BRERY FOFERFICBTHEGFRIEZAORER X

AKREZEFIY b IOFEDEFERRET S, GM quicker 2 (NIPPON GENE #t) #
AL, 18ENS 2 RETDNA it - BRI 5. Fon-DNARENEZ., AEHE
BEFREATSAv—x - TO—JTRUMBRZEGFREA IS/ v—x - TA—T
ZRAW-U7IL2A4LPCRIZHEL, AEMEGFLABRAKBERETFOREDAS
[C&kY. BEFHEBIAAODEEDEEEZHET 5,

1. EFHEDNADOHH - #EE
1.1 FBFOHME
IRELZY FOXERFH SHRAICHOBEAMEZRYRE., REICHOFFEY
NEWI EZMHR L&, BEAIS00MZEZHERML., RAICEFI—T1 T 0E
FLIEATE SN T DIGE(E., BH/KTIOEMESE%. 38°CTISHMEREE 5,
BFNTRICER L TUOELMEEIE, BIZ3SCTERE. E—XKXMEHE (TILF
E—X2 3y Hh—MB601 ZHHWUE XIZTORER) FLAVVMRT S,
BLHMERRKICHE -3 D ZDNAH - FRIREICHT 5, —EICE2EZHMHRTE
BWEEIZIE., EHEIZH T THRT S, MEME+REELaMEBET S,
BE. BEEOaI 2T R— 30 FBITH6H. BREBFORECERZFEDR
BWNZIETHRICEET ST E, AVFIR—2a FHLETHEHORKIZDONT
(&, BILTBCEABMKEFERE M 2— (B - MITBGEABRHKKERERS
BEffito4—) 6D TJASHMEBR/ NV KITvy EEEFHBRZIESBRE -
MY=—a7)L (HETESIR) a2 Ix—2 a3 HLEiR] #83FI2T5H52 &,

1.2 FEFPEMHSODNAHLE - HBal

BIFHEY 1 AICDOE2RETERET 5,

BEFHREM02 g2 R I FLUEERAEGOmL DITEYHRY. GEEER 2
mL. RNase A (100 mg/mL) 25 uL. Proteinase K (20 mg/mL) 50 uLZ&MMZ . 7K/L
TYIRIXH—T30MMES LIz&. 65CTISNMFRET 5. GE2-KIEER
250 uLZEMZ ., RILT VI RAIXH—T30WRIERT 5. RA UV TREDH B
XIET7o71LAa—212&U4,000%g, ERTIONEERODEET 5, £FS00 uL%x
1.5mLAEF 1 —TIZHEL., B BEIZE Y13,000x gl k., =BT 55EED
NEET S, £iEBOULEFH AL mLEFa—TJITHER L. GB3#EE®R 130 uL&
VA4 Y 7RELT7ILa—)L 130 uLEFMLIz%&. 10~12BF 12 —TZH L < ExfEl
S, K<CGRMT 5, BAKEEZSpin column(ZBRF L&, JBOOBEMIZLY
16,000x gl £, ERT1 =LA EET 5, BHEZE T, Spin column [TGW



BE®RGS0 pLEMZ ., sZJDDBEHIZ K Y 16,000x gl b, EET1HoBELOB#T
%, Spin columnZ =415 mLEF1—TJIZ L. BERGK0 LLEZMZ., =
BT 3NHRHET D, BDAEMICKIY16,000x gl £, ZERT 1 HEDLS B
L. Bon-FHREDNARKERERZRELET S,

2. DNAFMFEAZFODNADME DHEZR L NICDNARBRDAE KR UVREF
2.1 DNARHEZEDDODNADMEDHER
DNAEMERZROBEHEZIY . 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, DNADRHRICHREIN TSI L ETTHN. L71~2.00FEENTH->THLHE
HEODEGHREFESLL.,
THEREERE, RAEATEEICLYBNLTAEICEST S2RERVEEENEL D
=, ERTIEEIZK>THET 5,

2.2 DNARMRDFABRURRT
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™ 7500HT*) #AUL\=EHPCR%

HMZAECEFRAOARUVAEREGFRAMAL L. DNARHZK 1 RICD2E 27
VAT TERT 5,

B2 EEFRMAELTIE. 790 FT )DL -Ti T5RX2 FNOSA—= X
— A —BEFEIEBRNTE5T54Yv—xt7T0—T INOSter] RUHFT<A UK
NPT I EEFEIIZ®NT 5 T34 3v—xt7a—7 INPTI| ZRAWL5,

Fir-. REMREGEFRIA LS LTE. EYMH£E18S rRNABGFESIZHRMNT 57
S4<Y—xt - 7A—7 T18SrRNA] ZAW%, 754 v—xt - TO—JTDEEES|
FUTDEEYTHD.

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



O #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

©® #HBzEEF (NPTH) ®MNTS54<v—xt - 7O—7T INPTI |
NPTII-F : 5- GAC AGG TCG GTC TTG ACAAAAAG -3’
NPTI-R : 5- GAA CAA GAT GGA TTG CAC GC -3’
NPTII-P : FAM 5- CCC TGC GCT GAC AGC CGG A -3 TAMRA

@ EYHBECFEIRMTSA4T—xt - TO—T [18S 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 PCRARGHEDIAHR

PCRARIGEIE. ROFIEIZELY., 25 uL/ DI ERBESICRART S,

1 )LEE=YDREDHSE(L. TagMan Universal PCR Master Mix*112.5 pL.
WRTSAT—xBKR (T F4<—., 25 umol/L)) &.0.5 uL, }E T O—TiBi&k (10
pumol/L) 0.5 pL. MEZABEKES5 pLET 5, ChoZHBARICIELLESERSEL
PCRAMDPre mixiA&RZ/ER L T, &7 xI)LIZ22.5 L 275F L=, %DNAu'\'.JH
#%2.5 WLZEHRMT 5, PCROITZ VY RitiEE L TDNARHZEEZMALGWVEDELE
BFICEAEY 52, ER TR, EEA LI — 3L, BRICVIIIEERT S, CDE
ELOAFLLVWES  FROV—) UV TRA7 IV —3—2RVGEERIAT S,
REICVIILDEZEHEREL, ElKarHd5EF. TL—rOKBEELMLTRE
FHRLTH G
"1 TagMan Universal PCR Master Mix

ARZEEHELNB WS, BEEEZITSRICE, BENMERICTOAL LIS
FAET S, A THNIE, PCRASFEL WD LEWMEENH D, FSERICE®T
BB E. REVAY UL, BREAHNEDRICEDTEVWTHLERT %,

*2 Non-Template Control (NTC)

DNA HEZEDHRMDIEE., NTC 21X DNA HEZORDLY [CHARBZKED L

2 2.5 uL N9 %,

B IIINTL— bk, =RV —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
DFMOVWTIFERTBOT =2 TILESEDI &,

3.2 TL— MERDRE
RIGICEELTIE. TL— MEBROBREZITHHE TN LGSV RELXTHIEB L.
RADEELCEERVIO—THUETH S, BEARMICIEFR—bLT, ARELT
L—FOBEEICHIET DL I ICKEMITHEL S BADIESE (TNTC] : Non-Template
Control, TUNKN] : DNA H#®&) OHREZITI. F-7O—THMHEICEL TIE,
lReporter] IZDWLVT I TFAM] IZER5E 3 5. Quencher] 22UV T, ITAMRA]
IZERET %, £1=. [Passive Reference] & TROX] IZERET %, [Sample Volume]
(%25 uL IZERET 5,

3.3 PCR #&ig
HEBIZTL—FrEEYy L, RIGET—2OMYAAERBT 5. RIGFHIER
DEBYTHA, 50CT2NHEDEHTHRIFL-E, 95CT 10 2EMEL. KRy
A — METRIGZRIBRT 5, RIZ, 95C - 15 REREIF® 60C - 1 DEREEE 1Y
AL ELT, 45 A4V IILDEIEBRIEEITLY. &#ZIZ. Remaining time A0 53 &
HOoTWAHAI LZHERL, REZRT SE2%. AIEHROENETS.

4. FEROBEFEHTE
I ZECTFRANAREVOAEEEGTFRAMARO VT NICONTE, EROF
7 [& Amplification plot £ TIEHEHKM T IEEHER L Ct EOERR Y
multicomponent £ TOXMRHEAXBRHKRORNLEE (FAM) OIEHEKMLGIENRE
HROEREZ L >TITI. £9. ERFHREBZARMARICEVLVTERT
Amplification plot EIZIE BRI G IBMBRIRAFER SN -BEICIE, Bz FHlBZ
KIEHEZEEES, RVT. R—XFAVEI3YA UM L 15HA4 0L (Ff(F
Auto) IZEREL. ARn D/ A4 AEORKED LAIT. RE L1558 %M L 15
#2 L T3x4> % Threshold line (Th. line) &L T 0.2IZ%ET S, f=f=L. Th. line
D/ A XOIEHEHMTHEVMERBIRE XD DIBEEIE. T ERDLELNES
Th. line #BHRET 5, D Th. line Hh > Ct EANF LN ENENZREITT D,
2 AT CHIE L= DNARKKR 1 mICDE, 20z LT TERE L -RNEME
EFRAABR HERZ EEFRAABROKER.
(1) RAEMEGEFRAOZBOLETOYTIILTAIXRFED CtiENE O, hD, #
BZBEFRAFABOETOY TILT 43 XiFED Ct ENBLNIZIHEIZIX,
LEAMTECTFHREBARBEEHET S,



(2) REMEEFRIABROLETOIIIILTA3XRFED Ct{EAELN, D,
WM EEFRABBOETNDYTILT43XRED CtIENE LN WMESIC
(F. HEAMSECFHEBEZARREEEHET S,

(3) REMEGFRUAABRODETOD I TILT 43 XFHD CtENE LN, HhD, fHik
ZEGFRAFABROETOVIILT—HLEZERNEONGWMES, BE. &
AhoDl1 FBFH¥E DNA O - FE I LBORELZTVEET 5. 48,
BHE#L - BRE1To77z DNA HHRICEVTHLEGFHBZ AKEEDOHIEN
TonGWEE, AEEALNSORHBRECKIECFHRBAY FOXEDR
HIETEEE T B,

(4) REMERFRIGEERICDOWNT, YT7ILE A4 LPCR ZALV-EM PCR 2
HEMMLA-BATHO THEETNITIILTAIXRED CtENELINENES
. BE. BAHN LD T1 FEFHEDNA OHFH - HE) UBEOBREZEITL
HEST S, BEHRE - BEZT o= DNAKKRIZEVNTHETDIIILT
43 KD CtENFLNGMES., BZARLLOARRBREICL S ERTFH
BMAY FOXEORMIETEELET S,

BHE. LRHUEICKYVEGFHRBARBENHE SNHRICONT
multicomponent Zf##r L. BT FAM O EEDIEHBEHMNGTIENNERT
Z. ROX DEAEEDREL TIEAO FAM OHENXBEDBONELEN TN &%
BRI 5, £z, NEMEGFRIHARICTLECELE 1D TILTA3RED Ct{E
NELNLELDNAEMRIZOWNTIE. BE. AN LD 1 FFHRK DNA O
- BE] LROBREZITLD. HIEYT S, BEHE - BRZ1T o7 DNA ERBR&IC
BWTHLREMEGEFRABRICTAOLGCEL 1V IILTIIRED CtEMNFG LN
HUWMSEICIE, BRI SORREREIC L IEEFHRBEZY FOFEDRAET
BEET B,



	栽培用サトウキビ種子における遺伝子組換え体の検査方法

