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TB Green Fast PCRMix I&. A >V Z—HL—2—&EICLB VT IVE A L PC(REBRETY, AERITE
HIGICE LTeZ A Tag DNA R X 5 —+1 L Tag Skl &E{6 L RISTKREREEEE 5T & T
T7AR—FAI—DHEEEEMEVERRBEBLWEAF I v I LY I TOEEEZ—7T Y FDE
B, BHEEERMELCRBALET, . MEM RNase H TH 5 TliRNaseH #H 50 Ceh 2X LI v
7 AAERITHRMLTE Y. DNA Z#HE & LIHEDTRE mRNA IC K % PCR RIGFEE Z 1R & THi
FITEET, BRERGEERDHRICEWPPRODEZ—F v P GCEHEEDEVZ—F v MIEN
J5 L PCRIEEMBICEHBNMERMEARLET, 2XBED T LI v I A2 THET VT IVEALED
2B LIGEEDA V2 —HL—2—TBGreen #H5H LHEATH Y. RIGKDARHEE
T9,

AE OB
+ Thermal Cycler Dice® Real Time System Il (& 31— K~ TP950/TP970/TP980/TP990)
+ Thermal Cycler Dice Real Time System // (&5 3— F TP900/TP960 : #£7%)
+ Thermal Cycler Dice Real Time System Lite (8§ 2— K TP700/TP760 : #&7%)
+ CronoSTAR™ 96 Real-Time PCR System (845 30— K 640231/640232)
+ CronoSTAR Portable Real-Time PCR System (&g 10— K 640245/640247/640249)
+ Applied Biosystems 7300/7500 Real-Time PCR System. 7500 Fast Real-Time PCR System,
StepOnePlus Real-Time PCR System (Thermo Fisher Scientific #t)
+ LightCycler 96/LightCycler 480 System (Roche Diagnostics #t)
+ CFX96 Real-Time PCR Detection System (Bio-Rad #1)
+ Smart Cycler System/Smart Cycler Il System (Cepheid #1)

I RE

AEETIE. BEE Tag HS Ic £ % PCRIBIEZITVE Y, PCRIBMREMIE. TB Green (T

KWITIVEALTEZRZ) VI TEET,

1. PCR
PCRIEIEHE DNA O 5 BN DEGFIH DHZIEREEHEMTY . DNA DE
B TI3AR—DT7 =) DNARU XS —EICLBBRERIED 3 ATV
THroBmdIREIYA7IVEL. ThZERYIRT ZET. BREDSBICEN
BIEFETA Z 100 AEICE TBIRE €2 T ENHRET,
ABRTIE, BIBITRY b X2 — b PCRAZRR Tag DNARU XS —EZEAL
TWBTed, RIGRAMEGESAVIVEIDIRTSAIVIRTSAIR—44
R —ICHRT HIFERNBIRZH ST EHTE. BREDRENAREICEY ET,

2. HARHKE 1V 52—hlL—2—%)
“AHDNA BT BT ETHEAZRT BaE (1 2—HL—%— 1 TB Green
B E) ZERISRICMA. BIEICHSENERET SHETT,
RUAT—ERISIKEODTERETNEZABEONA LA Y Z2—AHL—2—HEE
THE HAZELEY., COHGEEERET S LT EERITTHCIEE
DNA DR REZAET 5T LEHTEXT,

1) B ® © 18— HlL—5—
TS5~ p @ s
T TT F F
] 1 1 ] L 11 ] L1 ]

3 FRRRG
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Il. A% [40 [E (RR430S) .~ 200 [E (RR430A). 50 ul RitHk]

&5 30— F RR430S RR430A
TB Green Fast gPCR Mix (2 X conc.) *1 Tml Tml X5
ROX Reference Dye (50X conc.) *2 40 ul 200 ul
ROX Reference Dye Il (50X conc.) *2 40 ul 200 ul

%1 WRZEEA Tag HS. dNTP Mixture, Mg2*. TliRNaseH 3 & U TB Green &5,

*2 1 Ap

plied Biosystems D 77 )L 2 A L PCREBHZ E. U T IVEDEN Y 7 FIVOFEIESE

TORBECHT BEEICERALET,
@ ROX Reference Dye (50X) & #INY B 1kiE

- Applied Biosystems 7300 Real-Time PCR System (Thermo Fisher Scientific #1)
- StepOnePlus Real-Time PCR System (Thermo Fisher Scientific 1)

@ ROX Reference Dye Il (50X) Z 0T B ikiE

*

« Applied Biosystems 7500/7500 Fast Real-Time PCR System (Thermo Fisher Scientific #1)
DR EDL G TS

- Thermal Cycler Dice Real Time System Il (8& J— K TP950/TP970/TP980/TP990)

» Thermal Cycler Dice Real Time System // (8583 — F TP900/TP960 : #&5%)

- Thermal Cycler Dice Real Time System Lite (& 3— K TP700/TP760 : #£5%)

+ CronoSTAR 96 Real-Time PCR System (&5 31— F 640231/640232)

- CronoSTAR Portable Real-Time PCR System (&g 20— K 640245/640247/640249)

- LightCycler 96/LightCycler 480 < X7 Ls (Roche Diagnostics #t)

+ CFX96 Real-Time PCR Detection System (Bio-Rad #t)

+ Smart Cycler System/Smart Cycler Il System (Cepheid #t)

ARMUMNMBEGRE, R (FEL0)

1.

2
3
4,
5
*

. &%=
4°CIRTE

)77V 2 A [ PCR Z{& (authorized instruments)

. BARISF1—THBWNETL— b
. PCRATZS1<—*3

ERRRIK

L RABERY bBLUOFvT (-7 L—TWEBLIDHD)

3:UTIWBALPRATSAR—DRAHEE. VL1 TZAI—RKEHDOWTY
HTBRAEEWL, EM ITA TY M OV A 2T AR Y
04 X+ X OBEGFERBIRAIRD ) 7 V2 A L RT-PCR 754X —DRET -
BRICIE. BHDA > F A VIREKR & FX Y AT L [Perfect Real Time #7/R— b
AT L] DTHBEHRENZLE T, (https//www.takara-bio.co.jp/research/prt/)

64 BRE

BEEHLTLIREN, Efee AVEIR—2 3 VITETERLTLREL,

EHREDREIF. — 200CTRELTLREETWL, WotASRERIBALcF 1 —71F 4°C
FREL. 6 nBEBRICSHERCIEEL,

LHAZINA TR
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Iv. ¥R
1. U7 A LPCRICKY | BIGFORM. EEZTENDIEHICITD T EDFBETT,

2. TBGreen BH5H LHZI VIR LTH B 2Xconc. DS LI v I ARETY, 754
=TT L= ERBRREKEMZ BT TA 2= L —2—&ICKD )7 IV
BZALPCRETSOCEDNTEET,

3. PCRICIE. BERISH AL EDERE TagHS BV TWET, Ny 77 —RiFV
T7ILZA L PCRBICEBLENTWVWS T BIENEA RS  BRELRRHEHNTEXT,

4, IXTL 2wy AR, MEWME RNaseH TH 2 TliRNaseH #H5H CHFRML T
WX T, (DNAZEHTLE LIZIZED. %7 mRNA IC K% PCR RISPEE % 1R & T
LEY,

5. BRERDEERZRRT 2 Llck) . PRIEEEWMEICHT 2BMMELH A LELTL
£7.

V. BELOEE
FEREFEATREA0IRFRTY. FANICBTERH LT,

1. U7 V3 A Ls RT-PCR Z17 D BROHFEE R IGIC I

« PrimeScript™ RT reagent Kit (Perfect Real Time) (845 3— K RR037A/B)
« PrimeScript RT Master Mix (Perfect Real Time) (&& 31— K RR036A/B)

DERZPBSH LET, AEZEBEEETERT S EICKY., EEEDEWVVERA
BBTENTEET,

PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time) (845 21— K RR047A/B)
EDMEEEIE. RISFARELZZFBEDNHVETDTHEEDH LELA.

2. ﬁﬂ%ﬁ#tdi\ AN THEOVESEOHICERREE L. SEZH—CLTHoFERLTL
TV, AFERICRY D DS E+9 Elif"\l‘ib‘ SNGLLBEVET,

/"J'\)I/T v I AL BREIEITOEWTLIEE
%58, TB Green Fast qPCR Mix (2 X conc.) 72 20 CRELBE. REFRICEE~
BERHEOXBREZELSTENHVET, BCFTRDSH. EXLTERICLIESLC
BUWR, GRERT AT ETREITABLET,
EBEHOECTEEF LTI, AEERICRBYDTELEIDOT, BTH—ITEELTHST
ERIEEL,

3. RIGKRBEEFICIE, FHEZKEITENTZEW

4, RBIFFA > Z2—HL—2—TBGreen x5 A TCWVWE T, RISKAHRFICTRONHE H
ThREWESFELTLEETY

5. RIGRDFAR, DEZETOEEFBTHLVT A AR—FTIVF v TZAN Y7
IVEDAV R Zx—2 3 v EBARBEL T REN

2AZINA F AR 4 50— K RR430S/RR430A



VI. $#4E

[ Thermal Cycler Dice Real Time System lll (// & U' Lite : #85%) ZRW 3B DBRESE]
3% Thermal Cycler Dice Real Time System DEURERBAZICHE > TRIEL T EELY,

1. FERITTRY PCR RIGKREZ ARG B,
<1 Ritbdizt) >

BiE S fERE RHRE
TB Green Fast qPCR Mix (2X) 12.5 ul 1X
PCR Forward Primer (10 uM) 1 ul 0.4 uM*1
PCR Reverse Primer (10 uM) 1 ul 04 um*1
template (< 100 ng) *2 2 ul

TEFESIK 8.5 ul

Total 25 pl*3

*1 ! FRTTAI—EEIF 04 uM TRWERDMESNDIZENZ LD, RIGH
ICREN DB & FIE 02 ~1.0 uM DEFH TRETEERZIET TS LR,

*2 @ template FRPICEET B2 —7 Y FOOAE—RKICKVELRD, REFR
L CEYGRINEZEESTT 5. DNA template 100 ng U TERWS Z EHE
F LU, Tz, RT-PCR T cDNA (RT Rf5i&) & template & L CTHINT %35
BlE. ANEZ%Z PCR RISKRBED 10%LUTET 5,

*3 . RIVREIE 25 ul BH#EE

2. RIGZEBET B,
PCR KItnlE. FBD¥ ¥ MIVPCREZREZOMI— LTSI CEESBHLET,
FlFcoyOora—/bEFH L. BREITGECTPCREGEEEBILL TLIEETL,
TMEMEDD TS A X—HE T+ MU PCR TORIGHE LWLIBEEITIEF 3 ATy

7 PR EZFTVET,
“v bIVPRZETO RI—)IL
S:u::m H?Id 1 2 Step PCR . 1 D\sso;ialmn .
1004 Hold (FIHEAZ14)
\ \ / Cycle @ 1
’ 95°C 30#
51 2 Step PCR*4
Cycles : 40
95°C 5#
Lk 60°C 10 #
Cycle 1 40 1 . L.
T (deg) 950 95.0 50.0 95.0 50.0 950 Dissociation
Hc;i ;‘mc.j\g‘:f} ooDao ooDos o o 00D15 oo[.lao 05
*4 . PREMGEEBLT BIHFEIE 12 RX—I D IRERZHDREU S & THERR
fEELy,

X ERLOEE

AYBIERA L TWBERR Tag HS 13K A 5 —E5FMZIH S 24 Tag A ZFIA L
feRy b X2 — PCRABETY, DR B2 TDKRY F X2 — b PCREEERT
B3 PCR RISHTD 95°C (5 ~) 15 DOFEMEALA T v TI3IT0HEWTLRE L., HEMNE
DHIIBZ A S EBEERFEDMET L IBIRME EEBEICHEZRETERLIH Y £,
PCR RISHIICHELDHIAZ M Z1TDHETH, BH 95°C30 W TRN T,

3. RIS T, BRI C R ZHEE L. EBZ1TOHAIIRERZFNT 5.
A5 541%. Thermal Cycler Dice Real Time System DEUREREAE & S BB 2T L,

2AZINA F AR 5 50— K RR430S/RR430A



[ Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System &5 & U StepOnePlus Real-
Time PCR System Z B\ 3155 DRIEHE ]

M EEBEORIKGIAS ICIE> TRIELTLIEEL,
1. FRITRYT PCR RISHRE ST 5,
<1 Ritbdizt) >

BiE S fHE FRE &KERE
TB Green Fast qPCR Mix (2 X) 10 ul 25 ul 11X
PCR Forward Primer (10 uM) 0.8 ul 2 ul 04 uM*1
PCR Reverse Primer (10 uM) 0.8 ul 2 ul 04 uM*1
ROX Reference Dye (50%)orDyell (50%)*2 0.4 ul 1T ul 1X
template*3 2 ul 4 ul

TREFESIK 6ul 16 ul

Total 20 ul*4 50 pl*4

*1! ®RTTAR—IBER 04 uM TRWERNMSOSNBIZAEDZ VD, RIGH
ICRIEN DS EEIF 02~ 1.0 uM DEE TCREGREZRT T 5 LR,

*2 . ROX Reference Dye Il (50X) |&. ROX Reference Dye (50X ) & Y BE HE
CEREETNTWLAS, Applied Biosystems 7500 Real-Time PCR System 5 & U
7500 Fast Real-Time PCR System T#&#r9 17& I, ROX Reference Dye Il
(50X%) ZfERY %,
StepOnePlus 35 KT 7300 Real-Time PCR System (i, ROX Reference Dye
(50X) ZERAY %,

*3 ! template FRPICEET B2 —7 Y FOOAE—RKICKVELRD, REFR
L CEHGRIEERETT 5, 20 ul H7zt) DNA template 100 ng LU %
WBTEHEE L, Ffe. RT-PCR T cDNA (RT RI&5iR) % template & L
TAHANMY 3561, HlE% PCR RIGKRBED 10% U T ET 5,

x4 BREBEOHRREICE S CRART %,

2. RISZEBRT S,
PCR SIE. FEDT v MUVPCREZEIOMI—ILTITIS T EEFESHLET,
FlFcoyOrd—/bEFH L. BREITGECTPCREGEEEBILL TLIEEL,
TMEMEDD TS AX—EE. ¥ MU PCR TORIEHE LWMERICIE.3 AT Y
TPCREITVE T, (PCREFZEBE(LT BHBEIE N2 RX—I DI RERZHGDEVA |
HTBBEEW,)

< Applied Biosystems 7300/7500 Real-Time PCR System. StepOnePlus >
v MVPCRIZETO FO—)L

Stage 1 : ¥JHEZ 4
Reps : 1
95°C 30 %

Stage 2 : PCR R
Reps : 40
95°C 5%
60°C 10~ 15 %>

Stage 3 : Melt Curve

*5: {HFY SFilter (FAM, ROX) #32#4R L C. Z DFilteric K B & HATRE Tz &%
FERERAICERTE LT K 12X LN, StepOnePlus (3 10 M ODRENEIRET T,

2AZINA F AR 6 50— K RR430S/RR430A



< Applied Biosystems 7500 Fast Real-Time PCR System >
“x bIVPRIBETO RI—)L

Holding Stage
Reps : 1
95°C 30%
Cycling Stage
Number of Cycles : 40
95°C 3%
60°C 12~ 157 *6
Melt Curve Stage

*6: {HTY SFilter (FAM,ROX) Z3&4R L C. Z DFilteric K A& H AT RE Tz &%
EREEICRELTLREWL,

XERLEDEE

AERITERA L TWBERR Tag HS 13K A 5 —E5EMZIH S 24 Tag A ZFIA L
feRy hRA2— b PCRABARTY, DL FEH2 A TDRY F X2 — bk PCREERT
B TE PCR RISHID 95°C (5 ~) 15 BOEMHLR T v FEThiENTLREL, HEUE
DEIRZINA S EBERFEDMET L IBIRME EEREICHEZMETERLH Y £7.
PCR RISHIICHRDAIAZ ML Z1T SHE TH. BH 95°C30 W TRN T,

3. RIS T, EIRhiR & RUARERIRZHEEE L. EEZ 1T O BOIIREREIFNT 5.
FRITS AR, BERBEDIIRGASZZ B8R LEL,

2AZINA F AR 7 50— K RR430S/RR430A



[ LightCycler 96/LightCycler 480 ¥ R 7 LE R W358 DEESE]
HBEREDEIRFEAE > TRIELTLEEL,

1. TFEEITRY PCR RIGRZEART 3,
<1 RIbdizl) >

ik S fERE RHORE
TB Green Fast qPCR Mix (2 X) 10 ul 1%
PCR Forward Primer (10 pM) 0.8 ul 04 um*1
PCR Reverse Primer (10 uM) 0.8 ul 04 uMm*]
template (< 100 ng) *2 2 ul

TEFESIK 6.4 ul

Total 20 ul

*1 ! BRTTAR—BEIZ 04 uM TRUVDERDMESNBHBEDZ VD, RIGH
ICREIED DS EEIX 02~ 1.0 uM DEE TREBETREEZRITH LR,

%2 template ARPICEET H2—7 v FOOAE—HICKY BG5S, EBREFR
L CEYERINEARHEETY D, DNA template 100 ng U TERWNS Z EHE
£ LU, Ffz. RT-PCR T cDNA (RT R5i&) % template & L THNNYT %15
Bld. FMEE PR RIGEBED 10%UTET B,

2. RI%ZRIRY %,

PCRISIE. TN ¥ MIVPCRIFETO M IV TITO T L2 B8BHLET,
FFRco7orI-bERH L. BEITSCTPREFZEB(LLTIREL,
Tm EMEDD T Z A =75 E >+ bIL PCR TCORISHEE LLMZEICIE. 3 AT Y
TPRZITVET, PREBZEBLT HHEIE. 12 X—T D [REREMHDRERV
H1ZTBEREED,)

< LightCycler 96 >
> v bIVPCRAZETO FO—)b

Stage 1 : ¥IHAZ M
94°C 30% 20°C/#%#
1914710

Stage 2 : PCR R
94°C 5% 20°C/#
60°C 10% 20°C/#
40917

Stage 3 : RfRERIR DT
95°C 0f 20°C/#
60°C 15% 20°C/#
95°C  0# 0.1°C/#

2AZINA F AR 8 50— K RR430S/RR430A



< LightCycler 480 ¥ X 7 s>
“x bIVPRIBETO RI—)L

Denature
94°C 30#% (Ramp Rate 4.8°C/sec.)
19147
PCR
Analysis Mode : Quantificatio
94°C 5% (Ramp Rate 4.8°C/sec.)
60°C 10# (Ramp Rate 2.5°C/sec.. Acquisition Mode : Single)
40517
Melting
Analysis Mode : Melting Curves
95°C 5% (Ramp Rate 4.8°C/sec.)
60°C 14> (Ramp Rate 2.5°C/sec.)
95°C (Ramp Rate 0.11°C/sec.. Acquisition Mode : Continuous.
Acquisitions : 5 per°C)

19170

Cooling
50°C 30#% (Ramp Rate 2.5°C/sec.)
191470

KEERLEDTE

AERITERALTWBEER Tag HS (R A S —E7EMZEIT 24 Tag A ZFA L
feRy hX2— PCRABARTY, DL FAEH2 A TDRY F X2 —k PCREERT
ETE PCR RISHIND 95°C (5 ~) 15 BOEMLRA T v FEThiEW0 T REL, HELU L
DENEZNA B & BERFEMET L ABIEME EEBEICHEZ RIFTERANG Y ET.
PCR RICHIICHERDIAZ ML Z1T5HETH. BHE 95°C 30 W TRN T,

3. RIGR T, IBIEERERMRERZEE L. EBZ1TOHAIIRERZIENT 5.
FRITTEIE. BREBEDEIREAEZ B8R ILEL,

2AZINA F AR 9 50— K RR430S/RR430A



[CFX96 U7 IV 21 Ly PCR R AT LZERAWVBIZEDRIEAE]
KEBOEIRGERAAZE e > TRIELTIIEEL,

1. TFEEITRY PCR RIGRZEART 3,
<1 RIbdizl) >

ik S fERE RHORE
TB Green Fast qPCR Mix (2 X) 10 ul 1%
PCR Forward Primer (10 pM) 0.8 ul 04 um*1
PCR Reverse Primer (10 uM) 0.8 ul 04 uMm*]
template (< 100 ng) *2 2 ul

TEFESIK 6.4 ul

Total 20 ul

*1 ! BRTTAR—BEIIL 04 uM TRULDERDMESNBZHBEHZ VD, RIGH
ICRIEN DS EEIF 02~ 1.0 UM DEE TRELGREZRT T 5 LR,

%2 template ARPICEET B2—7 v FOOAE—HICKY BEE D, BREFR
L CEYARIIEA TS 5, DNA template 100 ng U TERWS Z EHE
F LU, Ffz. RT-PCR T cDNA (RT Rf5i&) & template & L THINT %35
BlE. ANEZ% PCR RISKRBED 10%LUTET 5,

2. RIGZRIET .

PCR RISIE. TEDY ¥ bIVPCRIZETO M IV TITOT L2 BBBHLET,
FFEco7ora—-)bERHL. BEBITGCTPREHFZEBILLTIREL,
TmBMEDD TS A —15E v bIL PCR TORBHEELWBEICIF 3 AT Y
TPRZFTVEY, PREMZEELT 2HEIF 12 X—I DI KREBREZHEDEVF |
ETBREEW,)

v MUVPCREZETO FO—)U

Sample volume : 20 ul
Stepl :95°C 30%#
Stage 2 : PCR Rt
GOTO : 39 (4017 JL)
95°C 5#
60°C 10#
Stage 3 : Melt Curve

XEREDEE

AERIERALTWBERR Tag HS 13K A S5 —E5EMZIH S 24 Tag A ZFRIA L
feRy b X2 — b PCRABARTY, DL FEH2 A TDRY F X2 — bk PCREERT
B TE PCR RISHID 95°C (5 ~) 15 BOEMH(LR T v FEThiENTLREL, HEUE
DHIRZINA S EBERFEDNMET L IBIRME EEREICTEZMETERLH Y £T.
PCR RICHIICHRDAAZ ML Z1T SHETH. BH 95°C30 W TRN T,

3. RIS T, EIRhiR & RURIRIRZHEEE L. EEZ 1T O BOIREREIFNT B,
FRITTTAIE. EBEDIURGBRAEZ BT,

BAZINA FHARK 10 45— K RR430S/RR430A



[ Smart Cycler Il System % L3358 DRFAE]
% Smart Cycler System DEUREREIZIRE > THRIEL T EELY,

1. FEEITTRY PCR RIGRZE AR T B,
<1 RIbdizl) >

ik S FHE &KERE
TB Green Fast qPCR Mix (2 X) 12.5 ul 11X
PCR Forward Primer (10 uM) 1 ul 0.4 uM*1
PCR Reverse Primer (10 uM) 1 ul 0.4 uM*1
template (< 100 ng) *2 2 ul

THETESIK 8.5 ul

Total 25 ul

* 1! BT SAY—BER 04 uM TRVWERDISSNZIHBELZ LD, RIGHE
ICEED DB EEIX 02~ 1.0 uM DEE TRBETREEZRETT S5 LR,

* 2 . template AARPICEET B2—5 v FOOAE—HICKY BB, EBREFR
L CEYGRINEZEIERSTT %, DNA template 100 ng U TERBWS Z EHE
F LU, &z RT-PCR T cDNA (RT ki) & template & L CHRINT 535
Bld. HINE%E PCR RISKRBED 10%UTET 5,

2. RIGF 1—7 % Smart Cycler R O T8 =0, Smart Cycler ity b L. RIS
=RET B

PCRZISIE. FEEDY ¥ MIVPCRIFETO M IV TITO T L2 BB LET,
FFRco7ord—-bERH L. BEITSCTPREFZEB(LLTIREL,
TmEMEDD TS A —TxE v bIL PCR TORBHE LWBEICIF. 3 AT Y
TPRZTTVEY, (PCREMZEBIL T 2HEIF 12 N—I DIREREFHDEVT
ZETBREEN.)

Y v bIVPRFETO R O—)L
Stage 1 : ¥JHAZ M
Hold
95°C 30#
Stage 2 : PCR R
Repeats : 40 times
95C 5#
60°C 10#
Stage 3 : Melt Curve

XEREDER

ARBBIEA L TWBERL Tag HS 1ER ) X 5 —EEMEIHIT 24 Tag A ZRIA L
feRy b R2—k PCRABERTY ., MdDLFEH 24 TDRY F X2 — b PCREEET
BTE PCR RISHID 95°C (5 ~) 15 BOEMLRA T v FIEThiEW0 T REL, HEL L
DHIIBZINA S EBERFEDMET LIBIEME EEBEICKEEZRETERLIH Y £,
PCR RIS DIEE M 21T 2HETH. BE 95°C30 WTRANTY.

3. RISHTH. BIZHIRERIREHIGEHEE L. EE2EZTOHSIIREREIERT .
fRFT A&, Smart Cycler System DEUKEHBIE A BB 2T LY,

BAZINA FHARK M 45— K RR430S/RR430A



EREZMDRUA

HRZM (v MVPRIFET D b O—)) TREFGRGENMESNEVSEICIE. TER0OEE
TTSAR—IREY PR EHDREZIT O TLITELY,

ERFMEEIRICT. RISKHERMECBENEROTAZER L TREMICHIFTLET, mAD/N
TV ADENTRBRR TIILEVRESEE CERGEEH BIRE T,

O RISHEMEN BV REER
- No Template Control TT 54 X —2 14— EDFEAFERIBIEBHE CELN,
- BREYILIN OIS EAIEROE Ly,
O BigghEHE L RERR
BREENH L VBV A IV TREEINDS (CHEHVNELY),
- PCRIBIEZhEL B FEFRIETH S 100%I5ELN) o
[ 754 <—BEDE ]

TIAR—BEERIGFRES LUBIENEROBICIE. UTOLSLEFEABYEYT, RIGHE
KMz EFBIZT AR —REZ T, BIENEEZ LIF2I3 TS/ —REZ LITET,

(T4 —BE) ERE (02 uM) =RE (1.0 uM)

RIGHEE B - 1EL

HEigshe BV =10
ZHZNAFHRRAE 12 8% 31— K RR430S/RR430A



[ PCR A ODES ]
O HiERES 15 B lcls—
(1) P=—U> 5 AREREE TS 3 step PR ICEE, F/ERBIAMIET T &I
&Y. BEDENRET BT EHBY FT. UFOFIETRIET>TIRELY,

[+ MU PCR] T_—)>T /HE 7=/ BE [3 step PCR]
BEZOba-)L BEEATIFS BEETIFS

95°C 5 @] = o9sCc 58 ] 2| o5c 5@ ] | o5c 5B
60°C 107 58°C 10% 56°C 10% 55°C 30 J

72°C 105

N N
EREE (R ERR
IET HIEd

95C 5 95°C 5%

60°C 30 b~ 55°C 30
72°C 30 ¥~

(2) ZHREZ 5°CHS 1CTDRNRCETTIFHZ LICLY, BRBMELRET S LN

HVET,
[<+ IV PCR] ZHERER ZHERER ZHERER
EE o ba—)b TFB T3 T3
- - -
95°C 5®# :| 94°C 5% :| 93°C 5% :| 92°C 5% :|
60°C 10 60°C 107 60°C 10 60°C 10

O RISHEMEZ EIFBITidF—
TV TREE LT A LRIGERMDRET S LODHYET, BIENELD/NT Y

ZEWRLED S, BEETOTREL,

[+ U PCR] 7=
ZETO M- BEE TS
-
95°C 5*’}‘:| 95°C 5%
60°C 10% ~64°C 108

O FERZMEICDWNT
EZEILEE 95°C. 30 M TR TT. BRTSAZI RS/ LDNAGEEE M LICL
WEBITH, IFEAEDHRE. COXGTRIFICRIGTEE T, HRDREICK > T,
95°C. 1 ~2HNREIERT AT ENARETIN. BRENRTEBLEBRDIEER(R
NBBYETDOT, 29U LEDOREIFHRELE B A,

2HZINA T AR 13 45— K RR430S/RR430A



VII. Appendix

1. 753142 —&tHo2WT

U7 IV R A L PCRAZMRMICIT S IIE. RISEDODRWT S AR—%2RFTHTEHEE

TYo UTDHA RZAVITH> T BEMEL KL IFENRIGDET 5ENTS A

I—HFELTLIEELN,

GH. BEb YA SY b, 990 AX0 ZT M) A% O XFRFOBIGFE

WRAFFERD) 7 )V 2 A L RT-PCR TS 4 X —MDERET - BRRICIE. BHA VT4 UBRER &

I AT Ls [Perfect Real Time %7R— b X7 L] *T O CHBAEHERERLE T,

(https://www.takara-bio.co.jp/research/prt/)

¥1: BEh, YXURAL Tw b, 990 4X ZTJ MU, A%, A4 XFXFD RefSeq
BEOERTF £ 72l& Ensembl Plants BEREGFICH LT 7ILZ A L RT-PCRAE TS
AR—DEEFHEHTT (TEXITKIWARZLERLTHEITLET), xF v b
EHEEE T, TBGreen EHICKB ) 7IVZALRT-PCREITOZEDNTEET,
AV RATLEFRALTRT-PCR 7oA/ <X —%5%5t - ERINIEHBEICIE. v MV

PREZETO M I—IVTCRBTEFT G~ 1 R=IBH),
WEEE
| 31 Y 1 X | 80 ~ 150 bp A (300 bp F TIHIHIZATEE)
B7S51<—
RE 17 ~ 25 mer
GCEE 40 ~60% (BFE L& 45~ 55%)
™ Forward primer & Reverse primer O Tm fEAKREL BES5EWNT &,
TmEDHEIX. ERDOY 7 YT 7 TIT,
OLIGO*2 : 63 ~ 68°C
Primer3 60~ 65°C
gl SENITEEDRY HEVEFIIICT 5,

BRI GC U v FHBWIEAT U v FRRECHIEET 5 BFIT 3" KR o
T/C D& (polypyrimidine) (& (F 5,
A/G DEF: (polypurine) 18T 5,

3' RiwEcs!

3 KIGD GC U v FHBWIE AT U FIxEF I8 %,
3 RIIEEIE. G Flld CHEELLY,
3 KRHBED T THAHT A X—IFBFIEF DD KN,

TR

TIAR—ABE LTS A I—RETD 3 base U EDIEHHIET!%Z
BT B,
TZA4—0 3 KiGEILH 2 base U LB T HEFEEE S B,

R

BLASTRETCT S A —DIFEM AT 5, *3

* 2 OLIGO Primer Analysis Software (Molecular Biology Insights %1)
* 3 I https://blast.ncbi.nim.nih.gov/Blast.cgi

% 2HZ/INAATl&. [Perfect Real Time HR— k< A7 L] ISHIE L TWLWEUVERFIC
DNWTH, TTAX—DHAZLEE - BT —ERET>THEVET.
WY T TYA MCTTEXERYET,

LHAZINA TR

14 50— K RR430S/RR430A



2. U7IVZA LRT-PCRZ{TS>1E
77 IL 32 A L\ RT-PCR Z 1T S BRDWEE RIGICIE

« PrimeScript RT reagent Kit (Perfect Real Time) (45— K RR0O37A/B)

« PrimeScript RT Master Mix (Perfect Real Time) (845 31— K RRO36A/B)
DEREHEND LET, AEREESETERT S EICKY . EEEDEWVEREES
TEDTEXET,

PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time) (85 20— K RR047A/B) &
DHEEHIEIRIGAREGDHEEDNH Y LTTDTHEND LT A,

(1) PCR RIS&R%Z FEe DB Y AT 2,
(Thermal Cycler Dice Real Time System R DIHE)
WUTFDOIAVR—22 P EREAR+ anRE L. 225~24 ul $29F9 %,

<1 Rty >

B S & RHORE
TB Green Fast qPCR Mix (2 X) 12.5 ul 1X
PCR Forward Primer (10 uM) 1 ul 04 uM
PCR Reverse Primer (10 uM) 1 ul 04 uM
TEIFEEIK X ul
Total 225~ 24 ul

(2) RIigHEZEDZE LT 1 —TICHEERISEZ 1~ 2.5 pl HINT %,
& D PCR RIGNDBERE RSB DFFAHEIZ. 2.5 ul LFICLTLEEL,

L il

102 3 4 5 8 7 B D 101112130485 1617 15 0202 223 M 252627 202 MIBIETEDN
Cyeles

£ 61 62 €3 64 65 66 67 68 60 70 71 72 73 74 75 76 71 78 79 80 81 82 83 #4 85 86 87 5 89 00 01 02 83 f4 iS5

5 FAM
¥ [ 4 R2:1000 Ef-1045%
Ew Y =-3219" LOG(X) + 30.75 I:l

?25
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0T T
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Initial Guanity

1) 77 ]V A Ls RT-PCR (& ¥ Human ACTB mRNA Z#&H L7z, total RNA 1 pg ~ 100 ng
HHYED cDNA B KU Negative Control & L CHEFRRKAEFR & L,

BAZINA FHARK 15 45— K RR430S/RR430A



VIll. BE3HR

1) FEEN. mfiEz RREFRIM /A FREBETEBLEWN ! IREEEEDTY ]
FEIBEKBOBREEEEDNTY 4 U7 IVEA LEEPCROIOY (2005) p120-126

2) HEEMN, mHEz RBREZFHIMRELS K HH B )77V Z A L PCREERA A
F1[311) U7 IbZA L RT-PCRIEIC K B EEFHITET (2008) p39-43

IX. BIERM

TB Green® Premix Ex Tag™ Il (Tli RNaseH Plus) (845 31— K RR820S/A/B/L/W/LR/WR)

TB Green® Premix DimerEraser™ (Perfect Real Time) (845 31— K RR0O91A/B)

TB Green® Premix Ex Tag™ GC (Perfect Real Time) (45 31— K RRO71A/B)

PrimeScript™ RT reagent Kit (Perfect Real Time) (245 31— K RRO37A/B)

PrimeScript™ RT Master Mix (Perfect Real Time) (5% 31— K RRO36A/B)

One Step TB Green® PrimeScript™ RT-PCR Kit (Perfect Real Time) (2453 — K RR066A/B)
One Step TB Green® PrimeScript™ RT-PCR Kit Il (Perfect Real Time) (&5 31— K RR0O86A/B)
One Step TB Green® PrimeScript™ PLUS RT-PCR Kit (Perfect Real Time) (845 31— K RRO96A/B)

Thermal Cycler Dice® Real Time System Il (&5 31— K TP950/TP970/TP980)
CronoSTAR™ 96 Real-Time PCR System (85— F 640231/640232)
CronoSTAR™ Portable Real-Time PCR System (#§ 10— F 640245/640247/640249)

Perfect Real Time /R— b X7 L (https://www.takara-bio.co.jp/research/prt/) *

¥ EM RTRASY M UV AR ZTMI AR YOAMRXFIXFD
RefSeq B#EEF £ 7zl Ensembl Plants BB FICRH LT 7ILEZ A A
RT-PCRAT ZAR—DEETEH T (TEXICK Y AR LERLTERES
LEd), xF v b EHEE T, TBGreen #&HIC KB U 7 JVZ A L RT-PCR
EIDTEDNTELT,

- ABRIIAEAEE T, b BMNDOER. BARZITICIFERLGEVEL S TERL
EEWV, £ B@R. iR REASRFE L TERLGEVLTIREN,

c BASNAFDERZRBTICHRBOBR - FE. BR - BEOLHORE. EmARRZD
BLEICERT A EIEFRIEETNTVET,

c TAEVRICETRRRIIEHH TV T TAROTZTELEEL,

- TBGreen. Thermal Cycler Dice (&% /15 /XA A KK DEEREIZ CTT . Premix Ex Tag.
DimerEraser, PrimeScript. CronoSTARIEZ AT /N\A AKRAEHDOBEIETT, DM,
AFAEICEHINTWE ML LUERLE LR, BHOES. L3 FREHD
LLIEREFROBIZTHY . TNSIEFBFHREBICRBLET,

HAICODWT ORI ESEEVEhE S
TI7AIVYR—= 314>
Tel 077-565-6999 Fax 077-565-6995
7794k  https://www.takara-bio.co.jp
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