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@ #il5mixaA
AHIREFRFA TB Green HRARIELERT Real Time PCR BIEARA. #l@$ S5 Real Time PCR
MBS RE TB Green, 2—Fh 2X JREM Premix Type i#7], #{TEIWA, PCR & FLRAIECHI+7)
BRI, HRPER TN Tag AR Hot Start ;%F3 DNA BAE§ 7akaRa Ex Tag® HS, 5 Real Time
PCR Fi&& Buffer HE, FILIERUHISIIERFRI4ER PCRYIE, AXKIRS PCR AIUFIERE, AILAHITS
REVEM Real Time PCR ¥ /% A,
BN, AEIGARINT Tl RNaseH (i34 RNaseH), B4 cDNA {E#E#R#H1T PCR R MAY, BILRIFH
HI%IERT cDNA B5%7F mRNA X PCR & R pHIPEE/EA.
AH@EE TR Real Time PCR 8RN, FIMERE HWEEXIFNEE RIFAIMELZ, JTIEERE
HTERES. N, ESMHT. IEES.
B 1. EFTF Real Time PCR &R, BILURER. EfAMI BRIERFTIRN. 2.
2. 1€ 2X SREM Premix 1, F5BH TB Green, PCR RAGRECHIN:, SEANER. 3141, K
EKERNHIT Real Time PCR &R, 1R{EfRIBAE,
3. DNA R&EBEERT TaKkaRa Ex Tag HS, BILGH{T Hot Start 7% PCR ki, B5 Takara 4¥
BIFF EBY Buffer REGHEES. BV IBNE, s ERBEZRS.
4. £ 2X SREERY Premix B, FRSTHRAN T Mid#AME RNaseH(Tli RNaseH), BJLAfRIFHiNH L
cDNA {EA1EMRIFIT PCR R MY, FBF cDNA F15%7F mRNA Xt PCR & MO& AR E/ER

@ HFARRE

KEIRERT TaKaRa Ex Tag HS #1T PCR Y18, @I tUMR LR TB Green RURIEIRE, A%

12 PCR ¥ 1B 28I BT,

1. PCR
PCRIAEZUME DNA #1TBRIFERY BT E. @1 DNA 8509, SIHNB . DNA REEE{E
RTS8 R =TS BRENEE, PIFERERTE A 18 DNA K 100 AfER L.
AHI@TH DNA REBBTERT TakaRa Ex Tag HS, MMiNGITERHIR AR EFEEE T H
314 AR R IR NS " RIF SRR R 18, AXKIES PCR B REE.

2. EREVSLAENE
TB Green 535 DNA B& R R MR, PRAPILOEE MR R AR A TB Green ZLIRE, &
RN PCR P44 182898/,
BARENTE, @id PCR k M4ARINEE DNA, TB Green 535% DNA & & B2, @I
PCR RMLRFRIZOLESEE, A BRERSTERES, RREALUNEYT BER
DNA F ERHIRRARERE o

Primer m
P soemm
F
1. Pz T
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F
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@ HTAE (50 pl KEI*40 %)

TB Green Premix Ex Tag (Tli RNaseH Plus) (2X Conc.) ™ 1.0 ml
ROX Reference Dye (50X Conc.) *2 40
ROX Reference Dye Il (50X Conc.) *? 40 pl

*1 & TaKaRa Ex Tag HS, dNTP Mixture, Mg®", Tli RNaseH, TB Greens
*2  ROX Reference Dye RRAMKIEFL S ZETERNLNESTRE. HIWFERA Applied
Biosystems K Real Time PCR ¥ & {S\G# 1 TSR TAEBIRLE .
& FE{FER ROX Reference Dye fRIEAINES
Applied Biosystems 7300 Real-Time PCR System (Thermo Fisher Scientific)
Applied Biosystems StepOnePlus Real-Time PCR System (Thermo Fisher Scientific)
@ EZFHA ROX Reference Dye Il fRIEHI{YES
Applied Biosystems 7500 #1 7500 Fast Real-Time PCR System (Thermo Fisher Scientific)
€ TEERIERNEE
Thermal Cycler Dice™ Real Time System Ill (Code No. TP950/TP970/TP980/TP990)
Thermal Cycler Dice Real Time System Lite (Code No. TP700/TP760: #£35z)
Smart Cycler Il System(Cepheid)
LightCycler/LightCycler 480 System (Roche Diagnostics)
CFX96 Real-Time PCR Detection System (Bio—Rad)

@ HTEIMAEERFFANR

1. A
PCR35I¥1: SI¥M&IHESE “MIR’
KEK

2. %

BEMNRMIREMER OE

HEBRETIeX (8EXE)

Real Time PCR# #&{Y (authorized instruments)

&AM Real Time PCR ¥ 18{Y

Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System. StepOnePlus Real-Time PCR
System (Thermo Fisher Scientific)

LightCycler/LightCycler480 System (Roche Diagnostics)

Smart Cycler Il System (Cepheid)

CFX96 Real-Time PCR Detection System (Bio—Rad)

Thermal Cycler Dice Real Time System Il (Code No. TP950/TP970/TP980/TP990)

Thermal Cycler Dice Real Time System Lite (Code No. TP700/TP760: #£53)

5¥: {£H Thermal Cycler Dice Real Time System // (Code No. TP900/TP960: #5z) B, iV
fEF TB Green Premix Ex Tag Il (Tli RNaseH Plus)(Code No. RR820A),

O R &=
4°CH{R%E 6 TN Ao
BYRTE, BRTR,

KHRFIBEET-20C. mmmf#EET 4CR7F, FE6 TANAR.




@ FAER
UTAERARNLF SRS, FAF—EIAERIE,
1. fERF, BLTRREGERS, BRrE£58, WHIEERETYSERNREBEE,
(1) BTRIEREH RS,
(2) TB Green Premix Ex Tag (2X conc.)TE-20°CHEMAIEEST4 HBIABBRITUE,
REEARE TEREMEELNE BE L THERIEENESIER.
(3) TMESSHARMATYS. ERRSLTMNESTRT.
2. BEHIRMGEET, HFETF K ERE.
3. AHIRBBEERNLE TB Green, el PCR /AT Rz g5 38 IR ST
4. RINGRAIECH]. NEEIE—EBRAIN (T/5RM) 18k, Microtube %, REBBRITH,

@ FETE
BRI R B R E T AR AT AR

EGES

@ [ Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System # StepOnePlus Real-Time

PCR System RUR{E775%
1. RTHEMEH PCR AR (REARECHNETER EHIT).

7 A= G5 ZRE
TB Green Premix Ex Taqg (Tli RNaseH Plus) (2X) 10 pl 25 pl 1X
PCR Forward Primer (10 pM) 0.4 ul 1 pl] 02 pM*
PCR Reverse Primer (10 pM) 0.4 pl 1 pl] 02 pM*

ROX Reference Dye (50X) or

ROX Reference Dye Il (50X) *2 04 vl T 1x
DNA i&i#x"° 2 pl 4 pl
TEK 68 ul| 18 pi
Total 20 pyl™| 50 plI*

*1 BESIMEREN 02 pM FILUSRIBIFER. REMERERER, FILFE0.1~1.0 pM
SCERNIEEES | YRE.

*2 ROX Reference Dye Il (50X) tt ROX Reference Dye (50X ) REAR, f#F 7500 /7500
Fast Real-Time PCR System A, i&{#F ROX Reference Dye Il (50X). {#F3 ABI
PRISM 7300 Real-Time PCR System 1 StepOnePlus B, 1&{#F ROX Reference
Dye (50X).

*3 £20 pl RE{FFEF, DNA ZRRGFINEEETE 100 ng BUT. EAREFZEE] DNA &
IR EFREEERE AR, LENTIHITHERRE, AT S51EH DNA BRI
Eo
WNRAREAARF T 2 Step RT-PCR RMNAIE S PCR i8Rk, F—HH RT
R BIRAES DNA IZARET B IIEAEET PCR R MR EMAFTAR 10%.

*4 RRENESRIEERRHTRILRECH

2. 11T Real Time PCR &M,

BWFATIERERMEE PCR RNER, MRIZEFSIERIFIKWERA, BT PCR
FORILIL. BTER Tm ERERISIMFRRE. ME&E PCR R IEHERER, AIMZHH#IT=

$i& PCRYER M. HX PCREVEFRNFMHFSR [ STINRMFRNERE |



< Applied Biosystems 7300/7500 #1 StepOnePlus Real-Time PCR System >

Thermal Cycler Protocal A PCR ¥ IEFNETRF
Thermal Profile }Auto Incremem] Ramp Rate | Stage 1: FREs
Stage 1 Stage 2 Stage 3 Reps -
Reps: Reps: Reps:[1_] 95°C 30 F
95.0 95.0 5.0 95.0
0:30 0:05 {015 ] (015 | Stage 2: PCR RAY
Reps: 40
60.0 50.0 95°C 5%
034 | [t | 60°C  30~34 F*

Dissociation stage

* {§F8 StepOnePlus FHEIRE
£ 30 #s
5/ 7300 FHEIRETE 31 #o
5/ 7500 FHEIRETE 34 #o
<Applied Biosystems 7500 Fast Real-Time PCR System>
Mm% PCR ¥ 1B &R :
Stage 1: FHZT1E
Number of Cycles: 1
95°C 30 %
Stage 2: PCR ki
Number of Cycles: 40
95°C 3
60°C 30 #»
Stage 3: Melt Curve

QR

AHIRPERR TakaRa Ex Tag HS X Tag uiAH) Hot Start F§ DNA B&ls, SHMASH
{EFEREL Hot Start F§ DNA R&ESHELL, TFZE PCR RAAIAY 95°C. 5~15 H4FHIERRYEME R
N, MNRSERWIEMRETR, SFEREE TR, B PCR MFIENE. E2ERESHSZREMm,
WNRTE PCR RN ADHITIRIREITNE 1, @HEIRTE SN 95°C. 30 #s

3. MNELEFREMIA Real Time PCR R IEEhLAFIRMERMLZE, H1T PCR EEMHI1EFRERLLE.
IFTES AN S HHRIEF A

& A LightCycler/LightCycler480 System RHRET5%

1. ETHAGBESH PCR MR (RARECHIETEX EHIT).

8 fERAE BRE
TB Green Premix Ex Taq (Tli RNaseH Plus) (2X) 10 pl 1X
PCR Forward Primer (10 uM) 0.4 pl 02 pyM*
PCR Reverse Primer (10 pyM) 0.4 pl 02 pM*
DNA ##R (<100 ng) ™ 2yl
KEIK 72 pl
Total 20 pl

*1 EESIPLKRERN 02 pM AILISEIRGFER, RNVIEFERER, FITE01~1.0 pM
SEE MRS MIRE,

*2 DNA #RIRAGFINEEFETE 100 ng AT . FAEFAER DNA RSB REEERAHE
MBAE, VENTLHITHERRE, #BESIEN DNA RRANE.
WMRAREFAAFIGEIT 2 Step RT-PCR RMAIE S PCR ¥ 18R, F£—SH RT

_4_



e R A9 DNA RRERURIMEREET PCR R MR SAFRAT 10%

#1T Real Time PCR &M,

PCR R M AEMEFABOHERRESE LG LightCycler Fi##1T Real Time PCR &M, EiVEAT
FBRE R E A PCR R NAER, tIRIZIZF SR RIFAILINEERAT, BT PCR &A1t
BFER Tm ERRNSIMERR, M5k PCR R IEHERERER, FIUEHMIT=2% PCR I

m R, HX PCR MEER NS

< LightCycler>

Cycle Program Data

Cycles ﬁﬁ g

Analysis Mode| None

Quantification

Melting Curves

Temperature Targets
Target Temperature (°C)
Incubation Time (hrs:min:sec)
‘Temperature Transition Rate ("C/ sec)
’> ’>SecondnryTargetTemperature('C)

Step Size ('C)
Step Delay (cycles)
|—Acqu19|t|on Mode

(@7 5 oo 3o oo g [3vove B@|
@5 5z wofso 500 o gowoie s@m)|
@

Subset
Editor

L'ghtCycIer 480 System>

Run Protocol ‘

Data

S0 [ TFHANERE |

% PCR B ERR

Stage 1: FZ4
95°C 30 # 20°C/#»
1 Cycle

Stage 2: PCR R
95°C 5% 20°C/#
60°C 20 #b 20°C/#
40 Cycles

Stage 3: RUAFRMZEHT
95°C o 20°C/#»
65°C 15§ 20°C/#»
95°C o 0.1°C/#b

| Run Notes |

Detm:lmn Format [5vor Gresn I / HRN Dye

J Block Size |o¢ Plate ID Reaction Volume |25 3:

Color Comp ID | Lot No TestID |
Programs
Program Name Cycles Analysis Mode
Denaturs 1 “iNone -
b PCR 40 ~|Quantification -
Melting 1 =lMelting curves -
Cooling 1 S{None -
P(AZR Temperal;re Targets
. Target °C) Acquisition Mode Hold (hh:mm:ss) Ramp Rate (°C’s) | Acquisitions (per°C) | Sec Target 'C) | Step Size (°C) | Step Delay (cycles)
}95 2|none ~|oo:00:0s Zl4.4 zlo ol :lo
@ &0 *l3ingle 00:00:30 0 o Sl
95°C  30#» (Ramp rate: 4.4°C/#))
1 cycle
DR R
95°C 5 ¥ (Ramp rate: 4.4°C/#))
60°C 30 #. (Ramp rate: 2.2°C/#}, Acquisition Mode : Single)

40 cycles

RfE

TR RUARRhZE
95°C 5 #» (Ramp rate: 4.4°C/#b)

60°C 1 7§k (Ramp rate: 2.2°C/#))
95°C
1 cycle

(Ramp rate: 0.11°C/#», Acquisition Mode :

Continuous, Acquisitions :

Ol @tk Tl

5 perC)



MR
50°C 30 ¥ (Ramp rate: 2.2°C/#})
1 cycle

SFFRIRTR:

KERPERR TakaRa Ex Tag HS 8B Tag kR Hot Start F§ DNA B&ls, SEMASERILE
&1H%Y Hot Start F§ DNA RB&EeMELL, REE PCR RMATH] 95°C. 5~15 NPABEHTEMEL . N8
SRNERT AT K, SFERAEE TR, H PCR MIBNE. T2EMESFHZEF. RE PCR
RN TIERAITRZ 1, @EIRTEAN 95°C. 30 7,

3. RMZERGHIA Real Time PCR B tEMLLANRIAFENZL, H1T PCR E M H{FtnEAEF.
DTTES WAL EGRHIRIEF

@ ZF Smart Cycler Il System BOIR{EAE
1. W THAMEH] PCR REGR (R RGRECHNETEK E#IT).

%l ERS ZRE
TB Green Premix Ex Taq (Tli RNaseH Plus) (2X) 125 pl 1X
PCR Forward Primer (10 pM) 05 pl 02 pM*
PCR Reverse Primer (10 pM) 0.5 pl 0.2 uyM“
DNA ## (<100 ng) * 2.0 pl
KEIK 9.5 pl
Total 25 pl

*1 BESIYLSRERN 02 pM OJUBEIRFER, REERERER, PJIAE0.1~1.0 uM
SEERNERESIYIRE.
*2 DNA EIRAFINEBETE 100 ng AT EAEFZEE) DNA &R & B RVEEER I
NEAE, VHERPIHITHRERRE, BESIER DNA BIRFINE.
WMEMERAFI@IAIT 2 Step RT-PCR RMAIEZH PCR ¥ I8x N, F—2H RT
R BIRAE ST DNA AR BIRINEAEET PCR R MRS AT 10%.
2. 1317 Real Time PCR &M,
PCR R NE1EA Smart Cycler B A2 OERN Smart Cycler (T Real Time PCR &R,
BEWKATIERE TS E PCR RNERF, MNRIZEZFSAE RIFIITINEREN, BT PCR
SR, BTER Tm ERERNSIMEFRRA, ML PCR R IGHRERERN, PIUEIH#T=
75 PCRYIBR M. BX PCRIEKRNFZMHESE [ LIFRMAINEE |

— = T A PCR ¥ ISHnERE R :
H:lze - ag;epeat 45 | times. Mz:e(;um | Stage 1: M
Temp |_Secs | Optics | ||| 2TemperatureCycle ||| [ Start | End |Jptics Deg/Sed] Hold
95.0 |30 off DeyfBee] Templ Sses [Opties] (00950 Sni_[D2 95°C 30 b
NA 1600 125 Jon Stage 2: PCR RAZ
Repeat: 40 times
95°C 5%
[7] Adwance to Next Stage 60°C 20 %)

Stage 3: Melt Curve




L £Eplli e
AH AR ERR TakaRa Ex Tag HS ZFIRIL Tag fiifARI Hot Start A3 DNA R&aEs, SHAMATMLFE
f&1HEY Hot Start F DNA R&EsHELL, 1% PCR RIZATHY 95°C. 5~15 N EPRVEBRDEMEML R L. a1
EEEREFHEZEFN. ARE PCR

SR TR, SEEIEETE, B PCR AU HBHE.

R METHITIEMRAOTIE Y, @EIREHN 95°C. 30 #

3. RNZHEEHIA Real Time PCR E’]Tfiﬁ'ﬁﬁiﬁﬂn%#ﬂ%%
f$F3 Smart Cycler System #{THMTAT,

@ [7F CFX96 Real-Time PCR Detection System HB&IEA %
1. R TAAMEH] PCR KGR (RRELGRECHNETEK EHIT).

File

T PCR B2
SEURARIEF

B HIVER A R

s ERE LRE
TB Green Premix Ex Taqg (Tli RNaseH Plus) (2X) 125 pl 1X
PCR Forward Primer (10 pM) 05 pl 0.2 yM*
PCR Reverse Primer (10 pM) 05 pl 0.2 yM*
DNA ###% (<100 ng) * 2yl
REK 95 i
Total 25 pl

| EHESIMEREN 02 pM ALISEIBYFER. RMMERESER, AIUE0.1~1.0 uM

SEEMNIEESIYIRE.

*2 DNA EiRAGRINEEFEE 100 ng UT. ENEFZEAR) DNA ik 2 BRVEEERRIE
AR, LENPNATHEERRE, #ESG1ER DNA BIRRINE.
WNRAREAAH@HIT 2 Step RT-PCR RMIE_H PCR ¥ i8R, H—FHY RT
[z Rz A€ 79 DNA RIRET AR INENEERT PCR R LR SATRAY 10%.

#1T Real Time PCR &,

BWFATYIMEE PCR RNAZR, SIRIZIZFSIE RIFAVKIERIS, BT PCR FFRIMIL.
RTERA Tm ERERSIMFRRE, MEE PCR kY 1B RERER,
RN, BX PCRBIEGRNFHESR [ RRFAFIEE |

Settings  Tools

Tsert Step [After =] Sample Volume BE_|ul | Est Run Time 012300 | 7

B&

950
005

[ trsert step |

C for 0:30

={ole

5,
) G for 05
.

[Pt Graient

C ftor 0:30

TR

1I(Red

GOTE more times

Insert GOTO 5 950 Ol um
6 Mol Curve 650 10050 G, increment 05 G,

2] bnsert belt Gurve

| tor 005 + Plate Read

END

ggdd Plate Read to Step
! Step Options
E Delets Step |

FIUEH#IT=47% PCR ¥

% PCR 4 1B ERE -
BmAIR: 25 pl
Step 1: 95°C 30 %)
Step 2: PCR M
GOTO: 39 (40 Cycles)
95C 5%
60°C 30 #b
Step 3: Melt Curve




AR

AHBPERR TakaRa Ex Tag HS SR Tag HifAH Hot Start F§ DNA B4&fE8, SHEHMA S
IBIHEL Hot Start F§ DNA B&EeHELL, RNEE PCR RLIZATAY 95°C. 5~15 N $hRUBEAEIEIL 2 o
MESRLER BT, SFEEAEE TR, HPCRIVIZNE. E2EMESHEZIFIN, NRE
PCR R N ATFHTIEIRATNE M, BEIREN 95°C. 30 ¥

3. RMZEREMIA Real Time PCR B4 IGRILAIRIERIIL, #H1T PCR EEM HIMEITERLE,
D TTES IALERHNRIEF AR

@ R Thermal Cycler Dice Real Time System Il (Lite: #852) HUR{EIA

1. BTIAHEH PCR AR (RALRACHNETEK EFHT).

= FRE LRE
TB Green Premix Ex Taq (Tli RNaseH Plus) (2X) 125 pl 1X
PCR Forward Primer (10 puM) 05 pl 02 pM"
PCR Reverse Primer (10 pM) 05 pl 0.2 pM*
DNA ##% (<100 ng) *? 20 pl
KE K 95 ul
Total 25 pl*

* BESIVILRERN 0.2 uM AJBISREIBTER. RNMHEEERZER, FJIMFE01~1.0 pM
SEREIRNEEES IRE.

*2 DNA BZRAVFINEEET 100 ng LT, EAREFZER) DNA 2k EFREEARRE
AR, HENTETHERTE. HESER DNA ZIRRINE. 390, 2 Step RT-PCR
& IZE cDNA (RT RAGR) {EAEIRMESRINEAERT PCR kLR SATRAT 10%.

*3 BIRRRAEFRA 25 plo

2. #{T Real Time PCR &I,
BIGATYBRETNFAEDE PCR RNEF. HTERA Tm EREMNIIMFRR, mPE PCR R

RIHEMEASRERY, FILISET S % PCR KA. A% PCR MEKRMAHESE [RhE
AT |
Pattern Hold 2 Step PCR Dissociation ﬁ_'lf\;f PCR ?rigﬁ_'\;ﬁ*ir%
Segment 1 1 2 1 2 3
o] — Stage 1: M

\ \ Repeat: 1
- / 95°C 30

Stage 2: PCR &I

] Repeat: 40
0] 95°C 5%
Cycle 1 40 1
Temperature (deg) 95.0 950 60.0 95.0 60.0 95.0 60°C 30
Hold Time (mmiss) 0030 00:05 00:30 0015 00:30 0015 ) o
Data Callecion ] ] O O Stage 3: Dissociation
QFRIRR:

AHIBPERR TakaRa Ex Tag HS XL 7Tag FuiAH) Hot Start F§ DNA B&fs, SHMAFH
BB Hot Start F§ DNA R&EEMELL. TFEE PCR RAATHI 95°C. 5~15 A PHIBSHYEMEL &
K. MNRESEMERETK, SFEEIGEETER, E PCR MIIEZNEER. E8EHESEHEZEIFNm,
WNRTE PCR R M FNHITIEREITNE %, @HEIE S 95°C. 30 #s

3. RMNZERGHIA Real Time PCR RIH BRI ANRIRERNZE, 1T PCR EEMNHHEINEREE.
DTTES WX ERHIRIEF
—_ 8 —_



@ STHOKRIFRUERE
WMRIRIBEENF S EZMEHRITRA, AT, BB TEAIAASHITSIHIF0 PCR R M4
iste BIb, IR & M 1E MRS B R ERY TB Green Premix series (Code No. RR820A/B, RR091A/B),
A48 PCR K R71EAE.
KIFRMAEER, BMNRMNFFFESTISNERAEDHITEEER. ZRERMHEXMDHKAHIR N
R&R, AAUERKRE CERNHITRIFNES.
O RIMFFREEHNERERNEZUT &M
- No Template Control BRI A4S Y —RAEFIER R4 1L,
- AEEBRA BRI,
O ¥IBMESHIRARNERZUTEYE:
- IEYIEIEER (Ct{EN).
- PCRYIEMERS (EAIEi10E 100%).
1. Primer JRES R EEEEBHRIXRAT:
P Primer SREGBIFIRSSS M 125 Primer \REGBIFIZSIIZNE, BRIOT:

(Primer REE) RE (0.1 pM) =RE (1.0 pM)
RNBFRE: 5 - L33
PIEE: 133 - 5

2. PCR&MH5RitEREERIXRT:

@ BRESRNFERE, PILURSENERE.
2 Step PCR RERANEE
AR
95°C 5 seo] —_ 95°C 5 sec ]
60°C 30 sec ~64°C 30 sec

@ BIRSYIBME, TILUEINZIERAT 83T 3 Step PCR ki,
2 Step PCR B ANFE (AT jE] 3 Step PCR BN (AR (8]
METREE
95°C 5 sec] 95°C 5 sec 95°C 5 sec 95°C 5 sec
60°C 30 sec »| 60°C 1 min~d|—| 55°C 30 sec:l —> | 55C 30 secil

72°C 30 sec 72°C 1 min

® T,
TR MFBEEIRES 95°C 30 sec, FBRALLFRMAIT T HERIIRIK BRI DNA FOEREA DNA &R
EAX RS RIFNT . NRMNETHEIERENT TS, FIMERE 1~2 4. B2
BEKEEZLE TEEER 2 28 ERT RN
3. BMAFERIEEERIRIXARINT :
Takara Bio 12t /LFANEIHY TB Green #8 &% real—time PCR X, XXM R4S R IR 12
WERBBUTXRFR. TB Green Premix Ex Tag (Tli RNaseH Plus) (Code No. RR420A/B) 2 1Z
WESHNEA, B2 WRBIESRNEFRMYE, R TB Green Premix Ex Tag|l (Tli RNaseH Plus)
(Code No. RR820A/B)sf TB Green Premix DimerEraser™ (Code No. RR091A/B) MEH,

TB Green Premix Ex Tag ~ TB Green Premix Ex Taqll TB Green Premix DimerEraser
REzFsRME:  FHIE =
TR = THAE




@ it X

1.

s1¥mgt

#1T Real Time PCR RRZAY, igitRANMERERYFAY PCR SIMHFEEE. RIFELUTEN

PCR¥MB8HES,

[z Rz R 1SRRI REFS 1400

@ PCRIIEFYHEE: 80~150 bp BAEE (FILZERZE 300 bp)o
@ R EIMEXRIT:

. ATt

SIKE

17~25 mers

GCas

40~60% (45~55%12%8)

Tm1{E

Forward Primer 0 Reverse Primer 8 Tm {EARERZE K Ko
Tm BT EER TR

OLIGO *': 63~68°C

Primer3 : 60~65C

A. G. C. T E&xNHREN5,
REBHEHI GC rich 3 AT rich (45312 3" i)
BEFF T/C (Polypyrimidine) 2% A/G (Polypurine) FZELELER,

BEB GC rich 8¢ AT richo
3 ImEERITA G Co
R8%% 3" KintHEN T

B FS

BTSN ERE MRS 1288 3 MREMU ERIENFES,
MRS ER) 3° RimE A 2 MR ERIE AT,

BRME

{EF BLAST i ZRMIASI NS SIE,

*1  OLIGO Primer Analysis Software(Molecular Biology Insights)
*2 https://blast.ncbi.nim.nih.gov/Blast.cgi
R A A BRMATERRAEE MRS YHRS R S BRSNS YRR S BESE— 5

A&55.

AT EE NCBI Data Base £ &%) Human. Mouse. Rat. Cow. Dog. Chicken. Arabidopsis.

Oryza B RefSeq A%, BELZRITTR T ZERBATEERADTE Real Time RT-PCR BAS4F
F1% Primer Set, Itk Primer Set & FAHI@ER, PIEEE PCR RN FMAMIL T,
) RRBIRIMERLRB GRS Y/ REHR M R FRITARS . BARIBENEALNESRAIS I/

AR EFE!

21T RT-PCR R RAIHISRITITIA
Real Time RT-PCR BIREFERNEWEH PrimeScript™ RT reagent Kit (Perfect Real Time)
(Code No. RR037A/B). PrimeScript RT Master Mix (Perfect Real Time) (Code No. RRO36A/B)
3 PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time) (Code No. RR047A/B),

EXFIRAESER, FLEREPEESH PCR RNER.



1) & THIEHEH PCR AR (RMSRIFHEX LECH]) ECHENERTIITREERE, % 225-24 |

FNBERo

(£ Thermal Cycler Dice Real Time System Bt)

R ERE ZRE
TB Green Premix Ex Tag (2X) 125 yl 1X
PCR Forward Primer (10 pM) 0.5 pl 0.2 pM
PCR Reverse Primer (10 pM) 0.5 pl 0.2 uM
KK X pl
Total 22.5~24 yl

2) FLEd PCRREGBAIN Real Time PCR ARNEH, ABEHBMA 1~25 plBRT KR (X

RT RMAIHIER), RIERZRNMERRN 25 plo

i RT REGREIIMAEREBST 2.5 plo
f= RZf5)

1T Real Time RT-PCR Xf Human ATP5F1 mRNA #{T#H . cDNA 88X F Total RNA 1 pg~
100 ng. fBFRAXKEKIESA Negative Control FittR. Real Time PCR R 1Eahsk. RifZahZL. o

HhE T B,
Real Time PCR Hy¥ &%,

12 345 6 7 8 9101112131415 16 17 18 19 20
Cyel

|||||||||||||||||||||||||||||||||||||||||
21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40
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TB Green® Premix Ex Tag™ Il (Tli RNaseH Plus) (Code No. RR820Q/A/B/L/W/LR/WR)
TB Green® Fast gPCR Mix (Code No. RR430S/A/B)
TB Green® Premix DimerEraser™ (Perfect Real Time) (Code No. RRO91A/B)
TB Green® Premix Ex Tag™ GC (Perfect Real Time) (Code No. RRO71A/B)
PrimeScript™ RT reagent Kit (Perfect Real Time) (Code No. RR037A/B)
PrimeScript™ RT Master Mix (Perfect Real Time) (Code No. RRO36A/B)
PrimeScript™ RT reagent Kit with gDNA Eraser (Perfect Real Time) (Code No. RR047A/B)
Thermal Cycler Dice™ Real Time System Il (Code No. TP950/TP970/TP980/TP990)

TB Green and 7aKaRa Ex Taqg are registered trademarks of Takara Bio Inc.
Premix Ex Taq, DimerEraser, PrimeScript, and Thermal Cycler Dice are trademarks of Takara Bio
Inc.
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