BERAQVEFICETEEFHRBRZAAORERE

AKREZEIADDDEFERNRET D, DNeasy Plant Mini Kit (QIAGEN %) #HA
L. 1THEEMN G 2 RE T DNA ZHH - BRI 5, JFon-DNAFEMEEZ. REME
EFREATSAv—xt - TO—JTRUMBRZEEFREATSA<v—xt - TO—J
ZRAWEYT7ILEA4L PCR ICH L., REMERFEEABRIABREEGFOREDT
BIZLY, BEEFHEBRIAAKDEEDOEEZHTET 5.

1. FEFHEDNADHL - HE
1.1 FBFOHME

IRELF-ABQVEFHOSBBRACHORAYMEZIRYRE., REICHOMEMI L
WIEERERE LR, BEAICS00RMZIRIML., RE/ICEFI—T 1 T OEFIQ
ENEINTLEIEEIX. BHM/KTI0RKE#%Z. 38 CTISKMEEZREE S, BF
NHRICERLTWELMES(X, BEIZ38 CTEZEER., 7— K3 L (SLY—
IFM750G (4 74 =#) X(FZDEFER) FZAVVMRT S, HMELTHRRKIZA
2T DEDNAHE - FHEIREICHT 5, —EITLEZMRTELEVEEICIE.
BHEICHTTHRT 5. R ETIREELAHERET 5,

BE. BB I R—2 30 FBITH6H. BRBFEORECERZEDR
BWNZIETRICERET ST L, AVFAIR—2aVFHLETEHHDOREKIZTDONT
(&, BILTBCEABMKEFEER M 24— (B - MITBGEABRHKKERERS
Bitttr4—) BB TJASHHREBRN\V KTvsy BEEFHEBIBEGEBE -5
MY=—a7)L (BETESR) a2 Ix—LavhhlkiRl #5825 L,

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 . HAERPIZERA L <
BAETRILTYIRAIXH—TREL. 656 CTIONHMET 5. MEE. P&
BE%RZE1,620 lLNA, RILTYIRIFH—TREL. KEICSHHHET 5. KR
123,000 x gkd £, =R TS5 nRE=ED LIz#&. L£iF550 uLZQIAshredder Mini Spin
Column GEZ) IZEfL. 20,000xgT27MEEDLT 5, XL MELI-#iRE
WEMBRIANGEWNESIZLT, ALY 23 rvFa—TJADBERKL50 pLEFHFLL
15 mLFa—TJICl>1-#&. Fon-BHRICAWIHRER - T4/ —ILIREK6T5
uLZEMmz. EXyY FTRET %, IEA%S500 uLZEDNeasy Mini Spin Column|Z#%
L. 6,000xgT 1 0[&ED LIz, BHREZE TS, 1.5 mLFa1—THADBEEN



LTEGDIETIDIRERYRLITI, RIZ. HHTLWLW2 mLaLy>¥3arFa
—7J (Fv bFEHfAD) 2ty b LTzDNeasy Mini Spin Column|ZAW24E#E % - T4
J —ILEE®500 uLEER L. 20,000xgT1HMEELOL., 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,

2. DNAFHEAZHODNADHMEDHERM KIZDNAFKHRDORER VR
2.1 DNAFEHMHERZRFDODNADMMEDHERR
DNARHFEBROBEHEZHNY . REABKEZAVTEERR L. 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, FATRIEEBICL>THRET 5,

2.2 DNARMRDFABRURRT
FE 7R L-DNAKHREEZ HEZREKTHERL T20 ng/uLIZFAE L. DNAK
FiRET S, DNARBRIF20 LS L ITHFH =<4 7 ORBFICHEER. —20 CLL
TCTAERET S, MFLI-DNAKHERKIL. MBRELICHERAL. BERANICE -1
BRIIRECTRET S,

3. Y7ILAALPCR (ABI PRISM™ 7500*%) ZMAUL\=EPCR*%

HMZECFRAOARUVAEREGFRAMAL L. DNARHZK 1 RICD2E 27
VAT TERT 5,

HBMABCFRAOBELTE, AVIST—EFA I VML ARBSTOE—F—&
EFEIEZRMTETS54A<—xt - FO—7T P35S RUHNFT A > UERMENPT
IEEGEFENERMNTETS5A4v—x70—7 INPTI| #HL\%,

Fi-. REMREGFRIA L LT, EYH£E18S rRNABGEFESIZ BT 5
SA4Y—x - 7O—7 N18SrRNA| #AL\%,

T74<—x - TA—JTDBERIIUTDEEY TH D,



* ABI PRISM™ 7500 £ RIFD4REZ AT HMDEEZRANTH KLY

O 35STOE—4F—EIBRHM TS/ <—xt - FO—T TP35S]
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

@ NPTIHEEFEIIRM TS 4 <7—xt - FA—7T INPTII |
NPTII-F : 5- GACAGG TCG GTC TTG ACAAAAAG -3
NPTI-R : 5- GAA CAA GAT GGATTG CAC GC -3
NPTI-P : FAM 5- CCC TGC GCT GACAGC CGG A -3 TAMRA

@ HEYMHEEECFEIRMTSA4<7—xt - TO—7T MN18SrRNA]
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 PCRARGHKDIASR
PCRARIG&IX., ROFIEIZKY., 25 uL/ DI EHRDKSICHARET S,
1z )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., MEZABKES nLEd 5, o ZRBRBICKSCLESRESL.
PCRE®MDPre mixifREER L T, 7z )LIZ225 pLT2m3F L%, £DNAGH
%2.56 hLEARMY 5, PCROTZ UV RIGHKEE L TDNARBBREMALGWLHLDELFE
BFICEAR T 572, BIERTHR. BEEASO—ILBL, BRIZVILEERT S, CDL
ELOAFLLHEVWES  FROV—Y UV TR7 IV —3—2RVGEERLIAT S,
REICVIILDEZEREL, EIKarHb5EF. TL—rOKBEELMLTRE
FHRLTH G
"1 TagMan Universal PCR Master Mix
ARZEEHELNB WD, BEIREZITSRICE, BENMERICTOALE SIS
FET D, F TR THNIE. PCRESEL WO EWMEELH D, FESERICITDT
BB E. REVAY UL, BREAHNEDRICEDTEVWTHLERT %,
*2 Non-Template Control (NTC)
DNA HEEDHRMDIEE., NTC 21X DNA HHEZORHLY ICHRARBZKED 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) % {&FH
5. DU VTOFEBICOVTREKABEDY=27ILESED L,

3.2 TL— MERDERE
RIGIZEBLTIE. TL— MEROEEZTOHEITNELRSH WV BEFTH>EB L.
RADEELCEERVIO—JTHETHS, BEAMNICIEFR—bLET, ARELET
L— FDEREICHET D& I ICREMITELN S RAEDTESE (TNTCI : Non-Template
Control. TUNKN] : DNA H#®&) OHREZITI. F-7O0—THMEICE L T,
lReporter] IZDWLTIX TFAM] IZE8E 3 %, Quencher] 22UV T, "TAMRA]
[ZERTE T b, £1=. [Passive Reference] (& TROX] [ZERET 5., [Sample Volumel]
(& 25 uL IZERET 5,

3.3 PCR 15
HEBIZTL—rEEYy L, RIGET—2ORMYAAZFRET 5. RIGFHIER
DELEYTHD. 50 CT2RHEDEHTHRIFLEER, 95 CT107EMEL., Ry
FRA—FETREZERIBT %5, RIZ, 95 C- 15 EFRFR 60 C- 1 0REREZ
1A I)LELT, 454V ILDBIERIEZEITLN. &%ZIZ. Remaining time A% 0
NEBGOTWVWAHILZHRL, RIGERTSEHLZ&R, AEHROEHNZIT.

4. FEROMEMEHE

R ZBECTFERANAREVOANEEEGTFRAMHARO VT NICONTE, EROF
7 & Amplification plot £ TIEHEAKMLIBIEHR L Ct EQOERERY
multicomponent £ TOXMRHEXBRHRDENLEE (FAM) OIEHEHMLIENE
HBROEREZ L >TITI. £9. ERFHRBZABEMARIZEVWVTERT
Amplification plot EIZIE BRI IBMBRN IR FER SN BEICIL, Bz FHlBZ
KIGHEEHES, RNT, R—=RSAVESHA IS 5LV IITHREL. ARn
D/ A XEORAEDLAIT, RE LI-IEHEHMNGIEERELETRDD
Threshold line (Th.line) &L TO0.2I1ZE&ET S, f=fZL. Th. line A3/ A X1d45
HEABMTH VBRI E XD DIBEEIE. TALEXH LK S Th. line ##EE
HET D, TD Th. line M5 Ct{ENFONINEMNEHETT S,

2 ST CHIE LT DNA ik 1 BlzD%x. 29 o LT CER LE-REMSE
EFREAGAERR VR BT FRAHAROER.



(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. AEEAANCORRBRECL I ERTFHRBZA OV OBRMIITEET S,

(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
CtEENBLNLEWNES. LA SORKAEBEICLDECFHEBRZ AD DR
MEITEEET B,

TH. LERHEICKYERFHRBRZAEENHIE SN HERIZONT
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,



	栽培用メロン種子における遺伝子組換え体の検査方法

