BREBERANLZZILSA TS RABFICTE T HEGTFHRIBZKDOZRESE

AREEIHERADODRLZFILSA TS ADEFEREET D5, GM quicker 2

(NIPPON GENE %) ZAUL\., 1#&&Hh 5 2 XETDNA Z#it - FFRT S, Gon
- DNAH#HEZ. NERERFREA IS4 v—% - TO—JTRUHEBRZ EEFRE
B754<—% - 7O0—JZAWN:UT7ILE2A4LPCRICHEL. RTEMELRFEMEBRR
KBERECFOBREDAEIZLY ., BEFHBZADEREDEEZHIET 5,

1. FEFHREDNAOHE - HHR
1.1 FBFOHME
IRELEZRLZTALSA TS REFH OHEBACMOEAMERYBKRE, REIC

tDFEIN LGN 2R LR, BEAIC2gZ2FERL. REICEFI—T1
VUREFINENESN TV SIZEE. BiiKTI0EE$#EZ. 38°CT18KFMHEZIE
SEdH, BFNTRICER L TLEWMEEIE, BIT38CTERER. 7—F3 )L (2
LY —IFM750G (4 742 =%t) RIFZTORER) FRAVVMET S, HELHMXK
KIZIE>=£ D ZDNAHY - BRZEICHT L, —EICLELMRTELVEE
[ZIE. EREIZH T THRT 5, MBEME+TIREELAMENET 5, GH. 53
MOV EIR—2a #1150, HRBOREOCFEASRKEDORKWLIZE+5
[CERETSHZ L, AVEIR—2aVvERLETAHOOREKICDONTIE, BILIT
FEABMKEREHEME Y — (B - BUTBUEARMKERERSHiE 42
—) EBD TJASHHEHEBNY FTvy BEEFHEBRIABERBE - #Hiv=217
IV (BRETESR) a2 I r—2a Uikl 28&I12F 52 &,

1.2 FEFPEMHSODNAHLE - HBal

BIFHEY 1 AICDOE2RETERET 5,

BFREY0.4gxR) IFLUERLEGOmL BDICEVERY. GEHEER 1.6
mL. RNase A (100 mg/mL) 10 pL. Proteinase K (20 mg/mL) 20 uLZMZx . RILT
VORI X Y —THBRPITHEI LG LGHETRE L&, 65CTISAHEMET %,
GE2-K#EEi® 200 uLZEMZ. RILT VI RAIXIH—TLCRBET S, RAMVTRE
DOBEXIET7 o7 La—42(12&YU3,000xg, ERTIONMERDLAET 5, L£FS00
uLZE1LASmMLEAF 12— TJIZHE L. EBDHDEEEEICK Y 13,000 x gl k. ZER T 5 7[R
DT 5, EE3BOULEFH-E1L5 mLEF1—TJIZHE L. GB3#EE#130 pL&
VAV 7RELTILa—)L 130 uLEFMLIz%E. 10~12BF1—T%H L < ERfE &
2., K <EMT 5, BER&REE=%Spin columnIZBR L=&. =D oBIZ KLY
13,000x gl £, ERT1oRBERLAET 5, BHAEZE T, Spin column [ZGWHE



k650 pLEMA , SEBDSBEREICE Y 13,000 x gl £, ZERT120M=RODEET S,
Spin columnZ#H =% 1.5 mLEF 1 —JI28 L. BWEREKS0 uLEMZ, EETS3
NEHET S, BLABEERKIZCEY13,000x gl E, EERET10BEEODEEL. /Foh
F-aHRZDNARMRRET S,

2. DNAFHFEAZFODNADME DHEZR L NITDNARBRDAE R UVREF
2.1 DNAFEMREZEFDODNADMEDHEE
DNAKHREROBEHEZNY . REABZKEZAVTEERRIL. 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-DNAKMMRZZ HERBKTHRL T20 ng/pLIZFAE L. DNAK
#ikE T D, DNAFMKIL20 pLS & ITHFH-G< a4 o OB EITHER,. —20CL
TTAHAERET S, 2 EL-DNARKRIE. MERZELICHERAL. BBNICET:-
BRIIRECTHRET S,

3. U7IAEALPCR (ABI PRISM™ 7500HT*) #AUL\=EHPCR%

HMZAECEFRAOARUVAEREGFRAMAL L. DNARHZK 1 RICD2E 27
VAT TERT 5,

HBMABCFRAOABELTE, AVIST—EFA I VML RBSTOE—S2—&
EFERINEZRMT DTS4 <—xt- TA—TP3SIRUVT7ZIFTANGTFIYDLTI 7
TR I FNOSZ—I Rx—42 —BEFEIIZHRMT 5T 54 3—xt TA—T INOS ter|
=AW,

Frz. REMREGRFRIA L LTIE. EYMH£E18S rRNABGEFESIZHBMNT 57
S4Y—xt - 7A—7 T18SrRNA] ZAW%, 754 v—xt - TO—TDEEES|
FUTOEBYTH D,

* ABI PRISM™ 7500HT & RIE D MREEZ BT 2 MtDEEZALNTH KLY,



O #fazEEF (P35S) B TS5 4 <v—xt - FO—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 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

@ EYHBEGFEIRMTSA4T—xt - TB—T T18S rRNA]
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 PCRARGHEDIAS
PCRARIGHKIZ., ROFIEIZ&Y. 25 uL/ Dz )L EHB K SIZAET S,
1oz )LEEYDREDHEIL. TagMan Universal PCR Master Mix*112.5 pL.
HET 54 I —xFR (£ T 54—, 25 umol/L) &.0.5 L. R TO—THEK (10
umol/L) 0.5 pL. MEZABEKES pLET 5, o ZRBRBICISCLESRESL.
PCREA®MDPre mixiREEH L T, T )LIZ225 LT 23 F L1=%. £DNAGH
%2.56 pLEARMY %5, PCROTZ VI RiGEE L TDNARBREMZLZWVELD L
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 WD EWMEELH D, FESERICIEDT
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 96-7 = JL Reaction Plate (Life Technologies #t) K& U ABI
PRISM Optical Adhesive Cover (Life Technologies #t) Z{#ER3 5, > —1) >4
DFMICOVWTEHERFBOTZ2TILESEDC L,

3.2 TL— MERDRE
RIGICEELTIE. TL— MEBROBREZITHHETNE LSV RELXTHIEB L.
RADEELCEERVIO—THUETH S, EARMICIEFR—bLT, ARELET
L—FOBEEICHIET DL I ITKEMITHEL S BADIESE (TNTC] : Non-Template
Control, TUNKN] : DNA H#®&) OHREZITI. F=-7O—THMHEICE L TIE,
lReporter] IZDWLVT I TFAM] IZER5E 3 5. Quencher] 22UV T, "TAMRA]
IZERET %, £1=. [Passive Reference] & TROX] IZERET %, [Sample Volume]
(%25 uL IZERET 5,

3.3 PCR #ig
HEBIZTL—FrEEY L, RIGET—2OMYAAERIET 5. RIGFHIER
DEBYTHA, 50CT2NHEDEHTHRIFL-E, 95CT 10 2EMEL., Ry
A — NMETRIGZRIBRT %, RIZ, 95C - 15 REEREIF® 60C - 1 DEREEE 1Y
A9 ELT, 454V IILDEIEBRIEEITLY. &%ZIZ. Remaining time A0 53 &
HOoTWAHAI LZHERL, REZRT SE2%. AEHROENETS.

4. FEROMEFEHE

I ZECFERANARRVOAEEEGFRAMARO VT NICONTE, EROF
7 [& Amplification plot £ TIEHEAKM L IEMEMR & Cq EDOHERERY
multicomponent £ TOXMRHABRHROERNLEE (FAM) OIEHEKMLGIENE
HBROEREZ L >TITI. £9. ERFHRBZARMARIZCEVLVTERT
Amplification plot EIZIE BRI IBMBRNIRAFER SN BEICIL, Bz FHBZ
KREHEEEES, RVT, R—XFMUE 3L ILHB 154V THEL. ARn
D/ A XEORAEDLAIT, RE LI-IEHEHMNGIEERELETEDD
Threshold line (Th. line) & LT 0.2 IZ&ET S, f=f=L. Th. line hA/ 4 X 45
KRB THVMERMRE XD DIBEEIE. TAEEXHLAELE S Th. line ##EE
BET D, €D Th. line h5 Cq BENBLNEINENERENT S,

2 mifTCHIE L= DNA SRR 1 AICDEF, 2Dz LT TEE L -RNEME
EFEAGAERR VR A EEFRAABRORER.



(1) NAEMEGCFRAONBBROLETNDY TILT A3 XRED CqENELN, HhD.
B2 BGEFROABRODETN I TILT A3 XRED Cq EAT LNEBEIZIE,
LEARTECFRBEAABEEHET S,

(2) REMEEFRIABROLETDITILTA3XRFED CqENESN, D, #
BZEEFRAABROETODY TILT 43 XKiFHD Cq EAT LN WNGEIC
(. HEARLECFHEBRAARRELHET 5,

(3) REMEBEFRIABROLTODITILT 43 XD Cq EMNELN, MDD, #
B2 EBEFRAOARBOETOVIILT—HLEZERAE OGNS, BE.
BREANSD M1 FEFHE DNA Ot - FHR] LROBREXTVHET S, &
H. BEHLE - FEZ1To7- DNA BHRICEVLWTHEGFHEBRZABEEDF
ENBONGEIMES., HEHILORREBECLDECFHBARL=TIL
SA TS ADEMIEITEELE T B,

(4) REMERFERIEERICDOWNT, Y7ILE A4 LPCR ZALV-EH PCR [Z#&
HEHLE-IBGATH D THEETNITILTAIXRFD CqENE ONENGE
. BE. BAHNLD T1 FFEFHEDNA O - HE) UBEOEBREZETL
HEST S, BEHE - BRET o= DNAKKRIZEVNTHLETDIIILT
43 KD Cq ENBLNEWNGEE. HEKEAHDL L ORKAREIC L HELTFHE
BARLZTILSA TS ADBEAMETEEE T 5,

BE. LRHEICKYVEGFHEBAKBENFHIE SNHERICONT
multicomponent Zf##T L. BT FAM OELEEDIEHBERMN TIEMMNER T
E. ROX OEAEEDREMEL TIEAS FAM OHENLBEDBEONELEN TN %
R D, T, AEREGFRAFABRICTOLLECELE 1D TIILT A3 REFD Cq fE
NELNLELVDNAEMRIZOWNWTIE., BE. BEANLD 1 FEFHE DNA O
H - RBE] LBEORELZTVD. HIET S, BEHME - FRZ1To7- DNA FHMRKIC
BVWTEHEREMEECFRAMFHRICTOLHELLEL 1D T3 RED Cq ENFLN
BWNMEEICE. HEERLLORRBECLIECFHRB/ARLZTILSIATIRX
DFRAEFEEET B,



	栽培用ペレニアルライグラス種子における遺伝子組換え体の検査方法

