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One Step TB Green PrimeScript RT-PCR Kit Il (Perfect Real Time)l&. 1 > 2 —HL—2—&lC LB 1 AT
TVTIVEALRT-PCREADF Y FTY, RT-PCRAE 1 F1—THTERMICITA B8, BIEHNEE
TAVAIZ—2avORENB Y EHA. Tl BIRENE )7 IVZ2A LTRETE. PCREICES
XENx & THSRY D ELH Y EHA. RNA 71 )L A EME RNA DREICRETY,
RISICIZEBREEICEN., BREDORIS THERLE < <(DNA ERHD ATEES: PrimeScript RTase &7y kA& —
M PCREERE LTEFEDH B TakKaRa Ex Tag® HS =AW, RISRZE 1 ATy 717 ILZ A L RT-PCR A
ICEBELTWET,

ABETIE. /Ny T 7 — DB RITEK Y REREZD One Step TB Green PrimeScript RT-PCR Kit (Perfect
Real Time) (8@ 10— F RRO66A) ICHENRISHFEMENE ELE Lz, el RISIERT 2T X TOEE
£=H Enzyme Mix DFEIREGZ>THY . BIEE R UE@BICRY LT

AHGOBEGHEE
+ Thermal Cycler Dice® Real Time System Ill (&g 33— 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%)
+ CronoSTAR™ 96 Real-Time PCR System (&5 1— K 640231/640232)
+ CronoSTAR Portable Real-Time PCR System (&ah 01— K 640245/640247/640249)
+ Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System.
StepOnePlus Real-Time PCR System (Thermo Fisher Scientific #t)
» LightCycler (Roche Diagnostics #t) 7= &

() Smart Cycler System/Smart Cycler Il System (Cepheid #t) (&, One Step TB Green PrimeScrip
RT-PCRKit (Perfect Real Time) (55 31— K RRO66A) % 7z I& One Step TB Green PrimeScript
PLUS RT-PCR Kit (Perfect Real Time) (845 0— K RR096A) DIFERAE#HIE L X T,

. RE
One Step TB Green PrimeScript RT-PCR Kit Il (Perfect Real Time) Tld. WinERE
PrimeScript RTase (&% RNA H5 D cDNA &% & TaKaRa Ex Taq HS IC X% PCRIBiEA
1 F1—T7ARTEGENITITOVET, PCRIBIBEYIL. 4 >2—hHL—%— (TB Green) IC
SVUTIWEALTEZRY VI LET,

1. PCR

PCR &I E DNA H 5 BB FRTF DH Z 18R E € 551MTCY . DNA DEEM,
TIAR—DT7Z—J2J. DNARU XS —EILLBBRRLD I RAT Y TH 5%
BIRZ 1A 7)IVEL. TNZRYERT T LT BERED S BICENEGFIRZ
100 HEICETBIBEE 2T ENTEET,

ARG TIFIBIEIT Ry b AR — b PCRAIEESR TaKaRa £x Taq HS 2 L TW\ 2 feé.
RIGERAEEZES A VIVRIDIRTZA I VIR T T AR—Z AR —ICHRT B3
BRIEEZSHCIENTE. BREDRENAREICGYET,

2. RT-PCR

RNA (& PCRIZDE#HDHF & 1E75 ) FLAD. HEERERICKY RNADS cDNA %
BT BT L&Y, PCREE RNABRITICISA Y 52 EOPIREICR Y 9, Thhl
RT-PCRIECH Y. BRES RNARHTFETT,

ARETIE 1 X7V TRT-PREZITVWE T, ZORERBEXIRN—IITRLE T,

1 A7 7 RT-PCR Tl&. PCR B® Specific Primer (Reverse) B THERERIGEITL .
BTNz (DNA Z 881 & LT Specific Primer (Forward, Reverse) (&% PCR i&Eig% 17
WE T, (Random Primer &5 & U Oligo dT Primer # W ERISICBWNS T EIETEEHAL)

2AZINA F AR 2 %4 3 — I RRO86A



MRNA

Pe—{ 717

Specific Primer (Reverse)

Synthesis of 1st strand cDNA
with PrimeScript RTase

cDNA

3 :IS,

Synthesis of 2nd strand cDNA
with 7aKaRa Ex Tag HS

Specific Primer (Forward)

* y
3’ 5
Amplify cDNA
5 3
5 < s
Specific Primer (Reverse)
5 [ 3
- s
5 3
- s

1 X7 7 RT-PCREDRIE
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3. BN
A B—hlL—B—%:
“ A DNA IHET BT & CHAERT HHE (18— HL—%—  TB Green
58) BRISRICIA, BIBICHES BXEBRHT 555 TT.
KUAS—ERISICE > TERE NI AR DNA 1A ¥ 2 —HL— 2 —HHES
THE, WHERLET, CORNBEERMTZC LT, CBLWTH S HEIE
DNA DRYRREZAIET BT L TEET,

)R ® ® rHs-
7543~ o @ e
_l_ F F q
] || ] 111 ] || ]
DISAR—DT==UYY  syuse ® @
PR -
— — F

s

3 RRKIE

Il. AZE (100 E45. 50 ul RIGFR)

1. 2 X One Step TB Green RT-PCR Buffer 4*1 840 ulx 3
2. PrimeScript 1step Enzyme Mix 2*2 200 ul
3. RNase Free dH20 1.25mlIX 2
4. ROX Reference Dye (50 X conc.) *3 100 ul
5. ROX Reference Dye Il (50 X conc.) *3 100 ul

* 1 : dNTP Mixture, Mg2+&H KT TB Green #ET5,
% 2 PrimeScript RTase. RNase Inhibitor. TakaRa Ex Tag HS & & &,

% 3 ! Applied Biosystems 1) 77 )L 2 A LPCREBLZE. 7 T)VEIDENT T FILDTE
EZT>EECHITT 25 8ICERLEY,
@ ROX Reference Dye %7 IN9 2 14fE
- Applied Biosystems 7300 Real-Time PCR System (Thermo Fisher Scientific #1)
- StepOnePlus Real-Time PCR System (Thermo Fisher Scientific 1)
@ ROX Reference Dye || #7192 H4iE
+ Applied Biosystems 7500/7500 Fast Real-Time PCR System (Thermo Fisher
Scientific #t)
DR EL GO
- Thermal Cycler Dice Real Time System >/ 1) —X
(&5 3— K TP950/TP970/TP980/TP990. TP900/TP960/TP700/TP760 : #%5%)
+ CronoSTAR 96 Real-Time PCR System (80— K 640231/640232)
+ CronoSTAR Portable Real-Time PCR System
(B 0O— K 640245/640247/640249)
- LightCycler (Roche Diagnostics #t)

Fv PUNMCHAELEE, BB (EFELHD)

)77 ILAZA L PCRZEE (authorized instruments)

. BARISF1—THBWNETL— b

PCREATZA<—*4

IA70EXNY FBEUFY T F—roL—TNELEEHD)

¥4 PCRATZA4R—DREAAEE VLB TZAX—8KEHI DWW ZTHRIEEL,

DW=
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. &%=

— 20°C
% 2 X One Step TB Green RT-PCR Buffer 4 |£. #EMRLT— 20°CITTRET B &,

Iv. ¥R

1.

2.

1 X7y TVT7 IV A LRT-PCRITEK Y. RNA D1 )L R 75 EE RNA DT 7Z AR D
DIERITITO T ENTERT,

WEE (IS ERMEICEN T PrimeScript RTase Z. PCR (&R Y b X2 — b PCR A%k
TaKaRa Ex Tag HS ZFAWCTWE T, Ny 77 —RlE 1 X7 v 77 )L R A L RT-PCR A
IEEBEENTV S S IBIENED R BRELGRHENAIRETT ., e/ \v 77—
IdTBGreen ZH 5D LHEL 2 XBED T LIV VA THY ., BRELTL IV
AMELTWB s, RIGKRDARINEETT,

V. BELDIE
¥y M EERATREA0FRERTY., FAMNICLTERHLEETL,

1.

KI&ElE. #E~ 10 ANTEE A £ & & T Master Mix (RNase Free dH20, /\w 77—,
BEERZEDRR) ZAMNT D EENTT, Master Mix EIEDZ LlckY . EXRvF o>
JICELBORP, HEODF. BERHBHSAVELLEY ., ERGEHEODTETSITE
DTEEY, TORR., REREDT—2DIESDEEHITET,

PrimeScript 1step Enzyme Mix 2 (&, SERAFICECRZOLT. HEEF1—TDEIC
ZELTLIEEW, 50%7 ) LO— VAR THENSVLDOT, FERIPO(YEE
Ny T4 V7 Z{T2TCLIREN, e, FREREC— 200CTR7FL. FRRIBEDS
IC— 20°CITRFEL TLIEELY,

2 X One Step TB Green RT-PCR Buffer 4 (& B ICNAMID RONSHBEDH I ET
B BEITNSEED Y £ A, Vortex EZ2EAL T, TRAITEELTHSERLT
<fEEL,

HAEDODFZTO LERFRBTHLOT « AR=FTIVF v TZBL. 2T ILEDO
VEIR= 3V EBABELTIEEL,

AF vy MIKBUWEERIGICIE. FENE TS A<T—EBWLE Y, Random Primer ¥
Oligo dT Primer IZEB TE XA,

2AZINA F AR 5 %4 3 — I RRO86A



VI. #4E
(RNA
[ Thermal

1.

LS EIE. TVILLA.RNA B FIVDFEBCDWNT | ZTEBIBLIETL,)

Cycler Dice Real Time System 1) —X%Z B 3158 DIRES X ]

TERlCR I RISKRZK ETHRET 5.

<1 RicHcY >

EES fERE RIORE

2 X One Step TB Green RT-PCR Buffer 4 12.5 ul 1 X

PrimeScript 1step Enzyme Mix 2 1.0 ul

PCR Forward Primer (10 uM) 1.0 ul 0.4 uM*1

PCR Reverse Primer (10 uM) 1.0 ul 04 uM*1

total RNA*2 2.0 ul

RNase Free dH20 7.5 ul

Total 25 ul

¥ 1! |/RTTAT—RBEIF 04 UM TRWMERDBOSNZHBEDZLD. RIGH
RN H B EEIZ02~1.0 uM DEFE TRETEEAKZTT S ERELN,

* 2 : total RNA 10 pg ~ 100 ng % template & L CTERT BT EHEFE LU,

2. RISFa1—7%FRETL— b ZEEDHETE GRG0, Thermal Cycler Dice Real Time
System [ty b L. RISZRBT %,

RSk, TEEOY v MUVPCROBETO M I—IVTIOIT EABEIOLET, £
FiE. 7o ra—bER L HEICS CT PR RIGEEEEBILLTLEEL,
TMEMESD TS A= E. ¥ MU PCR TOREHE LWERICIE.3 AT Y
TPRETUVE T, GELCIF I0R=V DI EEBRZMDRUA 1% SBBEEW,)

3. RIGRTH. 1BIBHINR & RAARHRRRZ FEEE L.

Pattern Hald Hold 2 Step PCR Dissociaton
Seament — 1 1 1 2 1 2 3 Pattern 'I : BEEKE‘!-&FS
. Hold
42°C 59
R 95°C 10#
] Pattern 2 : PCR fzJi&
Cycles : 40
R 95°C 5%
Cyele 1 1 40 1 60°C 30 %’}‘
Termpersture (deq) 420 5.0 95.0 B0.0 95.0 50.0 a5 . .
el e (e 05-00 00:10 00:05 00:30 0015 00:30 00:15 Pattern 3 : Dissociation
Data Gollection r r [} ) [} r ~
X ERALEDFER

AR RITER LTV S TaKaRa Ex Tag HS |& 7R 1) A S —EEMEIHT B Tag ik %= F)
BLKRY FR2— b PCRABERTY, MtDLFEH21 TDKRyY X2 —~ PCREE
K TWER PCR RISHID 95°C. (5 ~) 15 BDFEMHALZA T v FEThEVTLIET L, &4
EN FOHIBEINAZ 2 EBREENMET L. BIENE, EEREICHEALRITTERD
HYVET,

PCR &ISHIICHELEEROMISELZITOITIE. BE 95°C10WTHRA T,

EEZTOHAIIRERZERT S,
fRA753%E. Thermal Cycler Dice Real Time System DERIREREAE & VII. RE&HI% &
BREEEL,

LHAZINA TR
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[ LightCycler Z W358 DIREES %]

KEBOEREREAZ IR > TIRIEL TLIEEL,

1. FRICRYT RISEEK L THET 3.

<1 RiGHY >

G S FRE &BREE

2 X One Step TB Green RT-PCR Buffer 4 10 ul 1 X
PrimeScript 1step Enzyme Mix 2 0.8 ul

PCR Forward Primer (10 uM) 0.8 ul 04 uM*1
PCR Reverse Primer (10 uM) 0.8 ul 0.4 uM*1
total RNA*2 2 ul

RNase Free dH20 56 ul

Total 20 ul

¥ 1 |/ERTTAI—BEIF 04 uM TRWMERDZIONSHBEDZLD. RIGH
ICE@LH B EEIZ02~1.0 uM OFEHE CBEHEEZIRTT T 5 &R,
* 2 ! total RNA 10 pg ~ 100 ng % template & L CERT ST EHEF LU,

2. PRFvES ) %= TE GROE. LightCycler Itz L. RIGZBEIAT 5.

RIiSlE. T+ MIVPCROBE O N I—IV T2 EEEHHLET, £
Fld.co7O0ba—bEH L AEITE LT PCR RInEtAEEEIL L TLIREWL,

TMEMEDD TS AX—HE T v ~UPCR TORIGHE LWLIBEEITIE 3 ATy

TPREFTVET, GEL KIE 10R—V DIREERMHODRU S 1&2 TBEBIEEL,)
Cycle Program Data o Stage 1 : WEHERIG
Oycles a0 42°C 54 20°C/#
il 95°C  10%  20C/#
'"“’”"“""L':Z&ia’“%if_sj’m?m res | 14542910
’-swi S Stage 2 : PCR RFs
o5 g5 [Sfo0 (S0 [0 o %“‘%’“““ 950(: 5 #‘4\ ZOOC/*I)
CEEN i 60°C  20%  20C/®
@ 40517
Stage 3 : RfRERIZ DT
95°C 0  20C/®
65°C  15%  20°C/#
95°C o  01C/®

Stage2 : PCR R

X EREDER

ABEICEER LT\ S TakaRa Ex Tag HS 1£7R 1) X 5 —E3EHEIHIT 2 Tag A ZF)
ALfeRy hX2—+ PCRABETY, ftDLFEMS A TDRY b X2 — b PCREE
R TRER PRRISHID 95°C. (5~) 15 DDFEMLAT Y TIETHHEWTILEL, &
EUEOBIBENMZ 5 EBRFEMET L, BIgME,. EEREICKEZRIETERD
HIEY,

PCR RIGHIICHEREBERDBREZTT O ITIE. BE 95°C 10 W TRATY.

3. RISHTHR. BIREIRE RN ZHEE L. EBZTOHRIIREREZIENT 5.

R A, LightCycler DEUNERIEE A BB &L,

LHAZINA TR
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[ Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System
¥ & U StepOnePlus Real-Time PCR System 2B 3158 DIEEA %]

KEEBEORIREHAEICE> TRIEL T IEELY,
1. FRITRY RIoEZE XK ETHRET S,
<1 RixdH) >

B S fERE FRE ®KEE

2 X One Step TB Green RT-PCR Buffer 4 10 ul 25 ul 1 X
PrimeScript 1step Enzyme Mix 2 0.8 ul 2 ul

PCR Forward Primer (10 uM) 0.8 ul 2 ul 0.4 uM*1
PCR Reverse Primer (10 uM) 0.8 ul 2 ul 04 uM*1
ROX Reference Dye or Dye I (50 X) *3 0.4 ul 1 ul

total RNA*2 2 ul 4 ul

RNase Free dH20 52 ul 14 ul

Total 20 pl*4 50 ul*4

¥ 1! |RRTTAT—BEIF 04 UM TRWMERDRBOSNZHBELZVLH. RIGH
ICRIEN DS & EIE 02~ 1.0 uM DEFE TREGEBELZRTT S LR,

* 2150 ul RISHEEBD =) total RNA 20 pg ~ 200 ng % template & L TERT 3
TEDEFRLLN,

* 3 : ROX Reference Dye Il (50 X) (&, ROX Reference Dye (50 X) & Y iBE &K
CERELTWB, Applied Biosystems 7500/7500 Fast Real-Time PCR System
THRIRY 2B 51CIE. ROX Reference Dye ll (50 X) Z{EARAY %,
StepOnePlus 35 & U 7300 Real-Time PCR System |Z I&. ROX Reference Dye
(50 X) Z AT %,

* 4 BREBEOHRREICE S CRART %,

2. RISEHRT 5.
RSk, TEEOY v MUVPCROBETO M I—IVTIOIT EAHEIOLET, £
FiE.zn7ora—bER L HEICS CT PR RIGEEEEBILL T EEL,
TMEMEDD TS A= E. ¥ MU PCR TOREHE LWERICIE.3 AT Y
TPARETUVE T, GELCIF IOR—V DI EBRZMDBRUA 1% SBBEEL,)

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

Stage1 Stage2  Stage3 Stage 4 Stage 1,2 : WEE Kt
Reps:[1_|Reps:[1_|Reps: Reps: ReopS o1
%0 42cC 59
0:10 005 95°C 10%
Stage 3 : PCR &It
Reps : 40
95°C 5%
55 60°C 30 ~ 34 % *5
500 Stage 4 : Dissociation Protocol

* 5 StepOnePlus T & 30 # i<,
7300 T & 31 # <. 7500 T
I$ 34 WITHRET 5.

2AZINA F AR 8 %4 3 — I RRO86A



< Applied Biosystems 7500 Fast Real-Time PCR System >

Holding Stage
42°C 559
95°C 10%
Cycling Stage
Number of Cycles : 40

95°C 3#
60°C 30 #

Melt Curve Stage

XEREDEE

ABEBICER LTV S TakaRa Ex Tag HS 1£7R 1) X 5 —E3EHEIHIT 24 Tag UAZF)
BLfeRy hX2—+ PCRABETY, DL ZEMS 1 TDKRY X2 — b PCREE
R THEG PR RIGHID 95°C. (5~) 15 DDEMLRAT v T ThBHEWVTLIEEW, &
B ORI EMZ 5 EBRFENMET L. BIgME,. E2REICHEZRETERD
HIEY,

PCR RISHIICHERERR DK EZITOICIE. BE 95°C 10 W THRN T,

3. RIS THR. EBIRIRE RN ZHEE L. EBZTOHRIIREREZIFENT 5.
Rt AR, BT IVR A L PR REDIHREGAEZ 2R LEL,

LHAZINA TR
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EREZMDRUA

ERZM TREFERISENMEONGEWNEEICIE, TEOBEETT 1 I—REYL PR EZHDR
NETOTCLREL, Tfee RISRICK - TE, FHESRG MDD 77/ A L RT-PCR &HE %
BWwaZélcd), RISEDRECHET D ELEEHYET,

RRFMEEIRICTIE, RIKENE SIBENROMAZER L CREMNICHIBTLE T, mAD/N
TV ADBNTCRBRR TIILVRESEE CEEGEED FIRETT,

O RIGFREMNE L RERR
+ No Template Control TT 54X — 24 I —7% EDIERRINBIEBHE L7z,
- BREMILN OIS EAEROE L,
O BRI B RERR
IBIEEMHAKYVENT A VIV THREENS (CLEANEW),
+ PCRIBIEZNEN B FERIETH S 100%IELN) o
[ 74— BEDE ]
ToAR—BELRSFEEMES JUBIEMEROMICIE. UTOLSGEFRELIHY 7. RISH
HE EIFBIET AR —BEZ T, BIgEE LIF 513774/ <Y—RBEZ LT T,
(721 —RE) EEE (0.1 uM) SEE (1.0 uM)
RIGRHEE B = 'K
BiEmE 'O > S0

[ PCR A D1REY )
O RItHEEZ £IF 53—
7=V TREE LIPS ERISFRENRET S ENBHYET, BEEED/NS Y
AR LED 5. BRAZTo>TIEEL,

[+ bJLPCR] T——=Uvy
EE7ONa—)b BEE LTS
-
95°C 5% 95°C 5%
60°C 30% ~64°C 30

O BIEshE% £ 53—
BRRICKEZEFTH 3 AT Y TPRICEET ST LIcKY, BREMEHRET S
ERBNET, UTOFIRTHEEZTT>TLIREL,

[~ + bV PCR] BRREE % _ (RERSR A
@0 k- T [3 27 7 PCR] EET
% % 9 7 % o Iy
95°C 5 95°C 5% 95C 5 *//\ 95C 5 ﬁj\
60°C 30 *I/\ 600C 1 53\ ~ 55 C 30 %/ 55 C 30 *’/
72°C 30 % 72°C 149~

[BFE) 7 IVZ A LRT-PCREAFEICDNT]

BAZINAA T AV E2—HL—2—FED1 XAFTv U7 IVZALRT-PCREHEL 2 X
Ty )T IVZA LRT-PCREEZREBRTLTVET, SRERHB KUZHEEDEN
IZIE 1T ATy TUT7IVZALRT-PCRHOBELTVWETH, B LFOBITICIEZ2 ATy T
T7IVZ2A LRT-PCROADMEREIZEELHVET, £fec2 A7 71 7)VZ A L RT-PCR Tld.
SUBEEOEWVRISHAIEETY, REEMITE CTEWDIFTLIEEL,

GHENRTYyTUTIVEALRT-PCREZEE LTIE. ARFOMIC, EIEFHERDEL One
Step TB Green PrimeScript RT-PCR Kit (Perfect Real Time) (&5 3J— K RR066A/B) & KU K
15 EM(TBN T One Step TB Green PrimeScript PLUS RT-PCR Kit (Perfect Real Time) (& 11—
N RRO96A/B) e L TWE T, AR THRERIGEIFESNEWBEICHSH LT,

2AZINA F AR 10 %4 3 — I RRO86A



VIl. =Bz

Human HPRT1 (hypoxanthine phosphoribosyltransferase 1) D&

(Thermal Cycler Dice Real Time System % {#F5)

AE@EB KU Perfect Real Time Y R— b A7 LTEER - B LTS/ —Z2AVLT.
total RNA 55 Human HPRT1 D& %17 o1z,

1. A&
Human Liver h* 5385 L fz total RNA 6.4 pg ~ 100 ng 3 K UREFREELK (no template
control) Z&RE LT, 1 A7y 77 L2 A L RT-PCR BT o7z,

2. R
PCRIBIBEMD ) 7 IV ZA LEZR VYT

80 6500
6000
507 - 55500
1
E 5 4000
£ 50 % 2500
%40- = 3000
225009
& 2000
204 1500
10 510004
T 500
0 I
LU i e e e S S L e e e e e e | -500
0 2 4 B 8 10 12 14 16 18 20 22 24 26 28 30 32 M 36 3} 40 B0 B2 64 66 69 70 72 74 76 78 B0 82 84 BF 09 90 92 94 96
Oycles Tempreature
==]h=l ShéR
HENE AR RO AR ERAR

RIGH T #. 1BIREIRD 2nd derivative H'5 Ct fB%Z K&, RERZIEN

10009 40

7 o R2 = 0.999
£ 600 35

2 400 Eff =97.5%
Qé 200

]

=

2
ET ey Fa
u 5
£ 200+ @
o 400+ &5
S -600 &
=

-800 <
-1000

LI L B e L L L L L L L L S S e e e e | T T T T T 1
ooz 4 B 8 10 12 14 16 18 20 22 24 26 28 30 32 34 36 38 40 42 1 10 100 1000 10000 100000 1000000

Cycles Initial Quantity
2nd derivative REHR

3. ER
total RNA 6.4 pg ~ 100 ng TEWELFEZRETEE Lic, BRGNS, LT
NOHBUETHLE—DBIEEMHNEONTWVE T LIV ET, . RER
DEFEIEEL<. RBLUICBREDFE CIERGEENAIELEEAONET,

2AZINA F AR 11 %4 3 — I RRO86A



VIIl. Appendix

A. RNA H# V7 IVORARITOWT
AF v MMERNA DS cDNA &H. PCRIEIEETFTSF v b TYT, c(DNAEGRERINIETES
TeDITIEMEDOEWVRNA YV TIVERB T EDAYITY, ZORSHITIE, MIERICEE
N% RNase DIERZMA BT & £FERT 22B[ELARG EASBH 5D RNase DEA
ERTDTEDARYITYT, RNATERICH > Tk, REEDTPERICTE TN S RNase
DRAEB ST DIEERIIRRBICES T, FRET« AR—F7)L7O0—-T&&ERL.
RNA SARERORBEZRITEEEOMODTIEEIL> TLIEEL,

(#FE]
REREREICRAL TIE. AIBRGIRY T4 AR—FTIWDTSAF v 8@z FERL T

EW, — DA ABEIBUTORED (1) 550N () Z1T > THSEALTLR
T,

(1) =2EE (180°C. 60 73)
(2) HZXEEZ 01% Y TF/LEAA—RR— b (DEPC) AKR T, 37°C. 12 KL
Y%, %8 DEPC ZRRET BlcdlicA — b7 L— 72 (120°C. 3043) %,

RNA ZERICHWVWSRE (TS XF v IEXUATR) iF. HDBEELXFILTRNAE
RELTRHWAZ LZH8DHLET,

@D
KRERICAVBSREARIE. ERRORATEEME (180°C. 60 73) &5\ Ik DEPC ALIE
LIeASRBETHEREL. BLSBEREKIEHSH L 0.1% DEPC UEBZITLA —

JL—=TLTLIEEWN, AVLSBERKR. HBRKIZTNTRNARRERAE LTHENCT
_Lkl/\o

[RNA H > 7L DFEESE )
RT-PCREICAHWLNS RNA B 71Uk, BEDED RNA KB NUIEKWBEHNZ LD THE
BEBHENBVONE T EEH Y ETH. TENIHMEICHER LIz RNA ZFERT
5T LEHEBSHLET,
EEMEPEGY > 7LD 5 DEME total RNA DRRITIE, AEVASLEZAT
@ NucleoSpin RNA (845 33— K 740955.10/.50/.250) > AGPC EDBEELAETH S
RNAiso Plus (85— K 9108/9109) hMEF) T,

2AZINA F AR 12 %4 3 — I RRO86A



B. 754 <3—8&5tcoW\WT
D77 IV AA L PCRZFNRMICITOICIE. RIGEDRBWT AR —%KEATHIEHEE
TYo UTFDHA R4 ITH> T BEDNRH L. IEFENREHRISHEWNT A
R—AEFREFLTLIETLY,

WIEEED

[igs 1 X

[80 ~ 150 bp A& (300 bp F Tl EIEATAE |

WS> 1<—

RE

17 ~ 25 mer

GCaE

40 ~ 60% (& L <&, 45~ 55%)

Tm

Forward primer & Reverse primer O Tm fEAAEL BES5HWNT &
TmEDFEIE. EADY 7 77 TITD

OLIGO*T: 63 ~68°C

Primer3 : 60 ~ 65°C

%)

SHFMITBEDRY HEWEFICT S

I GC U w FHBWIE AT ) v FixEeH&8T % (BT 3' Kim)
T/C DE#: (polypyrimidine) (X873

A/G DEF: (polypurine) (X#%lF %

3" RimkEcs

3 RIEA GC U F 5 HUNE AT U v FIsB5IIE 81T 5
3 RIBIERIE, G Eokd CHLELL
3 RIBIEEN T Th 3751 X—IEBIE I BEL

GEE

TIAR—REE LU T 54— TD 3 base I _EDIEFHIES %
Ir%
754 — 3 KO 2 base U LAEH T BETEEEHT B

FrEME

BLASTRET TS AR —DIFBEM AT 5 *?

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

¥ 4D [Perfect Real Time HR— b AT L) I B TR TV b D30 41X
ZO MU AR YO X T AT OBGEFREBEFDHD ) 7 )V Z2 A L RT-PCRAB
SAR—%, AVSA VBRI AW RETBY AT LTY,
(https://www.takara-bio.co.jp/research/prt/)
KIATLDTZA4<—IE. )7L A L PCRIC TB Green Premix Ex Taq Il (Tli RNaseH
Plus) (84 & 3 — K RR820A). TB Green Premix Ex Taqg (TliRNaseH Plus) (& & 3 — K
RR420A) 5 FW3 2 X T v T 7 LA A L RT-PCRORICERBLEINTWVE I H.
¥ bEBAWS 1 ATy U7 VR A LRT-PCRICE THIBWREITE T,
TI2AR—ICE2TET ATy TORTIETRICHREEZREBTERWVWSEELHVET
DT, Z DI/ AEITIE TB Green Premix Ex Taq |l (Tli RNaseH Plus). TB Green Premix Ex
Taq (Tli RNaseH Plus) 5% 2 X7 T 7))V EZ A L RT-PCRAEHH L FEELY,

LHAZINA TR

13 S 31— K RROB6A



IX. BZ3HK

1) FEEM, mHFFz (2005) REREFRIM /N1 FREBETRBLAEL ! TRESEEDD
V] BIBEREOBHEEEODY 4 U7 IVZALEEPCROIY pl20-126.

2) FIFEM, mHFFz (2008) RBREFFIM RELNS K< HHDB T T ILE A LPCRE
BRAAKR1[311) U7 IL2A L RT-PCRIEICK DEGFHRIRENT  p39-43.

One Step TB Green® PrimeScript™ RT-PCR Kit (Perfect Real Time) (8453 — K RR066A/B)
One Step TB Green® PrimeScript™ PLUS RT-PCR Kit (Perfect Real Time) (845 31— K RRO96A/B)
One Step PrimeScript™ RT-PCR Kit (Perfect Real Time) (845 J— K RR064A/B)

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

TB Green® Premix Ex Tag™ (Tli RNaseH Plus) (85— K RR420S/A/B)

TB Green® Fast qPCR Mix (8451 — F RR430S/A/B)

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

Probe gPCR Mix (& 1— K RR391A/B)

Thermal Cycler Dice® Real Time System Il (&8 23— F TP950/TP970/TP980/TP990)
CronoSTAR™ 96 Real-Time PCR System (85— F 640231/640232)

CronoSTAR™ Portable Real-Time PCR System (#§ 10— F 640245/640247/640249)
NucleoSpin RNA (845 3— K 740955.10/.50/.250)

RNAiso Plus (& 31— K 9108/9109)

« AERISHARARETT ., £ b BMN\DER. BRASZHIICIFERLGVE D TEEL
EW, oo B iR, REBRFE L TERALAEVLTIRREL,

* BATNAFDERZETICHROBR - #E. BIR - BEOHORE., EmARMD
BSICERT AT EIERIETNTVET,

ALV RICETBERIIERT T T HZOTETELLEL,

« TB Green, TaKaRa Ex Tag. Thermal Cycler Dice (&2 15 /\A Z AL DEREIT T,
Premix Ex Tag. PrimeScript, DimerEraser. CronoSTAR (&% 115 /\A A XK1 DiEHE
TY, DM, AHPZBICRH TN TV EIRHBELUBERBLEGLEE. BHOES. &
I3EREHE L IFRERDEIRTHY . INSIEEMEEICRBLET,
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Tel 077-565-6999 Fax 077-565-6995
7794k  https://www.takara-bio.co.jp
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