BRERYVILALEFICE TS EGFRRBAKDORES X

ABREEIEIVYINLGTLDEFEZXR ET S, DNeasy Plant Mini Kit (QIAGEN #t) %
AL, 18&ENS 2 RETDNA 2t - BRI S, JFonf-DNAEKMEEZ. NEH
BERFREATS4v—xt - TO—JTRUHMBIEGFREA IS <v—x - To—
TZ#AWYT7ILE24A4L PCR IC#H L, REMEGFLEBRIABREGTFOBRED
AIEICEY ., BEEFHBAKOEEOEEZHET %,

1. EFHEDNADOHH - #FE
1.1 FBFOHME

IRE L=V ILALEFH SHERAOMOBAMZRYBRE, XEICHOMFEDH
BWIEEHERLI-E, BEAIS00MZHEML., REICEFI—T1 VT OEH
WEAESINTLDIEEIE, BMKTIOEESEE. 38 CTISHMEIGESE S, &
FHA+DITERE L TLAWNGEEIL, BIZ38 CTHE®RE. 7—FI )L (S)ILY—
IFM750G (4 74 =) X(FZDEER) FZ2AVVMRT 5, WELGHRRKIZA
ST-3H DEDNAHIE - FBEUREICHT 5, —EICLEZMRTET LGS,
BHEICDTTHRT 5. R E TSRS LAHERET 5,

BHE. BEEOaI 2T R—2 3 0FBITH6H. BRFEORECERFEDR
BWNZIETRICERET ST L, VI IR—2aVEFHLETEH-HDOREKIZTDONT
(&, BILTBCEABRMKEFRERE M 2— (R - MITBGEABRKKEEERS
Bttt 4—) BB TJASHHREBRN\V K Tvsy BEFHEBIBGEBE -5
MY=—a7)L (HETESIR) a2 Ix—2 a3 HLEiR] #83FI2T5H52 &,

1.2 FEFPEMHSDODNAHLE - Bal

BIFHEY 1 AICDOE2RETERET 5,
BFHEML0gZ50 mLF 1 —TICEVIERY ., Hoh L&H65 CITEDTE:
AP1#E%E%5.0 mL & RNase Ajai&R (100 mg/mL) 20 pL&EMMA . HAEHRPIZERA L <
BAETRILTYIRIFH—EEL., 656 CTIONEIMET 5, MEH. P3EE
REL620 uLMNA ., RILTY I ARSI XH—TREAEL., KLEIZCSMFFET 5, XIC
3,000x gkl £, ZE;RTH5AMEDLE. £&550 uLZQIAshredder Mini Spin
Column GEZ£) IZEfL. 20,000xgT27MEELT 5, XLy MELI-HRE
BWAEMBRIBNGEWNLSIZLT, L9 23 roFa—TJADBEKEL50 uLEHFH L LY
15 mLFa—TJICl>1-#&, Fon-BHRERICAWIHRER - T4/ —ILIREK6T5
uLZEMmz. EXy FTRET %, IEA%500 uLEDNeasy Mini Spin Column|Z#
L. 6,000xgT 1 0M&ED LIz, BHAZE TS, 1.5 mLFa1—THADBRE



2.

LTEGDIETIDIRERYRLITI, RIZ. HHTLWLW2 mLaLy>¥3arFa
—7J (Fv bFEHfAD) 2ty b LTzDNeasy Mini Spin Column|ZAW24E#E % - T4
J —ILEE®500 uLE &R L. 20,000xgT1oMEEDLL., BHEREZETS, BE
AW?2 #2E®K - T4/ —ILRERS00 uLEER L =%, 20,000 x g T 2 S [EHED

L. DNeasy Mini Spin Column® * > J L U %§ & X ¥ 5, DNeasy Mini Spin
ColumnZF#H L WM.5 mLFa—TIZFH L. $H65 CITEDTH UL =HEZRE K100
uLZMNZ. 59MEE L%, 20,000xgT19EELT S, Fonf=BHE (8
100 uL) #DNAFHERRET B,

DNAGM R ZHPDDNADFEDHER L N ICDNAKMRDFARE VREF

2.1 DNAGRHEREZTDODNADFE DR

DNARHREBROBEHEZNY . REABKEZAVTEERRIL. 200~320 nm
DEFH TENMRRIRRARY FLZEBIFE L. 260 nmB U280 nm DR E FELERT b,
RNT260 nmDEFE1.0%50ng/uLDNAE LT, DNABEZEHET S, £1-260
nmDRIEE 280 nmDRIEEDLEZEET 5 (A260/A280) » CDLEAL.7~2.0D
156, DNADT+RICHREIN TSI L ETTH. L7~2.00FEENTH->THLHE
HEODELGHREFESLL,

THEREEE, REAEATEECLYBNLTAEICEST SRERVEEENEL D

=6, FATIEEICK>THET 5,

2.2 DNAFRHBRDABZRRVRE

3.

HiE R LI-DNAKMMRZZ HERBKTHRL T20 ng/pLIZFAE L. DNAK
FikET 5, DNARKRIE20 LS EICHT=H~< a4 7 OB EICHFR. —20 CLL
TTHERET D, MELEDNAKKKIL. MBRELICERAL. BHRANICE -1
BRIIRGETRET 5,

)7 LA A4 LPCR (ABI PRISM™ 7500%) % FU\i=E4PCRi%

HMZECFRAOARUVAEREGFRAMAL L. DNARHZK 1 RICD2E 27
IWATTERYT 5,

HBZEEFRAMALLTE, 77N\ FTU DL -Ti T5X2 FNOSHZ—I X
— A —BEFEIEBRNTET54Yv—xt7T0—T INOSter] RUHFT<A UK
NPT I EEFERIIZH®NT 5 T34 v—xtTA—T INPTI | #RAL\5,

Fiz. REMREGFRIA L LT, EYH£E18S rRNABGEFESIZHMT 57
SA4Y—x - 7O—7 M18SrRNA| #fAL\%,

T74<3—x - TA—TDEERIIUTDEEY TH D,



* ABI PRISM™ 7500 £ RIFD4REZ AT HMDEEZRANTH KLY

® NOSAZ—=IH—42—EINRMTZ4<T—xf - TA—T TNOS 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

@ NPTHEEFEIIRMTSA<—xt - FO0—7T INPTI
NPTI-F : 5~ GAC AGG TCG GTC TTG ACAAAAAG -3’
NPTI-R : 5- GAA CAA GAT GGA TTG CAC GC -3’

NPTI-P : FAM 5~ CCC TGC GCT GAC AGC CGG A -3 TAMRA

@ HEYMHBEELFERIRMTS4<v—xt - FO—T 18SrRNA]
18S rRNA 2-F : 5~ TGT TGG CCT TCG GGA TCG GGA TCG GAG TA -3’
18S rRNA 2-R : 5™ GCT TTC GCA GTT GTT CGT CTT TCA -3’
18S rRNA 2-P : FAM 5- TCG GGG GCA TTC GTA TTT CAT AGT CAG A -3’
TAMRA

3.1 PCRARGHEDIAR
PCRARIGEIZ. ROFIEIZELY. 25 uL/ 9L EHBESIZHAET S,
1z )LEEYDREDHSE(L. TagMan Universal PCR Master Mix*112.5 pL.
WRTSAT—xBK (£ET54<—. 25 umol/L) £0.5uL, ¥R TA—TE®& (10
pmol/L) 0.5 pL. HEZREKES pLET 5, Mo ZHRBRRICECLHEZEESL.
PCRE®MDPre mixifREER L T, 7z )LIZ225 pLT2m3F L%, £DNAGH
#®2.5 uLZEHRMT %, PCROTS I RIti#EE L TDNAEHMRZMAGEWEDEE
BFICEAR T 572, BIERTHR. BEEASO—ILBL, BRIZVILEERT S, CDL
ELOAFLLVWES  FROV—Y UV TRA7 IV —3—2RVGEERLIAT S,
REICVIILDEZEHEREL, ElKarHb5EF. TL—rOKBEELMNTRE
FHRVTH G
"1 TagMan Universal PCR Master Mix
ARZEHELNB WS, BEEEZITSRICE, BENMERICTOAL LIS
FAET S, T THNIE, PCRASEL LD LEMEENH D, FSERNCE®T
BB E. REVAY UL, BREAHNEDRICEDTEVWTHLERT %,
*2 Non-Template Control (NTC)
DNA HEHEDHRMDIEE., NTC 21X DNA HBEZORHLY [CHARBZKED L



2 2.5 uL N9 %,
B ITILNTL— bk, PRV —YTT T r—4—
MicroAmp Optical 96- = )L Reaction Plate (Thermo Fisher Scinetific 1)
K U ABI PRISM Optical Adhesive Cover (Thermo Fisher Scinetific 1) % {&H
5. DU VTOFEBICOVTREKABEDY=2T7ILESED L,

3.2 TL— MERDRE
RIGIZBLTIE. TL— MEROBRE ZTHEITNIEE SV REEXTOEBI.
RADEELCEERVIO—THUETH S, BEAMICIEFR—bLT, ARELET
L— FDEREICHET D& I ICREMITEMN S RAEDTESE (TNTC : Non-Template
Control, TUNKN] : DNA H#®&) OHREZITI. F=-7O—THMEICEL TIE.
lReporter] IZDWLT I TFAM] IZE5E 3 %, Quencher] 22UV T, "TAMRA|
IZERET b, £1=. [Passive Reference] I& TROX] IZERET %, [Sample Volumel]
(X 25 uL [ZERET 5,

3.3 PCR 15
HEBIZTL—FrEEY L, RIGET—2ORMYAAZERET 5. RIGFHIER
DEBYTHD. 50 CT2RHEDEHTHRIFL-ER, 95 CT107MMEL. Ry
FRE—FETREZERIBT 5, RIZ, 95 C- 15 EFEEFR 60 C- 1 oREREZ
1A O)LELT, 454V ILDBIERIEZEITLN. &%EIZ. Remaining time A% 0
NEBGOTWVWAHILZHRL, RIGERTIELZ&, AEHROEHNZIT.

4. FEROMEMNEHE

I ZECFERANARRVOANEEEGFRAMHARO VT AICONTE, EROH
% [F Amplification plot £ TIEHEAKM L IBEMR E Ct EOHRRY
multicomponent £ TOXMRHABRHIROENLEE (FAM) OIEHEHKMLIENE
HBROEREEZ L >TITI. £9. ERFHRBZABEMARIZEVWVTERT
Amplification plot EIZIE BRI IBMBRIR O FER SN BEICIE, Bz FHlBZ
KEHEEFES, RVT, A—XFAUESHAL IS 15 YAV IILTHREL. ARn
D/ A XEORAEDLAIT, RE LI-IEHEHMNGIEEREETEDD
Threshold line (Th. line) & LT 0.2I2&ET S, f=f=L. Th. line hA/ 4 X045
HEAMMITHVMERMIIRE XD DBEEIE. TAEEXHBAELNE S Th. line ##E
HET D, TD Th. line 5 Ct{ENFONINELNEMHETT S,

2 T CHIE L= DNA KKK 1 AICDE, 2Dz LT TEE L -RNEME
EFEAGRERR VR A B FRAABRORER.



(1) REUBEEFRIABROETDI IILT 43 RXKED Ct {EAE LN, MND.
MR Z EEFRAOABOETODIIILT43XFED CtENELN-BEICIE, 4
ZEMTECFHRBRAAREELHET S,

(2) REMEEFRIABROETDITIILTA3XRFED CtEAELN, D,
WM BCEFRABBOETNITIILT A3 RED Ct ENBLNEMESIZIH, X
ZEMTECFHRBAAKEELHET D,

(3) REMEGEFRAFBROETOYTILT 43 RED CtEAT L, HhD, s
AEBEFRAABROLSTOVIILT—HLEERENFGONGWNGE. BE. &AL
50 1 FEFH¥EDNA O - FH) LIBROBREZTVHIET 5. B, BEH
H - B EToz DNARHRICEVWTHEGFHBRZABEOHIENE LA
HE. AEFEALNSORKBREICKLDEGCTFHRBAVILALOBRMETEEET b,

(4) REMEERFRIGEAERICDOWT, Y7ILE A4 LPCR ZALV-EM PCR 2
HEMMLA-BATHOTHEETNITIILTA3ERED Ct ENELNENESIF.
BE. RANLD 11 EFHEDNA OHE - B LBEOBEEZTVHET
%5, BEHML - FHEET - DNAFEMRIZEVWTHLETOY /LT 43 Rimd
CtEENBLNLEWMES., UEHAHISORKABEICKIERFHBZ VILALD
BHAIETEELE T 5,

HH. LERHEICKYERFRBRZAEENHIE S NHERIZONT
multicomponent &4 L. BT FAM OELAREDIEHE KM IEMMERRT
=, ROX D # IR E DAL TE® FAM OHENLBEDEOCIELEENLZN L%
WET D, £-. RENEGFRIRRICTOECEL 19T ILTL3XRED Ct fE
MNE LN DNARKBRICOWLWTIE, BE. #ENSD 1 FEFHEK DNA O#
- B LBOREZTLD. HIET S, BEHME - $FE %1757 DNA HE&IC
BLVTHEREREGTFRAFARICTOLGECEE 1D TILT 43 RED Ct{EAF LN
BWMEEIZIE. AL SDOARREBEEICLEDBRAETEEET S,



	栽培用ソルガム種子における遺伝子組換え体の検査方法

