BERT A YFR—TIN—I S RABFICE T D EGFHRBIAKOBREE

ABREBEEIBERODTZ A X—TIL—T 5 RADEFERNR ET %,GM quicker 2 (NIPPON
GENE #) #RUL\., 1AM S 2 RE T DNA i - BRI 5, §oN- DNARHEZ. A
EEEFRERATSAv—x - TO—JRUHBAARBEREGFRER TS/ <—% - 70
—JH#RAWY 724 LPCRIZEEL. AEMEGF LRI ABREGFOREDAIRICK
Y, BEFHBAKROEREDEEZYET 5,

1 BEFHEEDNAOHL - H
1.1 BFOME

RELIEZT 2y F—TIWN—J S RABFH OHRAICHOEAMERYRKRE, REICH
DIFEYMHNENC E TR L&, SgZBEAICERL. 7—F3 )L (2 ILY—T00G
(474 =%) RIFZORER) EZAVHMET L, WEGMRKICE 2L DEDNAH
- FBEREICHT B, —EICLEEMRTETLANMGAICIK. EREIZS T THRRT 5,
MEME+TRELOMEMET S,

BH. BREOIV2IR2—2 30 FRITH20. MERBORECLHERZEOIIELIC
ERDICEET S E, AVFIR—2 a3 VEHLETHE-HODOREKIZONTIE, MILITH
EANBMKEEERME 22— (B - BUTBGEARMKERERSHIt 4 —) B/
D TJASHMEREBENY FTvy BEFHEHBRIBREE - PHv=217/)L HETE 3K
AVAIRr—TavhhilkiRl #8EICTEHI L,

1.2 FEFHRBYH 5 ODNAHL - FFH

BFUHBRY1 AICDE2RETERT 5,

BEFHEm1gx2R) IFLUAELEGOmML DITEVRY. GE1EE&5mL,
RNase A (100 mg/mL) 20 pL. Proteinase K (20 mg/mL) 20 uLZMMZx. RILT VI X I F
H—T30MERE L1z, 65 CTISNMFHET 5. GE2-K #EEHZ625 uLEMA. HRIL
TYIRAIXY—T30MREIERT %, RM VIREDSBERIET I ILO0—42(12&kY
4,000 x g, R TI0NEEDLNBET %, EFE 1 mLE1LS5 mLEY Y TILF 1 —TIZHE
L. EOoBEHIC K Y 18,000 x gl £, ERTSNREELANEET 5, LET00 uLEFH=%
20 mLBEY Y TILFa—TIZHEL. GB3EBEH X260 LEUVA Y FOELT7IILOa—IL
260 pLEAHRM LIz, 10~12[EEERFT %, BE K600 pLZ Spin columnlZ & L 1=
%, BOOBEMICKY18,000x gk, BET1HMEDNBEL. BAHRFEER TS, BEK
METLELBEEIETIDEREEZRYRT, GWHEE®650 uL%Spin column [ZERL. &
DA BEHEIZ R V18,000 x gl b, ERET1oMEDLNBEL. BHEAEEE TS, Spin column
EH-B15mLBEY TV Fa—TJICHB L. BERBEKSOULEMA., EETINHEBHE
5, mDLDDBERICK Y 18,000 x gl k., EET12EERLABEL. Fonf-BHERE
DNA H#R&KET 5,



2 DNAFEMERPODNADME DML U ICDNAFHZDRE R NREF
2.1 DNAHHEAZATODNADHMMEDHER
DNAKMREBRDOELEZNY . REXBKZAVTEESRR L. 200~320 nmD T
LENMERIRZARY FLZERAIE L. 260 nmBE U280 nmDRAE %#508%k T 5. KLV T260 nm®D
RAEL1.0Z50ng/uLDNAE LT, DNAREZEHT 4, F7-260 nmDFHE &280 nm®D
WAEDLLFETET S (A260/A280) ., DAL 7~2.00154. DNAA+HIZHE TN T
WBIEZRTH. LT~2.00FEEANTH > TEREEDELDIEMEFTEILLY,

2.2 DNAEMROAHRKRUVREF
MEZEZRE LI-DNARHRZRZREZRBKTHRL T20 ng/uLIZAE L. DNARHK L
9%, DNARBRIZ20 WL & ITHFH =<4 U OB EICHER. —20CLLTTHRERT
5. EL-DNARBRIT. RBERELICHEA L. BRANIIE S ARIIREEITRET S,
NHEREERE. RAEACEEICLYBENLGAEICET SRERVEEENEL L1260,
FRTHIEBICK>THRET S,

3. J7IL%BALPCR (ABI PRISM™ 7900HT*) #RUL\f-FE4PCR%

MR ZECFRANARUVAEEERFRAMAL L. DNARER 1 RI2 22D )LTT
EHET 5

R BEFRABAELTFI AV IST—EF AU D4 ILR3IFSTOE—4F —EEFESI
ERMNT DT S5A4<—xt-TO—T P35S RUA XTI FULELRFDA > bOEEER
MIFBTS5SA<—xt- Fao—T TAINT] #HW3,

Frz. REMEGFRMALE LTI, ¥ o2 v F—TIL—J 5 ADIEYHE 18S rRNAEIE
FERINERMT DTS4 <v—xt- FO—T M18SrRNA] #RAW%, TS5/ v—xt- FOo—7
DEBEEHNEIUTOELSYTH D,

*  ABI PRISM™ 7900HT & & DHREEH T HDEEERALTEH KLY,

O 35STRE—F—EIBRMTISA4<v—x - 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

@ AINT BRI TS5 4 v —xt - TA—T TAINT)
AINTF : 5- TCG TCA GGC TTA GAT GTG CTA GA -3’
AINTR : 5- CTG CAT TTG TCA CAAATC ATG AA -3’
AINT-P : FAM 5- TTT GTG GGT AGA ATT TGA ATC CCT CAG C -3’ TAMRA

@ HEMHEEECFERIRM IS4 <—xt - 7A—T M18SrRNA]
18S rRNA 2-F : 5- TGT TGG CCT TCG GGA TCG GGATCG 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 PCRARI KD

PCRARIGEIL. LTOFIEIZLY ., 25 ul/D z)LIZHE DK S ITEART S,

19 )LE-YDREDHEIL. TagMan Universal PCR Master Mix*112.5 L, ®& 7
SAT—BR (FT54<—. 25 umol/L) K0.5uL, MR FTO—TE& (10 pmol/L) 0.5
L, REBMKSSuLET D, ChoZHABRRMIE CHEERE L. PCRADPre-mixia
BEERLT, £ z)LIZ225 uLF 23 E Lz, £DNASH®K2.5 uLEHMT 5, PCR
DIS VI REKEE LTDNARKMEEZMZ GEWE DL ERICHNT 272 25ERTHR. EL
NEI—IBL, BRICVIILEERT S, COLE. LhAFELHEWVELES. ERAOI—Y
DURT7 TV =2 —F%RAL, FEEITI. REICVIILDREZHEL, EIIKEarH 5
BEIE. TL—rOBEE(NMVTREZHRNTE L, TL— DR %. ABI PRISM
Optical Cover Compression Pad“ZHEBOEMNLIZHS LS. TL—rOLEAIZEY T
%o

*1 TagMan Universal PCR Master Mix

AERFHEENT VO, BEREZITIRICE. EEIEXRICTONES LS ITEET
%, FTHHATHNIE. PCRASEL WD LGWMEELNH D, F5ERICITLTECERE.
AEVED UL, BREAHBEOEIZCEH TEVLWTHLERT 5,

*2 Non-Template Control (NTC)

DNA G EDFMOER. NTC IZ(X DNA EHMBRORH Y ITHEARBKEY T )LIC 2.5
L ARNY 5,

B9 I TILTL—F, Y=, RU, V=TT T r—8—

MicroAmp Optical 96-Well Reaction Plate (Life Technologies ). & Uf. ABI PRISM
Optical Adhesive Cover (Life Technologies 1) Z##HT 5, — 1 Y DFEFMIZDULNT
FEBMNBOY=2TILESEDI L,

*¢ ABI PRISM Optical Cover Compression Pad

ABI PRISM Optical Cover Compression Pad (Life Technologies 1) Z{#HY %, &
H.20ELULEDBEYRLFERFAEHERICEEZZRITIAESELAH DO E(TDHZ &,
Applied Biosystems 7500 TIX{ER L4y,

3.2 TL— MERDFKE
RIGIZEBLTIE, TL— MEROBREZTHEITNIEES G, REFXTOIEBIE, &K
DERE. BERVTO—THUETHD, EARMICIEFRO— LT, ARLEZTL— FOE
BIZHRTDEIICKRE MITEN L, BmADIELE (INTC1 : Non-Template Control,
TUNKN] : DNA iR¥i%) DREEITS, £-TO0—TJ4HEIZESL T, TReporter] [ZDULY
Tl&. TFAM] IZERE T %, [Quencher] IZTDWVTIE, TTAMRAL IZEEET b, F1=. Passive
Reference] (& TROXJ [ZERET b, TV E— FOHRFEIX 9600 emulation E— K %EIRF
%, Sample Volume] (& 25 pL IZERET 5,



3.3 PCR g
EEICTL—brEEY L, REET—2OMYAHERFBT S, REFHITLUTOLES
YTHB, 50C - 2HMOEHTRIFL-E, 95CTI0NEMEL. Ry FRE—FMET
RIGZERIET 5, LT, 95C - 15 ¥, 60C- 12EZE1HA4UIILELT, 4591491
DIBERE 4T 5. Remaining time NOREHE > TSI L EHRAL. REERTIHET:
&, AERROBINEITD,

4. FEROEM EFIE
MR ZBETFRANEBREVOANEEEGFRAMEARO VT NICONTE, BROFIEE

Amplification plot £ TG IEIERR E Ct EDHEFE. KR U multicomponent £ T®D

HERANBRHARDOHNEE (FAM) OIEHEHMMGIBRMEOREREEZL > TIT3. 7.

BIEFHMEZ AREARERIZH LT HE T Amplification plot b IZHE$EA %A A IR $R HVRE

REINEHEICE., BEFHBAKGHEZER S, RVT, R—RX53140&23H1 76

1554 VILTEEL. ARn D/ A AEORKED LAIT, RFE L -EHEKMN LB R

ET% % Threshold line (Th.line) &L TO0.2(Z%ET S, 1=F=L. Th. line A/ 4 X

EHEHRNTRVBIEHRRERDSEEIE. Ehb XD 5% VE D Th. line ZBEHRET

%, Z® Th. line 5 Ct ENFONLINENEHBITT 5,

2 Ji{TCHIE Lz DNASB®K 1 RICDE. 27 /LT TEE L -REMEEFRA

HEBREUHBZ B TFRINABROER.

(1) RNEUBGEFRAZBROIRTOVIILTA43XREFED CtiENEON, HhD, itz
BERFRIBBOTATOY TILT 43 RiED Ct ENFLONBEICIE, HERFHBTE
EFHEBRAKRBEEHET S,

(2) KNEUBGEFRAZBROIRTOVIILTA43EXEFD CtiENELON, HhD, Mtz
BERFRIBBOTATOY TILT 43 RED Ct EAFLNEMEEICE., BT
BERFEBZAREEEHET 5,

(3) HNEMBGEFRABBROIRTOVIILTAIXREFD CtENELON, HhD, BIEF
B2 ARAABROIRTOVIILT—HLEBRABRONGVGEICE. BE. BA
MAod T1 HEFHEEDNA O - FE) UBROREZITVDHIET 5. BEHLE - 15
HEZ1To=DNAKHRICEWTHEGFHBZARBGEOHENF o NG MEEICIE,
AFHEHENS DARREEICKDBRAEITEEET B,

HHE. LRHEICKYEGFHBZABENHIE S NFERIC DL T multicomponent &
fEfT L. BT FAM OENEEDIEHBHBMTIEMAHETE, ROX DENAEE DAL
TS FAM OENXBEDBONMNI EENLZ N LEHERT S, -, REMEGTFRAE
BRICTAOGCEL 1D TILT 43 RKFED Ct EAFT LN DNARMRIZOWTIE., BE.
BiAMNLD 1 FFHX DNA QL - FFE) LBOREEZTL. HET S, BEHE -
BHRZTo=DNAEMRICSEVWTHARENEGFRAGERICTOLGCEL 1)L T43
KD Ct EMAFONGEMEEICIE,. KB SDARBREBEZICKDIBRHAETEELT S,



