BERAREFICE T2 EEFHRRZADRERE

ARBEFTA RDEFERNRET D, GM quicker 2 (NIPPON GENE #1) Z#FiLY,
11RAEMN S 2 RET DNA it - FRI 5, Fonf- DNARMEKZE. REMEETF
BRERTSM4<—x - TO—JTRUEBRAEGFREA TS/ v—x - To—J &AWL
EU7ZLEALPCRIZHL RAEMEGF BRI ABHEECFOREDAEICEY,
B FRBIZAOEROREZHTET 5

1. FEFHEDNADMHSE - HH
1.1 FBFOHME

IRE LA REFHOHWEROMOEAMEZIRY BRE. KREICHOFERH L
CEEHER L%, BEAICS00RFEIRL. REICEFI—T 1 VU OEZLEH
BEINhTWAIEEE. BHKTIORKER#Z., 38°CTISKMHEEZIESE S, BFHMT
SICRLE L TULWVEWMES(X. EIT38CTRER. 7— K3 )L (2 ILY—IFM-750G
(4174 =%) RIZZORER) FRAVRRT S, BEEMERRICE -2 D%
DNA#IH - FFRZEEICHT D, —EICL2ETMRTETLVEEICE. EHEIZH
(T THRT 5. M ETTREELAMENET S,

BHE. BB I R— 30 F BTS20, BRFEORECERFEDR
BWNZIETRICERET ST L, AVFIR—2aVFHLETEHHDOREKIZDONT
(&, WILTBCEABMKEFRERE M 27— (R - MITBGEABRKKERERS
Bttt 4—) BB TJASHHREBRN\V K Tvy BEFHEBIBEGEBE -5
MY=—a7)L (HETESIR) a2 Ix—2 a3 HLEiR] #83FI2T5H52 &,

1.2 FEFPEMHSDODNAHLE - Bal
BFHEY 1 AICDOE2RETERET 5,
BESREM1gZ2R)IFLURELEGOmL DITEYRY. GE1EERKL6
mL. RNase A (100 mg/mL) 20 uL. Proteinase K (20 mg/mL) 40 uL.
a-Amylase (20 mg/mL) 4 uLZMZ., RILTVHI R XFH—T30MWHERE LT
#%. 66 CT1I6N R ET 5. GE2-K #EERKR200uLZEMR, RILTYIRXRIFYH
—T30MIEE T 5. KETSRFRER. R4 VIR DABERIET VY )ILO—
RI12&Y4,000xg, ERTIONHEZELDEET 5, LF 1 mLE1LSmMLEF1—TIC
SEL. BLSBERICKY13,000x gl E, ZETSNMELABET 5, L£iES00
uLZH 315 mLEF1—JIZH9EH L. GB3#EE®300 uLEUA Y FOELTIL
O—JL 300 uLZEFHmML =&, 10~12EEREIRMT 5, EER&REE Z Spin column
[CER L&, E0OBEBICEY13,000xgllE, ERBT1MELLHT 5, B



HiZ % T, Spin column [ZGWHEE®GS0 uLEMA ., =D BEREIZ K Y 13,000
xgt, ERT12BEONET 5, Spin columnZ#H =74 1.5 mLEFa1—TIC
BL., BREREKS0uLEMZ ., ZETIHNHBHET 5. B HBEHIZK Y 13,000
xghlk, ZERT1HEERLAREL. Fonf-BHERZDNAKKRZRET 5,

2. DNAFMFEZFODNADME DML NITDNARBRDAE KR UVREF
2.1 DNAFEMREZFDODNADMEDHEE
DNAEMRERZROBEHEZIWY . REZBKZRAVTEERR L. 200~320 nm
DEF TEIMRERIRARY FLEBIFE L. 260 nm KR U280 nmDRFE FERERT S,
RNT260 nmDEFE1.0%50ng/uLDNAE LT, DNABEZEHT S, £1-260
nmDRIEE 280 nmDRFEEDLLEZEET 5 (A260/A280) » CDLEAL.7T~2.0D
156, DNADRH+RICHREIN TSI L ETTHN. L71~2.00FEENTH->THLHE
HEODEGHREFESLL.,
THEREERE, RAEATEEICLYBNLTAEICEST S2RERVEEENEL D
=, ERTIEEIZK>THET 5,

2.2 DNARMZRDOALXR VR
HiE 7R L-DNAMMRZEZ HERBKTHRL T20 ng/pLIZFAE L. DNAK
#ikE T D, DNAFMKIL20 pLS & ITHFH-G< a4 7 OB EITHER,. —20CL
TTAHAERET S, oEL-DNARKRIE. MBREZELICHERAL. BBRNIZE1-
BRIIRECTRET 5,

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

HMZAECEFRAOARUVAEREGFRAMAL L. DNARHZK 1 RICD2E 27
VAT TERT 5,

HBMABCFRAOABELTE, AVIST—EFA I VML RBSTOE—S2—&
EFERINEZRMT DTS4 —xt- TA—TP3SIRVT7IANGTFIYILTI 7
TR I FNOSZ—I Rr—42 —BEFEIZHRMNT 5T 54 v—xt TA—T INOS ter|
=AW,

F1-. AEMEGFRIMAE LTIX. 4 2D phospholipase DEGFEH Z RN
53754<—xt FA—T PLD] #AW3, 754 <v—xt - TO—J DIEEEF
LTOEBEYTH S,

* ABI PRISM™ 7900HT & RIZ D MHREEZ BT 2 MDEEZ AT H KLY,



O #zEEF (P35S) B TS54 v—xt - TO—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—7T 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

@ AFrRNEHEGFBRHM IS4 <—x - 7o—7 IPLD]
PLD3959F : 5 — GCT TAG GGAACA GGG AAG TAAAGT T -3
PLD4038R : 5 — CTT AGC ATA GTC TGT GCC ATC CA -3’
PLD-P : FAM 5 — TGA GTA TGAACC TGC AGG TCG C — 3 TAMRA

3.1 PCRARGHEDIAR

PCRARIGEIX., ROFIEIZKY., 25 uL/ oz EHRDESICHEART S,

1 )LEE-YDREDHSE(L. TagMan Universal PCR Master Mix*112.5 pL.
HET T4 T—BR (T Z4<7—, 25 umol/L) £0.5uL. R TA—TFi&K (10
pmol/L) 0.5 pL, REzZEB/K8S5 uLET 5, h o ZHlBRHICIE CHESEREL.
PCRE®MDPre mixiREEHL T, T )LIZ225 pLT2m3:F L%, £DNAGH
%2.56 uLEARMY %5, PCROTZ UV RitEE L TDNARBREMZLZWVHLDLE
FRICEAE T 572, BERTR. ELENSI—ILBL, BRIZVIIILEERT S, DL
ELOPFLHBVES BROY—YVIR7 T r—2—2RAVLGEEFRITI,
REICVIILDEZHEL., EIcRarH55HEE. TL— OB ZELMNMVTSRE
#HRWNTH<L ., TL— bDFEER%. ABI PRISM Optical Cover Compression Pad*%
FEOEMNEIZHESELS, TL—FrOLERAEICEY KT 5,

"1 TagMan Universal PCR Master Mix
AREAREFHENT VO, BEBREZTOIRICIEK. BEMNERIZITHOh LKL SIS
FET D, F TR THNIE. PCRESEL WO EWMEELH D, FESERICITDT
BB E. REVAY UL, BREAHNEDRICEDTEVWTHLERT %,
*2 Non-Template Control (NTC)
DNA S RZRDFRMOIE. NTC 21X DNA RHBRDKHLY ICHERZBKED T IIL
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,

*4 ABI PRISM Optical Cover Compression Pad

ABI PRISM Optical Cover Compression Pad (Life Technologies #t) # B9

%, Applied Biosystems 7500 TIXEH LAY,

3.2 TL— MERDFRE
RIGIZBLTIE. TL— MEROBRE ZTHEITNIEE SV REEXTHEBI.
RADEELCEERVIO—THUETH S, EANICIEFR—bLT, ARELT
L— brDEEICHIET LI ITKREMITEN S RADTELE (TNTCJ : Non-Template
Control. TUNKN] : DNA H#®&) OHREZITI. F-7O0—THMEICE L T,
lReporter] IZDWLT I TFAM] IZE5E 3 5. Quencher] 22UV T, "TAMRA]
IZERF T S, F£f-. [Passive Reference] (£ TROX] IZFRET D, TVE— FDERTE
(X 9600 emulation E— F#:#ERT %, [Sample Volume] (& 25 uL [ZERET S,

3.3 PCR i#&ig
HEBIZTL—FrEEYy L, RIGET—2OMYAAERBT 5. RIGFHIER
DEBYTHA, 50CT2NHEDEHTHREFL-E, 95CT 10 2EMEL., Ry k
AR — MNETRIGERIRT 5. &RIZ, 95°C - 15 FRERIFE 60°C - 1 DREREZ 1Y
AILELT, 45 AV ILDEBIERIEZITLY. &ZIZ. Remaining time A0 53 &
BOTWAILEZHRL., REZRT I B, AEHEROEBFEITS,

4. HEROFBHEHTE

IR ZECTFERAMARRVOANEEEGTFRAMHARO VT AICONTE, EROH
% [& Amplification plot £ TIEHEAKM L IBEMR E Ct EOERRY
multicomponent Lt TOXMREBEXLBRBFOHILERE (FAM) DIEHEMHGIENE
HBROEREEZ L >TITI. £9. ERFHRBZABRMARIZEVLVTERT
Amplification plot EIZIE BRI IBMBR IR FER S N-BEICIL, Bz FHlBZ
KEHEEES, RVT, R—XT3M4 &3V LD DB 151 IILTHEL. ARn
D/ A RXEORAEDLAIT, RE LI-IEHEHMGIEEREETRDD
Threshold line (Th.line) & LT 0.2 (2&ET . == L. Th. line H*/ 4 X045
KM THVMERHRE XD SIGEF. ThoERXH B4 E D Th. line Z#EE
HBET Do £D Th. line M5 CtENFOLNINENEHRTT 5,



2 AN TTHE L= DNAGEHK 1 RIZDE, 20 T )LAITTERL-REMRE
EFRAFEBR R MR LB EFIRAABROBER.

(1) NERECFRAFEBROETOY TILT 43 RKED Ct{ENF LN, D,

HBRZ BGEFRAFEBROETOV T ILT 43 RED Ct ENFELNIEEICE. &

FZAM I ECFHRIEZAKRBEEHTET 5,

(2) NEMECFRABBROETOV TILT 43 RED Ct{ENELN., D, #
MZEBGLFRAFBBROETOV TILT 43 RED Ct ENFLONGMEEICIE. &
FZA M I ECFHIRAKZEEHET S,

(3) NEMEGFRAZBROETODY TILT 43 RED CtENFG LN, HhD. ik
ABEFRIABROETOVIIILT-HLEERAGEONGNGE, BE., BRED
50 1 FZFHEFK DNA O - BFR] UROEBREZTVIET . 6. BEH
- FBRZT o= DNAEMRICE VW THLEGFHRIBZAFBIEOHELNF LN
BRICIE. AEMNLDEBREZRICLDRAMITEEET D,

TH. LRHEICLYEGEFHRBZABENHE S NZHERIZONT
multicomponent Zf##r L. B T FAM DO EIEE DI EMN L IEMMNERERT
Z. ROX MDEAEEDREL TS FAM OENLBEDBONELEN G &%
WET 5, T-. AEMEGFRARRBRICTOLACEELE 1D T IILT43RFD Ct{E
NELNLGLDNARHMRIZONTIE. BE. AN LD 1 FFH¥K DNA O
- BE] LROBEZITLD. HIET S, BEHE - BR %17 o7 DNA EBR&IC
BVTHLREEHEGTFERAMHARICTOLGCEL 1V TIILT43RED CtENF LN
BWEEICIE, RERILODARBEEEICKABANEFTREET B,



	栽培用イネ種子における遺伝子組換え体の検査方法

