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TB Green Premix Ex Taq Il (Tli RNaseH Plus) &, 4> 2—AL—2—&Ic LKD) 7 IV 2 A L PCRERAH
T, 2XBEDSLIVvIRZATHET, UT7IWRALEZR) VIICGELIEGREDA V2 —H
L—%2—TBGreen ZH 5K CHBATEHY . RISKEDFAMMNEETT,

Fre. M2 RNaseH TH S TliRNaseH ZH5H Lo 2 X TL S w7 AEHZERITHIML TH Y. cDNA
R L LTHEE0D5%E mRNA 12K % PCR RISFEEABIRE TR TEE T,

AEGBIE BEWZ—5 Y MRS TEBRR 22— FEETY, Ny 77 —HBEOHZEICLY TB
Green Premix Ex Taq (Tli RNaseH Plus) (845 30— K RR420S/A/B) ICHRNKIGSEMASHTVET, E
BT EGBIEFRIBRZMNG L. BAVEESBE CLY EREEENAETT., DNV T7—
EWTag iE=EFIA Lic Ry b A2 — | PCR BB TaKaRa Ex Taq® HS & DiEFHEHHIC LY. BIRME
KLKEEEDBWY 7 V2 A L PCR D AIBET T,

AR @mDBIGFETE
+ Thermal Cycler Dice® Real Time System Ill (&3 — K TP950/TP970/TP980/TP990)
+ Thermal Cycler Dice Real Time System // (&5 31— F TP900/TP960 : #£5%)
+ Thermal Cycler Dice Real Time System Lite (85 3— K TP700/TP760 : #£7%5)
+ CronoSTAR™ 96 Real-Time PCR System (&5 1— K 640231/640232)
+ CronoSTAR Portable Real-Time PCR System (&gaJ— K 640245/640247/640249)
+ Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System. StepOnePlus Real-
Time PCR System (Thermo Fisher Scientific )
« LightCycler/LightCycler 480 System (Roche Diagnostics #t)
- CFX96 Real-Time PCR Detection System (Bio-Rad #t) 7z &

GE) Smart Cycler System/Smart Cycler Il System (Cepheid #1) (&, TB Green Premix Ex
Taq (Tli RNaseH Plus) (#& 23— K RR420S/A/B) DERAZHREL X T,

. [RE
AT TlE. TakaRa Ex Tag HS IT &% PCRIBIEAZITULNE T, PCR IBIEEYIIE. TB Green
LKV UTIVERALTEZR) VI TEEXT,

1. PCR

PCRIEIE M E DNA H5 BRDELFEI A DHZIBIRE B SEHMTTI . DNA DEAZM,
TI2AR—DT7Z—)2J DNARIU XS —EILLZBRRLED I AT Y TH5hE
BIRZEIYAT)IVEL. TNZRYERT T LT BRED S BICEBNERFIRZ
100 HEICETIBIBEE 2 ENTEET,

AEETIEIBIEITR Y b AR — b PCR B3R TaKaRa Ex Tag HS 2R L TW 5 fcé.
RIGERAEFIZEG A TIVEIDIRTZA IV IRTTAR—F AR —ICHRT B3
BERBEZHCIEDNTE. BREDREDAIREICEY ET,

2. HERIE
AVB—hL—2—&
"R DNA [THEET AT ETENEHT 5K (12 —AHL—2—TBGreen 5 &)
ZRISRITINA., BIRICH D BAERET 275ETI
RIAS—ERISICE D TERENTEZAEHDNA LA Y Z—HL—2—HDHEET S
EBEAZRELEY, COHRNGREZRETHIET. EERLIFTHEIBIRDNAD
RMEREEZRNETSLEELTEET,

2AZTINAF A 2 S 31— K RR820S



1) FZHE B ®  AvsnL—s—
7543 Gk
P o €
|| || L1
DTHAR—DT=~UYT  ypis v ®
Y E
__(\ /)_> F
F
A L L1 L1
3 FERRIG
- . ) w—

Il. AE (40 E%3. 50 ul RIGHR)

TB Green Premix Ex Tag |l (Tli RNaseH Plus) (2 X conc.) *1 1 ml
ROX Reference Dye (50 X conc.) *2 40 ul
ROX Reference Dye Il (50 X conc.) *2 40 ul

* 1
* 2

TaKaRa Ex Tag HS. dNTP Mixture, Mg2*. TliRNase H 5K U TB Green &L,

Applied Biosystems D 1) 7 )L 2 A LPCREBGE, T TIVEIDHEAT T FHILDWE
EZTORBECHEINT 5HBRICERLET,
@ ROX Reference Dye %19 % 1&fE
+ Applied Biosystems 7300 Real-Time PCR System (Thermo Fisher Scientific #1)
+ StepOnePlus Real-Time PCR System (Thermo Fisher Scientific #t)
@ ROX Reference Dye Il 7 INY 2 H4&E
+ Applied Biosystems 7500/7500 Fast Real-Time PCR System
(Thermo Fisher Scientific #1)
@ TINDORKREHL G HETE
+ Thermal Cycler Dice Real Time System /1) —X
(&S 3O— F TP950/TP970/TP980/TP990, TP700/TP900 : #&5%)
+ CronoSTAR 96 Real-Time PCR System (851 — K 640231/640232)
+ CronoSTAR Portable Real-Time PCR System (845 10— F 640245/640247/640249)
« LightCycler/LightCycler 480 <> X 7 /s (Roche Diagnostics %t)
+ CFX96 Real-Time PCR Detection System (Bio-Rad #1)

FEHUNCHELHE, HE (FEH0)

1. U77IbZ A Ls PCRZE (authorized instruments)

2. BARISF1—THBWNTTL— K

3. PCRATSA<—*3

4. HEFEEIK

5. '—A478ERY bESXKUFvT (A= 7L—THIEBLIHD)
*

31 UTIVEALPCRATSA—DFEHEE TVIL (1) T4 —8EHC
DWCIETBBIZEWN, EM ITVAL Sy bl O 4X0 ZT MU
A XY OA X F AT ECFRIBETAED Y 7 IVR2 A LRT-PCR T4 —
DEET - BRICIE. BHDA Y FA VBREX VAT I
[Perfect Real Time H/R— ¥ A7 L] DTHBEHRENZLET,
(https://www.takara-bio.co.jp/research/prt/)

LHZINAF AR
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. &7z
4CRT7 6 nARTE

BEEHLTLREN, Ffey AVAIR—2aVITETEFRELTLRE

% RERETBHAE. —20CTRELT T,
WO Te AR LT b DI 4TIREL, 6 » A% BRICTHERL FEEL

Iv. &
1. UZ7IVBALPCRICKY | BIGFORM. EEZTENDIEHICITD T EDFBETT,

2. TBGreen ’HSHLCHIVvIRALTHB 2 X conc. DT LI v I RARETT, 754
=TV TL— b ERERRKEMZA DT TA V2 —HAL—2—&%Ic LB 7L
RZALPCRETDSTEDNTEET,

3. PCRICIX. Rv F AZ— I PCR BB TaKaRa Ex Tag HS #BBWLNVCWE T, /\v 77—
RIFVTIVEZA L PCRAICEBILEIN TV, EEMRHS/RL., BRELEEHS
TEEY,

4. 2 X T 2wy REEEAC, MEE RNase H T2 TliRNase H #H 5H CeHAML T
9, cDNA Z#HRI L LTIBED. 7%7F mRNA (& D PCR KISFEZE % #RBR & CTHIH]
LE?’

V. BELDER
FEREFEATSEA0DIRERTY. FANICBTERHF LT

ﬁﬁﬁﬁﬂdi\ AN THVWESBPHICERIES L. SEEZH—IcLTHhEFERLTK
TV, HEERICRYDHBE+T5 E&rﬁl’ib\ S5niEl i U S
/"J'\)I/T w7 AR BEEIITOEVWTLEE

7285, TB Green Premix Ex Tag Il (Tli RNaseH Plus) (2 X conc.) & —20°C{Rfz LI=15 5.
REPICBB~EHBDOLBEZECEHTENHVET, BCFTERDZH. BHLLT
FRICLIESCBW R, HAIRET AL TRelsaELET,

EEHOECTEEFL TR, HAEERICRBYDTEXRIDOT, BTH—ITRELTHSET
FREEL

2. RISHARECIE, HEEKEICENTZEY

3. RBIRIFAVE2—HL—2—TBGreen A TCVE T, RIGERFHRFICROINEE D
THEOWESFELTLZEW

4, RIGKEDFAR, DXETO EEZRBTHLOT 4 AR=FT)ILFy TERWN, 7
WDV R Z—a v EBARBLELTLLREEY

2AZTINAF A 4 S 31— K RR820S



VI. #4F
[ Thermal Cycler Dice Real Time System &) — X% R\ 3158 DIRELZE]
% Thermal Cycler Dice Real Time System DEURETEAZICHE > TERIEL T ZELY,
@ Perfect Real Time H#'R— b2 X7 Ly (PRTSS) DTS AT —%ERAT 5155
1. FEIIRY PCR RIGKRE AT 5,

<1 KItdHfcY) >
St FHR=E BERE
125 ul 1 X

TB Green Premix Ex Taqg |l (Tli RNaseH Plus) (2 X)
PCR Forward Primer (10 uM) 1 ul 04 uM*1
PCR Reverse Primer (10 uM) 1 ul 0.4 uM*1
template (< 100 ng) *2 2 ul
TETESIK 8.5 ul

25 ul*3

Total
RIRTTAR—RE 04 UM TRWERDNESNZIZBELN LD, KIS
MICEEN DD EEIE02~1.0 UM DEH TREZRELZRTTT 5 & B,
template ARFPICEET B2 —7 v FOOE—RITK Y B S, EBESR
L CHEYFMEAESTT %, DNA template 100ng U TEAWB Z &H
2% LU, Ffe. RT-PCR T DNA (RT RIS % template & L THMNT %
BElE. RNE%E PCR RIBREED 10%UTET 2,

* 3 RISVREIL 25 il =4S

* 1

* 2

2. RISEBEBT 5,
PCR Kist&. FEED v bV PCRIZHET O h:—/b??ﬁi:&%&‘éﬂéﬁ\bi@“o

FolEco7ora—bEHL. BEICSCTPREFEEBLLTIIREL,

B e ; ¥ bVPCREZETO RO

- 1805 et — Hold (*D,Hﬂgﬁ)
_ / \ /“’ "-. / Cycle : 1
| 3 95°C 30#%

504 ,J'

1 2Step PCR * 4
Cycle : 40

95°C 5®

: 60°C 30#

Hald el-— 1} -:-._: H ::-.:_:r, :I_:-. ;.: H; “ h Dissociation

40

* 4 PREHZESICEBLT BHEIE. 12 X—ID [RBREXHDEU ] %= CHE
RLEEL,

* FEAELEDFE

ABRIER LTS TaKaRa Ex Tag HSIER ) A S —HEEEIGI T B Tag k=R B LTz Ky
FR%2— bt PCRABEERTY, MttDILEEM#Z 1 DRy F X2 — b PCREXTHER PCR KIS
BID 95°C (5 ~) 15 FDFEMALAT Y TIEIThHEVWTL TV, BB EOBIEBEINZ 5 S8
FEENMET L., BIEMR, TEREICRELRIFITERALGHYET,

PCR RIGHIICEELDTIAE M Z 1T OHBETH. BE 95°C30 M THRHN T,

3. RIS T, EIRhIR ERARERIRZHEE L. EEZT O HBOIIREREIFNT 5.
fEt A, BEEDIREGRAEZ 2R LEL,

2AZTINAF A S 31— K RR820S



OBED TS AT -1 EPRISSUNDT 54T —%EBT 2158

1. TFEITRY PCR RISKRZFRT 5.

<1 RisHY >
FHEE BIEE

Bk

TB Green Premix Ex Taq Il (Tli RNaseH Plus) (2 X) 125 ul 1 X

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

TBEFESIK 8.5 ul

Total 25 ul*3

¥ 1! &RTIAT—REIZ 04 uM TRWERDBONZHZEHLZLH. RIS
HICEEDH B EFIF02~1.0 uMDEFE CRERTEBEERETT LB,

* 2 1 template AARFPICEET 22— v bOOE—HICK ) RE S, EBEHR

L CEYGRINEARIRET T 5, DNAtemplate 100 ng LU FEBWS Z D
ZF LU, Ffc. RT-PCR T cDNA (RT Riti&) # template & L THNMNY %
Hal. RINE%Z PR RISRBED 10%UTET 5,

* 3 RIGREIL 25 ul EBH#EE

2. RIG%ZERRI®Y %,
PCR R, TN+ MIVPCRIZFETO M-V TITSZ LEHEDHLET,

FEco7Ora—IbEHL. BEITGCTPREHFEZEBHLLTIREL,
Tm BMEDD TS A —TxE v bILPCR TORBHELWBEICIF. 3 AT Y

7 PCREZ1TVWE T,
i e Y v MVPCRAZETO FO—)L

Hold (#JEAZ %)

180 , ,
] ."I L) / N / Cycle 1 1
/ ! 95°C 30%

1) 2 Step PCR * 4
Cycle : 40
95°C 5%
60°C_ 30 ~ 60

(== an
Temparature (degl im0 %0 [0 mn [ ol . . .
} B3 0 05 030 015 O 0018 Dissociation

* 4 PREFHZEBILT BHZEIF. 12 X—TD [REEXHDEV A %= CHERL 2
_EL\O

* FAELEOFE

AERIER LTV TakaRa Ex Tag HSIER ) A S —EEMEINGI S B Tag k=R B LTz Ky
FR%Z— b PCRAEBEETY . MtttDILREH#HZ 1 DRy FX2— b PCREXTHER PCR KIS
D 95°C (5 ~) 15 DDEMALRAT Y FEThEVTLRETL., RELUEOBNBEINZ S &8
FEEMET L. BIgShER, EEREICHELZRIITERANHY £T,

PCR RISHIICERIDYIHAE AT OHBETH. BE 95°C30 W THRA T,

3. RIGRTHE. 1BIBER CRRHRZ SR L. EBZ1T OB AIIRERZIFNT 5.
fEI A BEEDIIRERREZ 2R EEL,

2AZTINAF A S 31— K RR820S



[CFX96 V7 IVZ A Ly PCR R AT LDIZE ]

% CFX96 ') 77 )V & A L PCR f##fr> X 7 L (Bio-Rad #1) DEUKFRAZ ICRE> THRIEL T

&L,

1. FRITRYT PCR RISKRE ST 5,
<1 RixdH) >

FHEE FRE BRERE
TB Green Premix Ex Tag |l (Tli RNaseH Plus) (2 X) 12.5 ul 1 X
PCR Forward Primer (10 pM) 1 ul 04 uM*1
PCR Reverse Primer (10 uM) 1T ul 04 um*!
template (< 100 ng) *2 2 ul

TETESIK 8.5 ul

Total 25 ul

¥ 1! RICRTSA—REIX04 uM TREWERHNBSNZBEHZLH. RIG
HICHEN DD EEIL02~1.0 uUMDEFH CHRETEEZ ST B LB,

* 21 template FBPICHEETE2—7 Y bOOE—HKICKVEL S, BREFR
LCEBYERMEEEETT S, DNA template 100 ng U FERAWS T EH
ZE LU, Ffc. RT-PCR T cDNA (RT Riti&) # template & L THMNY %
BEk. HE%R PR RISKRBED 10%UTET %,

2. RISZFIET %o

PCRRISIE. FEDY ¥ MIVPRIFETOFI—IVTIIO I L ZHBHLET,
FFiFco7OobdI—)bEEH L. BEITHCTPREGEEBELLTILEL,
TMBMEDD TS A —TxE v bIL PCR TORBHELWBEICIF. 3 AT Y
TPRZEFTVEY, PCREMZEBELT 2HEIF 12 X—I DI REBREHEDEVH |
Z#TBREEN.)

T 1 z I i [.& E I -
| —me o | > v bV PCRIZ#EZO FO—)b
| . | W
i ™ - Sample volume : 25 ul
- Step1:95°C 30%
| L e Step 2 : PCR &5
i GOTO : 39 (4017 )b)
[ otes _ 95°C 5%
oz F 60°C 30#
et st L L Step 3 : Melt Curve
ok o e a2y
e Core
ez I
MEALEDER

AERIER LT3 TaKaRa Ex Tag HSIER ) A S —HEMEINGI T B Tag k= F B LTz Ky
FR%2— bt PCRABEERTY, MttDILREM#HZ 1 TDKRy F X2 — b PCREXTHER PCR KIS
BID 95°C (5 ~) 15 FDFEMALAT Y TIEThHEVWTL TV, BB EOBIEBEINZ 5 S8
FEENMET L., BIER, TEREICRELRIFITERALHYET,

PCR RIGHIICEELDPIAE M Z1T OHBE TH. BE 95°C30 M THRAN T,

3. RIS T, EIRhiR & RUARERIRZHEEE L. EEET O HBOIIREREIFNT 5.
PR3 7RIZ CFX96 1) 77 )L 2 A L\ PCREEMTS AT LODEURERE % BRI &L,

2AZTINAF A 7 S 31— K RR820S



[ Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System 35 & U* StepOnePlus Real-
Time PCR System 2B\ 3155 DRIESE ]

% Applied Biosystems D&IEBDEIREHIAZICHE > TRIEL T ZEL,
1. F@ITRT PCR RISKERAET B,
<1 REHRY>

K FRE #HAE SKEE
TB Green Premix Ex Tag |l (Tli RNaseH Plus) (2 X) 10 ul 25 ul 1 X
PCR Forward Primer (10 uM) 0.8 ul 2 ul 04 uM*1
PCR Reverse Primer (10 uM) 0.8 ul 2 ul 0.4 uM*1

ROX Reference Dye (50 X)

or Dye Il (50 X) *2 04wl 1 ul 1%
template*3 2 ul 4 ul
TREAERIK 6ul 16 ul
Total 20 pl*4 50 yl*4

¥ 1! &RTTAIY—EEILX 04 UM TRWMERDBOSNBHZEHLZ LD, RIGHIC
BN HSHEEIF 02~ 1.0 uM DFEF TCHRETEELRFTT 5 ERLN,

* 2 : ROX Reference Dye Il (50 X) k. ROX Reference Dye (50 X) &k WiBE A& <
FRELTWS, Applied Biosystems 7500/7500 Fast Real-Time PCR System Tf#
9 BHBEICIE. ROX Reference Dye Il (50 X) #{ERAYT 3,

StepOnePlus 35 & T* 7300 Real-Time PCR System (Zl&k. ROX Reference Dye (50 X)
ZERAT %,

* 3 template BBRPICEETB2—7 Y FOOAE—HITLWEG S, BREFRLT
BWYHTRANEAEREET T 5, 20 ul H7z4) DNA template 100 ng L FERWS T
EHEFE LU, Ffe. RT-PCR T cDNA (RT RI5i&R) % template & LTINS
3igalE. HMNE% PCR RIGRBED 10%UTET B,

* 4 BREDOHRREICNE S TART 2.

2. RIG%ZERIKY %,
PCRRISIE. FEEDY ¥ MIVPCRIFETO M IV TITO T L2 HBHLET,
FFiFco7OobdI—)bEEHL. BEITHCTPREGEEBELLTILEL,
TmBMEDD TS A —1xE v bIL PCR TORBHELWBZEICIF. 3 AT Y
TPRZFTVEY, PCREMZEBLT 2HEIF 12 X— I DI REBREHEDEV A |
ZTBREEN.)

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

Thermal Cycler Frolocol

v MVPCREEETO FO—)L

Thermeal Frofie | A icrement | Fump San |

Stage 1  Stage 2 Stage 3 Stage 1 : {JEAZ 4
Reps:[1_| Reps:[30 ) Reps: [1_] Reps : 1
[EEo | B0 | [85.0 95°C 30%
0:15 Stage 2 : PCR Rt
Reps : 40
95°C 5%
Lot 60°C 30 ~ 34 Fh*

Stage 3 : Melt Curve

* : StepOnePlus Tl& 30 #ic.
7300 Tl 31 #7500 Tl&
34 ITRET %o

2AZTINAF A 8 S 31— K RR820S



< Applied Biosystems 7500 Fast Real-Time PCR System >

v MUVPCREZEZETO FO—)U

Holding Stage
Reps : 1
95°C 30#

Cycling Stage
Number of Cycles : 40
95°C 3®
60°C 30%

Melt Curve Stage

XfEALEDFE

ABRIER L TWB TaKaRa Ex Tag HSIER Y A S —E5EMEING S DM Tag k=R B LTz K Y
FRX%Z— bk PCRABETY, MEDILREMZ A TDER Y b X2 — b PCRERXRTHER PCR Kt
BID 95°C (5 ~) 15 FDEMHALZAT Y FEIThEVTL TV, REL EOBNEENZ S &8
FEENMET L. BiIgshER, TEREICREERIEITEALHYET,

PCR RIGHIICERI DA M E T OBE TH. BE 95°C30 M THRH T,

3. RIGRTHE, 1B RRHRZ SR L. EBZ1T OB BIIRERZIFNT 5.
R EIE. BREBDEIREGAEZ B8R IfLEL,

2AZTINAF A 9 S 31— K RR820S



[ LightCycler/LightCycler 480 & 2 7 L DS ]
* Roche Diagnostics #1 &= EDEIKERAZICRE > TRIEL T EELY,

1. TFEITTRY PCR RISKRZFRT 5.

<1 RiGHY >

EES FRE SREE
TB Green Premix Ex Taq Il (Tli RNaseH Plus) (2 X) 10 ul 1 X
PCR Forward Primer (10 M) 08 ul 04 um*!
PCR Reverse Primer (10 uM) 08 ul 04 um*!
template (< 100 ng) *2 2 ul

BEAE R 6.4 ul

Total 20 ul

¥ 1! HJRTIAI—BEIX04 UM TRWMERNESNBZHZENZULH. KIS
HICRIEN D B & FIX02~1.0 uMDEHE CRETEERZETT 5 LR,

* 2 . template ARTPICEET 42 —F v bOOAC—HKITK W EE D, BEFR
LCBYERMEEKRETT S, DNA template 100 ng U FERAWSZ EN
ZFE L, Ffc. RT-PCR T cDNA (RT Riti&) # template & L THINYT %
BE. HE%E PR RISKRBED 10%UTET %,

2. RISZFIET %o

PCRRISIE. FEDI ¥ MIVPRIFETOFI-IVTITO I LZHBBHLET,
FFiFco7OobdI—)bEE L. BEITHCTPREGEEBELLTILEL,
TmEMEDD TS A —1xE v bIL PCR TORBHELWBEICIF. 3 AT Y
TPREITVWET, PREBEEBLT BHAIE. 12 X—TJD RERZM4DRV
Bl ZETBRBIEEY,)

< LightCycler >

Cychis Pregram Duln Avahesiy Mecte] Timo v bVPCREZZREZO b O—)b
Cyclusl] 40| ghing Curis
Tl-:mrr:n::_?di . Stage 1 : YIHAZ M
o P /12 95°C 30% 20°C/®
’-mmmm-w-m TH17b
[ p ety |ovcien]

[ Aeaiton Made Stage 2 : PCR It (X))
- T 95°C 5%  20°C/#
60°C 20%  20°C/#
4017

Stage 3 : REFRHRAR AT
95°C 0  20°C/#
65°C 15%  20°C/#®
95°C oF 0.1°C/#

LHZINAF AR
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< LightCycler 480 > R 7 Ln>

Han Praseced 1 s | S bates |

Illllnl-l—lrl TEE bopen 1 0 AR Low _'”m! Bleck 5w Pawip [ Meachea Vel [5 5

v:mcn-;mi Lov g Teaw |

Pragams
Brnigin Hams &
|recatuce L
lanitisg [
Caclisg L

pin lerr-nl lergem

julw

buda

[j A Tasged ['TH kel oy Mamde Pl o ] Rereg Bale [CA | Aoqpelalilors jped "0} Sed Tage ('0) Siep Slae 0] Shep Delay [opoiey 7
H = P T :":.: El g '::: =y ==
v bMVPCREZEZO FO—)U
Denature
95°C 30 # (Ramp Rate 4.4°C/sec.)
191471
PCR

Analysis Mode : Quantification
95°C 5% (Ramp Rate 4.4°C/sec.)
60°C 30 # (Ramp Rate 2.2°C/sec., Acquisition Mode : Single)
4091710
Melting
Analysis Mode : Melting Curves
95°C 5 (Ramp Rate 4.4°C/sec.)
60°C 1493 (Ramp Rate 2.2°C/sec.)
95°C (Ramp Rate 0.11°C/sec., Acquisition Mode : Continuous, Acquisitions : 5 per°C)
19147
Cooling
50°C 30 # (Ramp Rate 2.2°C/sec.)
19147

XERLDIE

ABRITER LTS TaKaRa Ex Taq HSIER U X 5 —E5EMZ G 540 Tag iz FIR LRy
b R%Z— b PCRAEERTY, Db FEM2 A TDKRY b X2 — b PCREZTHES PCR RIS
FI0 95°C (5 ~) 15 FOEMILR T v FIETDHEVTLREN, BENEOBNBEMZ 5 & 8
REENMET L, BIgME, E2REICHEERIEITERNGY T,

PCR RISHIICHRLDYIAEEZIT D IHETH, BE 95°C30 W TRA T,

3. RIGRR T, BRI RRERZHEE L. EBZ1TOHAIIRERZIENRT 5.
FRITTT A, BREDENEGAEZE TBRLEL,

2AZTINAF A 1" S 31— K RR820S



EREFMDRUE

HREM (Vv MVPRIZET D b O—)L) TREFGRIGENMESNEWNEEICIE. TEROEE
TTZAR—BEL PREBFOREFZTOTLREL, Efee RIBRICK 2T HEHLEKE
%D TB Green Premix </ 1) —X1) 77 )V 2 A s PCR &% (&& 31— F RR420S/A/B. RRO91A/B)
ZRWSZ LITEY . RISEDRECHET D ELEEHIET,

RRFMEEIRICTIE. RICKENE IEBENROMAZER L CRENICHIBTLE T, mAD/N
TV ADBNTCRBRR TIILVREESEE CEEGEED FIRETT,

O RIFEMEDBVRERR
- No Template Control T7 54 X —4 1 X —7%5 EDIEAFEHBIRNE C7N,
- BEMUANOIFFEERNE CELN,

O 1BIEEL BV RERR
BIREMD KW BV A VIV TREENS (CHEDVNEL),
* PCRIBIEINERD F L (EFRIETH S 100%IE0Y),

(754 <—REDRE]
ToAR—BELRISFREES KUBIRBMEOBICIE. UTOLSGEFEABYEYT, RISH
Ktz HIFBIITIAI—BEEZ T, BIghE%z LIF 31375/ —BEZ EIFET,

(7247 —RE) ERE (02 uM) =iRE (1.0 uM)
RIGHEE B - (L
BiEzhE B > =00

2AZTINAF A 12 S 31— K RR820S



(PCR A DIREY]
O RIFREZ LT 5ICid—

TV UREE PR ERISBRENRET S ENBYET, BEHELED/NS Y
RZEHRBLIEH S, BEIZT>TLIREL,

[+ U PCR] TZ—=)TRE
EEZ7O R 3—)b x5
95°C 5% 95°C 5%
60°C 30% ~64°C 30

O #igshEs HF5Icid—
BEBMAELTH., 3step PCRICEET BT LICkY, BIBHEARET HT LHBY
7, UTFOFIETRIET> T REL,

[ % kL PCR] ERmEE EREE
=] Sy TS [3 step PCRI TS
. A e e o5 5B ]| 9sC 5w
95°C 5% 95°C 57 2ot 308 ceC 307
60°C 30 60°C 19~ - ”
72°C 308 72°C 1%~

OFJERZEHIT DN T
FIHAEMIRBE 95°C. 30 W THRATI. BRI SAIFPT/LDNAGZEEMLICL
WERITH, IFEAEDIZE. CORKTRIFICRISTET T, HFRDIREICL > T,
95°C. 1 ~2NREIERT B ENARRTIH. BENRT ESLBROKFZRIE
NOBIETDT, 2PULDRHIHELE LA,

[ ERSEDRR ]

BASNAATIEA 2V Z—HL—2—FED)T7ILZA L PCREAESE L TEHOE R ZRT L
THEY. ZTNH0OEEERBFESES JUBEMEROBICE. UTOLSGEHEAHY X7,
TB Green Premix Ex Taq Il (Tli RNaseH Plus) (8& 11— K RR820S/A/B) & R iS4 E 14 & 1E18%h
KDINT VY ADBNEABREOEWEETIH. ToICRINMFENER EIF5IiE. TB Green
Premix DimerEraser™ (Perfect Real Time) (845 31— K RRO91A/B) DFERAHNEMTY . Fi.
P-P1EME LI < WEHITIE TB Green Premix Ex Tag (Tli RNaseH Plus) (85 31— K RR420S/A/B)
EERT AT EICKYIEBENRAA LT RHEENHIET,

(%) TB GreenPremixExTaqg TB Green Premix Ex Tagll  TB Green Premix DimerEraser

RIGHERME  PPEL > =00
BigRE 8L - DREN

2AZTINAF A 13 S 31— K RR820S



VII. Appendix
(1) 724 —&EHDOWT

77 IVZA L PCRZZHEMICIT O ITIE. RIEEDRWT ZAX—ZHRHATHIENEE

TYo UTFDAA FZAVITA> T BRMENL . IFENRIGNET SHVWT S A

R—%&RETLTLLIEEL,

HBH. B RTR Ty bl 990 AX ZT M) AR YOA XSRS EGTFHE

RO ) 7 IV 2 A LA RT-PCR 754 X —D&&ET - BRICIE. BHA VT4 VEER &

EX T AT L [Perfect Real Time HR— b X7 L] ¥ O TH AR LE T,

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

k1 bbb YXUR SV b, D90 41X 270U 4% A4 XFXF D RefSeq
BB T £ 72lE Ensembl Plants B#EGFICHT S 7IVLE2 A LRT-PCRAET S
AR—DEEFEHTT (TEXICKWARZLEGRLTEBIFLET), ABHE
HEE T, TBGreen BHICK BT IVRZALRT-PRETOZENTEET,
A RXT LEFIBLTRT-PR 754 —&&Ket - BREINBEITIE. v ML

PCREZETO M O—/LTRITEFT G~ 1N RX=I B,
WIEEE
#1891 X [80 ~ 150 bp A\B58 (300 bp F TIHIHIBATAE
B7S51<—
& 17 ~ 25 mer
GCRE 40 ~60% (BFE L& 45~ 55%)
m Forward primer & Reverse primer O Tm {EHAAEL BES5HEWNT &,

Tm EDFEIX. ERDY 7 FUIT7TITI,
OLIGO*2 : 63~ 68°C
Primer3 160 ~ 65°C
B2%! SENITIEEDRY BN WEFIICT B,
ERHYIC GC 1) v FHBWIE AT Uy FIxEHILEET D (FIT 3' Rig) .
T/C D& (polypyrimidine) (X#8#lF 5,
A/G DES: (polypurine) (X#ElF 5,
3" RigEdy |3 REED GC v FHBWME AT Uy FRET 8T B,
3 RIFEEIE. GEL CHEF LN,
3 KIFEENT Th 5 /54 I—ILBHFTzIZ S H KL,
TERE To2AR—RBHE LT T Z 4 —RITOD 3 base L EDIEFHHES &
BT B,
T4 —0D 3 KIFREILH 2 base L EABHT B EF A BES B,
RN BLASTRR T/ S/ —DIFRUEHERT 5, *3

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

¥ RAZ/INAFTlE. [Perfect Real Time H7R— b A7 L) IS L TWEVEEFIC
DNWTH. TTAX—DHAZLEE - B —EXET>TEVET,
Bt T THA MITTEXERY T T,

2AZTINAF A 14 S 31— K RR820S



(2) U7 bR A L RT-PCR 2175155

1) 77 )b R A Ls RT-PCR DMELE KIS

* PrimeScript™ RT reagent Kit (Perfect Real Time) (45 3— K RR0O37A/B)

+ PrimeScript RT Master Mix (Perfect Real Time) (85 31— K RR036A/B)

« PrimeScript RT reagent Kit with gDNA Eraser (Perfect Real Time) (25 31— K RR047A/B)

DEREHEND LET, AEREEHFEDETERT R LICKY . EEEDEWVERAE

BBHTENTEET,

1. PCR RISi&R%Z Tao@ Y AR %,

(Thermal Cycler Dice Real Time System // ($87%) ERDIHE)

UFDOAVR—2Y b ERERE+ aDFAR L. 225 ~24 ul $29F7 %,
<1 RSHEY >

EES FHRE RIEE
TB Green Premix Ex Tag 1 (2 X ') 12.5 ul 1 X
PCR Forward Primer (10 u M) 1 ul 04 uM
PCR Reverse Primer (10 M) 1 ul 04 uM
BEAE S X ul
Total 225~ 24 ul

2. RISEZEDZELF 21— TICHEERIGKREZ 1~ 2.5 ul ANy %.
& L PCR RIGNDEERE RSB DFHAHEIF. 2.5 ul LFICLTLEEL,

L il

=
Bl

BOWE B REF B BY M M W B JU 0 2 TE RN M MOGT M TE RN R NP WY N TR OW TR M
Terpisies

R2 : 1.000
Eff : 101.9%

"y v o i Y o r d
il i 13 ™ 1mm 10084 TEKSD N
el ity

1) 7] A s RT-PCR I & %) Human TBP mRNA % #& H L =, total RNA1 pg ~
100 ng #BHED cDNA KU Negative Control & L CRERREKEHR L L,

2AZTINAF A 15 S 31— K RR820S



Vill. B

1) FIBEM. mHtEr REBREFHM N\AARBRTERBLEWN ! TREEEEDTY ]
EIEZHBOBREEFEENTY 4. UTIVEALEEPCROIY (2005) p120-126
2) FBEM. BHEe RBREZM REHLS K< HHDB MU T IV2A L PCREERHA

FJ[311) U7 IR A L RT-PCRIAIC K BB =F R (2008) p39-43

IX. BhERM

X. FE

TB Green® Premix Ex Tag™ Il (Tli RNaseH Plus) (85 31— F RR820A/B/L/W/LR/WR)

TB Green® Premix Ex Tag™ (Tli RNaseH Plus) (845 3— K RR420S/A/B/L/W/LR/WR)

TB Green® Fast qPCR Mix (&5 3 — F RR430S/A/B)

TB Green® Premix DimerEraser™ (Perfect Real Time) (85 31— K RR091A/B)

TB Green® Premix Ex Tag™ GC (Perfect Real Time) (53— K RR0O71A/B)

PrimeScript™ RT reagent Kit (Perfect Real Time) (84&3J— K RR037A/B)

PrimeScript™ RT Master Mix (Perfect Real Time) (%5 31— F RR036A/B)

PrimeScript™ RT reagent Kit with gDNA Eraser (Perfect Real Time) (&5 31— K RR047A/B)

Thermal Cycler Dice® Real Time System Ill (845 30— K TP950/TP970/TP980/TP990)
CronoSTAR™ 96 Real-Time PCR System (81— K 640231/640232)
CronoSTAR™ Portable Real-Time PCR System (845 01— F 640245/640247/640249)

Perfect Real Time 7 R— ;¥ X7 L (https://www.takara-bio.co.jp/research/prt/) *

¥ B RUR SV OV AR ZT M) AR AL XFRXF D RefSeq
BB GF E f21E Ensembl Plants BEHEEFICH LT 7 IV A2 A L RT-PCREY
SAR—BHRAFEHTT (TAXICE Y HDRARZLERLTEREIFLET), ARG
EHBEE T, TBGreen HHICK B 7 IVEZA L RT-PCRETSTENTEEY,

- ABGIEHARARETY, b b BMNOER. BARZETICEER LEVNEL S TFE]
TEW, oo Bf bR REAGSFE LTEALGLTLREW,

c BASNAAFDERZRFBTICHRBOBR - FE. BR - BEOLHORE. EmARRKD
BLEICERT AT EIEBIETNTVET,

DAV AICBTBBERISELT T THZ2AOTETELEEL,

« TB Green, TaKaRa Ex Taq. Thermal Cycler Dice &2 1 Z/\1 A HAESHDEREIETT .
Premix Ex Tag. DimerEraser, PrimeScript., CronoSTAR (&2 115/ \1 A ¥k S DEE
TY, ZOM. FFHASICRHIN TV I22HELEIUERLELEE. BHOBS. F
3B #{HEHE LIIKRBROBIZTHY . ThSRBEFRBEEICRELE T,

HAICODWT ORI EBEEVEHbES
TI7ZAIVYER—=FS14>
Tel 077-565-6999 Fax 077-565-6995
7794k https://www.takara-bio.co.jp
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