BERYYTRUOA VT R ABFICE T SEGFREBRAKOREE

ABEEE. BERODYYTRUA VT I ADEFEXNRET S, GM quicker 2 (NIPPON
GENE #) Z#RU\., 1#®AEN 5 2 RETDNA i - BRI 5, §oni- DNARHEZ. A
EEEFRERATSAv—x - TO—JRUHBAKRBREGFRER TS/ <3—% - 70
—JH#RAWV) 724 LPCRIZEEL. AEMEGFLEBRZIABREGFOREDAIRICK
Y, BEFHBAKOEREDEEZYET 5,

1 BEFHEEDNADHL - HR
1.1 EBFOME

IRE LYY T RIEA VT I ABELHSHBAICHROEBAMERYERE, RAICMthoft
BEUNGEWC EEHREL, BEAICDEGHNHZERL., REICEFI—T 1 VI RUEH
WENEISNATWSIZEEE, 1%SDSARTIOENS%. ME/KT3ME) VAL, 65CT2
BREIRSE D, BFATSICERL TOWRWNMESIX, BIZ65CTHERESE S, TDE. 7
—F3)L (TLY—T700G (1 T4 =%) RIFZOEER) FEAVOHLULMRRT S, 13
BAMERRKIZEST-3 DO EDNAHE - FEIREICHT 5, —EICLEEMRTELMGEIC
(F. BEEICHITTHRT 5. MRMETIEELAMEBET S,

BH. BHEOI I R—3 02851260, BREBORECFEAFEORIRLICIE
TRRETAHIE, AVAIR—2aVERLET H5EHORERICONTIH, BMILITBEEA
BEWMKEEEHMIt 42— (B - HMITBGEARMKEBEREEM 4 —) D TJAS
SWHEBRNVFTv) EETFHBABRRE - v =a7/L FHETESR) a2 IR
—> 3 UhLEiRl E5EICTHI L,

1.2 FEFMEYH 5 DODNAHLE - FFE

A1 AICODE2RETEET 5,

BFREM1 gZ2RUIFLUEEEEGOmL DITEYIRY. GE 1 8% 5mL.
RNase A (100 mg/mL) 20 pL. Proteinase K (20 mg/mL) 20 pLZMZ. RILT VI RXRIF
H—T30MMES L=k, 65°CTI6NMHMEY 5. GE2-K EE&K625 nLEMA. RILT
VO XAIXY—T30WHEET S, RMUVITRBDLSBEXET T )L0—5(12&Y 4,000
Xg, ERTIONMEOABT 5, LFE 1 mLEHEL5mLEY Y TILFa—TITHEL.
DD BRERIZ K V16,000 XghlE, BRTS5 MEERDAHT $. LIFT00 pLEFT1-772.0 mL
BYUTINFa—TIZHE L., GBIEERK260 LR/ Y FOE/LLF7ILa—)L 260 uL%
L=, 10~12[EEEIRFIT 5, iBE %600 nL% Spin columnlZ & L =&, ZEiD7D B
HIZkY16,000x gl b, BRT1AEEDLDET & (BESKICHENEL, LELDFEET
[E£Spin columnZ @& LY 54 LMES. 20,000xg, ERTS5AMEEOLBT 5), AHRE
$£T. Spin column [ZGWHEENR650 uLEMA ., EDDBESEIZ K Y13,000x gl L, ERT
1 9REEDS BT b, Spincolumn ZHEH1I5mLE YV TILFa—TIZFHEL., REEE
K50 uLZEMZ ., BB TINMEBHBET 5. BOOBEMICEY16,000x gkl b, =BT 1 2E



DAL, §on=iAH&REDNA HMERET B,

2 DNAFEMERFTODNADME DML U ICDNAFHZDRE R N RF
2.1 DNAFRHEBZEFDODNADFEDHER
DNAKHREBRDELEZNY . REZBKZAVTEERR L. 200~320 nmDEFE T
LRI AR FLZFEBIFEL. 260 nmBE U280 nmDRHXEFELERT 5, XLVT260 nm
DR E1.0%250 ng/uLDNAE LT, DNAREZEH T 5, £72260 nmDIIE & 280 nm
DENEDLLZETET 5 (A260/A280) , DAL T~2.0015E . DNAA+HICHER A
TWBIEFTTH, LT~2.008EENTH - TCELRBUEDELLBEFEITEILL,
NHEREERE, RAEATEEICLKYBUGAEICET SRERVEEBNELST120.
FRTHIEBICK>THRET S,

2.2 DNAEMRDFABRUVRET
FiE 7R L -DNAKMREZ HEZARBKTHERL T20 ng/uLICFAE L. DNAKHK L
95, DNAGRHRIF20 LS L ITH =<4 U OB ECHER. —20CLULTTHRRET
5.7 EL-DNARB R RBRELICHEA L. BRANIIE S LARIIREEITRET S,

3. 7% 4 LPCR (ABI PRISM™ 7900HT*) %R\\l=EPCRi%

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

R BEFRABAELTFI AV IST—EF AU D4 ILR3IFSTOE—4F —EEFESI
EFRMT DTS4 —xt- TO—7T P35S RU7H AN TY DL -Ti 75X KNOS
A—Z 32— —BEFERINERMNT DTS4 v—xtF0—T INOS ter] ZRL 5,

Ffz. REEEGFRIA L LTE, YU 5 0EYHE18S rRNAEBEFERINEZHRINT 5T
SA4T—xt 7A—T 188 rRNA] %. 41 U5 I A DRNEMECFERINERMT I T4
<—xt - 7A—T7 [PvSR2P| #AW5%, T34 7—xt - TA—TDEBERINIEIUTOESY
ThHd,

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

O 35STRE—F—EIBRMTSA4<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

@ NOSA—IR—4—FEHIBM T4 <—xt - TO—T ITNOS 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

@ 18S rRNA EEFEIIHEM TS5 4 <v—xt - 70— M18S rRNA 2]



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 GTATTT CAT AGT CAG A -3 TAMRA

@ A TR ANEREGFEINRM TS A4 <v—xt - TO—7T TPvSR2]
PvSR2-F: 5- GTA GAG TTC ACG AAA GAA TAT AAT G -3
PvSR2-R: 5- CAATTC TTA GAA TGAAGG TTT TGC AC -3
FEI-P: FAM 5- AGA GTG TTC TCA AAT CAA CAA TTA GAA -3’ MGB

3.1 PCREAR&HDAS

PCRARIGEIE. RDOFIEIZELY . 25 xl/ 7 T IVIZHEE LS ICERART B,

19 )LE-YDREDHEIL., TagMan Universal PCR Master Mix*112.5 L, ®& 7
SAT—/AEE (8T 54—, 25 umol/L) &0.5uL. HRTO— T (10 umol/L) 0.5
pL, BEBMAKS S uLET 5, I ZHBRAMKICKH CLESZERE L. PCRADPre-mixia
BEERLT, £ L2225 uLT D3 E L%, EDNARE®2.5 uLEHMT 5, PCR
DT RIGKE L TDNAEBKREMA LG VLDLERICHRET L, BERTER, B
ENS =L, REBIZVIILEZRAT S, COEE. LOAFLLLELS. EHOY—
DOTRAT7 TV r—42—%A0, FBRETI. RRICVIILDODEZHEL. RICKELH
5BEIE. TL—FOBZEEIMNTREZFIRVTE L, TL— FDO#EEREE. ABI PRISM™
Optical Cover Compression Pad“Z#HXEBODEMNLIZH S LS5, TL—rDOLEEICEY T
%,

*1 TagMan Universal PCR Master Mix

AERFHENT VO, BEREZITOIRICE. EEIEXRICTHONES LS ITEET
50 FHRTHNIE. PCRAIEFLVWHBLMEELH D, FIERNZITHTE BHR.
AEVED UL, BREAHBEOEIZCEO TELWTHLERT 5,

*2 Non-Template Control (NTC)

DNAGHBEDHFMOEE NTCIZ[EDNAFKBMROA LY [CREZEBKZED T)LIZ2.5 uL
w™nY 5,

B ITILTL—k, Y=, RU, =TT T r—8—

MicroAmp Optical 96-Well Reaction Plate (Life Technologies 1) . & U, ABI PRISM
Optical Adhesive Cover (Life Technologies ¥t) ##ERHT 5, v— ) U F DFEHMIZDL
TIEERMABOY =2 T7ILEBEDI L,

*+ ABI PRISM™ OQOptical Cover Compression Pad

ABI PRISM™ Optical Cover Compression Pad (Life Technologies ¥t) R4 %,
BHE.20EULEDBRYRLFERIE. BIEHERICEEERITI AN HDI=5H. #IT5HZ
& . Applied Biosystems 7500 TIZfER L7ALY,

3.2 FL—MEHROKRTE
RIGIZBLTIE, TL—MEROBREZTHRITNIELZS AL, REZTSEBE. BIK
DERELEBEERVIO—THETHD, EAMIZIEFR—FET, SARLETL— FDE



BICRIET DLIICKREMITENS, BIEDFESFE (INTCJ : Non-Template Control,
MUNKN] : DNA BH#R) OREZEITS. T-TA—T4MHICE L T, MReporter] [ZDLY
TlE TFAM] I25RE 9 %, [Quencher] IZDULVTIL, 35S TOE—4 —EEHIHRAHER. NOS

— I R — A —EIRMFABREUH Y4 18S rRNA BRI TIE TTAMRA), 4 >4
VI ARNEHEGEFEINRMAE TIX Applied Biosystems 7900HT D iZ& (X [Non
Fluorescent ], Applied Biosystems 7500 D& & (X TMGBJ. StepOne Plus DEHE (X
NFQ-MGBJ [TZENENEEFET D, Ff=. Passive Reference] (& ROX] IZERET S,
S UF— FOERFEIL 9600 emulation E— FZFEIRT %, [Sample Volume] & 25 L [ZE%
EI B

3.3 PCR &g
LEICTL—brEEY L, REET—FOMYAHERET 5, RIEFHEIRDESY
TH5H., 50C * 2HHDEHTHERIFLI=%, 95CT 10 49MMEL. Ry FRE—FETR
IGZERIRT 5, RULVT, 95C - 30 REIREFR. 60C- 1EZ 14 U)LELT, 45654
I IIDEIERIEZETTD . Remaining time MORELH>TWA I EZFHREL., RIGEKRTS
H-&. AERROBNEITS.

4. HEROFEHEHE
HRZEGETFRAABRRUVAEEEGFRAMHARO VT NICONTE, BROFIEE

Amplification plot £ TG IEIERIR L Ct EDHFE R U multicomponent £ TDxt

SHABRBROHNEE (FAM) OEHBHWGIBEHROREREL >TIT5. 9. &

EFHR Z AR ERERIZH L TH R T Amplification plot (2 e ¥R A2 1B IR ERFR AVRERED

SNEEBICE, BEFHEBRZABEZR S, RVT A—RS54 023147 Lhb 15H

AJILTHEL. ARn D/ A AMEDRKED LAIT., LE L =155 BN IEIEHME L TR

1% Threshold line (Th. line) & LT 0.2 IZERET b, f=7= L. Th. line H'/ 4 X154k F

B THEVVBRHR LD DHEEE. Tho RO B%LNE D Th. line Z@BEHRET 5. €

@ Th. line M5 Ct {ENGONENENERENT 5,

2RATTHE L DNAEKMKB 1 RICDE. 27 o /LIEITTER L -REEETFRA

HEREUHBRZECFRAEBROER.

(1) REMHEGFRAFABOETOV IILT43ERED CtENELN, MO, 2 EE
FRAFABRDETODI TILT 43 KiFED CtENFELN-IZEICIE. BZAMITEETFHE
A AEEEHET B,

(2) REMEGCFRANFABOETODY TILT43ERED CtENELN, MO, 2 EE
FRAFABRDETOD I T/LT 43 KiFED Ct ENEFELNGVMEEICIE, BEAMITEERTF
B2 AR LEHIET S,

(3) RNEMBEGFRAFEBROETOVTILTI3RED Ct{ENFELA. D, BEEFHE
ZHRBAFRBROETOVILT—HLULEBERAFEONLGWMERIZE, BE. RAMLLD

M1 F2BFH% DNA O - FFHR] LBOREZITVDHIEY 5, BEHRE - BRZT-o
= DNABEHRICE VT LEGFHRBRZAKBEDHIEN T o NG MEECE,. Rt#H
SDABREEICEDBRHIEITREL T B,



HH. LERHIEICEK YERFRBEZEKEENHIE SN FERIZ DU T multicomponent %
fEfT L. BT FAM ORNMEEDIHRBEHMLIEMMNHETE, ROX DHINLERE DAL
TREAS FAM OENXBEDBONMNE EEAL N EEHRT S, T, AEMBEEGFRANFER
[CTHECEH 1V TILT A3 RED Ct EEANF LN DNARKFERIZDOWTIE, BE., #&
AMhoD 11 FEFHE DNA O - FR LBOBELZTL. HET S, BEHME - FR
ZiT o~ DNAEMRIZEVWTHREMERFRIFARICTOLCEDL 1T TIL T3 RED
Ct ENB LN VMEERIZIE. AREISOERAREXRICKIBRAMITEELET S,



