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AHIBERA TB Green BREDIEFIFIT Real Time PCR BIEMIRH. #lM+&%E Real Time PCR
MHIEERE TB Green, S— 2X ;REM Premix Type &, TSR, PCR & FLRAIEC S|+
BRI, HRPER TN Tag AR Hot Start ;%F3 DNA BAE§ 7akaRa Ex Tag® HS, 5 Real Time
PCR Fis& Buffer HE&, FILIERUHISIIERFRI4ER PCRYIE, AXKIRS PCR AP IERE, AILAHITS
REYER] Real Time PCR ¥ 2% M,
BN, AEIGARINT Tl RNaseH (i34 RNaseH), B4 cDNA {E#E#R#H1T PCR R MAY, BILRIFH
HI%IETF cDNA ®5%7F mRNA 3t PCR & MiSRAIBEZEIER.
AHIEES TIHRE Real Time PCRYIE/R N, FIMTER WEEXIZNFE RIFIIFVERZ, WTHEER
HITERTEE. W0, ESHY. T1EES.

&MY Real Time PCR #3§{X

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

Thermal Cycler Dice Real Time System Lite (Code No. TP700/TP760: #&%z) *

Smart Cycler System/Smart Cycler Il System (Cepheid)

Applied Biosystems 7500 Real-Time PCR System. 7500 Fast Real-Time PCR System.

StepOnePlus Real-Time PCR System (Thermo Fisher Scientific)

LightCycler/LightCycler 480 System (Roche Diagnostics)

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

. {#F Thermal Cycler Dice Real Time System // (Code No. TP900/TP960: #&3%) Rt, #iX
fEF TB Green Premix Ex Tag |l (Tli RNaseH Plus), Bulk (Code No. RR820L),

@ HFIERE
KERERT TakaRa Ex Tag HS #1T PCR 18, BT+ M&N&RH TB Green BIRERE, AZE
= PCR =i 12 2B 8.
AHIGRPH DNA REEERTEAT 7akaRa Ex Tag HS, MMHMHITE RS R MR SRR EETHS
FEEERRMER NS M ZRAES IR YT 1E, KKIES PCR MIZRSE,
BRET AL
BT PCR B4R INEE DNA, TB Green 534 DNA 54 AHZE, @I PCR R AR RIS
HESERE, FUNEMNERBTERTESE. RARILUNET 1EB R DNA K ERIRIFERE .

Primer - £ R
— e . @ DOUME

2. BMRBK T T T T T =

3. EfRN T e T er |
EDy EXv— )y By ED\ i HEEEEN
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@ HFAA (50 pl/REI*200 %)
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk™ 5 ml
ROX Reference Dye (50X) *2 200 pl
1 N& TaKaRa Ex Tag HS, dNTP Mixture, Mg®", Tli RNaseH, TB Green,
*2 {EFTE Thermo Fisher Scientific % Real Time PCR ¥ #8{Y £, AMURIEFLSFLZIaF=4H)
WIIESIRE. ROX Reference Dye HFASEURTFrAINES, BEEWOTERM:
& FAWTINESE, ROX Reference Dye (50X) RiNEJ PCR RAMAZRHT 1/50:
- StepOnePlus Real-Time PCR System (Thermo Fisher Scientific)
& FAMWTINEE, ROX Reference Dye (50X) RfNEH PCR RI{EZH] 1/250:
- Applied Biosystems 7500/7500 Fast Real Time PCR System (Thermo Fisher Scientific)
& FERNTYEE, TFEERIM ROX Reference Dye (50X):
- Thermal Cycler Dice Real Time System Il (Code No. TP950/TP970/TP980/TP990)
- Thermal Cycler Dice Real Time System Lite (Code No. TP700/TP760: #£352)
- Smart Cycler System/Smart Cycler Il System (Cepheid)
- LightCycler/LightCycler 480 System (Roche Diagnostics)
- CFX96 Real-Time PCR Detection System (Bio—Rad)

O {FIEIMREERXFIFUNEZ
Real Time PCR #1&{Y (authorized instruments)
qPCR LR TRANELE R MR
PCR 31#1: SI¥m&itEsE "R .
KEK
MERREIEL (BEXE)

O R &=
4°CHR%E 6 N AL
BYRTE, BRTR,
KEMRFIBEETF-20C. FREMREIET 4°CIR7, H1E 6 MANAR.

® ERER
UTAERARNAFIZNACEIESI, EARM—EIANERIE.
1. (EARL BLETRIEEEIRS), BRFESE, MBS TIENEMIIR AR E,
(1) B7RIERZ RS
(2) TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk ZE-20°CHEAIGEST4EHE B
REBIVTUE. TTAFREISARE TERENEEAKNE BE LITOERIEETESE
HK.
(3) TMESSBBAREANTE), ERARSZLTEMES R,
Rl R ALRET, WXFNEF K EE.
AHmPEERLRE TB CGreen, Eoil PCR k NLRAET NE 558 L ERET.
RAEGERECH]. DFEE—EEAII (TT5RAT) €3k, Microtube %, REEHRITH,
AEIBPERR TakaRa Ex Tag HS SFIRRIL 7ag fAH) Hot Start F§ DNA B&Es, SHMASIH
tF&HEY Hot Start F§ DNA &ML, A~FZE PCR RMNAIHY 95°C. 5~15 S HHIESHYESEN R
Rz, MNRERGIERET K, SEBRVEETE, H PCR M IBME. E2EMEFHEZIEF N,
INRTE PCR RANADHITIEMRAITNE M, @EIRE N 95°C. 30 ¥,

oK wn



@ BREAE
& KZF Thermal Cycler Dice Real Time System Il (Lite: #232) HORIENE
1. ETHEHES PCR RAE (RIGRECHIETEK E#T).

s ERE BRE
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk 125 pl 1X
PCR Forward Primer (10 pyM) 05 pl| 02 uMm“
PCR Reverse Primer (10 pM) 05 pl| 02 pm*
DNA 4 (<100 ng) * 2 pl
KEK 9.5 pl
Total 25 pl*®

1 BESIMEREN 02 pM AIMUGERRIFER. RMRERZER, PIMFE 0.1~1.0 uM
SERENREZESIYIRE.

*2 DNA EARAGAIMNEEEE 100 ng AT EREMZER DNA #EiR S HHEEEREATHE
DR, W ENFIATHERRE, HE G150 DNA EURINE. 556, 2 Step RT-PCR
[z RZE cDNA (RT R Rzify) {EAIEMRIAUARIIENZET PCR ik MR AR 10%.

*3 BWRNRERA 25 plo

2. #{T Real Time PCR R,
BINEATYBRETWHEDE PCR RNEF. HTER Tm BRIENIIMEFRR. mPE PCR R
MY IS EERRER, PSR T=7% PCR ¥ 18~ ., BX PCR WEARNEHFIESE [R5
HHROGERE |,

Patem Hold 25tep PR i Dissociation 5% PCR ¥ 1R ETRR

Segment 1 1 2 1 2 3

wui sy Hold (?ﬁﬁ'li)
\ \ Cycle: 1
/ ‘ 95°C 30 sec

2 Step PCR*
] Cycle: 40
04 95°C 5 sec

Cycle 1 40 1

Temperature (deg) 95.0 95.0 60.0 95.0 60.0 95.0 60°C 30 sec
Hold Time (mm:ss) 00:30 00:05 00:30 0015 00:30 00:15

Data Collection ] 4] [m] 4] Dissociation
*4: BEH PCR &M, BESE “SLRRFHRIER .

3. RMNZEREHIA Real Time PCR RIY BRI ARIRERNZE, #1T PCR EEMNHHEINEREE.
DTTES WAXERRE T

& [ZF Applied Biosystems 7500/7500 Fast Real-Time PCR System 2§ StepOnePlus Real-Time PCR
System HHRIESE
*5IRER Thermo Fisher Scientific ZYEERRAR BERHITLINIRME,
1. RTYEGES PCR RMGR (R EORECHNIETEA E#T),
- {$F8 StepOnePlus Real-Time PCR System B, ROX Reference Dye (50X)iHINE4 PCR R
RFAY 1/500



i FERE BRE
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk 10 pl 1X
PCR Forward Primer (10 pM) 04 pl| 02 pMm*
PCR Reverse Primer (10 uM) 04 pl| 02 pMm*
ROX Reference Dye (50X) 0.4 pl 1X
DNA #&4% (<100 ng) ** 2 pl
KEK 6.8 ul
Total 20 pl*

fEF Applied Biosystems 7500/7500 Fast Real-Time PCR System Bf, ROX Reference Dye
(50X AMEA PCR RALAZRAYT 1/250,

R ERE ERAE LRE

TB Green Premix Ex Tag (2X) (Tli RNaseH Plus),

Bk 10 pl 25 1X
PCR Forward Primer (10 pM) 04 pl 1 pl| 02 pMm”
PCR Reverse Primer (10 pM) 0.4 pl 1 pl| 02 pMm*
ROX Reference Dye (50X) 0.08 pl 0.2 pl 0.2X
DNA R (<100 ng) * 2yl 4 pl

KEEK 712 pl| 188 i

Total 20 pl®| 50 pre

* EEIIYLORERN 0.2 pM AILSRIERITER. RIMERERZER, FITE 0.1~1.0 pMEBER
BEES MR E
*2 f£20 pl REfAZAH, DNA RIREVINEBEETE 100 ng T, FAANEMZEL) DNA ZiRbEF
ROREE AR AR, HERTIHITHERRE, MEEER DNA BIRINE. NRERR
#llfmiE T 2 Step RT-PCR RNEISE =2 PCR ¥ 18R, F—H) RT RILRIES DNA 18R
ARINERERLY PCR &GRS 4TI 10%,
*3 IREB R EREFEAR R TR AREH.
#1T Real Time PCR &I
BIRATYERETHMSE PCR RNEF, NRZEFSADRIFIILEERN, BT PCR
EMHMM. ATER Tm ERERISIMFERRA, MPE PCR R IEHEERER, TIASHHIT=
A PCRYIBR M. BX PCRIEMARNEMHFESR [ RIKMRIEE ],

Holding Stage Cyciing Stage Melt Curve Stage

r

Starting Cycle =)

-
. Step 1 Step 1 Step 2 Step 1 Step 2 Step 3 ]
<StepOnePlus™ Real-Time PCR System> 5% PCR ¥ tg€in&I2F:  Holding Stage
Step1: 95C 30 sec

Cycling Stage

Number of Cycles: 40
Step1: 95C 5 sec
Step2: 60°C 30 sec
Melt Curve Stage




< Applied Biosystems 7500 Real-Time PCR System >

-Thermal Cycler Protocol -

Thermal Profile IAuto Increment | Ramp Rate |

Stage 1 Stage 2 Stage 3

Reps:[1_| Reps: Reps:[1_]
950 95.0 950 ]
0:30 0:05 fo15 )

=) )
e
oo

M PCR ¥ 1B ERR -
Stage 1: FRETMHE
Reps: 1
95°C 30 sec
Stage 2: PCR R
Reps: 40
95°C 5 sec
60°C 34 sec

Stage 3: Melt Curve

< Applied Biosystems 7500 Fast Real-Time PCR System >

Run Method

Graphical ViewT Tabular View 1

@ Reviswthe eaction volume and he theimal prafile for the dafaultrun method. ffneeded, editthe dafault run matnod or select a run mathod frem the liorary.

3.

Reaction Volume Per Vel u [Jewenvode [ oo mias. |
Add Stage ¥ | Add Step ¥ | Delete Selected | Undo "Set Hold Time" ‘ nothing to Red; || Collect Data ¥ M Open Run Method | Save Run Method | Revertto Defaults ‘
Holding Stage Cyeling Stage Melt Curve Stage
Number of Cycles: @) Continuous () StepAndHold
[]Enable AutoDeita
starting Cycle: [0 |
100 —
95.0°C 95.0 °C 95.0°C 95.0°C
00:30 100%  gpos 00:15
75 —| Top% 0% g%
60.0°C 60.0°C
00% 00:30 01:00 00:15
.
25 |
o
Step 1 Step 1 Step 2 Step 1 Step 2 Step 3 Step 4
<
Legend
Data Collection On | Data Collection Off A AutoDeltaOn A AutoDelta OFf

f= Rz%E
DTTES I ERENRIEF

[E#1A Real Time PCR RY¥ 1B R L ANRIAR HIZE,

Mm% PCR ¥ 18R &R -
Holding Stage
Number of Cycle: 1
95°C 30 sec
Cycling Stage
Number of Cycles: 40
95°C 3 sec
60°C 30 sec
Melt Curve Stage
#1T PCR E 2R HIEITERLEE



& KA LightCycler/LightCycler480 System HHEE/TiA
*151%Z 08 Roche Diagnostics ZM Y e8EAIRAAPERFHITRIIRIE,
1. EBTHAGER PCR RAR (RREGRAECHNEER EFHIT).

T ERE LIRE
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk 10 pl 1X
PCR Forward Primer (10 pM) 04 pl | 02 pm™
PCR Reverse Primer (10 uM) 04 pl| 02 ym"
DNA #&#% (<100 ng) *? 2yl
KEK 7.2 pl
Total 20 pl

*1 BESIMLREN 02 pM AILSEIRIFER. REVMERERER, FIE 01~1.0 pM
SEERNEESIYIRE.
*2 DNA ZARATFINE®@ELE 100 ng AT . EREMZER) DNA &k &8 rIEER A
NEARE, YENTFIHTHRERRE, WMESGEH DNA RIRFINE.
WNRMRERAFI@IHAIT 2 Step RT-PCR RMAIE "X PCR ¥ IBRE, F—2RIRT
R RZiBAE 73 DNA IR BIRINE N EEBE PCR R AR SAEFRRT 10%.
2. #1T Real Time PCR &I,
EWCRATIERETIASE PCR RNERF, MNRIZEFFAD RIFIKIEREN, BT PCR
FHRIMNM. BTER Tm BERERSIMFRE, Mm% PCR R IEMHRERER, FIMUEHHAT=
#7E PCRY1B/R M. HX PCRIEAKRNFHFIESE [ LIWRFHRNEE ]
< LightCycler>

Cycle Program Data Analysis Mode[ None | ﬁ’lfif PCR Tfi%ﬂﬁ‘\}’ﬁ%%r%_
Oyeles|| [Veting Curves | Stage 1: itk
Temperature Targets 95°C 30 sec 20°C/Sec
Targe} Teanferat_Lru_(e (‘(()')1 y )
ation Time (hrs:min:sec)
e ‘Temperature Transition Rate ('C/ sec) 1 CyC|e
S dary Target Tt ture (°C} .
econslr;);sirgic)emperaure( ) Stage 2: PCR )—im
Step Delay (cycles) o o
’( [~ Acquisition Mode 95 C 5 sec 20°C/sec
@ 5550050 oo 5o el vove B | 60°C 20 sec 20°C/sec
WESY 50 (920 [500 [300 [5/00 (50 [5/SINGLE |5 QoD | 40 cycles
@ Stage 3: RUfFRNZT

95°C 0 sec 20°C/sec
65°C 15 sec  20°C/sec
95°C 0 sec 0.1°C/sec

< LightCycler480 System>

H Run Protocol Data | Run Notes | |
Setun ?
Detection Format ISYBR Green I / HEM Dye E| Block Size |6 Plate ID Reaction Volume [5 =]
Subset
Color Comp ID | Lot No TestID | .
Programs
Sample Program Name Cycles Analysis Mode
Editor e =
@ enature 1 ~Hone -
m b|PCR 40 ¢|Quantification -
ysi Melting 1 = -
Cooling 1 ~None -
o
epo
’ = = =
PCR Temperature Targets O
Sum Target £C) Acquisition Mode Hold thhzmmiss) Ramp Rate °C’s) | Acquisitions (per°C) | Sec Target 'C)| Step Size C) | Step Delay (cycles)
>95 *|Hone ~|oo:0n:05 =E = =L o Sl =
m 60 =|single 00:00:30 2.2 - 0 o Slo =
S ~




T
95°C 30 sec (Ramp rate: 4.4°C/sec)
1 cycle

PCR
MTER: EEM
95°C 5 sec (Ramp rate: 4.4°C/sec)
60°C 30 sec (Ramp rate: 2.2°C/sec, Acquisition Mode : Single)
40 cycles

bR
MRS kR
95°C 5 sec (Ramp rate: 4.4°C/sec)
60°C 1 min (Ramp rate: 2.2°C/sec)

95°C (Ramp rate: 0.11°C/sec, Acquisition Mode : Continuous, Acquisitions : 5 per’C)
1 cycle
m
50°C 30 sec (Ramp rate: 2.2°C/sec)
1 cycle

3. RIZEREMIA Real Time PCR RUY 1EHIZFNRIARINZE, H1T PCR EEMNFIFITERZE,
DTTES WX EGRHTRIEF .

@ ZF Smart Cycler Il System BH&{EA %
1. R THAMEH] PCR AL (R RGRECHNETEK E#IT).

%l RS ZRE
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk [ 125 pl 1X
PCR Forward Primer (10 pM) 05 pl | 02 pm™
PCR Reverse Primer (10 pM) 05 pl [ 02 pm*
DNA ##} (<100 ng) * 2 ul
KEIK 9.5 pl
Total 25 pl

*1 BESIYIESRERN 02 M FJLUSRIEITER. REMERERZER, PFILFE 01~1.0 pM
SEERNERESIYIRE.
*2 DNA ZIRAGFINE@EETE 100 ng AT EAEFZEA) DNA &k & B RIEEER A
NEAE, LENTLDHTHERRE, HWESIEN DNA RIRANE,.
MEMEAASI@IHAIT 2 Step RT-PCR RNMAIEZH PCR 8RN, F—PRIRT
R RZ&AE7S DNA tEIRETERINEAREEY PCR R ALK SAFRAT 10%.
2. 1317 Real Time PCR &M,
PCR R NE1EA Smart Cycler B2 WS Smart Cycler (T Real Time PCR &R,
BEWKATIERE TS E PCR RNZERF, MNRIZEFFSAE RIFIITINEREN, BT PCR
SR BTER Tm ERERNSIMEFRRA, MPE PCR R IGHRERER, PIUEIH#T=
#7E PCRYIBR M., BX PCRIEKRNFZMHMESE [ LIFRMAINEE |



Stage 1 Stage 2 Stage 3

Hold - Repeat |40 times. Melt Curve -
Temp | Secs | Optics || |||2-Temperature Cycle hd Start | End [opticdDearSed]
950 a0 Off Degigec] Temp| Secs |Optics] || B0 950 [chi [02

MA 950 |5 Off

MA G0.0 |20 |On

] Advance to Next Stage

A PCR B ERER :
Stage 1: ¥&(%
Hold
95°C 30 sec
Stage 2: PCR ki
Repeat: 40 times
95°C 5 sec
60°C 20 sec
Stage 3: Melt Curve
8. RINZEREHIA Real Time PCR RYH IBRhZLFORIARRNZE, 1T PCR EENHHEITERZE,
£/ Smart Cycler System #{T7RY, 15SFUERAURIEFM.

@ [7F CFX96 Real-Time PCR Detection System HBRIEAE
1. R TAAMES] PCR KGR (RRELGRECHNEEK EHIT).

%l RS ZRE
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk [ 125 pl 1X
PCR Forward Primer (10 pM) 05 pl | 02 pm™
PCR Reverse Primer (10 pM) 05 pl | 02 pm™
DNA #&#§ (<100 ng) ** 2 pl
KEIK 9.5 pl
Total 25 pl

* EEIMILRERN 0.2 pM AJUBRIRIFER. RAERERER, AIMFE01~1.0 pM
SEREINEEES MIRE .
*2 DNA EIREVFINEBETE 100 ng AT EAEFZER) DNA &R & B RERE RS
NEAR, VERTHITHERE HESEH DNA BIRHINE.
AR ARERAH @iHIT 2 Step RT-PCR RMNHIE " PCR {18/, F—5H RT
R BLRAES DNA EARA B IIEAZEET PCR R AR E AT 10%.
2. #{TReal Time PCR &I,
BWNEATIME A PCR RIER ., IR ZIEF SR RIFHIKINE R, FiFfT PCR &£EMMLL.
BTER Tm ERENSIMERE, M5 PCR MY A ER, AU T=5% PCR
BRI, BX PCRIEARNEFHFIESR [ LIFRMARIERE L



File  Settings  Tools

E‘] Insert Step [After =] Sample Volume B5_|ul | Est Run Time 012300 | 9

M5 PCR ¥ 1BV ERR T -
MRAER: 25 yl
Step 1: 95°C 30 sec
Step 2: PCR &R
GOTO: 39 (40 Cycles)
e 5o | = T 95°C 5 sec

|

950 G
006

3 600 G for 030

or
[FiJinser gradint + Flote Fieard
4 GOT02 3 more times 60°C 30 sec

[reert G010 5 860 G for 010
= 6 Mell Curve 650 10 050 G, increment 065G, .
I et e Gurve | for D05+ Plate Read Step 3: Melt Curve

END
ggda Plate Read to Step

! Step Options:

@ Delete Step |

3. RE4EREHIA Real Time PCR BU¥ 1S EhLANRAFANZE, 1T EENFIFTERLEF.
DTTES WALERRIE T

@ it R
(1) LHRAHNERE
MBIRIBEENFLAZMEHITRE, AR, BB TEN7EH T4 PCR &k M &R
. BN, IRIE R MG RIS SR ERY TB Green Premix series (Code No. RR820A/B, RR091A/B),
Al1E5 PCR R RIMEAE,
RIOZMEER . BMNRMNERESTISNERATDETEEER. ERERMBREXMNEMIR N
KRR, AAUERKRECRENHTRIFNES.
O RIMFFREENERAERNEZUT &M
- No Template Control B4 5|¥) ZRAEIEG R IE
- AFEE BRI A BN,
O ¥IBMESMERARNERZUTHAE:
- FIBFEYEIEE R (Ct{E/).
- PCRIMEXNES (AE1RE 100%).
[Primer JRES K MZHAEBIAIX R]
P Primer SREGBNFIRSIESM; 125 Primer SREGBITFIZEST IR, BRIOT:

(Primer REE) ERE (0.1 pM) =RE (1.0 pM)
RESERE: & &
TigseR: (] - =

[PCR &5 REHERERAIX R]

O ZRESRMFERE, FTMURESERNEE.
2 Step PCR REBRNEE

VR
95°C 5 seC | =——p 95°C 5 sec
60°C 30 sec] ~64°C 30 sec]




@ ZRSYBHER, PILUEMIEHREE)sk3E7 3 Step PCR &AL,

2 Step PCR AN ZE{ER A 8] 3 Step PCR Y AN ZE{ER A 8]

PR

95°C 5 sec 95°C 5 sec 95°C 5 sec 95°C 5 sec

60°C 30 sec] »60°C 1 min~ 55°C 30 sec :l 55°C 30 sec ]
72°C 30 sec 72°C 1 min~

@ FnEE,
T RMFBEEIRES 95°C 30 sec, FRALLEMAITFHETERITRIKEIAL DNA FOEFEA DNA &R
EAR LR RITAIEE, MR EAMEIRE N T &M, FJLGERE 1~2 2$h, B2
BEKEEZEE TEEER 2 2 AT &S
[ BT S R ERERIEIR 2]
Takara Bio 12t JL#MREIAY TB Green #R &34 real-time PCRixF, XEXFINI/R F4S 14 AR i1
MEREBE U T *%F, TB Green Premix Ex Tag (Tli RNaseH Plus) (Code No. RR420A/B)2¥ 1%
WMESHIAA, B2, NREIRSKNEERME, R TB Green Premix Ex Tag |l (Tli RNaseH Plus)
(Code No. RR820A/B)zk TB Green Premix DimerEraser™(Code No. RR091A/B)NEH M,

TB Green Premix Ex Taqg TB Green Premix Ex Taqll TB Green Premix DimerEraser
ANk A > S
B! 5 IR

() 31¥mgt
#1T Real Time PCR RRRY, gt NMERERYFRY PCR SIMHFREE. RIFELUTEN, AILARIT
PCR ¥ BRRS, RNFFFMBRIRTSIM.

& PCRYIEFYKE: 80~150 bp RABE (FIBIELRZE 300 bp).

€ R SIEKRINT:

SIIHKEE
GC &8

17~25 mers

40~60% (45~55%3248)

Forward Primer 0 Reverse Primer B9 Tm {ERNREEZE A K.

Tm EFNTEERE ARt

OLIGO *': 63~68C

Primer3 : 60~65C

A. G. C. TR HRENS.

TEHEHHI GC rich 3 AT rich (#5512 3" i)

BFF T/C (Polypyrimidine) 3¢ A/G (Polypurine) BJZEZELE,

B GC rich 3¢ AT rich,

3" imfRERIFN G Co

REr%H 3" RimfHEN T,

B3 ﬁ%%%l%ﬁ%ﬁiﬁﬂﬁ%%ﬁ?‘zrﬂﬁ 3 TWELXJ:E’\J‘E?I\F%@JO
M5B 3" RimktHH 2 MHEL LRI ENFS,

ioEaaks R BLAST " i ZHaiAS MR

*1  OLIGO Primer Analysis Software(Molecular Biology Insights),

Tm1{E

3143

3" RimFF3l

*2 https://blast.ncbi.nim.nih.gov/Blast.cgi.



FARTR : A0 BREA TERRAEE MG RN SRS YR T S BRI —5F R
RESS.
KB LZEE NCBI Data Base E&FAJ Human. Mouse. Rat. Cow. Dog. Chicken. Arabidopsis.
Oryza Y RefSeq A%, ELRITTH T ZEEATEERIANTAY Real Time RT-PCR =
S Primer Set, Lt Primer Set @ TA#IGRERA, FIEME PCR RN FMHMILEK.
F) ARBRARERL B GRS/ RHRERFIITIRS, BAZEREARL S SHRS /R
BN ERE!
(3) 1T RT-PCR  MATHISRIG /77E
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)
g PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time) (Code No. RR047A/B),
5XHIRAEER, FILEREAEHSH PCR RMER.

1) & THEEH] PCR kAR (RASBISEX EECH]) ECHIERNERTIIRREMRE, % 225-24 |

FENERo
({£ Thermal Cycler Dice Real Time System Rt)

= FRE LRE
TB Green Premix Ex Tag (2X) (Tli RNaseH Plus), Bulk 125 yl 1X
PCR Forward Primer (10 pM) 05 pl 02 uM
PCR Reverse Primer (10 pM) 0.5 pl 02 uM
KEIK X yl
Total 22.5~24 |

2) LR PCR RELRAON Real Time PCR ARMES, AEBMA 1~25 plRT REOE (3%
RT RMAFHER), RIEREREIATRA 25 plo
TR RT REGEEIIMAEAREET 25 plo

Sl

BT Real Time RT-PCR %t Human ATP5F1 mRNA i#{T#H. cDNA 848 T Total RNA 1 pg~

100 ng. fEFAKEKIEA Negative Control FAIEAR.
Real Time PCR B9y 1%k,

|||||||||||||||||||||||||||||||||||||||||
12 345 B 7 8B 9101112131415 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40
Cycles

Real Time PCR HigtfiZths%.

4500

4000
F 3500
%
= 3000
9 2500
= 2000
&

§ 1500+
©1000
2 500
o] g —

T o i e e i
60 61 B2 63 64 65 66 67 68 69 70 71 72 73 74 75 76 77 78 79 G0 §1 62 §3 94 85 96 87 99 89 90 971 02 93 94 95
Temperature




R2 :-0.999
Eff 1 102.8%

T T T T T T 1
o1 1 10 100 1000 10000 100000 1000000
Initial Guartity

@ XEX~f
TB Green® Premix Ex Tag™ (Tli RNaseH Plus) (Code No. RR420Q/A/B/W, RR42LR/WR)
TB Green® Premix Ex 7ag™ Il (Tli RNaseH Plus) (Code No. RR820Q/A/B/L/W, RR82LR/WR)
TB Green® Fast gPCR Mix (Code No. RR430S/A/B)
TB Green® Premix DimerEraser™ (Perfect Real Time) (Code No. RR091A/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 Taq 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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