BERNS VTEFICE T2 EGFHRIEAKRORES X

AKRBEFAT VT DREFENRET D, GM quicker 2 (NIPPON GENE #t) #H
L. 1HEEMNS 2 RET DNA 2 - BRI 5, JFonf- DNAEKK#RKREZ., REME
EFREATSAv—x - TO—JTRUMBBRZEGFRERATSAv—x- TA—T%
RAW=)7ILE A4 LPCRIZEHL., REMERFLEMEBRIAHRELTFOREDAIEIC
LY. BECFHBAKDOEREDAEZHIET 5,

1. EFHXEDNAOHHE - FH
1.1 FBFOHME

WELEZAZOTEBFOOBEBROMDEAYMERYRE. REAICHOFEYN
BWI EZMER LR, |IEAICS00MEEIR L. 1%SDSHFRTIOEKERZ. HE
ZBKTIEYY VAL, 65CT2HFMBIIESE D, BFMNTRITRIIREL TULVE MG
BlE. BIZ65CTEIRE. 7—FI )L (2ILHY—T00G (172 =%) RIEZDE
£R) FERAVVMET 5, BELTRFRKIZAE o723 D ZDNAHE - BEIREICHE
T35, —EIZEEFPRTETLVGEICIE, EHEICH TTHRT S, BRYME+
TRELAOWMEB LT S,

BHE. BHEBOIVE2IR—2 3 0FEITEH20. HREORECHERZFEDR
BWNZIETRICERET ST L, AVFIR—2aVFHLETEH-HDOREKIZTDONT
(&, BILTBCEABRMKEFRERE M 2— (B - MITBGEABRKKEEERS
Biito4—) RO TJASHEHB/N\NV KT vy BEBEFHEBIZIEGRE -
MY=—a7)L (HETESIR) a2 Ix—2 a3 HLEiR] #83FI2T5H52 &,

1.2 FEFPEMHSDODNAHLE - Bal

BIFHEY 1 AICDOE2RETERET 5,
BFREM1gxR)IFLUERTEGOmL BDICEYERY. GE1#EE K4
mL. RNase A (100 mg/mL) 20 uL. Proteinase K (20 mg/mL) 20 uLZ&MMZ . 7K/L
TYPAIXH—TI0MEESA Lz, 65°CTI52MEEET 5, GE2-K BEHRK
500 uLZMZ. RILTYHIRAIXFH—T30WRERT 5. RM U IRKEDHBEH
XIET7 o7 )LA—2I2&Y4,000xg, ERTIONHEERDADET 5, £F1 mLE
L5mLEFa1—TICHEL. EBDDBEIZ K Y13,000x gl £, ERT5HRHELD
BT 5, £iFE400 uLEF =15 mLEFa—TJIZHE L. GB3#EE#%150 uL&
YAV 7RELTILO—)L 150 uLZEFM L&, 10~ 12[EEERFT 5, EAR
£ & % Spin columnlZ&RFT L&, =DoBERKIZE Y13,000x gl b, =ET15
FEODDBET 5, BHRZE T, Spin column IZGWHRE&G50 uLZEMA ., =i



DEEREIC K Y13,000x gl L, ERET12MEDLDD#T 5. Spin columnZ#H =73
15 mLEFa1—TIZFL., BEREGKS0 uLEMZ, EETINHHET 5, =D
DEERICK Y13,000x gl k. ERT1HEERDLAEL. FoN-BHREDNAK
HEREET D,

2. DNAFHEAZAFODNADME DM KIZDNAFKHRDFAE KR VR
2.1 DNAFRHERZRFTODNADMMEDHERR
DNARHREROBEHEZNY . REABKEZAVTEEHRRIL. 200~320 nm
DEFH TENMRRIRRA RS FLZEBIFE L. 260 nmBE Y280 nm DR HE FELERT b,
RNT260 nmDEFE1.0%50ng/uLDNAE LT, DNABEZEHET S, £1-260
nmDRIEE 280 nmDRIEEDLEZEHET 5 (A260/A280) » CDLEAL.7~2.0D
156, DNADRHRICHREIN TSI LEETTH. L71~2.00FEENTH->THLHE
HEOEGHREFESLL,
THEREEE, REAEATEECLYBNLTAEICEST S2RERVEEENEL D
=, ERTIEEIZK>THET 5,

2.2 DNARMRDFABRURRT
HiE R LI-DNAMMRZZ HERBKTHRL T20 ng/pLIZFAE L . DNAK
#ikET S, DNARKKIE20 pLT & SHFf=la< 4 7 OHABEITHER,. —20CLL
TTAHAERET S, 9 EL-DNARKRIE. MEREZELICHERAL. BBRNIZE1:-
BRIIRECTRET S,

3. U7IAEALPCR (ABI PRISM™ 7900HT*) #AUL\f=EPCR%

HMZAECEFRAOARUVAEREGFRAMAL L. DNARHZK 1 RICD2E 27
VAT TERT 5,

HBMABCFRAOABELTE, AVIST—EFA I VML RBSTOE—S2—&
EFERINEZRMTE2TS5A4<—xt- TA—TP3SIRUVT7IANGTFIYDLTI 7
S A I FNOSA—ZIR—4 —EEFEINERMT S TS54v—xFTA—T INOS ter]
=AW,

Fi-. REMEEFRHMA L L TIE. 15 2 FDCruciferin A(Cru A)E{EFELS %
BHTDTS54<—xt- FO—T ICruAl 2RAW5, 754 <—xt- TO—T0DiE
HEEFIUTDESY THD,

* ABI PRISM™ 7900HT & RIE D MREEZ BT 2 MDEEZ AT H KLY,



O #zEEF (P35S) B TS54 v—xt - 7O—7T P35S
P35S-F : 5 ATT GAT GTG ATA TCT CCA CTG ACG T -3’
P35S-R : 5- CCT CTC CAAATG AAATGAACT TCC T -3’
P35S-P : FAM 5- CCC ACT ATC CTT CGC AAG ACC CTT CCT -3 TAMRA

@ #®zEERF (NOSter) WA TS 4 v—xt - TA—T INOS ter]
TNOS-F : 5- GTC TTG CGA TGA TTA TCA TAT AAT TTC TG -3’
TNOS-R : 5- CGC TAT ATT TTG TTT TCT ATC GCG T -3
TNOS-P : FAM 5- AGATGG GTT TTT ATG ATT AGA GTC CCG CAA -3’

TAMRA

@ HhIPFTREEERF (Crud) BHMTSAv—xt- To—7
[Cru Al
Cru A-F: 5°- GGC CAG GGT TTC CGT GAT -3
CruA-R: 5- CCG TCG TTG TAG AAC CAT TGG -3
Cru A-P: FAM 5- AGT CCT TAT GTG CTC CAC TTT CTG GTG CA -3
TAMRA

3.1 PCRARGKDIS
PCRARIGHEIZ. ROFIEIZELY. 25 uL/ )L EHBESIZHET S,
1LY DREDHEIL. TagMan Universal PCR Master Mix*112.5 pL.
HET T4 T—BR (T 54—, 25 umol/L) £0.4uL. R TO—TFi&K (10
pmol/L) 1.0 pL, REZEEB/K82 uLET 5, ChoZRBARKICIE CLEERESL
PCRAMDPre mixiA&RE/EHR L T, &2 x)LIZ22.5 L 275F L. %‘DNAu'\'.ﬂ
%2.56 uLEAMY %5, PCRO TSV RitEE L TDNARBREMZALZWVHELDEE
FRICEAE T 572, 2ER TR, ELNSI—ILBL, BRIZVIIILEERT S, D&
ELOPFLHBVES BROY—YVIR7 T r—2—2RAVLGEEFRITI,
REICVIILDEZEREL, EIKarHb5EF. TL—rOKBEELMLTRE
#HWNTHL ., TL— bDFEE%. ABI PRISM Optical Cover Compression Pad* %
FEOEMNEIZHESELS, TL—FrOLERAEICEY KT 5,
“1 TagMan Universal PCR Master Mix
REARFHESNT VO, BEREZT ORI BEMNERIZITHOhEKL SIS
FAET A, A THNIE PCRASFEL WD LEMEENH D, FSERNCE®T
B{EBRER. REVFIUL, BRESAHEDERIZEHDTEVTHILERT 5,
*2 Non-Template Control (NTC)
DNA EHEZRDBFMDEE. NTC 21X DNA AFBEDHKHY ICHERBKED TIL



2 2.5 uL N9 %,
B ITILNTL— bk, PRV —YTT T r—4—

MicroAmp Optical 96-7 = JL Reaction Plate (Life Technologies #t) K& U ABI
PRISM Optical Adhesive Cover (Life Technologies #t) Z{#ER3 5, —1) >4
DFMICOVWTEHERFBOTZ2TILESEDC L,

*¢ ABI PRISM Optical Cover Compression Pad

ABI PRISM Optical Cover Compression Pad (Life Technologies #t) #{EH9

%, Applied Biosystems 7500 TIXEH L ALY,

3.2 TL— MERDFRE
RIGIZBLTIE. TL— MEROBRE ZTHEITNIEE STV REEXTOEBI.
RADEELCEERVIO—THUETH S, EARMICIEFR—bLT, ARLET
L— FDEEICHIET DL D ICTKREMITEA L #EADIELE (TNTC] : Non-Template
Control. TUNKN] : DNA H#®&) OHREZITI. F=-7O—THMHEICE L T,
lReporter] IZDWLTIX TFAM] IZE5E 3 5. Quencher] 22UV T, "TAMRA]
IZERE T S, F£f-. [Passive Reference] (X TROX] IZRET D, TVE— FDERTE
[E 9600 emulation E— K Z3&iRF %, [Sample Volume] (& 25 pL IZERET 5,

3.3 PCR i&ig
HEIZTL—FrEEYbL, RIGET—2ORMYAAZFRBT 5. RIGFHIER
DEBYTHA, 50CT2NHEDEHTHREFL-E, 95CT 10 2EMEL. Ry
AR — MNETRISERIRT 5. &RIZ, 95°C - 15 FRERIFE 60°C - 1 DREREZ 1Y
A4ILELT, 456 AV ILDEBIERIEZITLY. &#&IZ. Remaining time A0 53 &
BOTWAILEHRL, REZRTIE-%. AEHEROEBFEITS,

4. HEROFBHEHTE

IR ZBECTFERANARRVOANEEEGTFRAMHARO VT AICONTE, EROH
% [& Amplification plot £ TIEHEAKM L IBEMR L Ct EOERRY
multicomponent L TOXMREBEXBRBFOHEILRE (FAM) DIEHEMHGIENE
HBROEREEZ L >TITI. £9. ERFHRBZABEMARIZCEVLVTERT
Amplification plot EIZIE BRI IBMBRN IR FER SN BEICIL, Bz FHlBZ
KEHEEES, RVT, R—XT7M4 &3V ILDD 151 IILTHEL. ARn
D/ A XEORAEDLAIT, RE LI-IEHEHMNGIEEREETRDD
Threshold line (Th. line) & LT 0.2 I2&ET S, f=f=L. Th. line B/ 4 X 45
HEMMTAHVMERHRE XD DSIGEE. ThoERXH B4 E D Th. line ##EE
HBET Do £D Th. line M5 CtENFOLNINENEHBTT 5,



2 miifTCHIE L= DNASRKK 1 AICDE, 2Dz LT TEREL-REMSE
EFRAEBR R AR ECFRAMEABROMGER.

(1) REMEEFRIABROETD I IILT 43 RKED Ct {EAE LN, MND,

ML Z EEFRAOABOETODIIILT43XRFED CtENELN-BEICIE, 4

ZEMTECTFHRBRAAEELHET S,

(2) REMEEFRIABROETDIIIILTAIXRFED CtEAELN, D,
WA BGEFRABBOETNITILTA3ERED Ct ENBLNEMESIZIH, X
ZEMTECFHRBRAAKEELHET D,

(3) REMEGEFRUABRDETOD I TILT 43 XFHD CtENE LN, HhD, fHik
ZAEBEFRAABROLTOVILT—HLEHERENEONGWNGE. BE. &AL
50 1 FEFH¥E DNA O - FH) LBROBREZTVHIET 5. B, BEH
- FEl %7 o= DNARBRICEVLWTHLEGTFHBRIABEOHENFLONEL
BE. BRI SORHBREICKDEGFHBA NS T OBRMIETEEL T B,

(4) REMEERFRIGEERICDOWLT, Y7ILE A4 LPCR ZAWLV-EM PCR 2
HEMML-IBATHO THEETNITIILT43RAED Ct ENBLINEESIF.
BE. BANSD 11 FEFHEDNA OHE - H8 LBROBEETLHIET
%5, BEHME - FEET - DNAFEMRIZEVWTHLETOY T/LT 43 Rimd
CtEENBOLNLEWMES. UEHAHISORKABRECLIERFHBZ NS OTD
BHAIETEEE T 5,

HH. LERHEICKYERFHRBRZAEENHIE S NHERIZOWNT
multicomponent Zf##r L. B T FAM D EILEE DIEHBEMN L IEMMNERERT
=, ROX D # MR E DAL FIE® FAM OHENLBEDECHELEENGZN L%
T 5, £, AEMEGEFRANFARICTOLECESL 19T IILT43XRFED Ct &
MNELNEL DNARKBHRICOWVWTIE, BE. #ENSD 1 FEFHEK DNA O#
- B LBROREZTLD. HIET S, BEHME - FE %1757 DNA HE&IC
BLVTHEREREGTFRAFARICTOLGCLEE 1D TILT 43 RED CtENF LN
HWMEAIZIE, YZBHIODOARREBECLZEEFHERZ NS VT ORMIETEE
£ 5,



	栽培用カラシナ種子における遺伝子組換え体の検査方法

