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A, ENLEIGRMREAMEICB T 2R 2 E 2, Y%EmE Fio &
BYWRETEHZ L LD T REICY > TIAREFIEICL D EiiShizw,

AL

1. WEOH#RE
EnFHH 2 834 % (PRSV-HN) OME HFIEEZHT-ICED L L L BT,
WA OREFIEZOWT, UFTOLEBOVFEDORELEZITY H O,

<BARF AL R SR Y O A TTE R R >
(1) "L YREAD O DNA R RICRE A A ZHBIAE X 1 7% v b
EEAWDLEAE O DNA REHFEHR &I DWW T, 50uL 7»5 70uL IZAH,
72%. ZiuE PRSV-YK, PRSV-SC } U PRSV-HN Okl % [ 2T 9
BAEICBNTH, LEFEDO DNA REHK AR T L2100 ETH S,
(2) 2% YGExRERABRHA 2 —7 (Q-Chy-P) 22\ T, 23 Y[
PR RERBRIC B W TRICTBEERRB DO O Z ERNHB L2 &g,
INZEMETLTOICE# 2L, 2k, BANCE BT < HEk & Rk
ICRWRREEZ AT 200 THY, FIEDOEELXHT L L 2 EREH
Th b,



(3) PCR ARG DOHFHBIZH WD Z & D TE 53T D>V T, TagMan
Gene Expression Master Mix (2l 2. C EagleTaq Master Mix with ROX % #i
E

(4) EMVTNAEA L PCRIBIZHWD Z LD TE D HHHERRICONT,
ABI PRISM 7900HT ¥ (X ABI 7500 {2/l % T. LightCycler 96 J Ot
LightCycler 480 % }i i€,

< Z D >
(1) =A% (MON71800). FwErm =2 (Btl0) KO K7 ET 2
(DAS59132) DA 71128V T DNA RIS WV DR ERIC D W
T, WEREZ BT 24 HOLEE 2 KB (TAP2 #ZE#K) — TP3 FEME K
[AP3 FRMER « =% /7 — ViR — TAWI1 $B@ER) . TAW fEfEiR] —

AW FRER ) o
2. WERNE

WEZE O RBIIR T2 EVERFEOMMB D NASMICHELOMET L] &
MO EBYWIET 5,

3. PRI E

S OWIEIZR L BBAE & LT, ERTOBRAEHIETRIN TN D 733
Y Gt BGRER ] 7' e — 7 (Q-Chy-P) (2 2W T, REMODOFEHE 1 FLUNIC
RO, WERBOMEFTETRIT AL YEESREBHN 72 —7

(Q-Chy-P(new)) (CRATHIEHESMHEMT o2 LNTE D,

72%. Q-Chy-P # W\ 54545121, EagleTaq Master Mix with ROX Tl 72 < |
TagMan Gene Expression Master Mix & i\ 5 Z &, (2R NE LW
D)
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1. RREERFIE




1. #ifk, 2 A% A brytray X RORERIR
1.1, HfR, 2 AF, a2, byEnay JHROBROBRAERIR

FHA 2 DNAFA G AR SN AL — 120/ L TWD EWNWH Z E&FiEE LT, 7y h&R
FT 2D L) RIRERIAIT O 120, fRLmbm Yy hOKE &, WL, AEERREIIN L T,
PUFIZHT 2RI A AT 9, MAEEEBUZES L Tt ftha v FOBRINIBEA LW 5+
SEE L., AT A8 E - RESEEEIIE N ETOLOEMEHAT L0, TOHEE,. +oIZ
P2 4T WMERA 5,

WA, BRI LT BRI N ENZ 2 D L)+ IiRE LI, 2O OREICHER
—TEEEZED . MRS E AW CHEITHIET 5,

F X IO L CIE, 1 B (BREREE 1 kg) @ 9 H500 gz kL CTHWD, 7D
D500 gIFFRLORETHRE T 5, RREDOFHIIZIZINEH WS,

1.1.1. IBEADOLGE

LU ORITHE > THRIFERIEAT O,

2y hORES FRIRERER D 7260 ORI | FRIAEREUE (kg) fRiAE
= 15 2 1 1
16 ~ 25 3 1 1
26 ~ 90 5 1 1
91 ~ 150 8 1 1
151 ~ 280 13 1 1
281 ~ 500 20 1 1
501 ~ 1,200 32 1 1
1,200 ~ 3200 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

1.1.2. [ I5BADGE
1.1.2.1. VA it ABF

YA IIMAT LS 1 Mz 1l oy heLTiny FaEReERT oMK L 02D X
IA— YT T —F 2 O TRIARIRZIT > b O & LUEIERRHEREZ & - T15 [\
10 kglh EARRIAERIR L7 b D Zifisy L T A vl Mk (Lkgbh L) &9°%,

BEICH A BT L 72 b DIZ DN TR, oY1 1 [TBE) S 5 R AL TRIBRIZ AR

S =

1T 9,



1.1.2.2. 1% U AR

U (AR Z G te,) ITIATOBIC L IZLITA2 1 oy hE LT, 2y haKER
FITHIRIELE D94 — b 7T 2 O TR EZITY) b L L, JiiE 72 R
MMk Z > T 15 [AlEF 10 kg DL EZ R AEREL L7 6 D2 M550 LTI LITEIC 1 KR (kg
PIE) &35,
1.1.2.3. X LITICBIT A BEEE

T T LTITRA LD DI W THRIEERIEIT 256, 113 LdEL =y hEL T,
a2y hEERERETHMAEL DL BE, g, TREEICESIET, G5 G,
10 kgl EZRRIAERE L7 b D &85 LTl LT @izl Bk (L kgl b)) &35,
1.2. LA ORBIRERE

LT AEMOBEREICOWTII. MR ER DTy hOKRE S| U TEL FORICTHEDBIR
BEAZIT 9,
1.21. FUEravOBMNLS (=270 Yy, a—r 7570 — a— 3 —)L%
BRIEELTZH D)

MREEEUC DWW TIE, 1.1.1. OB DOEEIZHED .,

1.2.2. ENLA O TR 5

LUF DORITHE > THRISERIEAT O,

oy FOKRKE X R D 7= O O BHAER | FikEEiE (g) TRAREL
= 15 2 120 1
16 ~ 50 3 120 1
51 ~ 150 5 120 1
151 ~ 500 8 120 1
501 ~ 3,200 13 120 1
3,201 ~ 35,000 20 120 1
35,001 ~ 500,000 32 120 1
> 500,001 50 120 1




1.3. 2 AX ORI T ORAEERE UNEE., #hia kL= b0)
AR EUZ DWW T, 1.1.1. 0880126 D,

2. 733, Y ORREREL

2.1. AEfE %A Y DORAEREL

HME A X ORREERIUZ SV TR, FHRERDE Yy FORE SIZG CTUTORICHE
WIRIASRIZAT D,

2y hORE S FRUSERIL D 723D DPIHREL | FRisrua (f8)
= 50 2 2

51 ~ 500 3 3

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

2.2. 7S VN LA S DR AL B

PR YINEEMOBEETRUZOW T, MfRERDay FOKREIIZSEET 1.22.0
RITHEVRIAER I AT 9, Zeds, F9t - ARG, OKEHERGIZOW TR, AR IE%
4809 £ 3%, £, A YOEAEND IRV TIICOWTEET 2541, 8%
T TR ORLBERIT A RIRE & 22 D K O M E MR IREREUE 2 0 LTRSS 2 &,

A A
YRRAIT, AR, PR IO O T EMPHRAEMNGHRIEKE L TRESNL =D, TOMEIRIC L
DHERERIIEET D, b EMNT57-00FANZ W TR,

- AT GRIRIL, A E —HALE T 5,

s BRERRBIEORB I WIS EREE LB AR E T 5, (B SS, YIZOWTIET - BiE
Z BRI RERSY)

- RBHHORRE. RIS T A EEZLNDLTD, BEICHET B ETNCEREI S & A T T4y
R L. BEIRA L CGRRGERE 5,

« BRI 2 FHRECEH I EASCHR IR O MEIRICE D 597, EENEIC T - EEZ2HRIT 5,

- BRI Z G o MmA i,
vAEIx—arERCL

ZERDENE D372 IEFE W EEDOEE D IR XY) B AT 28 M TITV, =
D FEhET 5,
- WERIED TS, Mg LA, BEHE, SRR P TR CHR R, Tl U A
WC—BRRITE X T 25, HHWITEERIEREE V., 300MoBERAEE1T O,

* LoF =GM200 (L F =48 L — (U X =8) | Force Mill (K& /L#E8) | Xtreame Blender
(WaringtE8) | gLk - ILBEB L ORIZ O RN/ELNILOE HNWD,



3. Zofh

MR DHER, = A T Z RSB LT, MRS R A 2

ERAR

=]

03
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0. ERREITE




ik (FP967) DAL ik

ARIRAVE CIIH BRI 2 A x5 & L. DNARHREEIE, LT OfEA 4 o R HpsHE % A
7% v ML (QIAGENFLEGenomic-tip 20/G) Z %, 1 k52 11T TDNAZ I L .
BAHHDNAGREHE 2 W CEM Y 7V & A4 APCRIER £l T 5,

1. DNAH H R
1.1, A F U RWHNE Z A 7 ODNAFHIE R %~ ~E (QIAGEN Genomic-tip)

kel 0569 248V e v L oBIEEE (50mL ) ICEVERD ., A AU AR &
A 7ODNA iR F » + (QIAGEN Genomic-tip) # AW TLLFD XL 912 DNA ZHiH
Kl %, WBHZ. G2 #EEIE " 7.5mL &oa-Amylase?20 uL& Mz T, AT v 7 A3 %
P—EE T L IEA L, 37°CT 1 FEfMRIET 5, & 51262 #EE#E 7.5 mL, Proteinase K™
200 pL, B LT, RNaseA™ 20 uLZz iz, Yo FANF 2 —T DEITE S 2L 25 £ TH
FRL.50°CT1 FEfRIET D, T DM, 2 ~3 [ElEIEE %2 )]s S CREH 2 SR 5,
RUNT 5,000 x g, 4 °CT15 Lo BEL G oz BiFZz2mLd o2 mLAF = —75 K

(FH10 mL) (28 L™, 20,000 x g, 4 °CT15 /i LAyEEST 5, & 522 U»HQBT #EEHR L 1
mL Tl L 72QIAGEN Genomic-tip 20/G 12, &2mL AF = —7 05 Eif a1 mLd o
BL® Aft5 GISmL) . kWT, Fv 7%2QC BT T2mLd o3 [EveH L7-1%.
F o T EFHLVELEICB L, H 57 L H50 *CITINE L7-QF FEE ™ 500 Lz &k L,
DNAZEHT 2 (AH 1) . Foy 7 Z2H LWVEb& I8 L, & 5ICQF #EEHKE ™ 500 uL T
DNAZ#EH T2 (& 2) .

WWT, IR EFEDOA Y 7a /") — L EREH 1EBEH 2i2Z2nENREmL., wo<
D10 [FIEENRFN L2, 5 /IR CH#iE T 5, 12,000 x g, 4°CT15 4oL, Rif
BREIELT-141270% =& / —/L500 uLZ2 ¥R L, 10 [BEREJEFf19 %, 12,000 x g, 4 °C T3
yRE D Lizth, EiGEMEE L, Holm b A g IC e S5, W 2 OmLEICH D
2> U D60 °CIZ AR U729 2R 4 /K50 uL 2 0 2 TR 2 tfii S8, £ ORiRE 8%
W LoERE IS LR, K IBA L, MiHIDNAGRENE &+ 5, i DNARERE TS
JEIEEER % AV CDNAREEERIE 51T 9 .

" G2EMEIR. QBTEMER., QCHEMEIR. BL . QFEENEIZF v MIfMB L TWAN, BV ZRNEAIC
1T% v b OFRAEIZNE - TR ATEECTH 5,

Zo-Amylase  (EIEFEM) F= v R D— A Blo L0, L, RS0iEEEZES DA RN D,

"3 Proteinase KiZ 7 #4820 mg/mL) F721XR% 0 1% o b D& A5,

" RNaseA|Z 7 4 > 48 (100 mg/mL) 721 A%S0R HE bbb Dz A5,

S kR LIE DR OEMI AT S RV K ITEET 5,

© YhE (DNA) YA L 720 E 13, 65 °CTISH IR & H i+ 5, ZH THRAICHMTE T,
REEWHFEH AL HIGATX, 12,000 X g, 4°CT3 /il L THELE RIFEH LWELREICE L,
ZhEHEDNARENK & 5,



1.2. DNA BRI H @ DNA OffEE O EREAF ONZ DNA 5UEHE DR T & /17

DNA FUBHEIR O 2 B0 | IREARKE AW CGEEAR L™, 200~320 nm O#ilH
TEHARI ALY FVARIE L, 260 35500280 nm OB (Age 35 KT8 Ay 2) &L
B3 %, WUT Aggo D 1 % 50 ng/ul DNA & LC DNA 2B 5, £72 AgsolAsso
ZEET S, ZOHN 1.7~2.0 12721E. DNA B HIckEfRISh TV 2 L 2R3 &
HAU7- DNA BREEDND . i 7K 7K T DNA BRI 2 50 ng/uL (C75 R L Ca L. DNA
BN &35, DNABENKIZ 15 uL Z & i~ A 7 amitF 207 L, -20°C LA TRk
79 %, SrEL7 DNA BUBHRIT. RIMRREL IS U, 5o 7o iR R BE 3
T 5, 723, DNA BRI DOIREED PCR THE SNREICE LWL EiX, ZOFEF
DNA FEHKR & L THW D,

AR R, WO E I L 0 EE AR E ICE T A E R L ORISR A7 WE ST 5,
2 Pgeo 75 DNA HISROWLIFE | Aggy D34 L /37 SR Sk DL L 2 % 5
"3 Ageo/Pogo D HE LT ~2.0DHFHA T > T b RIS D B 72 B B EIZ T S 720,

2. FEMEY 7L A APCRYE (ABIPRISM™ 7900 % 7-137500)

FPO67 DR HIFFPIS TR D 7 T A ~—, Fu—T7%H\Wi= U 7L % A LPCR & diFRES
Mt HDO T 7 A4 ~—, Ta—T%H\ =Y 7 F A LAPCRO2 RERZITVVHIET 5,

FPO67R N & LT NOSY — I K —H — L AT F /)~ A ¥ Uit s 1 O 5 R aE %
BT D774 ~—, TYa—7%2H\5, £, @R & L CTstearoyl-acyl carrier
protein desaturase 2 (SAD) Bin FRFNEZMRAT DS T4 ~—, Tun—T2H\5, &7 7
A ~—, T —THRERE KBRS D, TTA~—xt, T u—T OHEERINILLT D
EBHThD,

FPO67TIRIN 77 A ~—X%F, 7'm—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°

FERRIGPERT R 7T A ~—%f, 7m—7

SADF: 5’- GCT CAACCCAGT CACCACCT-¥»

SAD R: 5°- TGC GAG GAG ATCTGG AGG AG -¥

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

10



2.1. PCRHIBUSIR Dl

PCRAIBUG #1325 uL/well & L TilRT 2, MHAIFLL T O LB TH S, Universal PCR
Master Mix ™™ 12,5 uL, 577 A ~—%H&E (577 A ~—., 50 umol/L) % 0.4 uL, %I
G a— 7R (10 umol/L) 0.25 uLZ&RA L, JREZARE /K TR 22.5 uL ([ZF5E,
50 ng/uL DNAGEHE 2.5 uL (125ng) 29 %, PCRO 7 7 > 7 UGk & LT, 7 DNA
ﬁﬂm%Mz&w%m_owT%Hﬁ_ﬁ%¢6”“E%@%T%Jﬁb@6y~w L.
BRIV NVEEATSH, ZOLE, LOBAFLRWE Y EEL, SHOY—V THT
TV =2 —%HNTITH, REIZYV = VOEZBIE L, EIZXWERrH L5551, 71—
O EB NN TCRIBZ KW TR, 7' b— hOEER%. MicroAmp Optical Cover
Compression Pad™ Z 28t DS LIz b X5, FL— bo LmicE v b9 5, %DNAGRE
W7 VFPISTRRAEIH Y 7 /L% A APCR & BRI X FRA U 7L % A LPCREZ E L ZE L
2 7z MITLTITY) D ET D,

"1 Universal PCR Master Mix
ARIITHEER RV, BEEEEIT O BIIX, BEPHERIATOND X OICEET D, Aok
BEIIE PCR 289 L W RWGEDR D D, 0 ERIZIIBN TR NLT v 7 A XV —2 T3 Bt
FERA L7eth, B<EO L, WRERBHEOERICED TBW T LHERT S, £/, vy ds
BRIk, DAEBEEE, ORI Z LA EE L, U LORICHEFEICIAND,
"2 Non-Template Control (NTC)
DNA #EHE DIRINDEE, NTC (ZIEDNA REHE DD D IZK A2 T = /L1225 pL I %,
P96 YT L— R, v, BLY, vV I T Y =S —
MicroAmp Optical 96-Well Reaction Plate, 35 JX O*ABI PRISM Optical Adhesive Cover (Life Technologies
#H) ZERT S, =V ZOFEMIOVWTIRS M BO~Y =2 T L EBEDZ L,
" MicroAmp Optical Cover Compression Pad (ABI PRISM™ 79000334, Life Technologiestt:)
ABI PRISM™ 7500 T3 L 220>,

FOSIZERL Tk, 7' L— MEROBRELITORITNILZ2 600, REXITHOHBIL, &
RORELHHE, B, 7e—78ETHL, BRI — N BT, AR LY

L— FOREIZHINT D L ) ICKE2 1T 7203 5 iR OFESE (TNTCJ : Non-Template Control,
TUNKN] :DNA #ENER) OREEITH., /27 v —7 8BS L Tk, NOST-Spec, SAD
& b IZReporter 25 [FAM] | Quencher 7% Non Fluorescent] & 722 X 5 IZET H, £z,
Passive Reference 1% [ROX| IZERET D, 7B, 7 F— FOREIEL9I600 emulation E—
NESE TN R

11



2. 3. PCR 1

BTV — ey L, MbET =X O AL ZRMGT D, MISSEHIZLLTO L
BYTHD, 50°C, 2 HHIOSKRMETHREE L%, 95°CT10 MR L, Ay hAZ—k
BTG EBtET 5, £ D%, 95°CT15 ., 60°CTL 4pfl&l 1 7L e LT, 45
A 7 VOMEEEGZ1T 9, Remaining time230 70 L 72> TN DH Z EEER L, LA T &
B, WEKREOMIT 21T,

3. REROAT &L HE (K1)

FPO67H AN HIFR R Js & O HL R M IRRRBR D W Ic ST h | FEROHIET
Amplification plot_t THIEBEEAY 2 HME Hhi g & CHEDOFERS, I LU multicomponent T d
MR OFEHROEEE (FAM) OFSEBIA 2 WL I OS2 6 - TIT 9

¥ 9" B ti.-CAmplification plot |{ZNOST-Spec® 545 B4k 72 HagE dh AR 23 i iR S L= 355
T, FPOBTIRMEREE S, WNT, N—RTA L% (A I ANBISHA Z L) BEL,
ARND / A ZWED e RAE D AT 2278 U 7= FE B EIEA 7Z2 s il #_L T 2245 % Threshold line

(Th. line) & LTOARET %, 7272 L, Thliness / A RRFGHBEIE T2\ I R &
b BEAE. FHE LA LAV 5 Th lined BWERET 5. Z0Th, liness b CHE A
SNDDEPEINTT D,

20F(FlItL & 0 135 U ZDNAREHE (Ui b 7= D 217 = MIEAT CRIE) OB 7Y =T
STEBOTHET 3,

DNAGUEHKIZ BT,

(1) HERREMEHEEEBR D20 T X T D 7 = /L TA3RIMEDOCHE NG H AL, 7 DOFPIG7Hi
AR O T XTO Y = /L TARM OCHEN G DL E . Szl HIBhE & )
ET D,

(2) HEAREGERS FERBR D20 T~ T O ¥ = )L TAZRIM OCUENE S, 2>DOFPIBTHA
FHFER DO~ T DT 2 /W TARI DO CHED T b M 2 WA 1 & f)E
95,

(3) FPO6THINAHRERIZEB N T, X TOU = L T LR ENE O o 256
X, B - B O YRR S Kd T2 1 H ODNAHITHIRE LA 1TV, & 51 (2.
EMEY 7 vZ A APCRYE| LIBEOEMEZ I LT, HIEZIT 9, 281 H ODNAGE!
RaeHWTEGE THBEEORIER S L2 WEEIZIE, FPIeTREM: & HIET 5,

20T O Z N O DNAGEHE (K27 = /L) 1225V T, FEROHEAF— A
o THIE L, MG OAHDNAGENE (HEH4 7 = /L) 2OV T &I S stk s
B & HErd 5,

7p B ERRHEIEIC X U FPI6T R A3 HIE & L7 Ak B DU Tmulticomponent 2 fi#dT L, H R

12



CTRFAM D d L8 BE D FEE RIS 72 BN DM B 22 C X | ROX D Y58 D B 72 T FECFAM D
IR DR EH NN L 2R T 5,

F 7o R B ER T2 = VAT Ol 5 TA3AT D CHE A S & 4172 W DNAGUEHK
[ZOWTIE, BE, B2 6 0 T1 DNAHHRER ) DBEOBIEZITV., £ TH2T =L
AT DM ST TAIRTE DOCHED G H AV WG AT, KRB b OBRFNIARRE & T 5,

13



X1 HFROHERX—L
STEP1

i [R5 14 >t B Gl Bk

* :
or
=) - &=
DNAD I HE#E B LU R /E(2E H)
I

= -

STEP2

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

|
M

s

FEITIVIRISETIEBEARON-SE X,
aVEIR—LavENEbN . EYGREN
ThnTWVENOIEETRT,
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2% (MON71800) DO 1A

I AXEROUTIN LA 2 AR5 & LT, DNA BRI U B P ViES A4 7%
> % (DNeasy Plant Maxi Kit, QIAGEN) % F\>, L {AH 520147 CDONAZ RS2,
B 5 NS DNARENE & VT, 27 = WI{TCEMY 7L X A4 APCRE EET 5.

1. DNA il
1.1. BBt WeE - i ERLOLGE)

a Xk A RE (ER) b7V MERDLI% SDSKIAER Z M L T2 (5 HBELL
LoRGEMEM) . TO%, MUKTEAH LR TTTE, MY AVO RICTufEkL
ZJRGF . 40°CODRLIEAEIC CTA0 MR S8 %, HlEtk . Millsers: Oy Les 2 TRk 5,

1.2. YU BFNES A4 7% v b (DNeasy Plant Maxi Kit, QIAGEN) ™

B g% 50 mLA T = — 712 & L, 100 mg/mL RNase A" 10 uL3s T OAPLEEE i ° 5 mL
EWRML, sEHER 2N E IRV T v 7 A — T L HE L. 65°CT1 HRREILR
BT 5, ZOM, =L % 2~30 i S CHERMY 5, Fa—712, P3REER ™ 1.8 mL
WG, AT v 7 AT —FTHE%., KKFPIZISoMEREST 5, A A 7zl
SyifEds 2 L. 3,000 x g TR C1547 i Ly BT 5, Hif 4.5 mLEEE L, QlAshredder
Maxi spin columniZ&fif L, A A > 7 Doy BERR IC 20T % (3,000 x g, =i, 550fH]) o =
BEAMUEER L, HLWSOMLAF = — 7 1B, AWHEEIE 6 mLEWML, AT v
J AIFHh—ETH L BT D, WiKAE % DNeasy Maxi spin columniZ AL, AA
7 R D HERRICNT D (3,000 x g, =R, 550[) o FEWEVIKEZE T, 7 ATAWETE
we12mLE A, AA v 7RO 2NT 5 (3,000 x g, iR, 15505[) . T L%
FLUVBOMLAET 2 — 7128 L, BT HI2H 50 LH65CIZIRD TR 2 E K1 mL% i1
2 5. SR THIER., A4 v 7X@ 0BT 5 (3,000 x g, =R, 1047) .
WHEZ2mMLEY > TN Fa—71CB L, WK EFEDOA Y T an ) — Va2 5,
E T2 o < VI10EEEEIREFI% ., SRR CHET 5, @O0 oBissa A L, 12,000 x g
T, 4°C, 1557 itk BIEZBEIET D, 70%T ¥ /7 —/L500 uLx @ L, L s
F2a—TDENLIEFEPNDIETCT a—TDELZFFLTII UL, EOoHEEZ#H L. 12,000
x 9T, 4°C, 3 MmO EER. FiEE2 I RELY, i A R S8 5, JEK100 uL
ZINZILBE 52 IR S 578, B TREWR 2N & 2R L, Z 2 DNAREHFIK &
15,

*1 FEREZE LT, EESETDHIERy MRF v T TNV T 57 L, o7

A DOa 2 I x—a U NREZ RN VI THEET S,
*2 v MIBEOLHO, QIAGENX Y BIL&EA L7-H @ (Cat. no. 19101) . XIiXREDOZ 1 &=FF>H D

15



ZHWD,

*3 Xy MIBOHLOD, H25UVIEQIAGEN L W BIIEIEA L7 H @ (Cat. no. 1014630) # 5,

* Xy MIBEOHO, H25WIEQIAGEN L W BIIEHEA L7 4 @ (Cat. no. 19053) # v %,

*5 Xy MIBEOHD, H25WITQIAGEN X Y BIEEA L7 6 @ (Cat. no.19081) # %,

*6 X MIBEOHO, H25UVIEQIAGEN L W BIEHEA L7 @ (Cat. no. 19072) Z# M %,

*7 RN R e DNGAE TS, BIEENOESMIEICIETE 20 MA 2R 51c, EEERET
%o

* FEETT a— 72X 0 &, BOSHEL TERENOIETEZ RIS 2 & 5 B EE# 0 ik,

*9 RIEMDRD LG AEIL, —B (12~24K¢[H]) MIEEICEE T 5, 24KEH2NT TH RNEWHFE
D HNDHEEIEL, 12,000 x g T, 4°C, 3 LAEEL CTHEONE RiEEH L WFa—7I2B L, 2
ALEDNAGENRIR &35, 7235, W H-20°CLL T CHRAFT %,

'
/
'
/

1.3. DNADHIERERS « FHR - /AT

DNAGCEHFIR O 4 B & B | IRE R K Z AV CEEAR L™, 200~320 nmO#i[H ©
YEOLERIRIL A~ 7 R L2 HIE L, 260 nm &% 08280 nmD WL E (Asgo S DNAggo) 2% 508k T 5.
RN T AP fE1.0%50 ng/ul DNA & a5 L. DNAJRE Z B35, F 72 Ak A% it L.
ZOHNLTI~2.012 72T, DNABFICERE N TWD Z & 27373, 155 L7~ DNAJEE
235, DNAGUEHEE 2 10 ng/uLIZIRE 2R K THIR L TR L, DNARENK & 45, DNA
AUBHRIZ40 uL = & 1205 mLA EL5 MLA T = — 7\ miEH%, -20°CLL T CTHEBRITT 5,
S3E L7-DNAGEHRIL, B E DI L, - IR SR T BT 5, 7235,
DNAGREHFIR DIREE 10 ng/uLIZEE L2V & &1k, O F EDNAREHT E LTHWS,

*1 ABRAEERIT, WO EERE2EE I L 0 S22 E B DR e RS B D72 WE ST
Do

*2 AosoDNAHIR DWICEE | Aggo?™ & 2 737 BEAHIM R DML L 5 2 5,

*3 Aggol Ango D FE LT ~2.0DFEFHSN Th > T HIEWED /e ZEAEITE S 720,

2. EMEY T L& A APCRYE (ABIPRISM™ 7900%)

IR 2 = AF (MON71800) OfEH %, MON71800k: BRI DT T A ~—, 7
n—7 %MW/ T A LAPCR, BLOa AFBEMRBHABRHO Y74 ~—, 70 —7
W) 7S A LPCRO2ZIAERZATVHIET D, MON71800fkA1FERM & LT, 2 .A4F
77 LEEH & cpdepspsiBAiG TR BLHR ¥ —OERME A RN+ 57794 ~—, T u—7
WS, £, a A XEMx B & L C. proline-rich protein (PRP) 1&fnfHl% % 1
HTHTTA~—, Ta—TEH5b, &7 74 ~v—, 7o —TXEERE KIS D,
TIA~w—, Tu—TOEIERINILUTO LY TH D,

*ABI PRISM™ 7900 & [Fl% O MEREA AT D OfFE A2 VT H L,
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- MON71800HIFRBRFH D7 7 A =~ —%t N T —7
SQ0718: 5>-TTC TTC TCT CTC TTT GAA TCT CAA TAC AA-3’
SQ0719: 5°-CCC CCA TTT GGA CGT GAA-3’
PB0101: 5°>-FAM-TCC CCC TCT CTA ATTC-MGB-3’

- A LKA O T T A v =% KT r—T
PRPSF: 5’-GCA CCC ATG ATG AGT ACT ACT ATT CTG TA-3°
PRPds6R: 5°-TGC AAA CGA ATA AAA GCATGTG-3
PRP-Taq5: 5’-FAM-CTG TGC ACATGA CTC AGT TGT TCT TTC GTG-TAMRA-3’

2.1. PCRECiM i D7

PCREUGZIE25 pliwell & U TS 5, ZOMEKIZLL T O B0 THh 5, FastStart
Universal Probe Master (Rox) (Roche Diagnostics) 125 puL, &x5%7 T A ~—&iE (450
pumol/L) #50.25 uL., ®H 7o —7 ¥ (10 umol/L) 05 uLZRA L. BEARE /K TEE20
HLICFHHL% . DNAGUEHES uL (10 ng/pl) Z ¥R 252, PCROZ I > 7 KISk L LT, &%
FTONAREHE Z M Z 72N b DIZHOWT S FRFICRET 27, SERIERTHR, EEhby
— VLU BRI Y = VEERATS, Z0LE LORFLRVEIEEL, HHDOY—
Ve TH7 7V r—2—%HNTITo, REICY 2 VOEABZEL, EIZKIARH 255
%, 7L — FOREBE NN TRIdE KN TH <, 7L — FOMEFE#% . MicroAmp Optical
Cover Compression Pad (Life Technologies) “ZZctdmAi kic/es X5, 7L — b ki
(2t M9 %, DNAREHE & 72 U MON71800f A1akER, M V= b 5 FGRER 2 2 1 &
27 = VI{TLTITH b D ET 5,

*1 FastStart Universal Probe Master (Rox) (Roche Diagnostics) @{t.4> ¥ (ZTagMan® Universal PCR Master
Mix (Life Technologies) & 7-1XEagle Taq Master Mix (Rox) (Roche Diagnostics) = H 5 Z &3 TX
Do o, ITNOZEFOEWIKITEMER W2, IREBIELIT O BRIZIX, IRAEDHEFRIITOND X
INCHERT D, REREGEIZIE, PCRB I EL WDRWEERH D, 9 ERNZIILTHRLT v
JAIF =2 HWTIMRERA Lok, B<EL L, WREZREE OEIZED TEB W T LA
M2, oo Uz MTHnET 28803, DR, BOPREERZ L 2BE L, U= /LOEICHESE
AN D,

*2 DO U723, SR b DIC > & | CRlfiE% . K ECRFT 5, KETRFELEZ
HIRIZD&E | F—DF v 7 ZHWERSET H &, BNy NNOZEIBBHEI S NS 72H, 2[EH L
B, BEOENy MYECTIIEMRICOESNRVOTHEET D, EXy hodBEICE I N, K
B O 56 ORFFEE (BF, 5E LD EMHINLHE) 2L THERT 2,

*3 DNAGREHE ORI OEE, Non-Template Control (NTC) (ZIZDNAGREHK O 0 IZIRE 2B K %1
7 = JUZ5 UL %,

*4967 = /L7 L — K & L TMicroAmp Optical 96-Well Reaction Plate (Life Technologies) . > —/L & L
“CTABI PRISM Optical Adhesive Cover (Life Technologies) ZfH 9%, v — U 7 OFEIZOWTIE
RO BDO~ =2 T VNV eBET S,
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*5 ABI PRISM™ 7900083412 ff FH L. ABI PRISM™ 7500l L 72\,

22. 7L — MEHOKTE

FOSIZEE L TiE, 7' b— MEROBREZTOR T UL b0, REEZITOHBIL, MK
BRORE L FEEB L O —T78ETH 5, BRI — b BT, AR L7 L —
F DOBLEI ST D X IR AT T 7223 6| ko (INTCJ : Non-Template Control,

[UNKNJ : DNAREHEK) OREZITH ., 7 r—7REICE L ik, MON71800H: &7k 5k
TlXReporter® FAM] | Quencher% [Non Fluorescent| . =2 =FR5H: st BEER ClLReporter
% [FAM] . Quencherz [TAMRA | & 725 X 9 IZEXET 5, % 7=, Passive ReferenceiE [ROX
IZRET D, 2B, 7 2F— RO EIL600 emulationt— K %3&IK 45, Sample Volume
1325 ULIZREET D,

2.3. PCR¥4IR

EEIZTLV— 2y ML, G ET—X OBV AR ZHMGET 5, KISFMHFIFLLTO L
B ThHD, 50°C, 253D TREF L7z, 95°CTL0 IR L, &y N A X — MNET
Stz Bt 9 5, €Dk, 95°CTISF], 60°C Tl Z1% 1 7 /v & LT, 454 7 v D
RSO 24T 9, Remaining time 73053 & 72> CWVWAH Z & 2R L, ML Z2 KT 88724,
HE RS RO 21T 5,

3. REROMT L HE (K1ZH)

MON718004& Fn7ER 35 & OV A s EBR O Wz >\ T | FEROHIEIE
Amplification plot b TH5EBIE 722 B g R & CHE O #ERE. M O'multicomponent E T D x4
Ot FEHOROENIRE (FAM) OfREEBA R EMomRE b > TITo, 7.
MON?lSOO*ﬁ%D?ﬁ% 2R\ C H L TAmplification plot_b (2 Fa45 B 72 B ph B 3 e 38
Mt ZiX. MON71800/5 A% 5, IRWNT, N—RA T A &3V A 7 A0nB15H A 7)1

TEx EEL\ ARND / A RMED KRB FAIT, 228 LT 5B 7 iR dh AR T2 5
Threshold line (Th. line) & L TO0.2IZRET S, 7272 L, Th.linels / A Af5 5 BA%y T 7z
WHEIR AR & D D558 1E. TNH ERZDLRWE HTh linez B EXET 5, £ DTh. line
B CHENE S D INEDEFRNTT 5,

F3. 20MTHIE L2 2 BN DODNAGEHER (%527 =/b) [ZOW T, LUTOREROHE
A F— D> THIET D,

FDNAREHEIZ BT,

(1) = AFEGPERTFRERERIC T2D = W4T 9~ T TR DCHE T H v, 23D
MON718004a 507 ER 12 T2 = W79 X T TAIRIG OCHEN G D L= 56, Y%k
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X5 & HET D,

(2) 2 AFGMER REBRIZ T2 = VAT T T CA3RE DOCHER G H v, D
MON71800f Z1FER 12 T2 = WAFAT X C TA3RTE DO CHE T B L2 WA, Mikik
BHIEM: & HET 5,

(3) = AXGMERHGRERIZ T20 = LT X CTA3ARTEOCHEN S S, 2>
MON71800f Z1 3R ER 12 T2 = MAFAT TR T T LIRS DR WA 1T, H
IR B o 1 DNARhHRR ) DI OBIEZITV, HIET 5,

2BHTHI L 7= 7 ODNAGREHE (AEF4 Y = /L) 123V TRME & HIE S - ik 2 Btk
LT L, D7 &b ODNAREHEIC WO TRtk & HIE S h- ik & ik L1k 5.,
QYDA FHHIHER L 7ZDNAREHRIZI T b Bt OHE 235 H U722 W55 1T,
MONT71800FzE & HIE T %,

72k EREHITELS & W MONT1800F5ME AN HITE & U7 RISV Tmulticomponent Z fZ 4T L |
H AL CFAM & 72 IZVIC O BOESREE D FRHBIEY 72 BT INMBLER T & . ROXDHG IR O B e
72 FHECFAME 72 IZVICOH IR E O /e ERN RN Z L 2 R T 5, £/2, 2%
Bor et FRRABRIC T 72 < & B 1T = /L T4 D CHE DS 5 172 W DNAGUERE IZ SV T,
FE, BRI H O T1 DNAHRTR ) DIEOBREZATV, T TH 2 AT R
T < & H1Y = /L TA3RG O CHEN G S L7 WA 2 X, RS ORI EE & &
%o
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STEP1

2L 51 o R AL B

%
] e )
DNADHIHE R LIRZ B RECEAE)
) G

STEP2

DNAQOHHFE R LEZFEEQCRE)

|
= B2
+ S

SEISUURGETHEENAROA-BSE.
AVAIR—aVENEDOA BULREMN
TbhbhTWah-o=lEETRT,

X1 5 R D E AT — L
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= A (63Bt, NNBt, CpTl) D&k

AREETITaABIOaANTH (2 AZ2EFEETHHOT, a A Hee—7 %,
FEMBOUIIM T OFRRE DR NS D) Zfadktg s L, DNA SR, LT oA 4 2 28H
KR % A4 7" DNA flH RS >~ (QIAGEN Genomic-tip 100/G) % fifi F L 7= DNA D
sk a 05, BlEE LT U B 7 VIEY 4 770 DNA il RS-~ b (NIPPON GENE
GM quicker 2) Z{iH L7- DNA filtifE 54 2 A B8 JTOIEMEINI TRICEH TE 5,

1 B2 2 {7 DNA A L, DNA #EHERZ AW CTEM Y 7 /v ¥ 4 A PCR
Ex I 5,

1. DNA fliH g5
1.1, A A HpNE # A 7> DNA it » % (QIAGEN Genomic-tip) **

DNA IV EN+70 TH D IKIZ OV TIE, L FOEEL . 3k 0.5 g 2> b FEfiK & BER
HAEZ /I L CDNA ORI 21T Z LR TX 5,

BB i L=k 29 2R ) Fu v L o BEEE (50mL %) ICBVERY ., G2 %
B 15mL 22 T, RERWBEICRLETRLT v 7 A X —STRE L,
a-Amylase® 12 uL & RNase A ™ 60 uL %z 37 °C T 30 {RIET 5, T DM 2 ~3 [AlE
PR % Rln S OB A iREIR I 5, KIC, Proteinase K© 60 uL i, ¥ 7 AnF
2—T DJEICES L D ETHEH L, 65°C TI0NRIET D, TDM 2 ~3 HELE %
bR S TRl 2 BnfBR N9 5, BERBEE T, K THmo L., £ omikiE % 3,000%g,
RIETF (4°C) . 15 i@ LT 57, RiEZ2RY Yo L o 8EE (15mL &) 2B L
T, KHIZ 60 syl E %, 3,000 x g, IR T (4°C) | 156 x0T 5, ZOM, H 50
CoHRY 7o’ UREERE (50mL &) _EIZ QIAGEN Genomic-tip 100/G # % » kL QBT
FRENE S 4mL &2l L O S B TR, BORTH, Gohk Bz, Pkl
QIAGEN Genomic-tip 100/G [Z AT 5™, = OrEOEHIKIIH TS, &KIZ. QIAGEN
Genomic-tip 100/G % QC #EEi > T 7.5 mL > 3 [EPeiF L7=1%°, » 52> 50 °C IZiR
D TR QF FEMTE S 1mL ZAf L, IWHIKIZHE T %, QIAGEN Genomic-tip 100/G % %
LWARY 7a L AAEERE 50mL %) kgt y L, fEE 50 °C 12RO THW - QF fE
RS 2mL A L, DNA 235, DNAGHIRICA Y e LT La—1L 2mL &
Mz E<IBAET D, v~ 7 vmit®E L5mLE) I[ZRA Lz e 53 L, 10,000 x g LA
BT, RIET (4°C) 15 SfEL L EEZETS, 2o, EEEBAIRET S, kv
T, FwmIEELTD 70% (viv) =% 7 —1Z 1mL3owb-< Vilz, £51210,000x%g
LLET, fRIRT (4°C) 5 &y nd 5, HEEETY, RortBesREsSE5, <A
s amEitE (15mL%E) OBz, T 50 °CIZIRO - IRE AR K 55 uL IZfE L. DNA
BRI &5,
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TOEBREZE LT B ESETHEN Y PRI AN E A EERy hF TR T L I LT
VT 50E, TN ~DarZIFx—valrPRISRNVEIICHNERT D,

2 BB HITE L 72\ L DNA BICEEB R H 5 2 ENH DT, oL, WELT 5,

© G2iEfEIE. QBTHEMIE. QCHEMEII L U'QFEMIKIL., ¥ 7 # 4 (Cat. No.19060) (Zf1E L T\\5%
23, B 72WIEAIZIET v FOGHEICE > THEAETH 5,

“o-Amylase  (EHIEESL) 1X=v R Yo— o b o, L, FEOFEEEZFS> L0 HN5,

" RNase AIZQIAGEN 7 4 4184 (100 mg/mL, Cat. no. 19101) . X%, R Dxh iz & o b D& W5,

* Proteinase KiZ 3 7~ w4 #tt#  (20 mg/mL, Cat. no. 19133) . XiE. %0 hi b ob D% A5,

T EMEOn— 2 — AT 4 TR, T ARDOELLERANTH LW, #HT e —F—B LD
50ML AT 2—T7 OFEEBE LTZD 2T, g BRKERD L IICELFNEERET D,

B BRI S 2 WTREZR IR Y LD 22 & 92 BB A RIS,

O KD FGENE LB LI AIIE I T A EFNH10mLF LE S Y Y (a— REE: S5-10S2)
DT T Tx =2 e N TRNIINE S, HAENEE5, 770y —2FHT 5581
X, TV =% BT A1 om BRER LIAA TR BEER 0 IRT, Z0, 790V y—%
i LUIADEMEIL, 77 0 U =D T L5y & T ANEEER BEE SH, ZERNRN2WE 9IZIT I,
—J5. TV — RS BEIL, WAL, TV —ERDIC LTI T Yy — el
DI LESGy & F1 T ANBE L ORICKRZ221F, BT ANA~NZERZE AP BT,

OB BRI NEATYH, BEILENOEIIICIETE 20 ink s, BEEBRET S,

ORI ORI, ETIRO~A 7 nmEkiFIC55 pLOEARE K E AR, TR L 7-DNAZ iR
%o WNTZDODNARIRZ IR D~ A 7 ik B IZ AL, K L7-DNAZRIRET 5, Z OFEEED K
L. EHENCERIENBE SN ADNAIRIK Z55 L e 725 X 91275,

1.2. ¥ UAFMES A 70 DNA iR » & (NIPPON GENE GM quicker 2) ™
(BliE, = A 38 ZOFEMEIN T 5 2@ H)

PR 2 Ak L7238 500 mg 2 AR U 7o B L SRR (15 mL &) ICE Y £ Y . GEL
BHEE S 21 mL 22T, RERBWEICRLETALT v 7 AI X —HTRA L,
a-Amylase™ 6 pL & RNase A™ 30 uL % /1% 37 °C T 30 4MRIRT %, DR 2 ~3 FlEiL
A NS S CERUB A EEENERN T 5, WKIT, Proteinase K2 60 uL 0Nz, AN F 2
— T DRI G2 2D THE L, 65°C T30 0RIET 5, DM 2 ~3 [FELE % K
i S CRUBH 2 SRR T 5, GE2-K $EMEi 2255 uL 2z, RAT v 7 A FH—TF
SYCIRFIES, Ok 12 10 4fEIEE 9%, 6,000 x g B F. 4 °C D4fC 15 4 m0T 5,
EWETEZH LWFa—7 @mLE) 2B L. 13,000 x gL, 4°C OEHET5 Ao
Ly WNTED FESZHLVF2—7 5 mLE) 2B L, FE L mLicx LT GB3#E
ES 375 LB LA Y S a ) —u 375 ul BRI L 7%, 10~12 [EiEERE T 5™,
IRA#E % 700 pL 372 spin column (28 faf L 72, 13,000 x g LA |-, 4 °C OSAFT 30 #HE
DL, BHEZETSH, TXTCORGREANT 5 E TZOBREZEY KT, KN T GW
FREHES 650 uL A B L. 13,000 x g BL 1, 4°C D4AET 1 fES L IRHIE 2T 5,
spincolumn Z#H LWF =2—7 (15mLZE) B L. WERE/AKS55 uL 2z 3 5 M=ET
FRE U728, 13,000 x g LI E, 4°C D&M T 1 oiEEL L, 557 IR A DNA REHR
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HET %,

TOEBAEL TR ESETHIESN Y RRT AL —ME Ry by TRV I T LI LT
NT50E, TN ~DarZIFx—varPRISRNVEIICHNERT D,

2RISR L2 S AlH DNA BICEBN H 5 2 ERHLHDT, Hofmf L. WET 5,

" GEL fEfEiifE, GE2-K #%fEiife, GB3 #EEiK, GW #E&fEi, Proteinase K, a-Amylase 35 J ¥ RNase A |33
U HFNVER A 7 D%~ (NIPPON GENE GM quicker 2) fHEDH 0, XL, RIZEO I E2E>SL O
W5,

CBRERIEN R TH D L. DNA DINENE LSBT 5, BT v 7 AR LT 15 mLEF 2 —
TEEEIZHT, TOEEIOMPHL om0 LHBIET D, BEENAT5705E1LE 51 30~60 B[R
5,

A LTV T 2 — T NICE S TV T h, 551 C GE2-K EEIRAZIINT % = L N alieTh 5,
TAZITREPEDR A U TV A DT, I LT GE2-K G AN T3 — & 72 5 X 5 IBRET 5,

AT A — =B IO IEML AT 2 — T DR AER L5 2T, g BN RKE 2D K9 ITE LS
ERET Do

T TELBRY L O EEERFEINT S,

B PRV S A ATREAR IR D B S AN K 9 T E A RIS S,

O GBI BEHI AL, HNTA Y a8 — L EB RN L %I, BHRERELZIT S5, w4k ThA
WL COWDAEEIX, WPNEWIC/ 5 E THOBEIRRT 5, T2 — 7 OFEOEHSIIRBAE LIZHE
IR AV Xy v L CaE% spin column (2B T 5,

1.3. DNA FEHEHE H > DNA Offi £ D R a2 il N DNA BREH o Hd & 4R 17

DNA SUEHEE DO Y B2 B Y | BREAREAKEZ AW CEEAR L™, 200~320 nm O#ipH
TEEINEBRIL A7 bV ERE L, 260 35508 280 nm DOWEIEEE (Ao 38 L TN Asge?) % 7L
F9 5, RUT Ageo D 1 % 50 ng/ul DNA & LT DNA BEZFHT 5, £72 AssolAso
FEET D, O 1.7~20 12721F. DNA B+ INTND = & 2RT78, 4
HAL7 DNA BEMNS | BREARE /K T DNA REHEEZ 10 ng/pl 27 L T L. DNA
EHE &5, DNA BBHKIZ 55 ub Z &2~ A 7 miEh & 2 vE L, -20°C LU F Tl sk
795, sk L7z DNA 3EHRIL, RRZREDIZER L, Ko M ERIIER AT HEHE
T 5, 723, DNA REHFIROME PCR THESNZBEICELARAWE XX, ToxE
DNA i EHE & L THW D,

TR, WG B E LA I L 0 SO R E I T SRR L ORI AN R A W E S T D,
"2 Poeo 75 DNA HISEDWRIEEE | Aggg M3 X L /3 7 BRI SE DI FE & 2 5,
"3 Pgsol Aggo D FE7S 1.7~2.0 DFEEFAS T » T b ML DO T 72 5 BRI E S 20,

2. EMEV 7T & A4 APCRYE (ABIPRISM™ 7900 % 72 137500)
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E PSR T 2 2 A A 3RBRIZEB WV TiE, 63Bt= X Kt ER & L CBt=
ANEHHAD T F A4 ~—%F LU63Bta AfHH 7 7 —7 NNBt= A HRER & L CBt=
AHEHADO T T 4 ~—xt B XL ONNBt= A 7 m—7 CpTl= AR HRE L LT
CpTRIRHA 7 7 A4 v —XB LT v —T7ZZnZHW, U T V& A4 LAPCRDI AR AT
VVHITET D,

Tz, ABRICHT - TE, 2 AGMEIRHFER & L Cphospholipase D fz1-B 51 % 4 %0
THTIA—HBLOT e —T2HN D, KT T ~—BLOT a—7 OHEIERINILL
To@E) Th D,

o A ks R R

A ARGV T 7 A ~—%f, Tu—7

PLD3959F : 5°-GCT TAG GGA ACA GGG AAG TAAAGTT-3°
PLD4038R : 5>-CTT AGC ATAGTC TGT GCC ATC CA-3’
PLD-P : FAM-TGA GTATGAACC TGC AGG TCGC-TAMRA

- E PRS2 = AR 3 AR
63Bt = A HH FH R
Bt 2 AMHHD T T A ~—x%t
T52-SF : 5-GCA GGA GTG ATTATC GAC AGATTC-3’
OsNOS-R2 : 5°- AAG ACC GGC AAC AGG ATT CA-3’
63Bt = AR 7 v —>7
GM63-Tag : FAM-AAT AAG TCG AGG TAC CGA GCT CGAATT TCCC-TAMRA

NNBt = A fi fH H &R
Bt = AHHD 77 A ~—I1L 63Bt = A HRERD 7 F A ~— (T52-SF & OsNOS-R2)
ERERTH 5,
NNBt = A frHH 7' v —>7
NGMr-Taq : FAM-AAT GAG AAT TCG GTA CCC CGA CCT GCA-TAMRA

CpTI = A g Hi 5l

CpTR AT 7 A ~—%F, m—7
CpTI-2F : 5°- TGC AAG TCC AGG GAT GAA GAT-3’
NOS-1R : 5°- ACC GGC AAC AGG ATT CAATC-3’
KDEL-P : FAM- ATG AGAAAG ATG AAC TCT AG-MGB

"R TAw—, Tr—TIIKICERT 5,

2.1. PCR F )it iR 5L

Z R OPCRA KGR IE25 pliwell& LTS 5, ZOMBUILTO LB TH 5,
Universal PCR Master Mix * 12.5 pL, %% 7 J A ~— (450 pmol/L) #50.4 L, £5xi%~
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12— (£10 umol/L) £-0.25 uLAiEA L, IREZA /K CamE20 pLiZfiidss . DNAGUEHIK
5 uL (10 ng/lul) ZWINT 5, DEBRIEK TH, BEENDLU—L? L, E2ICY = VEH
AT %5, 20L&, LOAFELRWESEEL, HHOY—V I HT 7Y r—4—%H
WTAT O, EICTU 2 VORZBE L, EIZZENHLH581E. 7 L— FOKEE I

TRIaZERNTHL, 7L — FOREFR#%. MicroAmp Optical Cover Compression Pad™ % %%
Bom»n EiZes o, r— o EEIZEY FT5,

FRIT. EDNAREHEHT-0V2 V=AW T TITHo D E L, VT VHE A LPCRDT Z
YIRS E LT, DNAREHE Z N2 TR ERERAEHK E LT 726D 1 7 = /V531T
DNWTHRIFFHCHRES 2,

"1 Universal PCR Master Mix

AIEITRED @ To D IRBEMEEZAT 5 BRITIL, 1B
%ﬁKmJ%R#9i<wﬁ@w%éﬁ%éoﬁa ELR{]
AREEDRICED TBWThLERT S, £/, v
EEEL, U VORICHIEAND,
296 VLT L— R VA BRRV—Y TS

MicroAmp Optical 96-Well Reaction Plate 35 J TUY MicroAmp Optical Adhesive Cover (Life Technologies )
AT 5, =V T OFEMIOVWTEHRAERO~Y =2 T Va2 BED T L,
"3 MicroAmp Optical Cover Compression Pad

MicroAmp Optical Cover Compression Pad (Life Technologies #f:) Zf# 4 %, ABIPRISM™ 7500 Tl
R L7220,

I THAERRRD L7k, $X< =L, Wik &

BPHEFEIITOND L HICEET D, A7
-
WZET DT, DR, LR EE R &

FOSIZEE L TIE, 7'L— MEROEREZITORITIUX R bW, REEZITOHBIX, M
RORE EFEEB L, 7n =78 Th L, BEMICITHHEY— F BT, LT L
— FOBREICHHET D X2 IR &M TR, BmikoFEE (TNTCJ : Non-Template Control.,

TUNKN ] : DNA #UEHKR) O EZITY., Flo7m—7 I LTk, = ABGMXT A
FRBR, 63Bt = AR AEERIS OV NNBt = A f I ERER D54 121X Reporter 23 TFAM |
Quencher 23T TAMRA | & 725 X 512, £ 72 CpTl = AR HIHFER D555 C Reporter 23 TFAM |
Quencher 78 TNone| L7225 X HIZRET D, 723, T ABGMEXIRH, & REGTHBE 7-H
iz = AR ARERS 3 BRI & b, Passive Reference 2 TROX| LFET D,

2.3. PCR #H1g
WEEICTL—bet®y L, MIGRET =X O AL ZBRMT 5, SOGSEIZLLTFO L
B THD, 95 CT10 IR L, Ay hAX— METKISZBBT 5, 2B, KIndk

TEDORRIEIZIB VT, 9600 emulation E— RDF = v 7 # AN TEL, £D#%, 95°C 20 7,
60°C T 1 & 1Y% A 7/LE LT, 50 %A 7 /)LVOEEERG%1T 9, Remaining time 73 0 4y
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EROoTNDH I EAMER L, ROCZKT SHEIE, WEHROHBIT 21T,
3. REROAT & HE (K1ZH)

2 ARG B A R ER ES L OVE UK PTEE m T 2 o AR AR 3 B o KRB
WP OWT G, il 50 E X Amplification plot_b THEE EA%L A 72 HEME dh#R & CHiE DR
B LN multicomponent_E T xtG 32 sk D EFRE (FAM) OFa%t %0 7 B R 72 4 0
DR Z S > TIT o, FHREFEBME FHEBR . 2 AR 3 BRIV THEMRT
Amplification plot k{2 FEERBIEL ) 70 HAME Hh AR S HERE S 7235 A0 T, & REKPIMEB R 7R
RAAGEEEE S, RNT, X=2AT7 A% @ A7 Ah51s A7) FEL., ARn
DA XMEDEKRAED BT, & U7 Fa 5 BEIEy 72 5 iE dh# - T234 % Threshold line

(Th.line) & LTOICERET D, 7272 L. Th.lineds / A X484 BIEU) T A BaE dh R &
RODHGEIF. TNH ERDLRWE S Th linez B EKET 5,

20H TR & V15 S AV 7ZDNAREHE. (Wi & 720 27 = AT TRIE) DEFH Y = v
NTZHWTHIET D,

DNAGEHEKIZ BT,

(1) = ABGMERRHFRER D20 T3 T D v = /L TA8RI DO CUHIE IS B AL, 205 Bk
P 2 2 A AR 3 SBonT ozl nw T, X To v
= L TABARIH OCHE MG D I/, Ykl & R PUE B s 1-H L 2 = A
Btk & HIET 5,

(2) 2 AGMERTRHFRER D20 T3 T DO v = /L TA8RTM DO CUHIE IS B AL, 20 Bk
Ptk (s e 2 2 A AR O3 B OWTF oIz VW T, To
¥ = )V TARTE OCHENR S S 72 WIGA T, EHRIRPIEE R T 2 = AfEtE &
HIET D,

(3) 2 AR RRER D20 T3 X T DO W = /L CA8 R DO CUHE IS H AL, 7 0FE Bk
Ptk (s T 2 2 A AR 3o T oRRicB N TIXTor =
IVOFERN—E L2 WIGAIEL, 0 - BE#R O YR B T2 [a1H ODNA
LAV, & 61T 12, @MY 7L 2 A LAPCRYE] LM O#EZR i L CH
EZ1T 9, 2[BlH ODNAREHER 2 W 72545 THBEOHIEDR G L e WG EIc
E, FRESUEE S TR 2 3 AR S HET D,

2RI Z N AL HHDNAREHE (2% =) 1250 T EROHE A% — 212
fE> CHIE L. i) OHIHDNAGENE (A3 = 1) I2oW TR & HIE S -tk s
B &I

EHERA D/ N 2—

514t B8 FAPLD 63Bt NNBt CpTlI
1 H DNAGZ B —D (+/+) (+/+) (+/+) (+/+)
H1HDNARH & —2) (+/+) (+1+) (+/4) (+/+)

U e U

63Bt IARBME  NNBtIARBME  CpTl aABH
26



B BRI EIC Ly EARESME LS R o A BN E SR RISV T
multicomponent % fi#HT L. B i CFAM O a2 Y58 FE O FEE RIS 22 8N Bl42 T & . ROXD
HOLHRE O 72 B T PFAM D IR EE DRREC e ER NN 2 & 2R 5, £o, =
A G PEXT IR AHFRER DT D v = /L TA8K D CHE S 5 4L 72 WIDNAGREHZ DWW TiE,
FE. Bt « BB % O YRR B D T2R H ODNAFHRE R A 1TV, S 51T 120 B
T NVH A LPCRIE] UBEDEEZITV, TN TH a A BARBROTXTO Y = /LT
A8 DCHE G SN2 WA I IE. ARE S OMENIREL 75,

ABI PRISM™ 7900 F 7-1% 7500 LISk D U 7 /L% A 1 PCR IS L LT, ABI PRISM™ 7700,
7000 25N EHATRETH D, T2V 7L Z A A PCRIEZRIC K » TRENR AR LD T, =
#7523 FDNABRK (TEs%E) 2BV THEBNIC PCR ALK DFHENE, PCR 41t
T k% it %,

(2%8)

(1) A A RHuksiE % A 7" DNA s »~ ~ (QIAGEN Genomic-tip) 1%, ¥ 7% > (T104-0054
R X & & 3-13-1 FOREFRONT TOWER II. Tel. 03-6890-7300 Fax. 03-5547-0818) 7> & [l A
"RETH D, VU B FNEHX A 7%~ bE (NIPPON GENE GM quicker 2 Z5%) @ NIPPON GENE
GM quicker 2 ¥ v b, = v AR P—r (T930-0982 & LiEET 1-8-7. Tel.076-451-6548 Fax.
076-451-6547) D LIEAFEETH 5,

(2) I AOHBEEIIHND T T4 ~—xf, 7r—7 (CpTIa A7 v —7 (KDEL-P) %Er<, )
BLOY T IVZ A APCRIEFIEHRE T T A I F (GM= A E G a AREABEa he—17
TAI R) I, =y AR Y—2 (T930-0834 & LT[ EHT1-8-7. Tel. 076-451-6548 Fax. 076-451-6547)
X7 7 A~ v 7 (T 243-0041E AR ik » F:5-1-3. Tel. 046-295-8787 Fax. 046-294-3738) 7> & A ]
HETHD,

(3) A ADKBEIEICHNL Fn—70 55, CpTla AHM 71— (KDEL-P) ([ZoWTIETA 7

77 ) v— At (T108-0023 #EX Z1H4-2-8 (FAAREPE = MY A > E/LVEAE Tel. 03-6832-9300)
MOEAFREETH B,
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X1 $#HERHIERAF—L
STEP1

ﬁ ) - o)
or
|
DNAQHHFEHI LI EEER2ER)

y
- &

=

63BtI A, NNBtIA X [ICpTIT AR ENEHER*

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

!
-w-

e

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

AREETIE I ABLO AT (2 A2 EFEET 20T MBI T HICRS,)
Zxigrl L DNAMHERLE, > U B 7 V& A 7°% >~ 15 (NIPPON GENE GM quicker 2)
MWD, 1 B 52 DT TDONAZ AR U 25 Hh I DNAGEHE 2 W CEME Y 7L
% A LPCRIEZ FEhT %,

1. DNA fh H{H5 5
1.1. U AT NVEZ A 7 ODNAFIHHE R~ FE (NIPPON GENE GM quicker 2)

BPEIC e L T=iR500 mga AR Y e B L oBEEE 2 mLE) [ICEVEY . GEL FEf#
fiext 700 pL. Proteinase K (20 mg/mL) 20 uL. o-Amylase (FiEFESL) 2 LB LY
RNase A (100 mg/mL) 10 pL& Nz, B 72 WL S IZARLVT v 7 A I FH—T30 B
EIRA L7212, 65 °CO%MT15 4IRS 5, GE2-K #EEHK® 85 uLz iz, AT
v 7 A XY —THoICiRME ™, Ok EIC10 REE T 5, 13,000 x gl b, 4°COSEMET
5 4yMELST %, KWTED LIE® 400 L& 15 mLF = — 7108 L, GB3 #EHEHE 150 uL
BLOA YT rs3 =)L (100%) 150 L& #M L7=#%., 10 ~12 [EEsERMT 57, BA
{£700 uL % spin columniZ & fif L7=%%., 13,000 x g LA k. 4 °COSMCT30 BiiEL L, & H
RatET5H, IRWTGW FEER650 pLZ Eifif L, 13,000 x g LA I, 4 °COSMETL Jr O
L. IEHIRE¥T5H, spin columnZ #i7-7215 mLATF = — 7128 L. TEXEEK 30 uLz 0
23 =R CHE L2, 13,000 x gL F| 4 °COSMETL pfEO L, bR
ZDNAGREHRIKE & 3%,

L GELEE K
U BTNVES A T DX b (NIPPON GENE GM quicker2) @Dt D, &5 W THIREEA Lz b
DEHND,

ZHHREBER RS TH D &, DNADIERE LSBT 5, BT v 7 Xk L T2 mLAF 2 —7
HEEEIZH T, ZDOEEI0 BELo20 LBIET 5, BEESAAT02581LE H1230~60 FHELE
T 5,

" GE2-KHR 1tk
U B FNER A T DF >~ kb (NIPPON GENE GM quicker2) fHEDEH D, HAWIBLREEALZ
DEHND,

I LT VARTF 2 — T RIS TWT b, flT COE2-KIEEIR 2 IRINT 5 = L W ARETH 5, HhHiK
WITREPEDNE U TV D DT, W L 7=2GE2-KFEEHR S T4 — & 7 5 X D IBRET 5,

AT =B LU MLAT 2 — T OREE EE LS AT, gk E 2D KO ITELES A
RET D,

" RBERTRE Y A TREZR IR Y LS A2 K 9 I i A AT S,

T GBIMEE R AT L, T A Y T a8 — LRI LTI, SR EREARIT O, TR L TH
L CWAGEIE, mNEHICR D THOBREIRT 5,

29



1.2. DNA & EHEHE H > DNA O EE DRl N DNA BEHE OFR L & PR AT

DNA FUBHEIR O 2 B0 | IREARKE AW CGEEAR L™, 200~320 nm O#ilH
TEHARI ALY FVARIE L, 260 35500280 nm OB (Age 35 KT8 Ay 2) &L
B3 %, WUT Aggo D 1 % 50 ng/ul DNA & LC DNA 2B 5, £72 AgsolAsso
ZEET S, ZOHN 1.7~2.0 12721E. DNA B HIckEfRISh TV 2 L 2R3 &
HAU7- DNA BREEDD . 7K 7K T DNA BRI &2 40 ng/uL (7R L CAL L. DNA
BN &35, DNA BENKIZ 50 ub Z & i~ A 7 amitF 2o L, -20°C LU Tk
79 %, SrEL7 DNA BUBHRIT. RIMRREL IS U, 5o 7o iR R BE 3
T 5, 723, DNA BRI DOIREED PCR THE SNREICE LWL EiX, ZOFEF
DNA FEHKR & L THW D,

AR R, WO E I L 0 EE AR E ICE T A E R L ORISR A7 WE ST 5,
"2 Ageo 3 DNA IS DWEIEE | Aggo I3 F o 73 7 TS A R S DU YL & 32 % 2
"3 Ageo/Pogo D HE LT ~2.0DHFHA T > T b RIS D B 72 B B EIZ T S 720,

2. FEMEY 7L A APCRYE (ABIPRISM™ 7900 % 7-137500)

LL601 OfaHIZGM a2 2D 754 ~—, Fa—7 %2 \W- U T7/)LZ A LPCR &
I ARG O T 7 A4 ~—, Ta—7 %R\ U T vF A4 APCR D2 RERZATVVHIES
ol
Fo. RERICHT- - Tk, = AR ARER & L Tphospholipase D &z 1-HL 41 % 5 &
THTIA~—RBLOTn—T %5, H7 74 ~—BL0T v —7 OHEIERHILLL
TOHEY ThH b,
3 A Bkt BR A ER
a AGMERA T 7 A4 ~—%F, Ya—7
F-primer (KVM159) :5°-TGG TGAGCG TTT TGC AGT CT-3’
R-primer (KVM160) :5°-CTG ATC CAC TAG CAG GAG GTCC-3’
KVM-P: VIC-TGT TGT GCT GCC AAT GTG GCC TG-TAMRA

+ LL601 = A f Hi H &R
LL6OLiHH 7T A ~—%f, 7 u—7
F-primer (MDB498) : 5°-TAT CCT TCG CAA GAC CCT TCC-3’
R-primer (DPA143) :5’-ATG TCG GCC GGG CGT CGT TCTG-3’
LL601-P : FAM-TCT ATA TAA GGA AGT TCATTT CATT-MGB

2.1. PCRAI B o R

PCRAISUSHEIE25 pl/wells L CRif3 5, ZOMBRIZLLTO B0 TH 5, Universal
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PCR Master Mix™*  12.5uL, {87 7 A ~—xH&iK (%5774 ~—, 10 umol/L) 1L, *f
%7 v —7 IR (10 pmol/L) 0.5 pL, IKEZRRE/KS uL. 40 ng/uL DNAGREHE 5.0 pL, 237E
BEKR TR, EEDbY—L L, BRIV = VEEHTS, Z0LE, LbRELRNE
FEBRL . HEHO =V THT V=2 —2 T T RZICT = VOREZBIEZ L,
JEIZXYADR & 55513, 7 L — F O AZE S N TRIEZ kW TR, 7' L— FOffERE .,
MicroAmp Optical Cover Compression Pad™ Z 28D Eic/2 5 k5, FL— o EmEick

v M5,

! Universal PCR Master Mix

ZKuity‘f% ITHEEDR B W2 IREEMEZIT O BRI, IRADPERIITObND L) ICEET 5, A a7k

HITIE. PCRB D EL WD WEE R H D, ) BEANIZLNTARLT v 7 ZAIFh—2 T3 Bt

f“/rEé L, @<mb L, WEEZRBEOREICED TRV TMABMEHT S, £, Vo /lIHiET 5
Bk, DIEBEE, mONKREER - LA EE L, Ve L ORICHEEICIAND,
PR T T A~ — R

A AR EIA DR T T A ~—Z A2 5E1T1F05 pLa Nz 5 2 &,
" DNAGUEHEIE O EE A HE SR ICE LRV E S, £OE EDNARERR S LTHW S,
" MicroAmp Optical Cover Compression Pad (ABI PRISM™ 7900034, Life Technologiestt)

ABI PRISM™ 7500 T3 L 220>,

22. 7L — MEROHKTE

FOSIZEE L TiE, 7' b— MEROBREEZITORITNIT R 6700, EEZITHI>HA X, M
HROBLE AL IO, e —T7RETH D, BEEMICITHH Y — BT, iR L7
— FOREICKIET 2D X IR/ Z T 2R 6, miEOfEE ( TUNKN] @ DNAREHRKR) @
WEEAT D, o7 0 —T7HRHEICE L Cid, = A MExt g 061213, Reporter23 TVIC] |
Quencher?s [TAMRA] L7325 X 912, F72LL60LEHIH OFE1213. Reporter)s TFAM] |
Quencher’”® TMGB| &725 X912, RET D, 728, T AGMERSH. LL6OLKHA L H
|Z. Passive Referencez [ROX| & ET D,

2.3. PCRH41E

LEICT L —ha2tEy ML, S ET—H OB IARZBIET D, FISEHITILLFO L
BYTHbD, 50°C, 2 EOFMTHREF L%, 95 CTI0 oMNE L, &Ry B AHZ— |
ETCHNERIBT 5, D%, 95°CT15 7, 60°CTL &1 A 7/t LT, 45 A7
JVDOEMERSZ1T 9, Remaining time230 3 L7 > TN DH 2 L AR L, KIS EK T Sz
%, WER RO Z1T D,
3. FEROMNT LT (K1)

o A B HERER S L OLLe0LE B O W nic >0 Th, fROHEEX, Th
Line & PCREEM DN Z 7~ 3 Amplification plot & DA (CHE) G0 E 0% S - T
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179, WNT, R—=2AF7 4% B AT Amnb15 A7) FEEL., ARnD /A XED
RO _ERIT, 228 L7 e 2Ba%nt 7o g dh# = T224> 5 Threshold line  (Th. line) & L
TO2IZHET D, 72721, Th. lineds / A XL BIHA T W HER R & 22 55413,
NG ERZDLRWE HTh. linez i Bi% €3 5, CHEIZ DV TiZAmplification plot =T H
ICTCHER T D EEHIT, fERE L THADEINDIEIEIZ OV THERT D,

20HTHI & 0 15 S AV 7EDNAREHER (Wil 720 27 = VAT TRIE) DAY =
NTEZHWTHES 5,

DNAFREHKIZ I\ T,

(1) =2 ARRMERERBR D20 T X T D 7 = /L TA3RME DOCHENEF H A, 2> OLL601R
AR TR TO ¥ = /L T4 O CHEN S BT 56 Y ikal B HI B & E
T 5,

(2) = APBMETIRERBRO20MTT X T D7 = )L TA3FREDOCHE DS H4v, LL60LK %N
RO T X TDO T =)L TAR OCUHE DG B AV WG AR & HET 5,

(3) = APEMERT IR O20MTT X T D7 = )L TA3FREDOCHE DS H AL, LL60LK: %N
HBRICBWT, T XTOT 2V T—H LR AE SN2 WA, Wik - WE
% OYZAE G SO T2 B H ODNAHHE - 21T, X612 12, EHEY 744
A LPCRiE| LIBEO#EZ IR LT, HEEITO. 2 FIH ODNAFEHE Z H 72
BB THBMEOHEN G B R WEEIZIL, LLE01RENE & ET 5,

2BHTHI O 7 N AL HIHIDNAREHE (42 =) 125 T EROHE A% — 212
fE> THIE L. #1J OHHIHDNASENE (A3 = /1) 10O\ T & HIE S h - Mk s
B 2 bl %

72 B ERRAIEIC X 0 LL601RG A3 HE & L7z Al 12 -2\ Tmulticomponent 2 fi#HT L, H R
TRFAM O a G50 EE O FEE RIS 70 AN 23852 C & | ROX Dz iR B D B 72 T FE°FAM D
WHCIRE DR EHN N L 2R T 5,

F - 2 AR ARER CTRTO W = )L TA3AE O CHIE N S 72 W DNAREHK 12
DNTIX, BE, BiE22 60 11 DNAFHER ) UBROBIEZITV., ZRTH T XToO Y
= /L TCA3RG O CHED G H L7 WIGAIZIE, AE) S ORI ARGE L 35,
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K1 HFROHERF—L
STEP1

21 ARy 1 oot B A Bk

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

=) —-[—)

LL601 4% XN 5 B& *

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

SETSUIRIGHETIERMAR LN -GS,
aUAER—avENEDLI., BUGBREN
Thh TN =EFRT,
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FUEr Y (Btl0) OB HFiE

N Er 3 VBRI T h U a R EIZ O T, EME PCR IETITH, 7e. DNA
i RRIE, U BT EZ A 7% > E (QIAGEN DNeasy Plant Mini Kit) M\ 5%,

1 #7226 2 17T DNA Zhafitiia R U, &Shhi DNA SUBHE 2 -V TEM: PCR % 5
A

1. DNA fliH g5
1.1. U AT NVES A 7O DNA iR %~ FE (QIAGEN DNeasy Plant Mini Kit)

BIEICH L2k 29 2R ) e e L U BlmikE G0mL ) ICEVERD , HH00
65 °C |ZILD T - APL #2E 7T 110 mL & RNase A20 uL 200z, sUEHA 20 K 5 IR
NT v 7 AIFH—THLIIEAG L, 65 °C TI15 pMiET %, Tl 2, 3 [\, mitE
IS TRBI A BT 5, P3REER? 3,250 uL 2N A, JK T 10 ZRIEE L7=#%.
4,000 x g LAk 4 °C DT 20 SyRE LT 57, T O 7% 500 ul % QlAshredder spin
column (Z#H i L, 10,000 x g LA £ T4 Zpfiliz.0%.,. B Z=EE 15 mLEy) 1287,
T OEEE S DR L%, FOEIRO 15 [HEO AWLBEIR* 2% 5, Z0ORS
i 500 pL % mini spin column {ZEfiF L. 10,000 x g LA =T 1 4317° & LT 5, 780 OIRATE
®9HH, & 512500 ul &7 L mini spin column (ZAH#F L, [FASMETEL LIRHIK 2T 5,
BACBYITIRATEN T TR 2% £ CRBEOBIEL Y KT, KW\T AW2 FEEK™® 500
ul Z &% L, 10,000 x g 2L ET1 RSO L, WHHRA TS, REEOBIELEF3 [Hlig
DR, WK Z #5C, mini spin column Z Rz S5 726, 10,000 x g LA T 20 4y i O
9%, mini spin column % % > FOREILEIZHE L, & 502U 65 °C IZHD TI U7 P 24
K70 ub 200z, 5 S MEE L=, 10,000 x g UL ET14ME.0 L DNA 215,
H o —EKEMA, FUEBIEZITV., SO EHKEZADE, DNARERK E T 5,

T APL FRTETIE

U B FNER A T DF >~k (QIAGEN DNeasy Plant Mini Kit) @D E D, & 5 WIEBIRIEA L7 b
DEHND,
2 P3 fR I

VU B TNVES AT DF >~ b (QIAGEN DNeasy Plant Mini Kit) f1ED D, &5 WITBIEREA LD
D& HND,
B ELHBO G

FiEEMEE L, B TRWEAIZIE, RRETOEMMMEEZFERVIR L, UBROBIELZIT I,
AW FETE

U BFNER A T DF >~k (QIAGEN DNeasy Plant Mini Kit) fTEDH D, & 5 WIEBIRIEA L7 b
DEHND,
S SR

mini spin column IZA T 2K OMRIZEZ D . T AO@ERIZKEFN 01D 2 ERd D, TXTOERMN
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17 N E @ D OB ORI 2@ E, T D,
© AW2 FE L

U BFNER A T DF >~k (QIAGEN DNeasy Plant Mini Kit) fTJED D, & 5 WIEBIRIEA L7 b
DERND,

1.2. DNA ZEHR K H1 > DNA OHIEE DO ReZI ONT DNA 3BHE O FH 5L & {517

DNA EHF R O B4 B Y | WEARE K S 50 IE TE BEEE A AV ClE e AR L™,
200~320 nm DFiPH TERIMERLIL A7 h L ZHIE L, 260 35 KT8 280 nm O IEE (Ao
BEIO Awo D) ZidkT 5. RUWVT Agg DfE 1 % 50 ng/ul DNA & LT DNA J 2 B4
Do FT7 Agsol Ao HEFET D, Z DA 1.7~2.0127241E. DNA B4 IR ST
5HZ T, BH7- DNA BEEENS . DNA BRI 2 LI ORER I VB2 B 12 KT
AR L CDNAGRREHR E L, 20 uL Z & i2~ A 7 ailBHE I2007E L, -20 °C LU CHEERAT
T 5, sriE L7z DNA BREHRIL, AEZE GIZEH L, Fo WIS E R BT
%, 7235, DNA BUEHFIR OIRFEDS PCR THUE SNTCIREISE LW & X1, £ D F F DNA
HEHE L L THWS,

TRBRO BT XY . DNA BREHNFIRIZIRE AR K S U< 12 TE BEE TR ST\ 5, IRt 554
(1%, DNA FEHFRIE OFRBUME T L= e 5, £7-, FREERIT, WSENEERIC X0 iE
BRI E T iR X ORISR AR S0, WEET 5,

2 Ageo 75 DNA BISRDWIEIE | Aggy 235 1 /3 7 SR R S DWEIE & 5 2 5

2. 7EM: PCR %

EME PCR X, i & 472 DNA O % 77 A ~—x%t % T PCR g L. EXIKE
&0 BEL TR, T OMIEE 2T 5 HETH ST, B0 oI T T A
~—Z%Z W= EM PCR L BMEX IR 7 Z A ~—Z W= EM PCR @ 2 &R &2 1T\ VHIET
b, X7 T4 —OHWIEEINILLTOEY TH D,

*Bt10 AT T A ~—x%t
F-primer (JSF5) : 5’-CAC ACA GGA GAT TAT TAT AGG GTTACT CA-3’
R-primer (JSR5) : 5°-ACA CGG AAATGT TGAATA CTC ATACTCT-3’

s Bt A O 7T A~ —%t
F-primer (Zeinn-5°) : 5>-CCTATAGCT TCC CTT CTT CC-3’
R-primer (Zeinn-3°) : 5>-TGC TGT AAT AGG GCT GAT GA-3’

TPCR IETIE. #7% DNA RMEIE(E L CHMIEED AR S S %, LR ->T, HAAO DNA (Ff
|2 PCR HEIRPEY)) DIRNICHEHIIEE 209 LENH D, £7-. DNA 1Z. ABDOEEREHSHWEN
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TW% DNA EERIC IV 3RS DH DT, REEEORAZIE LT o2y, ZboR%
ERL, VB TCOF2—7, Fu7EEMHAL, DNA, DNase R ar % I x—va v LWk 57
BLTHWSZ L, £72, EMEPCR OBRIZHWAKIL, FrICHi b EEZNRWRY T CfiRE g L
72 RO K XIF7EE K % Milli-Q %5 T 17 MQ/em £ TR L 72#fiK72 £, DNA, DNase 232 &% I X
—2a L TWARNEDERNWS Z &,

P E Tt MSTATEOE N MK B B v & —1ER D IAS Tty K7y 7 DEfE TR X & b
B - T~ =a7 /b arZIx—Ta VPR 2Bl L, arZ Ix—va URIRICLoE
BEho &,

2.1. PCR H )it~ DR

PCR AISUGRBME ISR Z LA T O X 5129 5, [Sikix, PCR f&E#E . 0.16
mmol/L dNTP, 1.5 mmol/L #fb~ 27 %> 7 A, 06 umol/lL 5BINI T T4 ~—ilF N2 0.8
units Tag DNA AR U A 5 —¥2 Z& T2, 10 ng/uL (275 L 7~ DNA #EHiK 5.0 L (DNA
1L T5h0ng) ZKHTHA, £28E% 25uL 127 5,

* PCR #E &Ik

PCR buffer Il (Life Technologies ft:, fEifk~ 7R U AZEERNDH D) FIFRFORERBHELND B
DEHND
“2Tag DNA R U A 5 —+

AmpliTag Gold DNA 7K U 2 Z —+¥ (Life Technologies t1:) XIZRIZEDFEENHE LN D LD Z WD

2.2. PCR Himg

PCR HEOSEENE 2 PCR #HIREEE (2® > N5, RISSEHIIROMEY THDH, 94°C I
IR B OGS Z BliG S 7%, 94 °c T 25 FP[]. 62°C T30 M., 72°C T 45 Pi%
1 4%4’ e LT, 40 %A 7 /vDPCREEIEAAIT D, IRITK TG E LT T72°C T7 7[R
ST, 4°C TIRIE L. SO NT- Uik % PCR ¥R SR L+ 5, PCR D7 T v 7 RSk
ELT, T T IA4~—E M2 72 DB L DNA REHRZ N 20 DIZ->NTH
RIRFICR S5, E7o, S DNA M S TnWaA Z L kiR & LT, DNA #EHE
Tz, BOHH T 7 4 ~—xt OO VIR 7 Z A ~—%F 2 H vy, [FERIC PCR
HE A 1T 9,

* PCR HiE3< &

GeneAmp PCR System 9700 (Life Technologies #1:8¢) SULFEIEDFERN G LD DL HW D
3. T Hu—RFIVEKIKE

PCR MRS SR 2 7 T v — A7 )VESIKENZ L0 0Bt L. PCR ESIE N> REMERT D,
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2.3.1. 7 Ha—RAT)LDOVERK

VEEOT Hu —A%FFR L, TAE BEER " 2Nz, ML T H e —AZ2RET 5,
WIZ100mL 2720 5uL O F P A7\ I FEK? (10 mg/mL) 2%, 4 /4% 50°C Bl
BETHRLIEBRI N A — I — T LiAZ, BRTHMNTHL LED T A ERIT 57,
TET SIERTLIONREE LS, BBERICR L CHBEBRGF T ZEHTE S, 7
VDR IIUKENT % DNA OS2 U THRO DXL NHH DT, HE 9% PCR HIEE
MO RRIZHBDE T IVEE (1.0~4.0%) kD5,

L TAE FEfEi
B R TEREE Y 40 mmol/L Tris-HEFS. 1 mmol/LEDTA & 7225 X HIZHRBEAZ AW T L2 D% TAE
BT L 35,

PxFUY LT E I RIAER

2 K8 DNA DDAV IATHOLRIETH Y | O RFET AR L BN H 5, BTN
FREITD, ~A7E2EMNTLHZ L,
REAED

T A eETERD, COBRMTEF Yy AT e I FRRZMAT, EXIKEK T&, 2.3.3.
IZHE-> T, TR L THRY,

2.3.2. EXIKE)

TAE FEMEHR A T 7= L7 BRIKENE 27 v &2 & v 35, PCR HEHESOEGR 7.5 L & i 24 &
DTN —T 4 U TRERZIBE GO T%, T D00 2 VIZEAT D, T ~OiEHE
MNIZEER )0 X5 & DNA DER LEEI 7255 RS 5 < b D THEET 5,
KIZ. 100V EEBE TERIKEI 21TV F v a —F ¢ o JHEERRIZE £ %5 Bromophenol blue
(BPB) M7 /D 1215 213 FTHEAL E ZATERIKIEZK T 5,

2.3.3. Froyefs, (hYufh)

AT E AT > TG B IR TE OB BTS20,

FIVHNR B B D TAE FEEHR AN - 7o BT UKENE O 7 V28 LA D, IRIZHE TR 100
mLY%720, 5uL o= F U A7 I REKR (10 mgimL) 2z, Haszike o aHFIcEE
THSHIRE D LS 30 piEERA TS, T D%, TAEEEIK D & D AN > 7= K&l
ROFEHLOTNVEBL, 0 0RERIBEE LD LMEAZIT I,

2.4. A A — RN

FNA A —VIRHTIERERN D 2T — DICRMEER T v 7 hEE . 20 LICERIKE) & Y
BT LIz v OB CTERANR (312 nm) ZRET 2, 7oA A — DEHTEE O C
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BRIKE)NZ — 2R T 5D, DNA &% L i L CHBYO PCR HElE Y RO A
PHIET D, 7TV RIGHETRIGT 5D PCR HEIE N RO S -84 1. DNA i
BELIEDORER 2 & LT, D TERZLV ET, kS RIZEG®T — % & L THREF
L/—/Cis < o

TRV =Y F RO T 4 L ATROESRIMIITN SN TLEY, BB LNRVHEERH DO
THEEEZET D,

2.5. fEROHE

Bttt B~ 7 A ~—%t & 7= L— 2T 157 bp @ PCR g N> R34 H &4, Bt10
B~ Z A ~—xt%& H\Wiz L —2 T 117 bp @ PCR g/ RAEH S 284, iz
[7]— @ DNA #EHE % Fv PCR RS 2R L, B0 iR H 77 A ~—%" % i\ PCR
AR A1T 52, 35472 PCR MBS IGHRICOWT T H e — R VERIKE), Z A A —
fiENT 24TV, 151 bp @ PCR HElE/ N2 KR S 5E . AR Btl0 Bfckhtt & HE
9%, 72EB. 2250 DNAFHHE CORRENEL ST G835 EHET 5, £72. E65
P37 DFHIRIZ BN T, B IR 77 A ~—%t TP ERE D PCR #IIE/ N R &
RV AT, BEEBERIKBLEOBIELIT, T TH TER O PCR #IE/ N R
SNBRVGEEITIE, TOMETORMEEZESE L, b5 —HOMHROFE R T THE
35, 250 DNA fiHik & b EE IR 7 7 A ~—xt & - L— 2 THIE$ % PCR
g/ N ROV CTE 2V, Sed T 2 | A oRitH 217V, & 5(2 PCR LI #E%
Fh L C, HEETT S, 2 [EHO DNA itk = AW 5A THL B RA 7 2 A4 ~—% T
PCR g/ N> RSB &7 & &3, KRB D 0L M RFBAE DML Z DNA Hf)%
HREMOBRIIAREE T 5, LLFICHER Z25RT,

HIEBI

R

i 1| BRI 7 A ~—
BT 7 A ~—
B H 77 A4 ~—

+ |+ [+ |

1
1
~ ~~ 1

+ |+ [+ [+ |w

i 2 | Bt R 75 A ~—
BT 7 A ~—
B H 77 A4 ~—
HIE BEE | BoIE | B

- / / / / - /

+ |+ [+ [+ [+ ™

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

I
~ ~~ ~~ 1

P | B | Bk | B2 | B2 | F2iE
AELE S 9 OFIOEAITIE, 2 [EHOHMEETT 9,
+ [, - EREME, | IIREAEEERT,
1Bt10 #FBRM T I A ~—xHILL T Oy Th 5,
F-primer (Bt10LS-5) : 5°-GCC ACAACA CCC TCAACC TCA -3’
R-primer (Bt10LS-3’) : 5-GAA GTC GTT GCT CTG AAG AAC AT-3’
2 Bt HEERM T T A ~—xt &2 MW SHBED PCR &MHFLLFOmE@Y Th b, 94°CIT 10 4R bRIG %
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BiAt X724, 94 °C T 25 B[], 65 °C T30 B, 72 °C T4 MWMAE 1A 7L LT, 4091271
® PCRIEIEZITH, WICKRTRIGEE L TT2°C T7 HlE-7-%. 4 CTHRIFEL. BoNT-KISK%E
PCR g Sk &35,
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kw2 (CBH351) OWMEHE

Ry EBaLOREIZOVTIE, FTIATR—IETIT), £/, a—r 7 vy, =
— 75 U—, a—rI— V% BEFRBZC LD HTICRE SN 2 R BN R
(EEH 7 AV %2 TN WS T (LR, [ hwEmai pilm ) L ,) (2o
Th, 77770 —ETIT I,

%@{Jﬂ@ A il s f/j][]]:[:ﬁ'jb:/)[/ \T5ii‘r$ PCR {ivcﬁi 5 ]

e, RUERa LRI OWTIE, T A7 B —ETCiTom %, EM PCRIEIC L
DR AT 9

1. FuEw agZhint O CBH351 h 7 E 1w = O
1.1. 777/ 7a—ik

miflk @ Test Kit |&, Strategic Diagnostics £f: (SDI) #{ Trait - Bt9 Corn Grain 5-Minute Test Kit

(Part# 7000012) Z#MHW5HETH D, LLTIZFLERT 2 5EF, F v M OGAFIZFLHE O
FHEEEARNIZF—ThH b, 72, ERECTERZITOLGEITIEL, KX, FrlcHro EEN
72N R D T RCHREERER L 72 RO K XITIAEKERH WS Z & 2T 5,

1.1.1. EBR#E

L7 N 7w o ghinn O EIESIC 800 ki B UM L7-% . B#e % 500 mL
BREEOAODLEWENMNE ORIBICEY . /K& 288 mL ZMNx7-%. 10~20 . #E»4eT
ENHAFETILLKIRED TS, b LIDEMETEBAENE LTI, VEDOKEINZ,
BB E LSKIEE D L, IRE DB EBELENAEUTZNE I NBIERT 5, IRE 2%, £ mL &
FED EREAENE LD ETKREMZ D RIZGELO EEAWE 0S5 mLEZ X v MfJED 1.5 mL
RRBHE B L, ZOREEIC Trait - BO 7 2 N A MY v FEZIEEIISLT5H,

CiEH 230 g ARV L= B D (230 g T 800 BT A2\ & X E 800 KL D) .

1.1.2. FEROHE

TARANY T EFRBEINLT, 5 9K L7k T, 7 A MR My T ORI E
BT D, RODTAUNT A MA RN v FERRERIC 2 KBTI, 2> bo—1F
A VTR BENIUTRRME L HET D, £, 1 ARBBENRTIE, £ ORBRITER) &oHE
T 5,

"5 L. GRS D EREDT A VB RDBABRHY . ELLHET LI ENTERVOTER
75\)“/[2‘%0
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2. FyEFuwa TGO CBH351 b 7 E w1 = 3 O

LUFOTFEICHE - T, —iBHZ D & 2 BT CHIH 21TV, £ 54072 DNA SR &2 U,
PLF O TENM PCR 217 9,

2.1. DNA i HH5
211. XA, T 4—F, a—rF v T7BIRa—r7L—7 (MBINLINnTW5
HDIZRD) 755D DNA FhiH R

B BRI L7tk I — I ETHT 5, IROWTHFE 1 g 2R 7rE
Lo (50 mL &) ICBVERY . A AU RHBHIE X A4 70 DNA iR~

(QIAGEN Genomic-tip 20/G) % VLA F® X 512 DNA Z g3 5,

HBHC G2 FBEIR " 4 mL ZMA T, AT v 7 AIXFH—S4THLIEAL, EbIC
G2 #BfEi 4 mL. Proteinase K2 100 uL & RNase A10 pL #hz T, L <#E - TIRA L1=14.
50 °C T2 FfAIET %, £ DM 2 ~3 FhizmihE & Kin S & TR 2 iR 5, &
T, 3,000 x gLl ET, IR T (4°C) 15600 L, fGohz EEEZRY Fa e L o filmih
B (A5 mLE) IBL, SHICEELT D, KRWT, QBT FEMHE T 1 mL 2 AV it
L 72 QIAGEN Genomic-tip 20/G {Z 2 mL >N /31T TRMT 5, IRWT, F v 7% QC
BER T 2mL o3 B L%, Ty 2B LWEEEICE L, HH0 0D 50°C 12
IO THUW T QF FBEHR? 2 1 mL 5 2 FEfNZ. DNA 2T 5, W2 @IS 1%
L.07 fEEDA Y 77 a— a2z L <EAL.10,000 x g LA ET KR T (4 °C)
15 iEL L, B2 TREE. 70% % / —1mL 201z, & 512 10,000 x g UL ET,
RIE T (4 °C) 5 fELT 5, SOOI EEEZET, otz 7 A L —2 —% Hn
MR L 7-#% . BRI K 100 ub 2%, 65 °C T5 pfME L., B Xy T 4 7Icky
DNA % i5fiF S8, DNA SEHRIK &5,

1 G2 #EfETIK. QBT Bk, QC FEMEKE: L O QF FEEIKITF v MIME L TWAN, &Y Z2WESITiX
¥ v NOBBAEZHE - THELATRETH 5,
2 QIAGEN #:0 & D XZRZE DM N & FH>b D& AN 5,
2.1.2. FZRUAND PR a UL S O DNA HhH kL

SERK 12 AF MK PEAL SRS 517 558 3 SRICHE T 5513 2 DI L& 5 O DNA Ol
HURS B3 JMSTATBOE N EMOKES BT o % —1ERR D JAS Sk o N7 v 7 (&
fEFHIHR 2 B » T~ ==2 7L HBSL B ISR S TWnW b HiEEHERT 5,

2.1.3. DNA ZXBHEE 1 > DNA Ol D e Bl TNZ DNA SBHE O Fa 5l & R 17

DNA 3 BHE R T > DNA Oifili BE O 8307 N DNA BN O L R1F 21T 9
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DNA FBHE R O S B2 B Y . AR KD DT TE Sk 2 AV Ol EasR L
200~320 nm DHLFH TLESEWLINL A7 RV ZHIE L. 260 35 L 18280 nm O FEEE (Ao
BEO A ?) ZEET D, RT Agg D 1 % 50 ng/ul DNA & LT DNA J 5 2 B4
Do FT2 Agsol Agy ZFHET D, ZOHMN 1.7~2.0 1272401, DNA B+ ST
5HZ T, SO DNA BEEE)NS . DNA REHEK 2 LI ORI VB2 B 12 KT
R L CDNAGREHR E L, 20 uL Z &2~ A 7 v ilBHE 1207 L, -20°C LU CHBRRTT
T 5, L7z DNA RENRIZ, BESE GICHEH L, Fo I I B R TR
%, 7235, DNA BUEHER DOIREED PCR THUE SNTZIREISE LW & X3, 2D F ¥ DNA
AR E L CTHWA,

T REBRO HEIC LV . DNA BEHFIRIZIRE AR K S U< 13 TE BEE TR ST\ 5, IRt 554
(1%, DNA ZRHEIR OFREUCAE ] LM 2 5. E7-. FMEERIE, WL HIEEREIC L 0 Y
AR EIC E S DR L ORI N R D 7m0, WE ST D,

2 Ao 75 DNA HISEDWICHE | A ggg 235 L /8 7 B AR R SR DWIEIE & & 2 5,

2.2. EMEPCR £

EME PCR AL, i & 472 DNA ©O— %2 7T A ~—>xt% VT PCR #81IiE L. EXIKE
([C & VB LT-1RIT. FORIEEW A BT 5 HIETH S 1P, CBH351 O T H 7
TA~—%HAWTZEM PCR EGMEXIRH T T A4 ~—%2 HW=EM PCR @ 2 iR BR 21TV VH
ET D, 57T, ~—DOWERINIILLTFO@Y) Th b,

+ CBH351 MM 77 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 GTAGTC CTC GT-3’

- G 07T A ~—xt
F-primer (Zeinn-5) : 5’>-CCT ATAGCT TCC CTT CTT CC-3’
R-primer (Zeinn-3’) : 5’>-TGC TGT AAT AGG GCT GAT GA-3’

TPCR £ TIE, #5778 DNA MREAA(E L CHOIEEM NI SN S 5, L7za-> T, HEIS O DNA (Fr
|2 PCR HEIREEY) OIRBNIFHIIER ZH ) MERH D, F72, DNA X, AMOEERm S 5w S
TUW% DNA fERIC LV 3 S D DT, REEEDOIRAZRIE LT o2y, ZboR%
EEL, W TCOF2—7, Fo7EE2MHAL, DNA, DNase R % I x—va v LAk 57k
BELTHWSZ &, £/, EMEPCR OBRIZHWD KL, FRIW D EER2WERY T _XCufiiRhERRER L
72 RO K XUF7&E K% Milli-Q %5 T 17 MQ/em £ TR L 72 8#{i7K72 & DNA, DNase %7232 % I3
—varyLTWaenborH NS Z L,

Pk MRSTATEOE N EMOK E B ETE 2 —1ERL D JAS TR N Ry 7 Tl s T 2 £ 5
B otfi~=a27/ arZIx—ra ik b3&ICL, ar¥ I x—ya YHIRCHLoE
BEhH Z L,
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2.2.1. PCR H iR D s

PCR MISSEHE I RIS AL T o X 9 1cilfl4 %, FOSHEIL, PCR #EEHE™, 0.20
mmol/LdNTP, 3 mmol/L #Efb~ 7% v A, 0.2umol/L5B XT3 7T A ~—IFNZ 0.625
units Tag DNA AR U A 5 —¥2 Z& T2, 10 ng/uL (275 L7~ DNA #kHiK 2.5 uL (DNA
E1LT25ng) ZKH Tz, &2@% 25uL 235,

" PCR fZ i

PCR buffer Il (Life Technologies -, #Efb~ 27 %> U AZEER2 N D) UIFRIZFEOFEREBZHELND b
DERND,
“TaqDNA R Y x5 —F

AmpliTaq Gold DNA 7R U £ 7 —% (Life Technologies t1:) XIXRIZDFERNELND LD EH WD,

2.2.2. PCR #iig

PCR M ik BHE & PCR HAIEIEE 1ot v M5, BUSSIHIRO@Y Th %, 95°C |2
10 SR B RS ZBRIE S ¥ 7-%. 95 °C T 05 43, 60 °C T 0.5 43f#l. 72 °C T05 %y
MAEZ19 A7 LT, 40V A4 270D PCRENEZTTH, I THRIGELTT2°C T7
R - Tt 4°C TR L. 5N UGNRZ PCR MRS SR &+ 5, PCROT Z 7
G E LT, T 7T ~v—xtE M2 7200k LY DNA REHRZ A2 720 b Do
WTHRIFFICIHET %, £/, #B225 DNA i SN Tnbd Z L oz L L. DNA
BN Z Lz, CBH35L i 7 Z A ~—xt Db D IR 77 A ~—%F 2 .,
[FIEEIC PCR ¥R 24T 9

" PCR Hi 25
GeneAmp PCR System 9700 (Life Technologies #1:) IZFEIHDFER BT ON D DEH WD,
2.2.3. T Ha— AT VESKUKE)

PCR RS SR 2 7 v — A7 )VESIKENC L 0 458t L. PCR ¥R N &R T 5,

2.2.3.1. 7T Ha— 2 ILOERK

VEBEOT An — A& L, TAE SBENE T 2z, L C7Hu — X &5t 5,
# V% 50 °C e £ THRR L7241, 100mL 4720 5uL o= F v A7 I K2 (10
mg/mL) ZMx L<IRE LT, FVA =T —IZfi LiAZ, BB THZITHPL LEO TH L
ARG 275, F AT BT 2 ONREE L, BEERICR L TR HRBIRET S 2 &
HLTE D, FVOREIIKEIT S DNA OESIIS L TROILENRHDHDT, B ET
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% PCR¥EIRFEMI DR FRICHDOETCT o —ZABE (1.0~4.0%) 2k 5,

" TAE #E1EiE

K BRI Y 40 mmol/L Tris-KElZ. 1 mmol/L EDTA & 725 X 512K KEZH W CGHE L= 0% TAE
TRER & T 5,
2xFUULATE I FEK

2 A8 DNA OFEHOMIZ A VAT R TH Y | WMORBA AR L HBERH D, B IZITnT
FREID, ~A7EEHTHZ &,
° AT

2T AR EE AR D, ZOBRBETF Uy AT e I RIFREMZ T, ERIKEIE T4, 2.2.3.3.
WS T, FAEBRGEALTH RV,

2.2.3.2. EBRIKE)

TAE FRTEE 23 7= L 72 UK I 7 b 2 & v 3%, PCR HEIESUSHE 7.5 ul & 8 &
DTN —T 4 ¥ TRREREZIRE G DR, TV 2 VIZEAT D, FA~OREHE
MNICHFEIA 000 97 & 5 &0 DNA ML LI ZRFER A H SIS < < e D THEET 5,
Iz, 100V EEE TEKKBI ATV, FAr—T 1 v 7EEIRICE 45 BPB 17 /LD
127726 32 FTHEALEL ZATERKEZH TT 2,

2.2.3.3. 7L DYuts (1Y)

AT E AT > TG B IR TH OB BT 0,

TIVHNR D 8D TAE FEEHE S A o T2 &2 IKE% O 7 v 28 LA D, IRIZKETEIR 100
mLY720, 5uL O=F U A7 m I FEHK (10 mg/imL) 0z, Fasriks o #RICE Y
TERRSIRE D LS 30 niEEYRET S, £ D%, TAERBEIR DO D AN > = Kl
RO FHLOTFNVEZRBL, S00RERSREZ LN OMEALZITO,

2.2.4. A A — KT

A A=V EENO AT — IR WEER T v 7 2B &, 20 RICERIKE & Y
BT L7 V& OF TESME (312 nm) ZRRETT 2%, 7V A A — UfighrdkE o mim ¢
HERPKEN N2 — i1 5, DNA &R & il L THRYO PCR iR/ N RO
PHIET D, 7T 7 KIS TS T % PCR HEE N RsEn S -84 1%, DNA Hi
BELIBEORE R 2 & LT, W CTERECD ET, KEFERIZE®RT — & & L THRTTF
LTHL,
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2.2.5. fERDOHE

B PERI R 75 A ~—%F & W/ L — > T 157 bp @ PCR g > 23K Sh.
CBH351 7T A ~—xF & H\ /= L— 2T 170 bp @ PCR ¥{lE N> R HH S 72546
=127 — D DNA 3 BHE & IV PCR HI OG22 RS U B 75 A ~—x%1 % M PCR
W 21T 9, £ b7z PCR B RICOW T 7 A — AP )VERKE), 7 A A — VR
Hr 217\, 171 bp @ PCR 8RN R3S S 72356 AR iRIL CBH351 Btk & HIE T 5,
728, 250 DNA IR CORE RN B o =B HAITBE L HET 5, £/2, Ebbnh—0
OHIRIZB W T 77 A ~—% TP ER O PCREGIE NV RO H SN2 WiGE
(21X, HEBXIKBILIEOBRIELZITV., TN TH TER® PCR EEIE Y RAKE I L2 0
EIlclI, ZOMBK COMREESE L, b9 — HOMBKORERIZ T CTHET 5, 2
@ DNA fitHiR & MR 77 A ~—%t 2 iz L—2 Txfiid % PCR HElE/ N R
DR TERWIGEIZIR WO T 2FEHOHZITV) ., & BIZ PCR UBEO#AEE I L T,
HIEEITD, 2 H O DNA ik a W 72548 CH R 77 4 ~—x T PCR H4i&
Ny KPR E N7 & X iR, KBS OLEMERBFBEOHE 2 DNA Hifrii &m0
FRAENIARRE L 95, LATFICHER Z7~7,

HIEBI

A5

i 1| B T 7 A ~—
BHRAT 7 A ~—
B H 77 A4 ~—

+ |+ [+ |
+
+

1
1
~ ~~ 1

+ |+ |+ [+ |w

T 2 | BtEXT A 7 Z A ~—
AT T A ~—
WRAT 7 A ~— - / / / / - /

+ |+ [+ [+ [+ |

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

N
~ ||~ 1

|

HIE Bt | Bt | B | Bt | Bt | Btk | Rt | patk
HEERE 9 OBOEAIZIZ. 2B EOHEEZIT 9,
+ X, - EREME,  IIREAREE R,

"CBH351 iR 77 A4 ~—%HILL F D@ Y Th 5.
F-primer  (Cry9C-5°) : 5°-TAC TAC ATC GAC CGC ATC GA-3’
R-primer  (35Ster-3°) : 5°-CCT AAT TCC CTTATC TGG GA-3’

3. hvEra (=27 vy a—r 77 0— a—r I —/V5) 5O CBH351
MU ET IO

AEHZOW TS, 20 F £ 2309 HAMIT 1L T T I v 7 o —ikIZE-> TITD, 7
T I 7 v —{EIZ L0 BEORERPE DN RIRIC OV TIEL, 2.1, DNA fiHFESR) (29
VY 2 [ENFATC DNA Z i L. DNA BEHE Z W THIZ 22.0EMHPCR 2%t L, EH 5
ORI E RO PCR MIESINRIZIE W T, BB 74 ~—xt&2 -1 —2 T

45



157 bp @ PCR Hi Mg /N> R H &4, CBH35L M 7° 7 A ~—xt &2 v 7= L — T 170 bp
@ PCR g/ R & =356, Btk & HET 5,
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N7 Ew a2y (DAS59132) DR ik

FUER I VBRI OVWT, DNA BRI U B 52 4 7% » Mg (QIAGEN
DNeasy Plant Mini Kit) (27> T, 115 2 7T DNA iR L, 554172 DNA
AEHE AW TCLL T OEM Y 7% A4 A PCRIERFEMT S, . b 7T B
A7 74 ~—xBLOTe—71%, bvEtoa Il EEIICIFEET HDNEEERF & LT,
AL —F v —E b (SSlb) #is 2V, [FEEFZENE 32577 A ~—x% SSlb-3
& 7'm—7 SSlib-Tag # HW 5,

1. DNA Hifi H ks

1.1. U BT NVIEZ A 7D DNA fillt i~ & (QIAGEN DNeasy Plant Mini Kit)

YNk LTl 29 2R ) e B L sl (50 mL %) ICEVEHY ., HH01 L0
65 °C (2D TV 7= APL #EMEHR™Y 10 mL & RNase A 20 uL Zhnx., BEHEA WL 512
RIVT v 7 AIF P —THLIEAL, 65 °C T 15 0BINET 5, D 2, 3 [, =ik
B NG S CERB A 18R 5, PRFRER 3,250 pul AN oK B2 10 Ay RIERE L7-14.
4,000 x g LAk 4 °C DT 20 SyRE LT 57, T O 7% 500 ul % QlAshredder spin
column (Z#H i L, 10,000 x g LA £ T4 iz, B ZzEE 5 mLEy) 18T,
T OEER R IR L%, FOEIRO 15 HEO AWLBEIR* 2% 5, Z0ORS
i 500 pL % mini spin column (Z&fF L. 10,000 x g PA BT 147 E LT 5, 780 DIRATR
? 9B, & 52500 ul 7 T mini spin column (ZEHTF L, BSETmO LIRHIKZ# T 5,
BAEBNIRBIEN T TR 725 £ TRBEOEIEA Y K3, RV T AW2 FEETE ° 500 ul
ZAML, 10,000 x gLLET1 M EL L, EHIKEE TS, FHEOBRIELE 3 [ElkRY
K, IR A #5CL mini spin column - #28 S H 5 72, 10,000 x g LA T 20 43ffizE g
%, mini spin column Z % v FDELEICE L, & 520> C 8 65 °C IR TR 2 A E
AKT70uL Zhz. 5 ofMFFE L=, 10,000 x g LA LT 1 4rff0 L DNA 275,
) —EWRFEAE K EZ M, [F CEIEZITV, SO NI A2 A, DNA BUEHRIK &+
Do

" APL FETETE

VU B TNVES AT DF >~ b (QIAGEN DNeasy Plant Mini Kit) f1ED D, &5 WITBIEREA LD
D&EHND,
2 P3 AR

U BFNER A T DF >~k (QIAGEN DNeasy Plant Mini Kit) fTEDH D, & 5 WIEBIRIEA L7 b
DEHND,
B O G

FiEEMERE L, B TRWEAIDIE, RS TomMMEEZFERVIK L, UBROBIEEZIT I,
AW FETE

U BFNER AT DF >~k (QIAGEN DNeasy Plant Mini Kit) fEDH D, & 5 WIEBIRIEA L7 b
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DEMRND,
3D

mini spin column IZA T DI OMRIZE D . T AO@ERIZKEFN 0D Z ERd D, TXTOWEMN
1T 2@ 5 OB /2w DR A2, T S,
® AW2 R

U B FNER A T DF >~k (QIAGEN DNeasy Plant Mini Kit) fTJED D, & 5 WIEBIRIEA L7 b
Dz RND,

1.2. DNA FEHRIE H @ DNA Ol EE DR ONZ DNA UEHE DR & 717

DNA R EHE R 51> DNA OFE OfEiRI ONZ DNA FEHE O L - 1F 21T 5,

DNA FBHE K O 4 B2 B Y . AR KD DT TE SRk 2 AV T Easi L
200~320 nm DFEIFH TEIMBIL A7 MV ZRIE L, 260 35 LTV 280 nm OWFEE (Ao
BLO Age?) HFEET D, KT Aggo DA 1 % 50 ng/ul DNA & LT DNA % 2 i
Do FTm Aol Aggo HEFET D, TN 1.7~2.0127240F, DNA B+ sty
52T, SO DNA BEEENS . DNA RBHEK 2 L% OB VB2 B 12 KT
AR L TDNAGEHE & L, 20 uL Z o~ A 7 agllBHE 120 1E L, -20 °C LA R THRERAT
T 5, 1EL7- DNA UBHEIZ, BUREZE IR L, o NIRRT EIE
%, 725, DNA REHE IR DOFIE N PCR THE SV EEICE L & XX, £ D F £ DNA
el E L THWD,

TRBRO BT LY . DNA BREHNFIRIZIRE AL K S U< 12 TE BEE TR ST\ 5, IRt 554
(Z1%. DNA BEHFER OFHRN A Uitk 2 v 5, F7-. flRERIE, WOCEREEEIC X v E
GIRPEICET AR L ORERN R 520, WEET 5,

2 Ago 73 DNA BURDULIEE | Aggy 78 F 1 /3 7 A SR D ILHE & 2 2 5,

2. MY 7L A A PCRE (ABIPRISM™ 7900, 7500 & 7=1% 7700)
2.1. PCR JH Btk ool

PCR MIBSHRIE 25 pliwell & L CHRT 5, ZOMBUILL FD LBV TH S, Universal
PCR Master Mix " 125 uL, %7 7 A ~—*H@ il (K77 A ~—. 10 umol/L) 1.0 uL®, *f
%7 v — 7R (10 pmol/L) 0.5 ul ™ ZiR4 L. JREZE /K T4 20 L (275, 10 ng/ul
DNA ##H% 5.0 uL (50 ng) Z #9425, PCR D7 Z > 7 ik & LT, %3 DNA iEH&
EMZI2NEDIZONT b RIMICHRT 5, SERERTH, BEErbr—1™ L, %48
2V 2 VEERT S, ZolE, LODRELRVWEITEEL, FHOV—V 7T
=3 —%HNTITY, BBRICY 2 VOREZEE L, EICRiEnd L5681, 7L— 1o
mAERE N TR @ak VT, 7L — FOfER%. ABI PRISM Optical Cover
Compression Pad™® & O N 2725 k5, 7FL— o kmick vy b5, #BRiT,
1DNAFREHE Y72 2 7 = VAT TITH D & L, PCR AIRSHRIEIL 2 7 = V53 &[RRI

48



WL 5.

"1 Universal PCR Master Mix

AFRIEITHEEDS BT IREEEEIT O BRI, IRAEDPHEIITDbN D LHICERT D, A0
Gallid, PCR 2D T W RWEENH D, 5 EANZIIL TR LT v 7 2AIF =2 T 3R
FERA L7eth, B<EO L, WRERBEORIZED TBW T LHENT S, £/, v MicniEkds
BRIk, DAEBEEE, O N Z L AEE L, U LORICHEFEIIAND,
25t~ —%f (BT TA~—IIKTEMTS,)

DAS59132 M 7 I A = —X%HILL T D LB TH 5,

F-primer (32f) : 5°-CCG CAATGT GTTATTAAG TTG TCT AAG-3’

R-primer (32r) : 5°-GGT GAATGT CGC CGT GTGT-3’

SSIb A H 7 74 ~—%HILL T D LBV TH 5,

F-primer (SSllb 3-5°) : 5>-CCAATC CTT TGA CAT CTG CTCC-3’

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

B, HTTA—RE (25umol/L) ZHAWVAEEITIF05uL 2Nz b 2 L,
B tmTa—7 (Fu—T K CEET 5,)

DAS59132 A 7 e —7 13 FDO L BY TH D,

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

SSlb B & H 7" 1 — 7 (SSHb-Tag)lZLL FDO L B0 TH D,

5’-FAM-AGC AAAAAA AGA GCG CTG CAA-TAMRA-3’

Y6 T L— b, v ABEOR—Y TS = —

MicroAmp Optical 96-Well Reaction Plate 5 J T8 ABI PRISM Optical Adhesive Cover (Life Technologies 1)
AT S, =V U7 OFEMICONWTIE, B BEO~Y=a TV ESED L,
"> MicroAmp Optical Cover Compression Pad (ABI PRISM™7900 d 54, Life Technologies #) % i i3 %,
723, 20[EILL o0 R UEERIZ, EEERICEEL RIT TR D720, BT L2 &,

FOSIZEE L TIiE, 7L — MEBROBREZITORITIUI R LRV, REZITOHBIX, K
RORE BB L, e =78 Th D5, BRI — b BT, iR LET L
— FOREICKIET D LKA T2 6, BiAOREE (TUNKN] : DNA BUEHKR) Dk
ExAT9, £z, 7o —78MHICEAL TE, bUEw 3 VEHEXTIA, DAS59132 # i
& B2, Reporter 28 TFAM], Quencher 78 [TAMRA| L7225 X9 IZRET D, 2B, ~V

=4

oot R . DAS59132 # i & $ 12, Passive Reference # ROX| ERET 5,

2. 3. PCR i
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EEICTL—baety ML, e T —ZDOBUARZBRMET 5, MIGSRHIILLTO & B
D THDH, 50°C, 2 RIOFMAFTHREELZ%, 95°C T10 ZfIME L, &y hAZ— KE
TRIGZBIGT %, TD%, 95°C TI58, 60°CT1 p&x 1Y A 27/LE LT, 40 A7~
VOSSN EAT 9, 728, MUSSMHOFREIZEBVT 9600 emulation T— KOF = v 7 %
AN TE<L, Remaining time 23 0 /3 & 72> TWA Z & 2R L, [GEK T SE7=%. Ml
ERERORHT 21T 9 o

3. MEROMAT L HE (X 1ZH)

DAS59132f# k1 kBRI L O b v 1 2 VM AEABR O W Ic O T h | REER O
& 13 Amplification plot TR 2 ¥R dh#f & CHEDfEZR. 38 LT multicomponent
TOXGEFHROEINTRE (FAM) OIEEBEIBI 72BN OMEZ 6 > TIT 9.,

%9 BT Amplification plot (2 DAS59132 D54k B 7 iR Hi AR SRR S =85 A
(Z1%. DAS59132 (G Aa%E 5, IRWT, N—=AT A % @Y A7 LnE 15 %A 7)) &
E L., ARn @/ A RO HFKEO AT, ZE LI EEBEEM 2 EmEiRE LT 5
Threshold line  (Th.line) & L TO02IZGXET S, 7272 L., Th.line 28/ A AL HBIEEY T
7RWHEIR AR & AR D DG AL, TH ERZD LWL D Thline @ ERET H, €D Th.
line 2>5 CtENSG LN 0B ENTT 5,

20MTHIH X 0 5 5 7-DNAREHE (M H 720 27 = W7 CHRIE) OEF4Y = /v3
RCTEHNTCHET S,

DNAGREHKIZ 38T

(1) FrEva TGt EEBRO20MT T X TO U = /L T38RI DOCHEIEF H AL, 72>
DAS59132fa 1 FHEER T4 X T D 7 = /L T38RO CHE S O N T e 4 i il k)
X & HET B,

(2) boEtoa B ERERO20M T T T = /L T38RI DCHE S H v, 2>
DAS59132k 21 HZBR D 3= T D 7 = /L T38RI DCHlE 7 5 B AL 72 WA Xtk
EHIET D,

(3) butoa B ERERO20M T T T = /L T38RI DCHE S H v, 2>
DASS59132fR A HFRER ICEB W T, T X TO U = L T LIZERBZE O N WEGE
1%, B - BB O YR S Ed T2 [BlH ODNARIH LA 1TV, & 51 (2,
EMEY 7 vZ A APCRYE| LIBEOEMEZ I LT, HIEZIT 9, 281 H ODNAGE!
R W TZ356 THBEOHIENE B2 WA IE, DASS9132[2M: & HIET %,

20T O Z N E N OHHDNAREHE (£27 = /L) [ZOWT, FEROHER F— AT
PEo THGE L, W5 OHIDNAGUEHE (GEF4Y = /V) ([ZOUW TR &HE Sz ik
BE 1 &Ik 2

7ok ERCHIEIT LW DASS9132F5 M 23 HIE S AL 725 FZ DV Tmulticomponent Z fi# Tt L |
B CFAMOEOE IR FE O FEERBIER A0 20 N3 22 T & . ROX D HOLIRE DA 72 T <0
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FAM®D Y58 DFEC g ERRN 722 & 2R 4 5,

T2, butn a VB EARBR T RTO T = /L T38RI DOCHEN S S 172 VW DNA
HBHEIZ DWW TR, B, B2 5 0 T1. DNARIHER UBEOBEZITV., FNTHT
RTO Y /LT3R DOCHE L F LAV WIGEITIL, AelEI b OBFIIAEE T 5,
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H1 HFROFIERF—L
STEP1

03251 % BR a1 ES

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

|
=) -

= <

STEP2 .
DAS59132 R NG ER*

DNADHH AR URZEFEECREB)

|
$ = e
e

EISUORGETEBENRELN-BEE,
avAIR—a ENEDLN., BYGREN
THONTHNEN>FzIEETRT,
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+ %% (RT73B.rapa) Ofad ik

ARAEIETIT T ¥ 2 Zhi e At xige & L, DNAMHREELT, LR U A7 VS A4
X v ~iE (NIPPON GENE: GM quicker 2) M\ 5, 1 fifE2252 T TDNAZ filiHi ki
L. &HHDNAGEHE 2 HWCTEM Y 7V ¥ A APCRIEZEET 5,

B ELANAE O & s -/ #a 2 J % % Td HRT73 Brassica rapa (RT73 B.rapa) 1%, FeAdEH
IZBWTREMFEENK T LI-BREAIM:RT73 Brassica napus (RT73 B.napus) & FEEE T
fHL 2 % % (Brapa) MNARELLIEH S BE TR T X 12 TH D, TDI=ZHRTT3
B.rapa AT 5720121, 1DDFRITIS VN TB.rapa & B.napus DBl & BI5 741
Bz T2 X OREROEROMEEZ T OILERD D, (> T, UTDLOAZ ) —= Tk
HEITo7-%. B.rapa DIRA & BRI T2 R OFERAFEBD A S L7256 1.

2. DRI Z 1T > THIET 5,

1. A7 ) —= i
1.1. DNA ks SLlE

T2 25 ODNA iR ENE, U B A ES A 7% » hE (NIPPON GENE: GM
quicker2) ZHAW5, 1 MK 52 7T CDNAZHHRERL L . %DNA REHEZ W TULF
DEVEY T NVH A APCRIER EET 5, BT L -3 ER200mg Z2mL FF =2 —71Z
BV . GEL #EMHE™ 800 uL. Proteinase K 20 uL. RNase A 10 uL Z A%, 3EBHEA 72
WE TR T v 7 23 FH—T30 BREAS L7=#%"2, 65°C 15 HE#ET 5, GE2-K ##
B2 100 Lz iz, AT v 7 23 FH9—TRET 5, 13,000xg LI, 4°COLEMET
5 RE LS T5, IWNWTEDLE® 350l #15mL AF = — 712 L. GB3 Bk
130 uL BEOA Y F a3 —/b 130 ul 2T L7-%, 10~12 mEEERAT 57, RAHK
610 uL (£%:) %spin column (ZEfif L7=%%. 13,000 x gLL E| 4 °COSMFT30 FofiE 0L,
IR 2T D, IRWTGW FEE R 650 uL ZEff L, 13,000 x g LLE, 4°COZKRMETL 47
im0 L, IWHIRZ 8T %, spincolumn %7272l 5 mLAT = — 712 L, JEZ5&E/K 50
L &0z =R T3 MERE L=k, 13,000 xg LI ETL ofmo L, Gon-Eting
DNAGREHR K L4 5,

" GE1#ETEIE
U BTFNER A T DF >~ (NIPPON GENE: GM quicker 2) fFEDH D, & 5 WIFBIRIEA L7z b
DML,
CBRERER R TH D L. DNA OENE L BYT5, BT v 7 A3 3 —E#EEEICH LT
2mL BF 2 — 7 HWEICH T, TOFEE30 BB Loy L85, BEARFOREAITESI
30~60 FOHIRIET 2,
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" GE2 #EE

VU B TFNVES A T DF > b (NIPPON GENE: GM quicker2) fHEDH D, HDHWITHEREA L
DEMAND,
A LTIANTF 2 — T IS TV T S, F T TOE2-KEEIR 2 RN 2 Z L W ARETh 5, Hhtik
(ZITHEERE LTV D DT, N L 72 GE2-KEEEHR A 42— & 72 D L O IRABT 5,
PR u—Z—RBLo2mL BF 2 —TOREEER LD 2T, g BEKERD X I ITELSME
ERET Do
© RWEAEIT A B, ATHEZR IR D IO S A RS A K 9 ICEE T D,
T GBIMEMEE AT L, FENTA Y T 08 — BN L%, B EREE21T S, FriimsE T ThA
WL TCWDEEIL. WO BERIC: D THORENRAET 5.
B DNA #BHE# & IRE 7KK T10 ng/uLIZ 8 L. DNAZRREHE &+ %,

1.2. MY 7% A4 APCRYE (ABIPRISM™ 7900 % 1 ABI PRISM ™7500)

EMEY TN A LPCRIEICEBWTHWLD 7 7 A4 v~ —xd B L7 n—71%, LIFo@by T
b, &7 TA~—IIKTHEML, HHT D,

B. rapa k! FER
B.rapa #kplH 77 A ~—%},7u—>7
B. rapa #kAI7RB (%, B. rapa acetyl CoA carboxylase (ACCg8) EixFHlSlIE L
B. napus cruciferin (BnCl) &= B SN AT L5774 ~—xt& T rn—7% 5,

ACCg8 WM~ 74 ~—xt,7a—>7
B.rapa-ACCg8 F: 5°-GGT TAT ATACGG 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 77 A4 ~—x%t, 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 ATCTCG ATACTCA-3’
B.napus BnC1-994T: 5’-FAM-ACG TGA ATCTGA TTT TGA-MGB-3’

RT73 o HaAER

RT3 7 A ~—, 7 n—"7

RT73 MMH#ERIIRT73 AT 7 A4 ~—xt& e —7 L X REGHERAE LT
acyl-ACP thioesterase  (FatA) B FALFI RIS 57 74 ~—xt& T v —7% 5,

RT73 it 77 A ~—xf, 70—
RT73 Primerl: 5°-CCA TAT TGA CCATCATAC TCATTG 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 B 77 A4 ~—x%t, 7 —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. PCRH Sk D il

PCR HIBSIEIE25 pl/well & LTS 5, MAUILL T O LB Y TH S, Universal PCR
MasterMix™" 12,5 uL, W57 T A ~—%H&K (%77 A ~—. 50 umol/L) 0.25 uL, x5~
12— (10 pmol/L) 0.5 pL ZIREG L. WEZAE /K TRE22.5 nLIZFH% . DNA Uk
2.5 uL (A7 ) —=2 7B CTIZDNA BHKE10 ng/uLZ D) 2T 57272, 43
ERRT#., BEENDy—™ L, BRIV 2 VEEHET S, 20L&, LbAELARVEK
IFEBEL. EHOV—Y ITRT TV r—2—% W TIT ), RIS = VOJREBE L,
JEIZKIADR B 55513, 7 L — F O AZE S N TEREZ kW TR, 7' L— F DR,
MicroAmp Optical Cover Compression Pad® Z 25D A Lz b k5, 7 L— ho Emi
> h9 %, 1DNA REHKH 7= ¥ B. rapa ikBlIFER & RT73 MHEBRD2 HERZ1TH b D
& L. B.rapa #&hEABRIZACCE8 LBnClO( 7 I A4 v —%tb 7V u—7%EELTY T ¥
A LPCR %47V, RT73 MHEBRIZRT73EFatA OEK 7 T A4 ~—xt& 7 u—T%#BAEL T
UTNEALPCREITD, A7 V—= 73 BIX. 1DNA #EHE &7 Y B. rapa k7l
D2 U WA, RTISBHREBR D2 7 = VT TITHO b D LT 57,

! Universal PCR Master Mix
AGRENTREED BN T2, IBRABMEELIT O BRICIL, IBRAEDVPHFEIITbID L5 ICEET D, A+
BEIiE, PCR 289 L WINRWHEENH 5, 5 EANCIZLTRLT v 7 AIFH—2 T3 ﬁ/
FREIRAG Lcth, B<ELO L, BRZFRREDEICED TEBWThOMMT 5, £, V= /MIpiET
LR, UgEE, EONRERZ L EBEL, Vo LORICHEEIZAND,
"2 Rk SR CIL IR R TR ODNA BBHFIK A2.5 il V%
B oRikERENE GRIEXTS) offtiic 3 fEdControl 3724 HNon-Template Control (NTC) 1 77 =/L%%,
B. rapa Positive Control 1 ™7 = /L4335 &2 U'B. napus Positive Control 2 7 = /L4322 T ZAVE LM
#4-%  DNAREHR ORI OEE, NTCIZIZ7/k % | B. rapa Positive Control (Z13B. rapa E#7 7 2 3 R&
B. napus Positive Control (Zi% B. napus #E¥#~7' 5 2 3 R&, LD = /1(22.5 uL, DNAGREHE DL
D YIZIRINT %,
“96 T AT L—b, Y ABIOY =) ST =S —
MicroAmp Optical 96-Well Reaction Plateds J: TYABI PRISM Optical Adhesive Cover  (Life Technologiestt:)
PHHAT D, =V OOV BO~Y =2 T V2B EDZ &,
"> MicroAmp Optical Cover Compression Pad (ABI PRISM 79000334, Life Technologiestt:) % {3 %,
ABI PRISM 7500 CiZfli H L 72\,
© RIeER AR TIAB. rapa #AIEER, RT73MHRER L bICThEN 1 7 /L TT 9
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1.2.2. 7L — MEWMOFKRE

FOSIZES L Tid, 7b— MEBROBREZITORTNE RS0, REEXITHIHB X, &
BRORELFEHEB LD, Ve —T7/ETh5, BRMICITHHS—F LT, iR LT L
— FOBLEIZHICT D K 9 IR Z2 T 7203 b RO (TNTCJ : Non-Template Control.,

[UNKNJ : DNA iEHR) OREEITH, £-7v—7FEICBI L Tk, ACCg8 FHiH
IZReporter 7% TVIC] . Quencher %% TNon Fluorescent] (Z. BnC1 i%Reporter 73 [FAM] .
Quencher 73 Non Fluorescent] |2, RT73 #:HifIZReporter 73FAM] . Quencher 73 TAMRA |
(2. FatA #& A IZReporter 3 TVIC) . Quencher 28 [TAMRA] L7325 X HICHET 5,
728, B.rapa #kpEER, RT73 RufHiakEk & 12, Passive Reference % 'ROX| EEXET 5,

1.2.3. PCR1E

TEEICTL—rE2Ey ML, BUnET—Z OB IALZHIGET D, HISSMHIILLTO L&
B THDH, 50°C, 2 RIOFMETHREF L%, 95 °CTLOMIIME L, &y AKX — Nk
TN Z BT 5, 2D, 95°CTI5f), 60°CTL 4330 a1V A 7L L LT, 40V A7
JVDIEREGNE4T 9o BUGHE T . Remaining time23043 & 72> T\ 5 Z & 2R L, HlE
TR OINT AT O

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

B. rapa ikBFRERICB LTIV 7 ¥ A APCREGHE T . 1H B IZEnd-pointf#AT 217 9,
BT EY) TV A APCREULE T L= L— &2 D FEEHV 5, [Marker Manager]
XA T a8\ T, DetectoriZix U 7 /¥ A4 APCRCEE L7- TACCg8) . [BnCl] %
BIRUBREEITO ., ZORESRMTRIEZBILE LA I #& 71, [System Table Pane]iZ 5
JREFU7ZACCY8, BNC1IORNMEA Z I ZENDHENIRE & U TREROBIT 21T 9,

1.2.5. End-pointfi## (ABI PRISM™7500)

B. rapa @Al [RABRIZEI L TIX Y 7L & A APCREUGHE T2, H HIZEnd-pointidiR 217 5 .
Yo T IITY TAZ A LPCREUGHIKE T LTIz F L — b2 DE M5, [Select Markers]
XA T aZIZEBW T, DetectoriZid U 7L A APCRCR%E L7- [ACCg8)] . [BnCl] %
BR LIREZAT 9. Z ORESRM THIE Z2 Bilhs LRI 0 #& T4, [Report] # 71IZFK RS
72ACCg8, BnC1ORNfE % LN LN DHEHRIE & L THERDIFIT 217 5,
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1.3. FEROMT L HE (K1ZH)

20 THIH £ 0 5 DL 7-DNAGEHK (Lt & 720 27 = AIAT CRIE) O/EH Y =
RTEHWTHIET 5, 1DNA #EHE H 7= 0 B. rapa Bk D2 7 = W7, RT73MH
AERD2 T = LT TIT D b D LT 5,

B. rapa ##kp!|#Ek (2D TIXEnd-pointf#HT OFE R L 0 HEZITV, RT3 HRERIC S
WX IR 2R R R O A CHIEZ1T 9, B.rapa OIRAHIWT &, 2>ORT7323H
SN E DI DRIERRE & Fhti 5,

B. rapa !z ER D End-pointfEbTiG 5T, DNAGREHE DACCE8 (VIC) DHEOLIRE (2 v
= VOFERONHIfE) L B.napus Positive Control? ACCg8 (VIC) DEETHRE (2 7 = /LD
FEROSHME) & DE232.040L E (ABIPRISM™ 7900) , 1.408L F (ABIPRISM™ 7500) &
&, B.rapa DNRA LTV &35,

F7-. RT73HEERIZ-SWTid, Amplification plot_t Tk Bt 70 s it $ & CHil O
#233 & U'multicomponent TG ta 38 ok O s (FAM) O FREBRER 72 B e 72 48
MOMERR % & - TIT 9, % —IZ B L TAmplification plot_b (2 55 BEHHY 722 s th #2338
NG EICRTIBGMEZ B 5, IRWT, N—RA T4 % @A 761584 7)) BE
L.ARn®D / A RMEDOHKMED _FAIC, ZE U= Fa 5 E%Y) 72 Bang h #¢_E CT424 5 Threshold
line (Th.line) & LTOICEET D, 7272 L., Th.lineds / A XF8 5 B4 C 72V EE IR i
MERZDLEEIT., TNHEXDLLRNE D Th lineZ @ ERET S, £ DTh.Line’> 5 CHE
NS N D NEINERITT 5,

DNAGEHRIZ I\ T

(1) FatABH A =2 —7 (VIC) ZHW=RBROT X TD W = /L T38RI D CHE 5
B, MOFRIFFICAT S RT3 7 2 —7 (FAM) ZHW R BROT ~To v
= )L C38HKIM D CHEN G BT GBI RT3 E L HIET 5,

(2) FatAfRH A7 1 —7 (VIC) ZHW=REBRO 3T X TO v = /L C38A:] O CHE A
Sl RT3 7 v —7 (FAM) ZHW=iR RO <X ToD v = /L T38A1m D Ct
ESE BN WG AIIRTT3EM: & e 5,

(3) FatARRH A7 1 —=7 (VIC) % HW =3B C38A OCHE NS S, RT73MH A
7u—=7 (FAM) % HWoilBR T38RI OCHEN T X TD U = /L T—E L -5 5%
NELNRWEEAIE, b T2 HHODNAMRSRIZITv, & 512 1.2, &MY
TIVH A LPCRIE] LAOERMEZ EfE LT, HE%E1T 9, 2 [0 H ODNAREHK &
AW GATHBMEOPENE LR WEAITIE., S HET 5,

20 THEH O ZNZF N OHHDNAREHR (K527 = /L) IZOW T, fERODHEAF—AIZ
o THIE L. BrapaikilatBds & ORT73K BRI o\ C B & HIE S A7 bk
PEEME LI L. X510, 2.0RHERRER AT 9 ]

72 B EFOHEIEIC X 0 RT73B A E S 7= F42 -2V Tmulticomponent Z fi#4T L. H
TFAM® 5 WM EIVIC Dt SE58 EE O Fe EL RIS A 22 BN 238152 C & . ROX Dt YEH8 BE D B fife 72
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FHERCFAM® 2 W EVICOMIEHE OFER e ERN /20 Z L 2R T 5, $£7-. FatAlk
A Y = —7 % Vi8R (VIC) T8RIGOCUEAG DAY = /M OWTIE, FE,
U T VH A LPCR%E HIV 2 EMEPCRIELASE OEEZ ATV, 2T H 38RO CUEN S Hh
ROVEAITIE, RED b O EVERER OM X DNABATIS &S OBRAIZREL T 5,

2. BIFERBIRAT

1.ORAZ V) —= 7RIV TB. rapa DIRA & RTT3OIEIRHERR S 2B 5 Mikin
RORIFRI D & BEAE L1292 KIA R L, &KIfEICDNA HliHI 2170, 4DNA 3UEHE G %
RBIZ EROLORA Y ) —=  PREICBIT 51.2. OEMEY 744 LPCR ¥ (B. rapa
AR & RT73 RRIHEUER) 21795

2.1. DNA fhHiEEE (1 RkihhH)

& xR ODNA HIHREERLT, U B VS A 7%~ RiE (NIPPON GENE: GM
quicker 96 % R H) ZHWD, HHT2ICH7- 0 Fajlc T Z 2 2P L TR < LER
b5, W FEIZLTIORT, 7EFD A>T E—H—I210% SDS Zx., A/ —T /L
TR L, SDSZMEIET S5, ZOTREEZIFENTH, RICE—I—ITEMAKZMZ T &k
WL, BMAKZIEES S, ZOLRG3ENT Y, ek, M7 1 — K (RCD-96) D%
U )W T 2 R BRI O AL, 65 °CIZERE L7 tHIEAE ¢ 1 FEfz S 5, +oic )4
IMFEE L6, M7 L — F O T 2 Wi A Z ba—2 (MC-96415R) % 159 DA
ALCPD-96 T # % L7-%. MULTI-BEADS SHOCKER (YASUI KIKAI) % F>71,500 rpm
DEAET20 BRI 2™, B, B~ L — FMIGEL /K2 500 uL. Proteinase K
20 uL, RNase A 10 uL% 12, MULTI-BEADS SHOCKER (2%~ bk L1,500rpm D215
MERAT %, 7L — hZTL65°CT15 /yMEFET 53, GE2-K FEEHE* ™ 85 uLz i,
MULTI-BEADS SHOCKER 2% » |k L1,500 rpm D415 BEEA L. METALFUGE

(YASUI KIKAI: MBG 100) 72,900 rpm D& T5 43l g%, IRWTED 15
400uL %, a7 arFL—rEEy hLET7 =7 L— " ZRML,
METALFUGE 2,900 rpm®D§:4:T5 g 5, a7y a7 b— DK T = /L2
GB3 #EfEK 150 )L BL O Y 7m0 —)b 150yl RN L7-%, B Xy T 47 LT
BAT S, IRAIRTOO UL (£8) 2, 2L 7 arFL—bk%ZE v k Lispincolumn” L
— MZATfF L72% . METALFUGE 2,900 rpomdO &5 ifmi L, a7 a7 lL—
MIWME TR Z TS, IRWTGW #R1E K650 pLa A L, METALFUGE T2,900
rpm DOZRHTS SrfizEo L, IWHRZ R CT5, spincolumn” L — NAND =X ) — )L & 554
IZHL Y B < 72, METALFUGE 2,900 rpm D 2{ET20 4303 %, spin column>’ L —
Nefilclralr 7y a7 L— MIBL, BEAEK 50 L2 2 iR T3 /oMeE L7
% . METALFUGE T2,900 rpm D& T5 Fyfili o L, 15 B a7 iR 2 DNAGUEHEIK & 5
Do
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LB . METALFUGE (YASUIKIKALD % FiVWT 7 L— k222900 rpm D4ETL SRR T &
VTBHIET, THIMHBELEY I EEE La I x—a B TPRT D,

2 GEVIR
YU B TFNVES AL T DF > b (NIPPON GENE: GM quicker 96) fHEDH D, H A WITBLEEA LD

D% HND,

P65 CCTHET IR, T LNDOZEEBIE L T7ZNRBMERCTL A a L ZIx—a VN2 5
AREMEDR D B, TNEISTEOD, Lo Eov X% L, FL— NI LTI TEIRET D,

" GE2fETERI
VU B TFNVES AL T DF > b (NIPPON GENE: GM quicker 96) fHEDH D, H A WITBLEEA LD

D% HND,

BB T = MITIRAT D D& T, 7 #2223 HHEICMETALFUGE (YASUI KIKAI % JVWT
7L— hZ&2900 rppm OFEMHT 1 pEAE X DT HIET, JHIHELEEEE LI
X—a v E TS5, FHRICIZEERNE LT 0T, L 72GE2-KEEER A 45 12— & 72
5EHRAT D,

O PRV S A TREZR IR D B S 220 & 9 12 BB A BN S,

T 7 4 N H—F L— NIWhatmanDZ5 E800 pL, KT WA K045 LOR Y TR LT 4 L F —
1%,

BGBIIEMEL AT L, FNTA Y T 0 ) — VBTN H%IC, BEE21T 5, fribmsE LT Tl
BWLTCWDAEEX, BB D E CTHoBERAET 5,

2.2. fER O & HE (K1)

BDNAGEHFIRIZ 1T D5 RO E L, B. rapa 5lAlFER 12DV TIXEnd-pointf#tT Db
FIZL 0 HEEITV, RTTSBRHRBRIC OV CIX AR R O/ I CHEE1T 9,
B.rapa T 5 LYW =4v, 2 ORT733 M SN RIZRT73 B. rapaThHh 5 & HIiET 5,

B.rapa #k7I3ER 0 End-pointfi#AT it 5. DNAREHFEEDACCG8 (VIC) D iREE &
B.napus Positive Control ACCg8 (VIC) D FREE (27 = L DfERDFEIfE) & DFH732.63
LIk (ABIPRISM™ 7900) . 1.69L4 L (ABIPRISM™ 7500) . BnCl (FAM) Ot
JFE & B.napus Positive Control D JFREE (277 = )L OFE RO NEHIE) DOE230.28LL F (ABI
PRISM™ 7900) . 0.35L4F (ABIPRISM™ 7500) D4, = DDNAREHE# IXB. rapa T
D LWL, Hi%DNAGREHFIR ORTT3DOM 2 i 95, RT73R BRI SW T,
Amplification plot - THEERBIEL ) 72 HEME Hh#R & CHtiE O fERRFS I U'multicomponent | T o xf 42
BFEHKOFENIRE (FAM) OB 2 M EMoOMER 2 H > TIiTo, FH-ICAMR
TAmplification plot 12 ¥5 5 BIEH) 7 R Hh AR 23 78 S M- G B ICRTI3G M2 88 5 . Tk
T, N—=RT7 A % @BV A T NNBI5YA 7 1) RE L. ARnD J A RgD i KAE D -
T, ZE LT a5 A% 7o s g dh R _ECT4Z> S Threshold line  (Th. Line) & L CO.2I%E
T 5, 72720, Tholineds / A A TR W IREIMR & 2D 25 H1E, Ehvh &2
DOOHRNEITh lineZ W HRET D, T DTh. LineH b CHENE: 53D G Z fifT4 5,
FatAlg H 7 0 — =7 (VIC) % V7= 5Bk T38RI D CHE NS H v, h O RIERIFT - 72RT73
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A7 2 —7 (FAM) Z W23 Bk T, 38K OCUHEMSG L ivi= 84, RT3 & HIE
95, FatAfRiiA 72 —7 (VIC) % HW\ =ik T38RI DCHEN 1T H 4L, RT73MH A~
12 —7 (FAM) % HW 7238 T38RI OCHE 1S DAL WA IIRTTIREME L HIEST 5, £
7. FatADL3fELL FEOCHERTI3MBHHH 72— 7 (FAM) TEONT-HA1E. hokiok
MO Z I x—a VBRI > TWD & L, Yi%DNAGREHRIR IXRT 732 ME: & )&
T 5, 728 EFRHIEIC £ 0 RTTIGMEAHIE S AL7- 45 F 12Dy Tmulticomponent Z fi#4T L
H AL CFAM & 2% WNRVIC O Y58 EE O FE S BAEI 22 BN 38122 T & . ROX Dz Y58 DB
72 TRESCFAM® 5 WIIVIC O BEIRE DOREC0 R LR NN Z & 2R T 5, £7-. FatA
BRHEHA 7 2 —7 2 AWl (VIC) T38RI DCHE DS B AUV W DNAGUEHFE IR IZ DU\ T
I, FE, UEDNARENFEIRIC T L CEM Y 72 A APCRIELIBEOEMEZ TV, £ T
HFEEEDORER DL EIZIE. Z ODNARENFIR COMER LB & T 5, 92 KO DNARKEHR
W C0KI LA _E O DNAGUEHRIK CRatAfRHHH 7' e —7" (VIC) % H 7= 3Bk T38K1 D Ct
EREON DAL, ARBRIIHNIT 5, BEY 7 LZ A4 APCREZITV, £ THFAAT
38Kl DCHE NS 5 U 7-DNAREHFIE 8K LL F DA, AiBRIZIAKL E LT, DT
02K & MEAEZ IZEREL L, [2.1. DNARIH (1 RifhH) | LI BAT 9,

B. rapa ksl |FERIZ IV TB. rapa & I S 4L, 2> ORT73M HFERIZ I TRT73R5ME & 1
Wr < AL 7ZDNAGEHFIE N1 B TH H A% 61, Uik RIXRT73 B. rapalfifh: & HlET 5,

1. RT73 Brapaf B AT LD 70—

| ikEmiERIRR_ |

| GM qu'ickerZ"c_Fﬁ LVTDNAH H FE S

Real time PCR

=\ = [B.rapa i AIEER] [RT73% i 5 B&]

Brapa DiEADNHBM?
YES I I NO

RT73DIEEHFER TEDHM ?

[ Brapa Bt
RT73 &
| BEE®IEAICER (24 | non-GM B.rapa
| GM quicker 96% FAL\T 1HIDNAYEHFEMY |
g
=
= Real time PCR
u\_z]
B [6.rapa HAIFER] [RT734 H 38R
= Brapa DEANHZH?  RTISOIEBEINHERTEEN ?
YES | | NO
| Brapa &%
RT73 [EtE
- = — non-GM B.rapa
RT73 B3t | RT73 B.rapa MR A HY &HI B
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2334 % (PRSV-YK, PRSV-SC. PRSV-HN) O##HikE

KRIETITAEFE S T B IO YINLRM A BASR & L, DNARITHHRE, BUF
DA A IR 2 A 7% v FiE (QIAGEN#:HIGenomic-tip 100/G) % W5, BiliEL L
T, YU BZFNVESR A 71 (QIAGEN DNeasy Plant mini) % i f L 72 DNAfH S5 - A fi
PSS B KO A Y 2 EINTRE ORI T & D, A 5 20T TDNA
ISR L. DNAREHE #1535, & ODNAREHK Z AW TEMEY 7L % A APCRIE% R
Mg %

0 3K UM LB 2+ 4y O DNA LT & 5 6 0,

1. AEfE A B L OV A YN A G 5 O DNAF HIHS

HEfE S B LU, PINLAEMITILLTO7 FEOBGICHSE L., LTFIORLZ
TNENORERMLEE Y 1 b 2 V2 > CONARI R RIAT ORI 21T 9

O AfEl L OFIRE TR CEREOSS Y, S B CEE I TR0 DR
PNRA Y DAL AR L TV AR

© wpsli (R R A )

© WHEE RS (K14 710—)

@ wrpRsds, (RS, B Y)

® RAGHZVIRESL  (Px b, Ba—L72Y)

® Fit - Bl (TA—Y Iy s AV a—A R IHIRY)

D kgl (T4 A, ¥y —_Xy fp L)

1.1. #etaiaLE
1.1.1. AfEds K OAMIE o L

NS RTINS P LB ENDI B ODOHREETIYHL (RO FIZHoNT
T - B AR RAEY) . FOEED 2 (2L EOMWERE AT 3 B L2,
L <k & 0 Millser 55 TEHET 5 (AfE 3o YICB L CIE RN 2 3 5),
e L7Zikk 109 2R e e L U BEIE (S0mL %) ICEY &0, G2 FEEE 30 mL
Nz, L<EMENREFf L CHWHEIZT 5,

1.1.2. ¥ HLH
NS BE T/, Y EHBEND L ODOHEZLTHEY H L., Millser 2 THitd %,

MLk 29 2R ) e B L U BGEIEE (50 mLA) 1CRY &0 G2 FEMEAK 30 mL &
Mz, L<EEEM L THEIZT 5,
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1.1.3. WOMEE e

HEPLHBE TSNS Y EH SN b ODHEZLETIROH L, ZOEED 28 Lo
PR 7R /K C 3 [mIvEH L 72tk FEES OWREZREKEZIMZ . Millser 55 THIET %, B
L7kt 10g 2R Y Y e v L BRI (50 mL %) IS0 &0, G2 FEMfiK 30 mL Z
Z. K <EREE L THHEICT 5,

1.1.4. FzIERELE,
Millser &= TRt LEIZ L7ZAE 29 2R Y 7'm B L U8R (B0 mL %) IC&D &

V. G2EEE 30 mL iz, L<EENEM L THWEIZT S,

1.1.5. RHREH 7 /VIREL

Millser = TRt LEIZ L7Z3EH 10g 2R Y e v L o ilmin s 50 mL %) I2&Y &
. G2 fEMIK 30mL &Nz, X <EENEFL CHEICT S,

1.1.6. 2yt - B

BRERTIC X <EzBNEF L CTHWEIC L7285 100 mL 2 X AV U 2 —THED &0 ks
B ss (500 mL A &) 2B L, HIT7=IKRHET-80°C i T 2 RFfAs & ¥ 5, 20
%, HASRREEICE v b L, 24 BERIELER . B 30 g 2 ELEKICE D L 0 G2 FEMETE 20 mL
WCHBEEZHWTCRRSE S, RWTEEZRY 7oL o fminE GOmLE) [ L.
FLek & I OB &2 B1721C G2 BB 10 mL 2 B0 e i, X < EEEEF LT
Bzt 5,

1.1.7. KSR
B 100 g A HASH R AICEY L0 | 24 B BE T 5, Fot%, Rk 109 2%
IZ G2 #B1EE 30 mL # AN7-R ) e 'L o films (50mLE) [ LPF oMz ens

S, L <EEIEM L THWEICT S,

" G2 FEERIL X 7 # 4k (Cat. No. 19060) (ZfHE L TWAR, B0 WA I EL CBAT A F v
k OFAEICHE > THHBLATRETH 5,

1.2. 734 Yk BkH 5 > DNA hliH ks

1.2.1. DNA Ol ks #
1.2.1.1. [&A F s % A 7% > ME (QIAGEN £ Genomic-tip 100/G)
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DNA #li i FE0EHZ . 100 mg/mL RNase A 20 uL. cellulase 500 pL # /12T (72, G
BREG RS RO Y v ZBEIZERY | a-Amylase™ 20 uL &[RRI Z %) . fEEIRA L
WEAr L7=%. 50°C T 1HEEkE 5, F DM 2~3 [ElEitE % Mlis S 8RB iR
F19 %, UNT Proteinase K 200 uL Z iz 50 °C T 1 BflKET %, #0O/s 2 ~3 [
L & ]is S TR 2 iR ERF 35, IR\ T, £ DR ILE % 3,000x g, KR T (4°C).
20 SyfEE L L, Boh7- B3 (F925~35mL) AfE L. 572U QBT fEEik > 4 mL
% FIVERFE L 7= QIAGEN Genomic-tip 100/G (&9 %, KW\ T, 100/G % QC FEME itk
T75mL 33 EVEA L=, & 52U 50 °C IZIRD TV - QF FBEK ™ 1mL 24
Wi L, 1Z U OOEHIRITEE T A, B LWERE 2B L, 3 50 °C 12D TRV /- QF f&E
W 2mL A L, DNA 2R %, BHK L SEOA Y 7o AT va—L a2z &
SIEAL, =IEE L5mL b L<IT20mL%) I L, 10,000 xg UL LT, iR T (4°C)
15 piliELT 5, FEEHETH, 2O, EEEZBORET S, 710%T4 /) —L 1mL %
Mz, &51210,000x g 2L ET, KIET (4°C) 50MELT 5, &HIC HELZETE, %
STk A, R SET%, T 50 °C IZIRD 7o IR E 7884 /K 70 uL (9% L. DNA #UEHR
WwEd 5,

T X744 (Cat no. 1018048) D& D XIX[FEEDN N A S DA AWD,

2 2 /=7 KU vFi (Cat no. C2730-50ML) D & D XIEFEDN &> b D& N5,

B = yRy - D=4k (Catono. 312-06671) Db D XIARIED A FES LD EFND,

“ 7@ A Jift (Cat. no. V3021) 100 mg % I 1E 7k 5 mL IZIEfE L 7= O IR O 1 2 EH> b D & v
%,

™ QBT &1k, QC #EMi X U8 QF #&fEfikI% 7~ 4 (Cat. No. 19060) (ZfHB L TWAHAR, &Y 7
WIS EIZITHEM THEAT 200% v FOFBAEICE > TREETH 5,

C BN R AR VEATH, EILENOEMMITICIZTE 2720l an Xk Hic, EiEEBRET S,

1.21.2. VAT NVIEZ A 7F >~ MME (QIAGEN F:# DNeasy Plant Mini)

BRI U Tz S A Y DR A RO TR R 2 B 5E 10 mm AICOI L, B #28R A1 79,
WIZINH—FTINOERE L, T 5, Mmiatela v, BLUN O 7 EIZ)E-> T DNA Z i
%,

talEl 80 mg 2~ A 27w ILAE (2 mL ) IZEVERD, H50U8 65 °C ITIRD TV /- APL
TR 600 uL & RNase A™ 4 uL 201z, sUEHIA 2O EOIR AL, 65 °C T 15 /il ik 42,
ZOREALE RS 2 SRS R A PR 5, D% P3 RN 195 ul Z00Z., Kk R 5 53k
B % . %R T 10,000xg T 5 4rfEliE.0 7%, iE% QlAshredder spin column (B L, 2R T
10,000xg T 2 4yfEliE 0oL, R Z ~ A 7 2imie 3 (2mL 259) I, mILE 12 1.5 5 &D AWl
TRENRAZ A, 10 BREIAR LT v 7 A% — TR LI- % BFONIEA RO 500 pl % mini
spin column (AR L, 28R F 10,000xg T 5 43y filiE O L2, IR E TS, IRWT, FRVOIRA
HRDHH E5H12500 pl Z[F T mini spin column ICA L, RSt T LDUIR IR E 8 CD, fcik
AR AR DN T 72 2 L CRIBEDOEAEZ 40K 3, YRUNT, column (2 AW2 #2714 500 pL
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ZZ ., = T 10,000%g T 5 syl Ol ., WHHRAZHETHO—FE AW2 fREHRZ N2 | [FCHERE
ZAR0 IR, PR R A H5CL mini spin column ZRZEESH 5726 10,000xg LA =T 15 43 il 7
% mini spin column Z% > FOEILEIZHE L, HH U 50 °C D TIRUV/K 50 uL 0%, 5

Sy TEIHE L7244 . 10,000xg T 1 435 0L DNA Z¥E 5, &9 — KAz, FEkO#/EE

T, BN HRE G, DNA BREHRKET 5,

T x7 A4 (Cat.no. 1018048) Db D XIXRIZEDON 1 EEHSO L DE WA,
2IRAHE I B DA column AN EE V0T D, FOUE . AR E® A0 DR 2104y
FLEE FCHEIT T,

1.2.2. DNAGCEHR IR H O DNA Dl EE D HERRAF NI DNAGUEHR D FREL & fRAF

DNAGREHEIE O Y B2 T Y | EARAKZ AW CHEERAR L. 200~320 nmO#i[H T
YESLERILIN A~ Y R LI L 26035 £ 1280 nm WL 2 (Ageods L Do) % 50T 5.
RUNTARDIE 1 %50 ng/uL DNA & #25 L, DNARE Z R T 5, F72Awy Awez st A9
5o TOHNLTI~2.0127240F, DNARHITHERI SN TWD 2 L %2513, 155 177-DNA
RS, DNAGUEHRIE 210 ng/uLIZ P E ZAE K THM L THREL L, DNAREHE &35,
DNAGUENEIT40 uLZ &~ A 7 o ilBHE 1201 E% . —20 °CLLF CwmmRfGF3 5, kL
7-DNAGREHK X, BUEZE DI L, Eo mIRRITHERFETHEET S, 728, DNA
AEHFIR OIRFEN 10 ng/uLIZE LR & E1X, DO FE EDNAREHR E L THW S,

T ERT AHAICIT. WEAEAKERWD, £, ARERT. WOLERE RIS X Ee e Ic
T HWER L O R 570, WEET S,

2 Aseo 8 DNA BISRDOURIEE | Aggo 238 v 73 7 A K OB FE & 5 2 5,

2 Agsol AP EE I L.T~2. 0D HIPAS T o T b FERSE D 72 B IR IEIT T X 7200,

2. EMEY T VH A LPCRIE

AR TR 2 A Y2/ (PRSV-YK, PRSV-SC) BAEIEERH L LC, H U 77T —%
WA T A NARIST 1T —F —FF| & EINENDRFPIFERAIITE A 41TV 5 Papaya
Ringspot Virus coat protein (PRSV-cp) BisFDERFMA MM T 57 T A ~—, T u—7
WD, BRI X 31 Y LRFE (PRSV-HN) BRARBRH E LT, 2O ¥ 57 ) A
ERMFFRAINTEA SN TV LRSI OREREZ RN 57 74 ~—, Tu =725,
BN T77T—FWA 7T A)NA3BST rnE—%—kS (CaM) #aRERM & LT, CaM% %
HTLH7T7A4~—xt, BL, 7m—T72H\5%, £z, 731 VG RGERH & LT,
Chymopapaini&{s FEAIZ T 567 74 ~v—, T u—T% b, {774 ~—, Tr—
TNIRE R KBRS D, T T4 ~—, 7a—T7OBEERINILLTOLEBY ThHD,
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BAR R 2 <34 ¥ (PRSV-YK) WA 77 A ~—%f, BLO, Tv—7
YK-2F: 5’-ACA CGG GGG ACT CTAGAG -3’

YK-2R: 5’-ACC GGT ATC CACAGC TTC -3°

YK-2P: 5°-FAM- TCC CTT CCATGG CGTC-TAMRA-3’

BA /2 %1 ¥ (PRSV-SC) MR~ 7 A ~—xf, BLO, Y u—7
SC-F: 5’-CAT TTC ATT TGG AGA GAA CACG-3’

SC-R: 5’-ACC AGC ATC CACAGC TTC-3’

SC-P: 5’-FAM-ACT CTA GAG GAT CCATGT CCAA-TAMRA -3’

BT 2 231 (PRSV-HN) BRERREBRH 77 A ~—%f, BLO, Tm—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 CTATTG GGC GAATCAACT AC-BHQ1-3°

CaMECH IR FNGRER 77 A ~—%F, F'm—7

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

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

35S-P : 5°-FAM- CAAAGA TGG ACC CCC ACC CACG-TAMRA-3’

NS VG GABR 77 A ~—%F, Tr—7

Q-Chy-1F2: 5°-CCATGC GAT CCT CCCA-3’

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

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

2.1. PCRA ik o iRl

PCRAIBUGHIX25 pl/wellE L Cad 5, MHAIZLITD & B0 TH S, TagMan Gene
Expression Master Mix™* = 7-/%EagleTaq Master Mix with ROX™ 12.5 uL, XI5~ 5 A ~ —¥ik
(%774 ~—, 50 umol/L) #50.4 uL, &7 o —7 K (10 umol/L) 0.25 uL&iEA L.
DNAGEHES uL& Wil LIRE 2880 /K TaE25 uLICifl+ %, PCRO 7 7 > 7 KGR E LT,
VPDNARBHE 2 I Z 720 b DI DWW T [T 52, SIERIEK T#, B2 D
AR L BRI 2 VEERTS, Z0LE LOAFLARAVWEIEEL, HHOY—
VY THT 7 r—2—%HNTITY, REBICT o VORZBIEL, EICKRARH H5E
X, 7 b— bOBERS NN TRIBZEWTEL, 7 L— FOMER%. MicroAmp Optical
Cover Compression Pad*Z DM’ Eic/e 5 L 5, FL— ho EmictE v b4 5%, DNAR
BHE 872 0 7351 Y BT REER | S8R 14 % /31 ¥ (PRSV-YK, PRSV-SC, PRSV-HN)

fraEnallR, B L O CaMBSI AR 2 Z N2 = VT L TIT Y D &35,
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"I TagMan Gene Expression Master Mix = 7= |3 EagleTaq Master Mix with ROX
RIS N2 IRGEEZAT O BRI, IREDMEIITOND KO ICHEET 5, A7
BAITiE, PCR 3D £ WD RWEE N D D, ) BEANITL T8 SR, =m0 L, iR A2
BOEIZEDTBOWTOOHAT S, £/o, v/ WIHET BT, DR, BO0nRiEezZ &4
FZEL. V= VORICHERIIAND,
"2 Non-Template Control (NTC)
DNA BUEHE DT DEE, NTC 1Z1% DNA FUEHE DR O I ZRE K E 7 = /W2 5 pL I3 %,
P96 LT L—h, b BEY VU ST r— S
ABI PRISM 7900HT  7-1% ABI 7500 % i 9~ % %5413, MicroAmp Optical 96-Well Reaction Plate (Life
Technologies #) . 35 X% ABI PRISM Optical Adhesive Cover (Life Technologies 1) #9425,
LightCycler 96 % 7-1% 480 % {14 5434 1%, LightCycler®480 Multiwell Plate 96 = 7- i3 LightCycler
8-Tube Strips(white) (LightCycler 480 ™54 1% LightCycler 8-Tube Strip Adapter Plate # %) (=2
2 BAT T AT 4 v A AT,
=Y U T O ONWTIER BV =2 TV EBED L,
" MicroAmp Optical Cover Compression Pad (Life Technologies 1) (. ABI PRISM 7900HT 34 0> 24
4%, ABI 7500 721 LightCycler Tl L 72\,

22. UFAZA APCRIZEZHE (ABIPRISM 7900HT. ABI7500. LightCycler 96 & 7- i3
LightCycler 480 %t 9" 2%)

2.2.1. ABI PRISM 7900HT

O FA~v— a0 PC OERZ AN, E#FSHED, PC NEAICEERHL THEH ABI
PRISM 7900HT A{ED &P 2 AL, 30 LA DU+ — 77 v 7 LIz D B % B
B %,

@ FAZ R~y 7 EOTF Y — 3 [ABI PRISM 7900 SDS Software] % % 7 /L2 U
v 7 LTI, A==2—s3—0 [File] - [New] % L, {New Document} %1 7 &
T HFoR W5, {Assay} 1% [Absolute Quantification (Standard Curve)]. {Container} %
[96 Wells Clear Plate]. {Template} |% [Blank Template] %#i®{R L. [OK] RZ % 7 U
/A R

@ A==—/3—0® [Tools] — [Detector Manager] % i L. {Detector Manager} # 1 7
N7 aFRRIEDH, [New] A& %27 U w7 L, {Add Detector} #1717 %<,
Detector D% E 1. YK-2P,SC-P, HN-P, 355-P, Q-Chy-P(new) & % {Z Reporter 2 [FAM].
Quencher IX YK-2P, SC-P, 35S-P, Q-Chy-P(new)(Z[TAMRA]. HN-P {Z[Non Fluorescent]
ERDHEDITHREL, [OK] RF %27V > 273 %, {Detector Manager} %4 7 1
= CfEHT % Detector (U 7 /L& A A PCR ECi B txt BEakER | 2 aliR) 23R L |
[Copy To Plate Document] "% > %2 U w7 L, [Set Up] % 7 LiZfi 9% Detector
G L., B2 [Donel R &7 U w735,

@ WAL LT Y TV 2 A I PCR PGS BEMERTRERER £ 721, BEnaER O U = L 28R
L. A [SetUp] # 7 G, Detector 28 [U 7 /L4 A 2 PCR UGB xt B akliR] &
7o [FFanEkBE (YK-2P, SC-P, HN-P, 35S-P) ] ®f7® {Use} MicTF =~ 7 & A
N5, WIZT 2T L2 {Task} #TENZENDOFEH (Non-Template Control : NTC,
HIE RS IK - Unknown) Z 38R L. {Sample Name} 7 ¢ —/L RIiZH o 7 E S5 A
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713 %, {Passive Reference} 7% [ROX] I E SN TWD Z & 2RI D,

® [Instrument] % 7 L@ [Thermal Profile] KOV =<V A7 7 —FHELULTOLD
IZRRET 5, [50°C, 2% — 95°C, 104y — (95°C, 15 % — 60°C, 1 47) x45 A 7 V]

©® {Sample Volume} #%[25 uL] (Z&%E L. {9600 emulation €— K} IZF = v 7 N A>T
WHZ L EMERT D

@D REFMETL—F ¥ AL b (sds) & LTRET S,

[Instrument] % 7 £ [Connect] "% %2 U w27 L, PC & ABI PRISM 7900HT A
&% connect JRAEIZF 5, [Instrument] % 7 L [Open/ Close] R&Z %27 U w7 L,
AT =V HIEEARENPOH L, 2L THELZ96 V=17 L— FOYIRE AL BIC
LCAT—V LiC#it%, O [Open/Close] RZ %27V v 7 L,9% V=T L—
N EEEEARICE Y 95,

© [Instrument] # 7 E® [Start] AZ %27 Vw7 L, KSET—X OBV iAH (T
IRFfA] @ K0 2 P A PBHSRT 2,

2.2.2. ABI 7500

O AXb—va HPCOEREZ AN GEESE 2, PCERICEE) L Th 5 ABI 7500
AKIEROEREZ AN, 30 7L LT+ —I 77 v 7 LTS ERGT 5,

@ FRAZ sy T o7 TV r— 3 [7500 System Software] Z & 727V w27 LT
i<, A== —/3—@ [File] - [New] %i#&{R L, {New Document} ¥4 7 1 7 &K/~
=%, {Assay} % [Absolute Quantification (Standard Curve)]. {Container} % [96 Wells
Clear]. {Template} % [Blank Template] . {Run Mode} I% [9600 emulation] z 5&R L .
[NEXT] A& 227U v I35,

@ Detector O EIL, YK-2P, SC-P. HN-P. 35S-P, Q-Chy-P(new) (Y 7 /L% A A PCR
BB RERER) & 12 Reporter 23[FAM]. Quencher (% YK-2P, SC-P. 35S-P.
Q-Chy-P(new)% [TAMRA]. HN-P % [Non Fluorescent] & L. [ADD] ~h¥ > %27 U v
7 4%, {Passive Reference} 7% [ROX] IZEXE I TWDH Z & & fifEsd L, [NEXT] &
27 )y IT D,

@ W FEET 3 FEHOBR ML X 331 ¥ (PRSV-YK, PRSV-SC, PRSV-HN) /%1
AR, CaM Bk AEAER, 36 X OV A PG RGO U = L2 @R L BT,
Detector 7% [PCR KUt BPEX BRRER] & 721% [YK-2P,SC-P,HN-P, 35S-P f& knaki&] @
170 {Use} MICTF = v 7 & AND, KICT =L T EIC {Task} W TERZROHEH

(Non-Template Control : NTC, JIEXISARIA : Unknown) iR L. [FINISH] 7~ %
IV v IT D,

[Setup] # 7 LXK DT = VELTNVI Vv T L, BTN EANTTT D,

[Instrument] % 7" L@ [Thermal Cycle Protocol] &V %—~ /%A1 7 7 —5MH%2LLTF
DX IEERET D, [50C, 24 — 95°C, 104 — (95°C, 15 % — 60°C, 1 53) x45 VA
7 V]

@ {Sample Volume} % [25 puL] IZFXET 5,

REFREETL—F R¥a A2 b (sds) & LTERIFT 5,

@ 21 T L7296 V=7 L— hOUIREEHEL BIZL T EEREKDOAT—V 1
ety T 5,

[Instrument] %7 E® [Start] AZ %27 Vw7 L, KibhET —F% O AL (FrE
IRFfA] - K0 2 P & BHRT 2,

®
©®

2.2.3. LightCycler® 96
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@D LightCycler 96 AKDEFE 2 A, BT T A FR5ET L CEENIT 5 £ TR 5 HF%
T2,

@ LightCycler 96 A& % » F /%L 45 D[New] % % F L {Create New Experiment} % 3
~SH %, [New experiment based on Roche template] 7>% [RunTemplate_Hydrolysis
Probe_ Amp] %% L. {Experiment Name}% A Jj L C[Create] 3 5.,

@ [Run Editor] # 7 ®[Measurement] % 7 T, {Reaction Volume(ul)} %[25] |Z5%ET %,

@ [Run Editor] # 7 ®[Profile] ¥ 7 CTH—~ LA 7 77— %[95°C, 10 4y — (95C,
15 — 60C, 157) x 45 A 7 V] ERET D, 60°CD Step & Acquisition Mode 73
[Single] & 72> T\ 5 Z & R T D,

® [Eject]z ¥ v FLTr—F—%HL, 21. THELZ 96 7 =/ 7 L — s DOHIREH
EHTFICLT, —~A7urvy7 kiZkty FLTHL S,

® AEWEmEA LD [Start] % v F L, pUisE T —Z DIV AHBZBET 5,

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

[Sample Editor] # 7&K R~ L, A D 96 ¥ =)V 7 +—~ v XT3 OB
FHAHL 2 34 % (PRSV-YK, PRSV-SC, PRSV-HN) fg%1EER, CaM Aok AR
BROSSA YRGB DO T = )L 23R L Gene DO{FAMMIIZHR T 2 B{n T
L ANNT D, (FEANTDHE, IAXTUNLERTIHENHEKD)

@ WIZy =T EIiZ Sample O{Type} T, znEnoH 7% A7 (Negative
Control, £ 72 IZIE X GA% K © Unknown) Z3EIRT 2,

96 V7 r—~v MXDK T = /L AR L, Sample O{Name}lliZ Vo 74 %
AT D, (EANTZE, TATT NIRRT 2 F08HKD)

2.2.4. LightCycler® 480

@ LightCycler® 480 A{EDEIRZ AL, BAT7F Z F35E T L CEEIT 5 F TR 5 /7%
95, A—v 3 VHPCOERE AN, EBEiSE5,

@ TAZ by T EOTTYr—3 9 [LightCyclerd80 SW] =X 727 U v 7 L,
[User Name] & [Password]Z A1 LCTY 7 R &ih BT 5,

@ [New Experiment from Template] % 2 U v ~7 L{Create Experiment from Template} > —
& 7% [Mono color HydrolysisProbe-UPL] %#3#&iR L. OK 35,

@ [Run Protocol] # 7 C, {Reaction Volume} #[25] (ZXEL, —~iH% A7 T7—5
2RO L HICRET D, [95C, 1047 — (95C, 15 — 60°C, 14y) x 45 %1 7 /v
—40°C,30 ] L% ET 5, 60°CD Step ™ Acquisition Mode 23[Single] & 72> T\ 5 Z
L ZERT 5,

® Save &7 VU7 LERESRMEHRET S,

® AEOTL—ba—F 4 TR ERLTT L —hr—F—% L, 21 Tl
L7296 Vo7 L — hOUIREEEZLATICLTEY LK, BERZ U ZHLT
T—bhr—X—% KT D,

@ [StartRun] 27 Vw27 L, k& T —2 OV iAZZRET 5,

(BJ&H1T) [Subset Editor]ic T, (+) AR % > 75 New Subset Z1ERk L. > 7%
Tty FLIZU 2 VERINLUTZ% Apply 27 U v 735,

©@ [Sample Editor]iZ T, Stepl: [Select Workflow] C Abs Quant % %R 3%, Step2: [Select
Samples] N D[Subset] D 7L H 7 v A = a—M, @ TIEK L7z Subset %IR35,
Step3: [Edit Abs Quant Properties] C. % 7 = /L& &{R L. [Sample Name]% AJj L.
{Sample Type} #l TZNLNDIFH (Negative Control, % 7= 11 5844 : Unknown)
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ZBEINT D,
3. REROAT & HE (K1LEH)

SFFE DB/ 2 /331 % (PRSV-YK, PRSV-SC, PRSV-HN) #rZE1#ER, CaMAL4
FranEER s L OV PG REER O W T U DWW T b | KSR OHIE X Amplification plot
b CHEE B ERY Ze iR Hh AR & Ct (Cq) EOMERE. 3 LY. multicomponent | CToO Xt 5432 H
keoEEIEE (FAM) OFEHEIEN M EIMOMREE S > TIT I,

s R 2 %A ¥ (PRSV-YK, PRSV-SC. PRSV-HN) #snabe, XN, CaMECSI
iR BR O W FER & b B A CAmplification plot_b (2 F5%% B 72 BIWE dh #R S HERR S 7= 3%
AL, Bz %A ¥ (PRSV-YK. PRSV-SC., PRSV-HN) %% 5,

ABI PRISM 7900HT & 7= 1ZABI 7500 % (i fH L 7= 35H O T — ¥ Ofight
O A==—/3—0 [Analysis] — [Analyze] ZE&RT 5,
© WmAHO [Result] # 7 %27 VU v 2 LT {Amplification Plot} Mimm4s £ R SHE 5,
@ {Amplification Plot} i o {Plot} ##T [ARn vs Cycle] ZHERIH, X"—RF A1
Va3V ATNANE 15 A 7V TEE L, {Threshold} #ilic [0.2] & AT 5,
@ {Amplification Plot} i > {Detector} #T [All] ZE&RT 5, £RHIZ Ct EHAE
REND,

LightCycler 96 % L 72355 D7 — ¥ OfEht
@ [Analysis]¥ 7 % 27 U 7 L[Add Analysis] % iR L {Create New Analysis}™ « > K&
RN H D, [Abs Quant]Z IR L[OK]|Z 2 U v 79 5,
@ [Amplification Curves](Z g iR A3, [Result Table] & CqEAF RS D,

LightCycler 480 %1 ] L 72855 D7 — & Okt
@ [Analysis]h ¥ > %27 U v 27 L{Create new analysis}{ZC. [Abs Quant/2nd Derivative
Max] Zi#@R L [Subset] 7 /L& 7 o BAEA LT Subset 2R L [OK]Z 72 U w7
T2,
@ FoRENI-HE[E T, [Calculate]lz 7 V v 7 3%,
@ HEiEdhRR & . [Result Table] & CqiENFREND,

PRSV-YK, PRSV-SC¥* 72IZPRSV-HNDHIE X, 20T X ¥ 15 5 7-DNAGEHE (1
M H7= 027 = LT CHIE) O&8FH8Y = LT _RTEHWTHET S (PRSV-YKZ H|E
T 5561%. PRSV-YKD2({T47 = )V & CaMD2BH1747 = )L DE8 ™ = /L, PRSV-SC % |
ET D5 irE'/\ IZ. PRSV-SCO2}{{T47 =/ & CaM D274 = /L DF8 T = /L, PRSV-HN%
HIET D856 1E. PRSV-HND2O T4 = /L L CaMD20fAT4Y = L DF8 T = V)

*CaMOFE 1%, PRSV-YK, PRSV-SC & PRSV-HN G4k

PRSV-YKDHI|FE :

DNAGEHKIZ I\ T,
(1) 7% YRR BRERBR D20 T3 X TDO ¥ = /L T43RGmDOCL (Cq) EAELIL, M
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(2)

(3)

DB R Z <31 7 (PRSV-YK) #AnaERIs KX O'CaMBL A5 Fn ki o i 5B
EHTNTOY = /L TABRIGOCE (Cq) BT DA (STEP 20032 — (D)
12, UEZEEHIPRSV-YK G & E T 5,

23 R BEMERT IRERER D201 TR T D 7 = )L TARIEDOCL (Cq) A DI, &
1/ 2 334 ¥ (PRSV-YK) FrAEFERFS L O'CaMBCL A 203k O kR &
FTA_NTO Y /L TAR DCL (Ca) HAFF B2 W H (STEP20D /32— Q) (T
I%. PRSV-YK[&ME & HIET 5,

A YRR IRERBR D207+ T D 7 = )L TA3RGH DOCt (Cq) B, &
fR-fH 2 734 (PRSV-YK) FENEER 5 VM CaMBC S En ik O ik S o #i
BB IOEINSTEP 20034 — L (D XIESTEP 20032 — L @D WFHUT H %4 L7
B E, Bk - BEH O S EGRE LD T2 B H ODNAMHIRE R 21TV, &5
2 T2, EYEY T vZ A LAPCRIE| UBEOEMEZ I L T, HIEZITH, 2EHD
DNAGEHE 2 AW 256 T HEMEOHEN S LW 2L, B TRz 3
XA ¥ (PRSV-YK) et & fEd 5,

20FTHIIH D Z N ZH O HIDNABYEHE (46217 =) (125 T SR OHIE A % — 217

e THIE L. W7 O HDNAGEHK IO\ TPRSV-YKE L UCaM D [l /7 TR & HIE S

AT AR 2 Btk &5,
PRSV-YK [P ERRAR D X & —
B 4t B FH Chy PRSV-YK CaM
HH HDNAZEHE — D (+/4) (+/+) (+/+)
1l HDNAZUEHE — @ (+/+) (+/+) (+/+)

- =

PRSV-YK 5%

PRSV-SCD¥|E :

DNAGEHRIZ BT,

(1)

(2)

(3)

2R MR BB BR D20 T T D W = L TA3RIEG DC (Cq) ERE S, 7
DB AL R /331 ¥ (PRSV-SC) #EnakER I K O'CaMELF1I i 0 5l oD i 7kl
EHTRTOY = /L TR DOCL (Ca) EAFFHNTHH (STEP 2037 — D)
12, %EBHIPRSV-SCHEE & HIET 5,

PSR BHHERFEGRER O20H TR T DO U = )L T43RmDOCL (Cq) ENE DI, &
R/ 2 %A ¥ (PRSV-SC) st F L O'CaMEZFF st BR O sl & ¢
T RTOYT = /L TAIRHDCL (Cq) fENFFHILRWIGH (STEP20D /3% — Q) T
I%. PRSV-SCI2ME & HIET 5,

238 Y R RERER D20 T R T D W = /L TA3RIMDCL (Cq) EREF S, &
fRfHHa 2 734 ¥ (PRSV-SC) HE1FRER & 5 \ T CaMBEL I En 3Bk O ik R D #
B IR INSTEP 20034 — L (D XUESTEP 200342 — L @D W HUT H %4 L7
Lraix, Btk - HEZOYSFERE WO T2 [0 H ODNAMHER AZ1T), &5
(2 T2, MY 7V X A LAPCRYE] VIO EMEEZ I L T, HEEFTH, 2B HD
DNAGREHE & AW 2555 T H B O HIEDR G SN WG EICiE, Bis 7R 2 X
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20T O T TN OHNHDNAGEHE (4527 = /1) IZOWT, FEROHEA F— A

/A ¥ (PRSV-SC) et L HEd 5,

PE- THIE L, W7 OHH DNAGEHRIZ DWW TPRSV-SCE L UCaM D i J7 TEIE & HIE &

Nz Pt &l 5,

PRSV-SC 5RO N & —

R P2 % HELFH Chy PRSV-SC CaM
HHDNAREE — D (+/+) (+/4) (+/+)
i IHDNAREHE — @ (+/+) (+/+) (+/+)

- =

PRSV-SC [

PRSV-HN®H|E :

DNAREHRIZ BT,

(1)

(2)

(3)

2RSS Y PR BB BR D20 T T O W = L TA3RIG OC (Cq) EE S, 7
DBE 2 X34 ¥ (PRSV-HN) FRAEIEUR TS L O"CaMBL 1 Fn ki o it sk
EHTNTOY = /L TABRIGOCL (Cq) EIFF LG (STEP 20032 — (D)
12 Y% BHIPRSV-HNEM: & HlE 5,

PR MR BB BR D20 T T O W = L TA3RIG OC (Cq) EE S, &
o7/ 2 381 7 (PRSV-HN) g EnaRER S X O'CaMEL I kit o sl &
FATOY = L TABRIOCE (CA) DS 1F DR (STEP20/35 —2 @) 12
I%. PRSV-HN[2ME L HES 5,

PSRA Y PR RRERBR D20 T T D W = /L TA3RIM DC (Cq) GBI, &
R/ % 3734 % (PRSV-HN) FAEIEER H 5 W X CaMBECS R EEER O B D fH
BB NSTEP 20037 — L (D XILSTEP 200 /3% — QDT U B 3424 L 720
SEE, MRk - WE%OSEEREIN S Sd T2 B H ODNA R 21TV, &5
2 T2, BYEY 7 V& A4 LAPCRYE| LIBEOEMEZI L T, HEZITH, 2BIEHD
DNAGREHE 2 W 2855 T H B O HIEDR G DN WG EIZIE, Bis Rz X
XA ¥ (PRSV-HN) [&f: & HET 5,

2RI Z N AL HHDNAREHE (2% =) 1250 T EROHE A% — 212

e THIZE L. W7 OHIHDNAREHEIZ 2 TPRSV-HNE L "CaM D il 7 TR & HIE &

NI 2 Btk &9 5,

PRSV-HN [Pk D /X 2 —

k5 1M f R Chy PRSV-HN CaM
i IHDNAEHE — D (+/4) (+/+) (+/+)
i HDNAREHE — @ (+/+) (+/+) (+/+)

-

PRSV-HN [5 4
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Flo. S VB RRBR D T v =L TA3RIEDOCL (Cq) EAE S 7172V \DNA
ABHRIZ DWW TR, BREE, B - BJEH% OS54k HEsd T2 [A1H ODNARIHIRE A1 7
W, I 120 MY 7V Z A APCRYE ] LAEOBIELZITV, EILTH /XA V%t
ARER DT XTO T = /L TAIREDOCE (Cq) ENFF DAL WIEAIT X AFER D OB ENT AR
EL T 5,

"DNA RS LA 1T 9 72 DI LBERRBIENRE L TWAEAITIE., 11.1. 3BT 726 Eiid 5,
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X1. #HERDFIERF—L
STEP1

7\ 7\ A 7 15145 o B AU B

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

STEP2
GM/ SISV BEFEDOWNT A R U CaMig &N ER

@it

DNAD M FER LI FBiR/E(EB)

(GMINIRA Y RO LT D) ;

PCR| 451 (1Y)
DHIEFHERDHMEAEHE

=D (+/+);(++)

G ESVO) (=/=):(=/—)

(+7+);(+7=)
(+/4);(="—)

(+/ =) (+/4)

OList (+/7=): (+/—) SEISVIRIGRTHEENRONIIBEL,
(+/=)i(=/=) v —avENEbh, BYGREN
E—; —§ ; Ei; +; ThRTVEN 12 EERT
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