO~ =2 T v EBED L,

" MicroAmp Optical Cover Compression Pad (Life Technologies #1:) 1%, ABI PRISM 7900HT D334 0 Zfi
F9 %, ABI7500 % 7-1% LightCycler TIIflifH L 72\,

22. V7 /WH A LAPCRICEDHIE (ABIPRISM 7900HT, ABI 7500, LightCycler 96 ¥ 7=1%
LightCycler 480 Z{£H ¥ %)

2.2.1. ABI PRISM 7900HT

O ARVv—varf PC DEFRZAN, EEFSE S, PC NERICEEH L THDH ABI
PRISM 7900HT AMEDEIE 2 AL, 30 LA LV 4+ —I 77 v 7 LD BIZ G % B
15T 5,

@ FAZ by T EOTFYr— 3 [ABI PRISM 7900 SDS Software] % % 7 /L7 1
v 7 LTI, A==2—/3—00 [File] = [New] %= &R L. {New Document} %1 7 H
T RS D, {Assay} |T [Absolute Quantification (Standard Curve)], {Container} &
[96 Wells Clear Plate], {Template} (% [Blank Template] Z &R L, [OK] A&Z > %7 U
v 74D,

@ A==—s3—=0 [Tools] — [Detector Manager] %3#&# L., {Detector Manager} %A 7
07 aRRIEDH, [New] RF¥ %27 U 27 L, {Add Detector} ¥ A7 17 %BH<,
Detector D% 7E 1%, YK-2P, SC-P, HN-P, 35S-P, Q-Chy-P(new) & % |Z Reporter % [FAM],
Quencher |X YK-2P, SC-P, 35S-P, Q-Chy-P(new)IX[TAMRA], HN-P [%[Non Fluorescent]
ERDEDIIREL, [OK] A& %27 v 735, {Detector Manager} ¥ A 7 12
L TEEMT % Detector (U 7 /L& A 2 PCR FUGBEMEXT FREER | & nakER) 4 38R L |
[Copy To Plate Document] ;"% > %27 U w7 L, [Set Up] ¥ 7 _LIZfEAH 3 % Detector
R L., EZIZ [Donel m"¥ U E VU v I T D,

@ MEEALEEFETY 7V F A L PCR FUSHE BRERER & 7213, BAEBRO ¥ = /L 28R
L. F#D [SetUp] ¥ 7 LT, Detector 2% [V 7 /L4 A I PCR )i xf FREER] &
ik [ maneER (YK-2P, SC-P, HN-P, 35S8-P) ] D7D {Use} MIZT =7 %A
No, WIZT =T &I {Task} #TENENOEHR (Non-Template Control : NTC,
HIE X EAR A © Unknown) %8R L. {Sample Name! 7 1 —/V NiZH 7T NEEZE A
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733 %, {Passive Reference} 7% [ROX] IZFXE SN TWD Z & 2fERT D,

® [Instrument] % 7 ¢ [Thermal Proﬁle] KXY —~nNY AT T—FEEZLUTDOLD
WZRRET Do [50C, 24 — 95C, 104 — (95°C, 15 — 60°C, 1 43) x45 YA 7 L]

©® {Sample Volume} #%[25 uL] IZEXE L. {9600 emulation &— R} |{ZF = v 7 B A>T
WH L EHER T D,

@D TB/WESMEETL—FFX=2 A0 b (sds) & LTRET S,

[Instrument] % 7 L [Connect] A% %2 U > 2 L, PC & ABI PRISM 7900HT A&
{K% connect JRFEIZ T %, [Instrument] # 7 @ [Open/ Close] R¥ %27 U v 7 L,
AT =V EIEBERENOH L, 2.1 THB L7296 7 = L7 L— FOUIREE AL LT
LCARAT—V EIZHES, BHFW [Open/Close] "¥ %27 Vw7 L,9% V=L L —
NEEEEARIRICE Y T 5,

©@ [Instrument] # 7 E® [Start] KX %27 U w7 L, KIt&ET —% DBV iAH (FrE
WRefE - 9 2 Refl]) 2Bt 5.

2.2.2. ABI 7500

O ANb—va U HPCOERZ AN, EE SE 5, PCATEITES L TH5 ABI 7500
REDEFREZ NI, 30 35U LT +—I 07T v 7 LIeDOBICRKIGERET 5,

Q@ FTAZ by EOTTYr—3 a3 [7500 System Software] 24X 77 U w27 LT
BI<, A== —/3—@ [File] » [New] %i&{R L. {New Document} %A 7 1/ % &R
St %, {Assay} L [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear], {Template} % [Blank Template] . {Run Mode} % [9600 emulation] % &R L |
INEXT] K& %227 Vv o 35,

@ Detector DX E(L, YK-2P, SC-P, HN-P, 35S-P, Q-Chy-P(new) (VU 7 /L% 1 i PCR
R BsrExtFaakER) & 412 Reporter 73[FAM]. Quencher (£ YK-2P, SC-P. 35S-P.
Q-Chy-P(new)%# [TAMRA], HN-P % [Non Fluorescent] & L, [ADD] R"¥ %7 U >
7 9%, {Passive Reference! 7% [ROX] IZFRE I TWDH I & MR L, [NEXT] &
A S AR A

@ EE T3 EEOBG TR Z A 7 (PRSV-YK, PRSV-SC, PRSV-HN) ##%!

FARBR, CaM EEFIRREIERER, F6 KOV A VIEBMERRRABRO U = V2 @R L, EfeT,
Detector 73 [PCR & FtExt BRERER] & 7213 [YK-2P,SC-P,HN-P,35S-P g nikER] @
TD {Use} WICF = v 7 2 AND, KRICT /LT LT {Task} I CENENOFER
(Non-Template Control : NTC, {HIEXfSM{A : Unknown) %Z3#IR L. [FINISH] ¥
N A A R
[Setup] ¥ 7 LDOE T2 VEXTNI Vs L, BTN EANNT S,
[Instrument] % 7 E@ [Thermal Cycle Protocol] LY ¥—~/LH¥ A7 7 —KMB%LLTF
DEDHEET D, [50C, 2% —95C, 104 — (95°C, 157 — 60°C, 1 43) x45 A
7 V]
@  {Sample Volume} % [25uL] IZEXET D,
® HMELUHEEZTL—FFFaA2 b (sds) & LTHRET D,
©@ 2.1 THELZI V=7 L—bhoUIREHZH EICL T EEREDORT -V E
WZHEE Y D,
[Instrument] % 7 E® [Start] R¥ %27 U7 L, KIGET —Z OB iAH (FTE
e - K 2 efE)) 2 BRI 5,

®
®

2.2.3. LightCycler”™ 96
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O LightCycler 96 RIEDER % AdL, /L7 T A RRZET L CRENT 2 £ TH 5 Fri%
T %,

@ LightCycler 96 A& %~ F /3% L4 D[New] % # v F L {Create New Experiment} & &
Rt D, [New experiment based on Roche template] 7> [RunTemplate Hydrolysis
Probe Amp] %i®IR L. {Experiment Name}% A7 L T[Create] T 5,

@ [Run Editor] % 7 ®[Measurement]% 7 C, {Reaction Volume(ul)} %#[25] |ZFXET D,

@ [Run Editor] % 7 ®[Profile]# 7 CTH—~ WA 7 7 —54%[95C, 10 53 — (95C,
158 — 60C, 143) x 45 A4 7 V] EFKET D, 60°CD Step @ Acquisition Mode 73
[Single] & 72 > TV 5 Z & ZFERT 5,

® [Eject]z ¥ vF L Tr—F—%&HL, 2.1. THRL7Z96 7=/ 7 L — FDYIREH
EFHETICLTC, —~A7nrv7 kicky NLTHLES,

©® AEEEAEO [Start] 2% v F L, KGET —% OB AL ZRIET D,

@ RIGEDKEI>-T727 7 A L% LC6 Application Software TR <,

[Sample Editor] # 7 EE %37 L, HHID 96 7 =)V 7 5 —~ v XT3 EEOER
FifH# Z /3o ¥ (PRSV-YK. PRSV-SC. PRSV-HN) #&atER, CaM BL5|i% Aa6R
BLRO S YGRS RERERO T = V23R L, Gene D {FAMMEIZHE T 2B {xT
LEANNT D, (—EANTHE, TAXTNLEIRTH2FENRHKD)

©@ WU =T &I Sample D {Type} W T, ZNENDY TN F A7 (Negative
Control, F72IXHIEX G : Unknown) %3R5,

96 V)T F—~y MHADE T = /L EFEIR L, Sample O {Namel MY 74 %
AT 5, (—EANTBHE, TAXTUNLERTLIHENERD)

2.2.4. LightCycler”™ 480

@ LightCycler® 480 A{EDEIRZ AfL, B 7T X FR2T L CREIT S £ T 5 i
W5, A L—va Y HPCOERE AN, EEISE5,

@ FTAZ by 7T EOTFY S —3 3 [LightCyclerd80 SW] & 727V v 7 L,
[User Name] & [Password]Z# AT L CY 7 h &3 h EiF 5,

@ [New Experiment from Template] % 2~ U v 77 L {Create Experiment from Template} > —
& 7)>5 [Mono color HydrolysisProbe-UPL] #i®#{R L., OK ¥ 5%,

@ [Run Protocol] % 7 C, {Reaction Volume} %[25] \IZFZXE L. —~nH¥ A7 F7—5
HZ2RO X IICERET D, [95C, 1047 — (95C, 158 — 60°C, 143) x 45 YA 7 )L
—40°C,30 F] EERET D, 60°CD Step D Acquisition Mode 73[Single] & 72 > T\ % =
L EERR T D,

® Save &7V v 7 LERESFBHEZRFET D,

® AEOTL—bo—F TR ERLTTL—br—F—2H L, 2.1. T
L7296 V7 L— bOUIRESEAZLETICL TRy M LR, BERZ 2L T
TL— b= =N 5,

@ [StartRun] Z#7 Vw27 L, KIGE T —% OBV IALEZRIET 5,

(BORH1Z) [Subset Editor]i2 T, (+) ARH )5 New Subset Z{ERK L, > 7%
Ty ML= VERIRLTEZ Apply 227 VU v 7§ 5,

©@ [Sample Editor]iZ T, Stepl: [Select Workflow] C Abs Quant % %R 35, Step2: [Select
Samples]N D [Subset] D F /L Z 7 2 A =2 —n b, @ THER L7 Subset Z3&RT 5,
Step3: [Edit Abs Quant Properties] T, & 7 = /L% R L, [Sample Name]% A7) L.
{Sample Type} #CTZNZENDIEH (Negative Control, F 72 LI E *t 545 4% : Unknown)
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ZEIRT D,
3. FERDOENT LHIE (M1.28)

SFEOBEE T % %A ¥ (PRSV-YK. PRSV-SC. PRSV-HN) AnAEk, CaMAIF
AR LUV A VISR BERER O W HIC >V T h | R OH)E (T Amplification plot
b CHRE RIS 2 HEIE R & Ct (Cq) EOERR. 3 L Y, multicomponent_ | T D x5 4,35 H
ROESTRE (FAM) OfEEBIEE AR MOMEREZ b > TIT I,

BIETHAH 2 /31 % (PRSV-YK, PRSV-SC, PRSV-HN) #AEEh, 1O CaME4l
fRFENFER O RER & © B ¥ CAmplification plot 12555 BAE A 70 HE g Bh AR DS TR S L7245
BlTiX, BEE B X 31 7 (PRSV-YK, PRSV-SC. PRSV-HN) F5thE4 &5,

ABI PRISM 7900HT ¥ 72 I3 ABI 7500 % H L 72556 O 7 — & O fEHT
O A==2—/3—0 [Analysis] — [Analyze] ZFERT 5,
@ MEEAPED [Result] ¥ 7% 27 U v 2 LT {Amplification Plot} Hif4% &R RIH 5,
@ {Amplification Plot} [ _ D {Plot} ##T [ARn vs Cycle] #FR 3, X"—AX 7 A
VEIVA LTINS 1S A VLV THREL, {Threshold} Wz [02] E AT 5,
@ {Amplification Plot} HE L {Detector} #T [All] Z&IRT D, RHIZ CtENR
REIND,

LightCycler 96 & f L 72356 DT — Z DFRHT
@ [Analysis]¥ 7 % 27 U v 7 L[Add Analysis] % %R L {Create New Analysis} "/ 1 > K7
FRRSHE D, [Abs Quant] ZiEIR L[OK]Z 7 V v 7 T 5,
@ [Amplification Curves||ZHETEHHHR Y, [Result Table] |2 CqENER Zi D,

LightCycler 480 % L 72356 O 7 — % Ofigtr
@ [Analysis]’h# %27 U 7 L {Create new analysis}|ZC, [Abs Quant/2nd Derivative
Max] Z3®IR L [Subset] 7 /L& 7 L inDAERK L7z Subset Z3i®IR L [OK]Z 7 U v 7
T D,
@ FTREINT-EE T, [Calculate]® 7 VU v 275,
@ HEfEMER L. [Result Table] |2 CqfEAFREIND,

PRSV-YK, PRSV-SC 72/FPRSV-HNDH|E X, 20 THIH L 0 15 5 7-DNAFEHKR (1
B 027 = VAT TRIE) OFEFHEY = LT XTEZHWTHIET S (PRSV-YKZH|E
T AHEE1X. PRSV-YKD2(f{T47 = /L & CaM D274 = /L DE8T = /L. PRSV-SC% ¥
ETHH AL, PRSV-SCO2H1T4 T = /)b &L CaMD2(#4747 = L DF8 Y = /L. PRSV-HN%
HIET 25 fE' A1, PRSV-HND2{H/T4Y = )b & CaM D274 7 = /L DE8T =)L)

*CaMOFEF 1%, PRSV-YK., PRSV-SC & PRSV-HN Tk

PRSV-YK D¥I|E
DNAGEHRIZF VT,
(1) 731 VEEMERTRBERBR O2(H1T 9 X TD 7 = /LT3R DCt (Cq) ENEHIL, D>
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(2)

(3)

DOBIEFAHIZ 3 A 7 (PRSV-YK) ENFRERFS K O'CaMELF 15 07Kk 0O [ a5
EHTRTOY = /L TR DCL (Cq) EAE HINIZHE (STEP 20037 — D)
2. HEZEEHIPRSV-YKIEME & HIET D,

IR R EEMERTFRFRBR D20 T R CTDO ¥ = /L TA3RIEDOCL (Cq) EREHN, &
fBT#H 2 334 ¥ (PRSV-YK) frnakBais L O'CaMBECHIF EnakBa o iiakbs & b
TARTDOY /LT3R DCt (Cq) ENELNRNGEE (STEP20D /3% — Q) 1T
I%. PRSV-YKF&ME L HET D,

PXRA Y ETERTHERERER D20 T T X CTDO U = /)L TA3RIMDCt (Cq) ENE LI, &
B 2 X34 ¥ (PRSV-YK) FRATEER & 2\ X CaMELFI R FNFER O R DO
BB DSTEP 20032 — (D XIESTEP 200 /87 — L QDWW H %4 L7
AL, B - EHOYLEREI S %D T2 B H ODNAMHBR AT, &5
2 T2, BV 7T VZ A LPCRIE) LIBEOEAEL ER LT, HIELITS. 2EIED
DNAREHE A VW25 6 TH MO ENE LR WIGEIZIE, BE N
A% (PRSV-YK) [&MEEHET D,

2 THIHE O Z N Z N OMHEDNARENE (£27 = /V) 1220V, FEROHFEAFXT— AT

€ - THIE L. W5 OHHEDNAREHEIZ DWW TPRSV-YKE L UCaM D ] 7 TR & ) E S

nicmE e B L I 5,

PRSV-YK BE PR s & - - o

L R H Chy PRSV-YE CaM
ANHDNAMATEE D { /1) {1/ (1/1)
A DNARE R 2 (=) (++) (+4)
"q—..__,_x 4___,__..—?"'
PRSY-YK ik

PRSV-SCOH|TE :

DNAGEHRIZF T,

(1)

(2)

(3)

PSS EME T HRERBR D26 TN T D ¥ = L TA3REDCL (Cq) EHAE S, 2
DOEMLTHEELZ XA 7 (PRSV-SC) frEnEER I L O\CaMEL S| Fn kiR o i A 5R
EHTRTOY =)L TA3IRIHODOCL (Cq) EDMG HLNTZHE (STEP 200734 — D)
2. HEZEEHIPRSV-SCIEME & HIET D,

P8 Y B ER RERBR D20 T X T O W =)L TR DOCt (Cq) ENE B, &
fRFHHE % 731 ¥ (PRSV-SC) fANFERIS KL U\CaMACH & ZnakBR O iR & b
TRTDOYU /L TARFMDCL (Cq) ENELNRNGE (STEP20D /32— Q) 1T
I%. PRSV-SCatE & HIET 2,

2 T R IRERBR D20 T X TDO 7 = LT3R DOCt (Cq) ENE S, &
R 2 231 ¥ (PRSV-SC) FRFNFRER & 5 VM X CaMBLI R N EER OFE R O
HEDEMSTEP 200 /3% — L DO XILSTEP 200 /%% — L @D WF I B %Y LR
LA, B - HEROYERE LR T2 B H ODNAHER 2TV, &6
W2 12, @Y 74 A LAPCRIE] LIBEOEIELZFEK L C, HEZITH. 2EIE D
DNAGEHE & V23568 THLBEOHIENE L WIEAIZIE., BIE B ]
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2HTHIH O Z N Z N OHHDNAREHE (27 =/1) IZDOWT, FEROHEEAF— LI

/314 % (PRSV-SC) [atkL¥H|Ed 5,

P CHIE L. W HOHMEDNAREHEIZ SV CPRSV-SCHE L UCaM D i 5 TR & I E X

Ntk 2 Btk &l 5,

PRSV-SC FRPEA {0 o3 —

L %R H Chy PREV-SC Cahl
DNk BHE D (=) {(+) {+i)
HOAL N A i — 2 =) (++) {+i+)
— L

PRSY-SC ESE

PRSV-HNDH|E :

DNAFREHEIZF T,

(1)

(2)

(3)

28 T B ER RERBR O20F T R T O 7 = )L T43RH DOCt (Cq) ENE B, 2
DB FAHRELZ /31 7 (PRSV-HN) E#ER IS L O CaMBLF I F155R o [ 305k
EHLTRTOY = /L TR OCL (Cq) EAFELNT=HE (STEP 20037 — (D)
(2. HEZEEHIPRSV-HNFRME & HIET D,

PXSA Y RETERHERERER D2 T T X TD U = /)L TA3RIMDCt (Cq) ENE LI, &
BT 2 /X34 % (PRSV-HN) frENERER I L O'CaMBECFI R 35RO iiiakhk & &
TRTOU = /L TAREEDOCL (Cq) EREHNRWIGE (STEP2D /34 — Q) 1T
I%. PRSV-HN[2ME L HET D,

2R Y BEME BRERBR D208 T X T D ¥ = /LT3R DCt (Cq) NS LI, &
fa+#H 2 2X/34 ¥ (PRSV-HN) RRAIFER & 5\ X CaMECFIHR ZnRBR Ot O
BB MSTEP 200 /347 — (D XIESTEP 200 /8% — L QDWW U H %4 L7
BAE. B - WEHOYHEREN LS T2 [@H ODNAHEBR 2TV, &5
Wz 12, BHEY 704 A LPCRIE] IBEOEIELFEK L T, HIEXIT S, 2EIE O
DNAREHR Z AW 2356 THBBMEOHENE LN WEAIZIE, Bz ]
XA ¥ (PRSV-HN) &tk L HIET S,

20HMTHIHH DO Z N Z N OHHDNAREHE (527 =/V) IZOWV T, FEROHEEAF— LI

P> THIE L, il OHHDNASEHEIZ OV TPRSV-HNI L 'CaM D i 5 TR & ) E X

Ntk 2 Btk & W 5,

PREV-AMN B foas o~ 2 —

et R hE H Chy IRSY-HN Cah
flipN Ak BHE - D {——) {(++) {+i+)
HULE DN A — &2 (——) (++) {++}
ER‘__VH_?_
PRYV-IIN BS 1
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FTo. A Y BEEREBR O T/*"C@'?::JI/T‘%?E‘??E@Q (Cq) TEFE B2V \DNA
REHRIZOWTIE, BE, Bk - EZOYZRE)LWH T2 Bl H ODNAMHE R 41T
VW, E5IC 20 BHY TLE A JAPCRQEJ LB DBEAEEITV, ETH XA wﬁrixﬂﬁ
HEDOT XTOYU = /L T3RmWDCL(Cq) EAEHIRNIGEITIE, REED S ORI
LT 5,

"DNA HHHUSHLA 1T 9 72 DI B AR BHE N R E LTV AT, 1.1, 3UBFRTLEE 76 Eii+ 5,
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1 HEROFERAF—L
STEP1

I\INA N[5 R A B

DNAD i i ¥ R LIFE Z R IEE H)
|
=2 G2 : =z

GM/NINA Y ZFDUNT I R U CaMAEEN

DNAD I HFEEL LG %= B (E(2E B)

(GM/R/RAL N RED LT ) ;

PCR¥I{5] (cam)
DHIEHROBAAEHLE

AL S O] (+/74+);(+7+)

INE—2 (=/=);(=/=)

(+/74);(+=)
(+/4+);(=/=)

(+/7=);(+/+)

@Ot (+/=); (+/=) SEITSUURBETHEENRONIIEEIE.
(+/=);(=/=) VAR aVELELN ., BUGREN
(=/=); (+/4+) TFhhTWEMA>=2E%ERT .

(=/=);(+/=)
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T L (F10, J3) OfEE HiE

FNn L rEFEmEBRAERNSRLE LT, URE)520MT TDNADOHIHE ST 217V \DNAR
B &15%, ZODNARENRZ VT, BB T L 22%6 (F10, 13) &2Zh
BRREIT B U TV A APCREEA LIZREZTT O,

1. DNAf H#5

N L X EFRMITEEX, REREMEE SND -0, ARBRIECIEMIENNL & (8
HETHENWL X OBEE) ZHICFERITLE K O 4 SRR & A 7" ODNA S5
¥ ;" (QIAGEN Genomic-tip 100/G) % I\ \7-DNAFh gL A 304,

"DNAHIH KSR L, %7 4 4 HRIGenomic-tip 100/G IR OVERE (IR OKSHRIEE) % A9 % DNAfH
Ry NEEHT 22N TE D,

1.1, BUBkAALER

EHEINWVLL X OBRZEIL, KT EHE%. Fefnwiz kBT, FoHTL< % 18] i
ZHICK 30 g BRI S, AT, SRlRIRER G A, T VWL X OAZEIT 5, &
BT — R ety —5%" 2R L BEICHELT SO 5 DNA JHRERIZ1T 5,

T RN at g BT W R EIT AT a X I R — g RIS, ik DNA
ZAP (Ambion ff, Cat. No.AM9890) XIX[RIZD%h /1 %> 2 T DNA fiflE L7t D%
A\,

?OEBRICHE ST o BN, RY o e L o iERE (50 mL &) IS8 LA ((20°C) THRE
THZLERTE D,

1.2.358k)° 5 0 DNA il H ksl
1.2.1. DNA OfHRER (&1 A4 o #afthg % 4 7% » M IE[QIAGEN Genomic-tip 100/G])

FyRe U 723080 5 O DNA OfHREERIE, A A IR & 1 7D DNA s » k
(QIAGEN Genomic-tip 100/G) % RAW-EEZHERT 5, #MIIUTO LB TH D,
RAEHI ARY Fo e L CEGEEE (SOmLA) 128 g BV Y | G2 $EE K 2 20 mL, a-amylase
20 pL. RNaseA™ 20 pL & cellulase” 500 pL MMz %5, > FANRF 2 — 7 DEICHEF L3
WEIRNT v 7 ZAIFH—TH LIRS L, 50°CT 1 KRR 5, SRIEL TWAHRH. 2
~3 [EELE L S CTIRMT 5, & HIT. Proteinase K200 pL # /%, BHO50°CT 1 B
BERIET 5, Z DM 2~3 BRI % i S & CREVZEREIRFIT 5, KO, 8,000 x g,
4CTMELSEEL, Bohiz EEEZ, »5H U QBT #EEIKE > 4 mL % AV F1k
L 7= QIAGEN Genomic-tip 100/G {2 &4 57, —EIDOELTEEN 9 £<ERTE 205
A%, 8,000 x g, 4CT 10 il EEL, TEARVEIRT S, RWT, T 7% QC
FRENE? T7.5 mL o 3 EVEE L%, 7T L& LOELEICE L, QF HEEHE 3 mL
ZAM L, DNA 2425, RWT, 473 —LZ3mLiEmLCESIRET S,
~vA7uFa—7 (I5SmLE) 4~6 RIZHFEITD LB L, mILE 22050 Bk o
BELLEY LHZICRD LI IC~vA 7T 2—T7I12B7, 13,000x g, 4°CT 20 5z L
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L. EEEZEEL-L, 20CTHEILTZ 70% (viv) =% /7 —)V ImL iz, & 512 13,000
xg, 4CTI0GRELEL LT-t%., BEZBEL, BolbBa It %, Ks55uL & —>
D~A 7 aF 2—TIZMATILBY 2 ARSI, TOBEBREEE O~ /7 aF 2—7
B LA, L<REAEL, ZOFE£22BVIRLTETO~YA 7 aF a—T NLILEME A
fit S, HiH DNA JFik &+ 5,

TR Ty il FERARY) RV L Ty AR MT U (B FBE) 1T,
DNA & H &N DV O THEET S, i DNA JFUEOREEDY 10 ng/ul 122 L WIGETE, td Tl
ATV, 2 BloRiH 2 &8 72 DNA JEE (110 uL) 126 LT 1/10 {80 3 M EEET R U o AWK
(11 pL) & 2.5 fFED20CTHAI L= 4 7 —/L (275 uL) Z M2 DNA %2 =4 / —)LikB: S, 13,000
xg, 4°CT2 fhm L, LIEZBEELEE, 20CTHAILTZ 70% (viv) =4/ —/L 1mL #1 %,
X HIT 13,000 x g, 4CT10 D Lizth, HEAMEL, Kol zifsd 5, K55uL T
B 2 Ve S EhhiH DNA B & 55, 1T 10 ng/uL 1272 L7 WA X, il DNA ik % %
DFE F DNA EHE & L THWS,

2 G2 fR1EE. QBT #BMEE. QC AR K& () QF fEEEILx 7 7 L #kflr » | (Cat. No. 19060) IZf1)& L
TWVWDH, B0 RWEAIITHE CTHAT 200% v NOFAEICHK > CTHEATEETH D,

® g-amylase (ERFIELGE) 13 = v Ry P — O b O UIREOEREZFS> L O &IN5,

“RNase A 13 7 7 oD @ (100 mg/mL, Cat. no. 19101) XIEFEEDZ % H O DA HN5,

S cellulase 1Z3 7<= 7 /L KU w F#E (Cat. no. C2730-50ML) @ & O X ILFRZEDZ N % H> b D% W5,

"6 Proteinase K |3 7 7 48D &, @ (20 mg/mL. Cat. no. 19133) XIZRAEOM NI %2 Hob D&MD,

T ke B OBLR DML AT B2 K 9 IcT S, E, EMARZAVEATYH, HILENOE
AT TE D20 ek Sz, BEEART S,

1.2.2. DNAFEHEIE ' ODNA DO E O FEFEIF NI DNAREHE O & LR 177

DNAGRREURIE O S &2 TV . WEAREAKEAONTEERART L, 200~320 nmDO#iFH T
SEAIIRIN A 27 ML EBIE L. 260% 10280 nmDWEYEEE? (Axolz NAage) FE08ET 5, IR
WV TAxDfE 1 %250 ng/uL DNA L #i8 | DNAEEZBEHT 5, £72 Ay A X 2B T 5,
ZOHRLT~2.012 72T, DNARHSICERE N TVWD Z L 4737, 155 7-DNAEE
7235, DNAREHEE 2 IR E 2K B /K THAR L T10 ng/uLICFHR L, DNARENK &%, DNA
ABHRIZSS L Z T~ A 7 o i REVEIZ 1%, -20 °CLL TN CHBERITT 5, 49 L7-DNA
FOEHR I, R EDIZER L, BoT-BRIIBEREETERET S, 2B, 2EOMH %
BB T-DNAREFIH OBRE TH10 ng/uLIZE L2 WEAIL, £ O F EDNAFEHR & LT
Ao,

T FERTDBAITIE, WEAR KA NS, E. FREERE, WORESERE I XY w2 e s B
T DR O E I N AR B 7% WH &1 5,

2 Ageo 7/ DNA BIROWELIEHE | Aggg 34 787 WM SR OWE & 5 % 5,

3 Aol AsgoDEEINL.T~2.0D AN T o C b ISR D T 72 2 HEIT B S 72\,

2. EMEY 7T IILZ A LAPCRIE

BaFAHE T L R2RH (F10, 13) BAEERH & LT, F10, 3TN ORIMIC
FERMICEASIN TWOESZ AT 5774 ~— - 7Ta—"%H0n5, i L x Btk
*HEREBR T, (X4 L x B2 Adenine Phosphoribosyl Transferase (APRT) B/&1 2 fEHT 5
TIA~v— - Tu—TxHn5, AT I A ~—xtkO7 v —7 I T OEEESIO L
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D Z WA EAKICER LERAT 5,

- FIOREABRA 7 7 A ~—%f, 7m—7
F10 F: 5>-GAAGCTATAACAATAACTGGTCC-3’
FI10 R: 5’-CACACACTTCGTTTACAC-3’
F10 P: 5°-FAM-TATATATCCTGCTGGACCAGTTG-TAMRA-3’

cDBBRHRBRE S A ~—%t, 7a—7
J3 F: 5’-~ATCAAAACCGGTACTCAAATTT-3
J3R: 5’-GAGTTGTCAAATGTGAATTTATTTC-3’
J3 P: 5’-FAM-CAACAGGACAACCACAAGCTAGGAAACTCAC-TAMRA-3’

AN L xR T A ~—xf, Tr—T
APRTF: 5>-TGAAAACGATCCCGATCG-3’
APRT R: 5’-CAATCCCAGCGATACGTTC-3’
APRT P: 5’-FAM-TGGCGCCTCATGATCCG-TAMRA-3’

2.1. PCRA iR D 7L

PCRA N RIE25 ul/well & U CRABLT 5 #ARITLL T D & 381 Th %, FastStart Universal
Probe Master (ROX)' 12.5 uL., M8 77 A ~—EK (%774 ~—, 50 umol/L) #-0.4 uL,
KR 70— 7R (10 pmol/L) 0.25 pLZ RS L. DNAFENES pLa i1 LIREZAE K Ta
|25 pLICFREL 9%, PCROT 7 > 7 Uik & LT, T DNAREHE Z N2 720 H dlzHon
THREBICHRET S, SERERTHZ, EENh6>—A° L, B2y =LV 2EHT 5,
IOLE LDLBRELRVWEIEEL . HEHOY -V LV ITRT 7 =4 —EANTITI,
KEICY 2 VOEZBE L, BIZKEPHL55E61F. 7L — FOREZEI MW TRIax ik
WTEL, FL— DR, MicroAmp Optical Cover Compression Pad * & 28D HE A _EIC
wHEo, Frv—broLkmickty 5,

DNARREHK &> 72 0 1 X4 U X Bt FRERER & Bz T L x (F10, J3) frEek
Bt = VT LTITO b D LT 5,

" FastStart Universal Probe Master (ROX)
AFRIEITRMED B o0 IREEYEZAT O BRI, IBEBHERITObN L L O IEET 2, R0
BaiciZ, PCR 39 EL WD RWEERH 5, ) BANIZL TR %, w0 L, iR a e
BHOEIZED TEBWTHLHEAT 2, 2k, HEEIRALVT v 7 22T 5 LA >TLEI -
O, BT I TR 5 2 & THINCIT Y, Eio. U /WICET BB, AR HER
ELBSNEER 2 L E2EE L, U L DRICHEFIZAN D,

"2 Non-Template Control (NTC)
DNA EHE OB OER, NTC (213 DNA BUEHE O U ICIRE R K Z 7 = /W 5 ul i3 %,

296 7z TL— b, VAR L TT T S —
ABI PRISM 7900HT X% ABI 7500 Z{# 7~ 53%5E 1. MicroAmp Optical 96-Well Reaction Plate (Life
Technologies 1) &2 ¥ ABI PRISM Optical Adhesive Cover (Life Technologies ) % f#i 19~ %, LightCycler
96 1% 480 Z M 5 A 1%, LightCycler®480 Multiwell Plate 96 1% LightCycler 8-Tube Strips(white)

(LightCycler 480 ™41 LightCycler 8-Tube Strip Adapter Plate 25, ) (Bv = « XA T 7 )

AT 4 w7 A ) BT 5,
=V T O OW TR RO~ =2 TV EBREDZ L,

" MicroAmp Optical Cover Compression Pad (Life Technologies #1:) 1%, ABI PRISM 7900HT D334 0 Z4f

4%, ABI7500 XX LightCycler CiIfEH L7220,
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22 U7 /LA A APCRICLDHE

LUF. ABIPRISM 7900HT, ABI 7500, LightCycler 96 X (% LightCycler 480 % fi Fi L 7= #
EFEZ TR T 570, LR 4BfE L REOHRELZFET L O BEMATET D,

2.2.1. ABI PRISM 7900HT

O ARVb—varf PC OERZAN, E#SE 5, PC BREEICEE L TH2DH ABI
PRISM 7900HT AMED &R 2 A4L.30 DA LV +— 77 v 7 LTc D BIZOG % B
Y5,

® F27 by FEOT 7Y —3 3 [ABI PRISM 7900 SDS Software] &4 7 /L7 1
v 7 LTH<, A==2—/3—0 [File] —» [New] Z&4R L. {New Document} %A 7 &
JHFRRSH D, {Assay} | [Absolute Quantification (Standard Curve)], {Container} (%
[96 Wells Clear Plate], {Template} (& [Blank Template] Z &R L. [OK] "Z %7 U
v 7T %,

@ A==—s3—00 [Tools] — [Detector Manager] % %4 L, {Detector Manager} # 1 7
07 hRRIED, [New] RZ %27 U 27 L, {Add Detector} ¥4 7 17 %B<,
Detector D% EIL. F10, J3 &K N APRT & H1Z Reporter % [FAM]. Quencher |
[TAMRA] L 72D L HIWCEREL, [OK] AZ %27 U v 735, {Detector Manager} %
A7 a7 ETHERT S Detector (1X40W L & BEMExHRRER, K MaibR) 2 @IRL,
[Copy To Plate Document] "% > %27 U w7 L, [Set Up] ¥ 7 _EIZff 3 % Detector
BEGR L. &1ZIZ [Donel RE &7V w735,

@ BEEEERETE Y L ERIRL, A#D [Set Up] ¥ 7 LT, Detector 73 [IT4Lv L
I BEPEXTBRERER ST [ aEkER (F10,J3) ] T {Usel MIZTF = v 7 & AND,
RIZT =)L T &I {Task} W TENENDOEHR (Non-Template Control : NTC, I & xt
G {4 : Unknown) %2 384R L . {Sample Name} 7 4 —/L NIZH v I NVEEE AT 5,
{Passive Reference} 7% [ROX] IZERE I TCWD Z & 2 HERT D,

® [Instrument] % 7 L@ [Thermal Profile] LYV ¥—~iH% A7 7 —FHE2LUTDLD
WERET 5, [50°C, 2% —95C, 104 — (95C, 15 — 55°C, 1 43) x45 A 7 L]

©® {Sample Volume} % [25 uL] (28X E L. {9600 emulation E— R} [ZF = v 7 N A>T
WHZ L EHERT D,

@D BEEZMUETL—FFFa A2 b (sds) & LTHRET S,

[Instrument] % 7 ¢ [Connect] "% > %27V v 7 L, PC & ABI PRISM 7900HT 7
{K% connect JRHEIZF A, [Instrument] ¥ 7 £ [Open/Close] R¥ %7V v 7 L,
AT =V ERIEBERENOH L, 2.1 THB L7296 7 = L7 L— FOUIREE AL BT
LCARAT—V EIZHES, HFW [Open/Close] "¥ %27 Vw7 L,9% V=L L —
M EEAREICE Y N5,

@ [Instrument] # 7 E® [Start] KX %27 U7 L, KIt&ET —% DY AL (FrE
WRefE - K 2 Refl]) 2 BRIt 5.

2.2.2. ABI 7500
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O ANb—va HPCOEREZ AN EE SE 5, PCATEISES L TH5 ABI 7500
KRIEOEREZ NI, 30 3L EUr—I 07T v T Lm0 BICKIS G T 5,

@ TR Ny T EOT Y —3 3 [7500 System Software] 4 7 /N7 Y w7 LT
Bi<, A== — 3= [File] » [New] Zi&R L, {New Document} # A 7 1 7 %K
SH %, {Assay} L [Absolute Quantification (Standard Curve)], {Container} (% [96 Wells
Clear], {Template} /% [Blank Template] . {Run Mode} % [9600 emulation] % &R L |
INEXT] A& %27 Vv o35,

@ Detector DFXEIL,F10,J3 X TNAPRT & % (2 Reporter 23 [FAM], Quencher [X[TAMRA],

L L. [ADD] "¥ %27 U w27 3%, {Passive Reference}! »% [ROX] IZFXE 4L TV
HZ L uEWERL, [NEXT] RE %227V w735,

@ MEmEFPETE Y =LA L, BT, Detector 28 [IX400 L X BBMEXTREERER] XX
[F10, J3., APRT #FI#ER] OITD {Usel MIZT = v 7 &2 AiLD, RIZTV = /LT LT
{Task} ] CZNZINDIEH (Non-Template Control : NTC, JHIE*tG4# {4 : Unknown)
ZFINL, [FINISH] A& %227 U v 735,

® [Setup] # 7 LDOE T NBZTNT ) v L, BT AEEATTS,

©® [Instrument] %~ E@® [Thermal Cycle Protocol] LY ¥—~/HW A1 27 7 —5MB%LLTF
DX SITBET S, [50C, 24 — 95C, 1045 — (95C, 15 — 55C, 1 45) x45 A
7 V]

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

BRERMEEZTL— b F¥a X b (sds) & LTHRFET 5,

@ 21, THELZI V=T L—FOYIREEZAE LIZL T REAKORT = 1
Yty b5,

[Instrument] ¥ 7 E® [Start] A& %27 V> 7 L, RKicE T —Z DB iAAH (FrE
RefE] @ K0 2 RefE)) BRI 5,

2.2.3. LightCycler” 96

@ LightCycler 96 REDEJRZ Aiv, £/ 77 XA FWET L TEET 5 £ TK 5 576
T2,

@ LightCycler 96 &K% » F /3% /L D[New] % # v F L {Create New Experiment} % &
T~ S5, [New experiment based on Roche template] 7> [RunTemplate Hydrolysis
Probe Amp] %i®&R L. {Experiment Name}% A 7] L C[Create] ¥ 5,

@ [Run Editor] % 7 ?>[Measurement] %~ 7 C. {Reaction Volume(ul)} #[25] IZF%XET D,

@ [Run Editor] % 7 ®[Profile]” 7 CTH—~ /LW A 7 T —5E:%4[95C, 10 43— (95C, 15
Fp—55C, 1 7) x 45 A 7 NV EBRTET D, 55CD Step @ Acquisition Mode 73[Single]
Lo TWH T & &R 5,

® [Eject]zZ vFLTo—F—%HL, 2.1. THEL/Z96 VL7 L — hDUIREHE
FHETICLC, —~vAr7nry 7 Eicky FLTHLS,

® AKIEEEAEO [Strt] 2% v F L, KSET =2 OWMY AL EZRET 5,

@D DI >727 7 A /L% LC96 Application Software TR <,

[Sample Editor] % 7 EE 3R L, HRID 96 7 =)L 7 5 —~ v NX T2 EEOERK
FRE T L X (F10, J3) fREEER LK NTH W L X e RERBR O 7 = L 7 i3
RL. Gene D{FAMMRICHRIET 2R THEZANTTITD (—EASITDHE, TAED
YINOBIRT 2FENRHKD, ),
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©@ WIZT =T L2 Sample @ {Type} T, TN ENDH T F A7 (Negative
Control X FHIEXEAR# (K : Unknown) #IEIRT 2,

96 V=T F—~y MXDOZY /L2 IR L, Sample ® {Name} iz 7 L4 %
ANT D (EANTLE, TAXETnBERT LENEERD.),

2.2.4. LightCycler® 480

D LightCycler®” 480 AAEDEIR A2 AfL, B 7T A F3FET LTRENIT 5 £ TH 5 0%
Wi o, AL—va A PCOERE AN, BEISHED,

@ TAIZ Ny T EOT Y r—3 3 [LightCyclerd80 SW] X 727 U w7 L,
[User Name] & [Password]|Z A7 LCY 7 & H EiF 5,

@ [New Experiment from Template] % 2~ Y »» 2 L {Create Experiment from Template} > —
& 7>5 [Mono color HydrolysisProbe-UPL] % i®&{R L., OK ¥ 5%,

@ [Run Protocol] # 7T, {Reaction Volume} #[25] IZRXEL. —~H A7 T—
{¢%&®iﬁu¢ﬁ?¢é [95°C, 10 % (%Clsﬂ-»ﬁC1,3x4yﬂ4&wa
40°C,30 #b] EFXET B, 55C D Step @ Acquisition Mode 73[Single] & 72> TV 5 Z &
wERT Do

® Save 7V v 7 LERESFMHEHRFET D,

©® FKEOTV—hro—F4 IR EWL T L— e —F—%HL, 2.1. THRR
L7296 U7 L— hOUIREEFEZAETICLTCEY ML, BERZ VEZMLT
TL— b —=F—Z&NT 5,

@ [StartRun] #7 VU v 7 L. ﬁﬁk? X DR AR E BT 5,

(BREH1Z) [Subset Editor]i2 T, (+) R & /5 New Subset Z1ERL L., Vo 7%
ty ML =V EER Lt?& Apply Vw7 T 5,

©@ [Sample Editor]iZC. Stepl: [Select Workflow] C Abs Quant % %R 35, Step2: [Select
Samples] N D[Subset]| D 7NV Z 7 2 A =2 — b, @ TIER L7z Subset Zi&IRT 5,
Step3: [Edit Abs Quant Properties] T, & ¥ = /L% &R L, [Sample Name]Z AJj L,
{Sample Type} # TEINZIDIEFEHR (Negative Control XTI E xR K : Unknown)
BT %,

3. FEROMENT L HIE (K1EFR)

Bin AT L X (F10, J3) BBk NI L x Bt lRERBR o W97 uic
WTH . FEROHEILAmplification plot b CTHEEXEIEL A 72 MR B4R & Ct (Cq) EORER KN
multicomponent b COX G EFZH KO KIEE (FAM) OFEEBIEA 70 BIRE 72 BN DR %
HoTIT O,

ABI PRISM 7900HT XX iXABI 7500 L 7= 556 D7 — & DT
O A==—s3—0@ [Analysis] — [Analyze] %&{RT 5,
@ BEmEAELED [Result] ¥ 7% 27 Y > 27 LT {Amplification Plot} HEfH %R It D,
@ {Amplification Plot} Hif_ ¢ {Plot} T [ARn vs Cycle] %%ﬁéﬁ\ N—2F A
VEIVATNANE 1S YA T IVTEEL, UMmMM}ﬁ 02] E AT %,
@ {Amplification Plot} [Em E® {Detector} #fT [All] E?RTZ) FHIZ CtENFE
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REND,

LightCycler 96 & [ L 72336 O 7 — & DffHT
@ [Analysis]¥ 7% 7 U v 7 L[Add Analysis] % i#&#R L {Create New Analysis} ™ 1 > K7
AFRRIHE D, [Abs Quant] ZIBIRL[OK|Z 27 U v 735,
@ [Amplification Curves]{ZHEIEHE#R 23, [Result Table] (2 Cq ENFER S5,

LightCycler 4802/ L 7= 356 O F — X DRk
@ [Analysis] A% > %27 U v 7 L {Create new analysis}(ZC, [Abs Quant/2nd Derivative
Max] %R L [Subset] 7/L& 7 L inHAERL L7 Subset Z3&IRL [OK]& 727 U v 7
T2,
@ FToRINT-HEE T, [Calculate]= 2 VU v 7 35,
@ Hatgdh# & . [Result Table] (& CqENAFREND,

2B THIHE LV & S ADNAREHE ORI EIX. 1HHEH -V 27 = VT TRIEEZ TV,
BT 2 VT RTEHWTHIET 5 (FIORFREHET D56 1%, FIORFBREED20(1T4
v /b, IR AHIET A AL, BREMREEDO20MT4T =1, ) |

F10. I3OHE : (K1£HR)
DNAREHRIZ BT,

(1) 1IZNnnv L X BB RRERBR D20 T+ R T DT = /LT3R DCt (Cq) EIEHN,
OB ATV L & (F10, J3) BEEBWFLhORBRLE b Toy
/L TCARGEDOCE (Cq) ENELNTHE, SEREHIBEE R IT VL x
BtE & HIET S,

(2) TN L X BB RRERBR D20 T R T DT = /L TA3RMDCt (Cq) EIEHN,
BRFEE XXV L & (F10,J3) BARBRO T X TO U = /L T43HKm D Ct (Cq)
ERELNRWGEEIZIE, BERHIER R ITV L X BEEHIET S,

(3) IFN L X BB RRERBR D20 T+ R TCDO T = /LT3R DOCt (Cq) EAE SN,
B 2 X L 2B T2 = L OFERN—E LR WAL, k- 18
B 1% OEEEFREI DO T2[E H ODNAHIE - 217, 61 12, B 7 v
2 A4 LPCRE | DAREO#RIELZ LM L T, ¥IEZEIT 5, 2[B1H ODNAFREHR Z HV 7=
BAETHL B LIEERENE LN WEEICIE., & 3 L x L
ET D,

2 THIH O Z N Z N OMHEDNAREHE (F27 =/V) 1220V, FEROHEFEAXT— A
PEo THIE L., M5 OMMHDNAGENE (&§H4Y = /L) 2OV T & HE S - ik %
Bt &9 %,

[ o S R -

i et FEL) ) AT'RT FlO 13
flil DNARLFHE — T (+} () (+)
filll' DNAREHE & (++} () {(+H+)

Tkt el

85



B, ERHBICIVEGFHEBLZIIAW L XEBEPHESNE/ERICONT
multicomponentZ 4T L, B # CFAMO & iR EE O TS BISAY 72 N3 B4 T& . ROXD
5 HEFEE O BAE 7R TRECFAMO 8 Y58 E DfRC) e EFA N o2 L 2R3 5,

EFo vl x Fﬁriﬁﬁﬁft%@ﬂ“mfw U )L TA3ARTG D Ct (Cq) EDE HIL72 "DNA
HEHRIZOWTIX, B, ik - WEZOYHZRE ) T2 B H ODNAHHIE R 21T
WV, EH N @Y TVEA APCRHEJ PIBEDEEZ ATV, R THITNW L x BBMEXT
B OT X TOU = /L T3RFEOCL (Cq) EHELNRWGEEIZIET, AREED B O
IEREEE T 5,
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M1 EROHERFX—L

STEP1

/\L A 2351t R ER

DNAD i #E R LA Z B (F (2B B)
|
E——

STEP2
F10X [FI3tR FNEH ER *

EZD

DNAD M R LG EHREQEE)
|

$ETIVIRISHETHEENRONIHEE,
aVAIR—LavENEDON . BUGREN
ThONTWVEN=CEERT,
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1. DNAFH R IEIZ DWW T

M. ERHRTE ] TIMRENRFEEZ R L T 5, BAE. DNAH S »~ k& L TDNeasy
Plant Mini (Maxi) kit, Genomic tip-20 (50, 100)., GM quicker 32 DR F N HIR I TV 5, 4
EEFEMT LI L VRO BEIZELRY BEFO~ MY v 7 2B RES BRLGEM
bb, TDOI=, Eifid 2REE-CHRIROFEIEICHE LB FEE WD N TE S,
DNAHHIBEIEICIB W TIX, BERERSKBEICKLERME L ENHFEONDL Z ENLETH
%o BlzIE, FTIZHW S DNATH B EEZ . 60T CTRARD3BMIT- T, BEFOHIEL
FERTHRAEMINCY TV H A4 APCRE T EfE LIFERNFE L TH D I & 2RI 5, NTEME
BT OB (BYERTIERER) OFRRZMHEE L T, BEFEOFES i L CCHEIZEN 20

BT 5 (D7 ELCHENILLERE S B0, )

2. UTI)VH A 2 PCRIEEIZDOWNT

M. ERRESE] CEICHV STV S ABIPRISM 7900 i LightCycler96/480 M
WCHRIFEOHREZETLHOHRELAVLIENCTE 5, FREOMHREOMIRIT, BE, BViERL
BEM, v L BZEROHEESDE FICEETHHE) REEXEZELTTH, flxiX,
IRBGAERTER 7 7 2 X K (Flx X, = AH) ZHE L, BITHfE (ABIPRISM 7900 %) % M
WCRRHBRFR L0 LEWIREE (10 [B1H 10 B3 TR SN A RAIKRE) ORISR % 1E
T 5, TOWRERNT, LI WEE CRISORBRZITV., £/, BEZZEXT 3 [|
PLEATo TR, X CHRHEEINDZ L, 96 U o L TENRWZ L 2R T 5 (CtEI
BARTH 1L EDOERRN, )

3. ¥AX—I v 7 AZHWNT

M. fERREFE] o b O XUIRIEEPHERINTZ U TV 2 A 5 PCR HEEZ AUV
T, BRI SRIEMRE (EMREINAFTRERSESIZTE AV, AFTERWEEITmM
TERNEL RWIITRSEZETH LV, ) ZHWTHEREGFRMERBRLHEVIEL 3 J
VI EZERT 5, TORE, Ct fERTY RiRA > MZBWT T, #ERIBESE THOb
DERIXRENIRNT L 2ERT D, £z, BEFHEBRZBREET SIZO0 TR, TERO
Btk 77 A 2 REFRETICHN T, 3R EREEZITo -/ R, CHESCZ Y RARA v &
DRERERNT EEAMHERT D (CHEICRKRKTH 1 L EDOERZ2N, )
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