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2X M5 HiPer SYBR Premix EsTaq (with Tli RNaseH)

{sE AR B

FEE AR L ]

2X M5 HiPer SYBR Premix EsTaq (with Tli RNaseH) 1x5ml MF787-505

HiEEEE: ERIAAEIR oPCRELEFFR . LIRIR gPCR 8FF, —IRIA! (FEit, TREFETKAEEAS)

[#FFRE] KRS, BET-20C, G524 MA. 28ER, AET 4CREEZLAMA.

[=miENT]

AZEREA Sybrgreen #2 AR NEHITRAECENERRF. SIRPSERALEERNHRIERE Sybrgreen, E—Fh 2x;KE TR
R, #HTSCIERT, PCR REGRHVELHI+ oA ERES. SIS ERT antiTag HiFaY Hot Start % DNA B4&fE, SRATEERMNIE
& Buffer 484, ATAASEIHIIESF R MR PCR 12, K AIRS PCR W 18R, AT RBENKLEE RN,

S5, AFEEFBIRMT Tl RNaseH (fif#4 4% RNaseH), LA cDNA {E R i#1T PCR R AT, "] LAREFHHNHIERF cDNA F5%7%EF mRNA
3 PCR REGERRIBAEER. B&TRERALEETEBRLN, ATUER WEEXENEE RIFNIRERLZ, STREFEBITERE
= W, EENT, EES.

[=&méaH]

MF787-505
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) * 1x5ml
ROX Reference Dye (50x) ** 200l
ROX Reference Dye Il (50x) ** 200p!

*HIATESFURTA: EsTaq, dNTP Mixture, Mg>, TliRNaseH, Sybrgreen.
** ROX Reference Dye 2 AMUKREA ST ZEZEMRAESIRE. Hlan{FEA Applied Biosystems B Real Time PCR 3 #{Si#
ITERMBEERIE.

¢ FEE(FH ROX Reference Dye #RIFAI{YLEE Applied Biosystems 7300 Real-Time PCR System Applied Biosystems StepOnePlus
Real-Time PCR System (Thermo Fisher Scientific)

+ FEE(FAH ROX Reference Dye Il #IERI{LEE Applied Biosystems 7500 1 7500 Fast Real-Time PCR System (Thermo Fisher
Scientific)

¢ TEERIERIUEE Thermal Cycler Dice™ Real Time System Ill (Code No. TP950/TP970/TP980/TP990) Thermal Cycler Dice

Real Time System Lite (Code No. TP700/TP760) Smart Cycler 1l System(Cepheid) LightCycler/LightCycler 480 System (Roche
Diagnostics) CFX96 Real-Time PCR Detection System (Bio-Rad)

(EREE]

1. E/E, BFLTEREERS, BR~4%50, BHILERREARHAERNEMERAE. BIETRERTES .

2. Sybrgreen Premix EsTaq 7£-20°CEM AT e BB IARARUE, THFIRERAR, TEREMNERLNE, BRETEH
BIRSEENEEIER. TESSEBARRS TS, FRASLFRSRIRF.

3. EEHlmMi&Rt, IRFIETKEME. RERMET. SRIE—EFEAFN (TiSRM) K. Microtube &, REBRITR.

4. KEIRPEFRIER Sybrgreen, BEtHl PCR K RRAT R iR BB ST .

(@il

KA 2xTRFOCEE PCR RS, ERRFMAER, 519500k, EETERER 1< AATHITRE. EHREEHE. R
HES. FRMEE REMEFSFAS, TRAREMELDARIRE, T4 PCR LIHIERE. BRISE/LE.
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ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

-\ KL Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System
F01 StepOnePlus Real-Time PCR System H#{ERENHI

1. FTREH) PCR RMEF:

LH 5y B R 50ul F&  20ul i F&

Template DNA*** 4 pl 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 25 i 10ul
Primer 1 (10puM)* 1ul 0.4ul
Primer 2 (1L0uM)* 1ul 0.4ul
ROX Reference Dye (50x) or ROX Reference Dye Il (50x)** 1 ul 0.4pl
ddH.0 18 ul 6.8ul

50 pl 20ul

*EESILIRER 0.2 UM ATABREIBFER . REMEEERER, FTLITE 0.1~1.0 uM SCEIREEES 9KE .

*ROX Reference Dye II(50x)tt ROX Reference Dye(50x)iRE (K, £/ 7500 /7500 Fast Real-Time PCR System B, i&{#H ROX
Reference Dye I1(50x). {¥F ABI PRISM 7300 Real-Time PCR System #1 StepOnePlus B}, i&f#fH ROX Reference Dye(50x).

¥+ 20 pl KRR Z S, DNA BAREIRMEEFA 100 ng AT, EREMPER DNA #ERHSAHNRERNENK IR, LHEMNFRIH
ITHERR, UMESIERN DNA HEIRRME.

MBER A~ RI#IT Two-Step RT-PCR RNEIE =4 PCR ##Kk N, £—58 RT RE&RIEA DNA #HiRETRMERERT
PCR RRi&SKFEA 10%.

2, T WHER PCR REI

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

% PCR ¥ EtrETRRER:
Stage 1: MM BRI 1
95°C 30 #

Stage 2: PCR &R &I #: 40
95°C 5 #

60°C 30~34 #h*

Dissociation stage *

£/ StepOnePlus FHERE 7 30 #.

£/ 7300 RHEEEAE 31 .
/A 7500 BHEEAE 34 .

<Applied Biosystems 7500 Fast Real-Time PCR System>

%k PCR i iR EIZRF
Stage 1: FRESH BT 1
95°C 30 #

Stage 2: PCR KRR f&H#: 40
95°C 3 #
60°C 30 #

Stage 3: Melt Curve
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FE:

1) AFEGREF A anti-Tag HiiA8) Hot Start F§ DNA B &, SEMARNKEEIFE Hot Start A DNA R&EsHELL, FFZE PCR
R NETHY 95°C. 5~15 SHhpIEEAEM LR N . INREEAERETK, SFmAEME T, E PCR Mir8NR. E8EH
EEHSZEEM. MRAE PCR RNAIHHITRMATEMY, BEIRER 95°C. 30 #.

ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

2) MRULFAEEREFEBAE RFUSLINERA, BEHEHIT PCR £HMMK. BTFEA Tm ERENSIMEZERRE, AL PCR &
R 18 g E R, AUERHIT=49% PCR R,

3. tERhFIfERL RO
REZERBHINKNEE PCR B HEphLL IR, #1T PCR EERTHIEIRERLE.
S ES EERIEFM.

= A LightCycler/LightCycler480 System HI#{EFENHI

1. FTREH) PCR RMEF:

H B 20ul fx &
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 10ul
Primer 1 (10uM)* 0.4ul
Primer 2 (10uM)* 0.4ul
ddH.0 7.2pl
20ul

*EESILIRER 0.2 UM ATABRIBUFER. RNMEEERER, FTLITE 0.1~1.0 uM SCEIREEES [ 9KE .

20 yl REEFRS, DNA EARARMEE 100 ng BT. EREMKH DNA 2 ANEERNE SRR, LERREH
(HRETRRE, MIREAEN DNA HEIRFME.

WNRAR(E A ST Two-Step RT-PCR KNI = PCR #i#8&K N, $—1HM RT RMN&EIEA DNA EIREERME S ERBIT
PCR KRMi&EMAFIAE 10%.

2. #fT WHAEE PCR RE

PCR REAEMEFEAZ UONBEELEMA LightCycler Fi#H{TRIEEE PCR RN . EIURA TR RNMEE PCR RNIZF,
MRIZIEFEIE RTFHLELERE, BT PCR £H0Mik. BTFER Tm ERENSIMFERR, @EEE PCR kNI #EEEE
RER, ATERHIT=5% PCR ¥ #BRN.

< LightCycler> ##3E PCR I HkrAEIRRF :

Stage 1: T BERg: 1
95°C 30 # 20°C/Fb

Stage 2: PCR RN 1B #: 40
95°C 5 fb 20°C/#b
60°C 20 #b 20°C/#b

Stage 3: RAfRHhZE R

95°C 0 # 20°C/#b
65°C 15 # 20°C/#b
95°C 0 # 0.1°C/#

< LightCycler 480 System>@#3% PCR i #r IR :

95°C 30 # (Ramprate: 4.4°C/#b)
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ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

PCR

SMER: EESW

95°C 5 # (Ramp rate: 4.4°C/#b)

60°C 30 #. (Ramp rate: 2.2°C/#», Acquisition Mode : Single)

40 cycles

AR

SHTRN : RhERhLk

95°C 5 # (Ramp rate: 4.4°C/#b)

60°C 1 4r%h (Ramprate: 2.2°C/#b)

95°C (Ramp rate: 0.11°C/#, Acquisition Mode : Continuous, Acquisitions : 5 per°C)

1 cycle

&8

50°C 30 # (Ramp rate: 2.2°C/#b)

1 cycle

FE:
AE@mEFA anti-Tag $i8#Y Hot Start /i DNA BAEE, SEMATNHEEMHE Hot Start F§ DNA BA&ESHELL, FEE PCR
R MEIR 95°C. 5~15 HHiIEHEMURN. INRERAERETE, SFEMIEME T, B PCR Wi Eg=. E2/4EH
EEHSZEEM. WMRAE PCR RNATHITREATEYE, BEIRER 95°C. 30 #.

3\ HEERRFBIERSE RS
REMEREHIAKIEESE PCR #o¥ IS MBLAZIZ, #H1T PCR EENHIEIERZE.
DFES ROGEERIEFM®.

=, PL Smart Cycler Il System BI#{EFE 5
1. ¥TREH PCR RE#&HR:
H5r AR 25ul k&

Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 12.5pl
Primer 1 (10uM)* 0.5ul
Primer 2 (10uM)* 0.5ul
ddH20 9.5ul

25ul

EESIMILRER 0.2 uM ATUSEIBFER . RNMRERER, WEIFE 0.1~1.0 uM SERIREEES9KE .

20 pl REIAZRT, DNA EIRERIMEZAE 100 ng AT, EREMER DNA #iRH S EHNEEENENL AR, wENFEH
ITHERTE, UHESIEN DNA HEIRRME.

IR ARE A A = @i (T Two-Step RT-PCR REHISE—4 PCR &R, £—5H1 RT RE&EN DNA EREARMEFERT
PCR RRi&SMFEA 10%.

2, T WHEE PCR RE

PCR REEFABEOHNERELEBA Smart Cycler F#{TRIEEE PCR RN . BEICRATIIE RMWALE PCR REER, W
RIZEFEST I RFHSLEERE, Bi#T PCR £HMMit. BFER Tm ERENSIMERE, &SiE PCR R HEMHEER
=/, ATLSIRH#IT=5% PCR # R

ik PCR i H8iRETERF:
Stage 1: T

ItEHEFXE RN EZIEILE 10 St 1 SHEE 422-1 E (SIEE&XKE) MEREIE: (86) 010-59724293
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Hold

95°C 30 #b

ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

Stage 2: PCR R

&% 40
95°C 5 #

60°C 20 #

Stage 3: Melt Curve

FE:
AEEEFA anti-Tag AR Hot Start F§ DNA B&Es, SEM AR FEIRE Hot Start i DNA B&E8#EEL, 7FE PCR
REETE 95°C. 5~15 SHhiiBsHEM LR N . R ESEAER a4, 2FEEINEE TR, B PCR M E@MX, E8/EMH
EZEHSZEEM. WMRAE PCR RNAIHITRMATEMYE, BEIRER 95°C. 30 #.

3\ tRERZRFHEMLE R

RNEREWHARIEEE PCR B B Mgz, #1T PCR EERFHEREMZS.
DI ES REERNRIEFM.

M. PAL CEX96 Real-Time PCR Detection System BJ#{EFTE R Hl

1. FTREH) PCR RMEFF:

L5y BFR 25ul {& &
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 12.5pl
Primer 1 (10uM)* 0.5ul
Primer 2 (10uM)* 0.5ul
ddH.0 9.5ul
25ul

*EESILIRER 0.2 UM ATABREIBFER . REMERERER, FTLITE 0.1~1.0 uM SEREIREEESKE .

20 ul RRIAZS, DNA HARESRMEEAE 100 ng R, ERFEMER DNA EiRHSENBERMENHTRE, LENEEH
ITHERRE, MUREAIEN DNA BILRNE.

INRARE A= BT Two-Step RT-PCR REIMUE =4 PCR ¥ #8RR, H—HH RT RAGAEHN DNA HIRRIRME R ERT
PCR &Rz 2 AFRE) 10%.

2. T THEE PCR KM
BWRATIERHNAELE L PCR RNIEF, MRIZEFSIERIFVSSNERET, BT PCR £4mfitk. BTFER Tm ER
RESIMIERE, ®E%E PCR RN EMAERER, TUEKHEIT=4% PCR ¥ RN,

%5 PCR ¥ 18R ETERF:

HEmRIAFR: 25 ul
Step 1: 95°C 30 #

Step 2: PCR &R
GOTO: 39 (40 Cycles)

95°C 5 #
60°C 30 #
Step 3: Melt Curve
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EE:
AEEEFA anti-Tag AR Hot Start F§ DNA B&Es, SEM AR FEIRE Hot Start i DNA B&E8HEEL, 7FE PCR
R METR 95°C. 5~15 SHpIEEHEM KR N . NREEAERER K, SFEMIAEE T, B PCR Wi g=. E2/EH
EEHSZEFM. WMRAE PCR REATHITREATE Y, BEIRER 95°C. 30 #.

3. tREMZEHEMLE RoOHh

RMEREHIAKIEESE PCR #oi IS MAAZILZ, #H1T PCR EEMNHIEIERLE.
DT ES RIERRIEFM

. A Thermal Cycler Dice Real Time System lll and Lite B93{EFT %K 6

1. BT REH PCR REFZE:

YR BFR 25ul i &
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 12.5pl
Primer 1 (10uM)* 0.5ul
Primer 2 (1L0uM)* 0.5ul
ddH20 9.5ul
25ul

EEIMLRER 0.2 uM FIMSRIEIFER . RINMHEERER, FTLITE 0.1~1.0 uM SERAIEZESIPIRE

20 ul RNFFRS, DNA ERERINEZEAE 100 ng UT. EFREMER DNA #RIRHSHNEERNENLARE, LENFTEHR
ITHERRE, UHESIEN DNA HEIRRME.

MBFER A~ R#IT Two-Step RT-PCR RNEIE =4 PCR T #Kk N, $£—458 RT RE&RIEA DNA #HiRET8RMERNERT
PCR RRMi&EMAIAR 10%.

2, T WHEE PCR REL
BIRATHERNFELEX PCR RNEF, MRIZEFESAE RIFNSLELERE, BT PCR &Hmfit. BTEAR Tm ER
KBSIMFRRA, FHE PCR KNI 4R ER, TUSRHAIT=5% PCR I RN,

Fi% PCR I Etr TR

Stage 1: 14
Repeat: 1
95°C 30 %

Stage 2: PCR &R
Repeat: 40
95°C 5 #
60°C 30 #

Stage 3: Dissociation
FE
AEREF A anti-Tag $iKRHI Hot Start i DNA BA&Es, SEH AR FEIERE Hot Start Fi DNA BAEEHELL, FFE PCR
KT 95°C. 5~15 SHRESHEM LR . INBRSEAERET K, SFEAEME TR, B PCR M 8ME. E8EH
EEHSZRFME, MRE PCR RNATHITRRATE M, BERER 95C. 30 .

3\ AERRERBIERSE R
RNEREWARLEE PCR §9i 1B MatfZihsk, #H1T PCR EENHIFIRERLSE.
DT ES RIERNRIEFM.
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[Seag &A1)

IRIZIIERF QA D ARMRATIOL, REMERERGFR, ISR TE A ARITS M PCR REFMHMNMNL. S5, RIERNIF
EEFFF M A ER gPCRmix, TFI#ES PCR RMEMERE. SLWFMHIEERR, BNRMFRMEST YRR REITLREEE. E;k
ERT#HEX AN FHRIRMER, iﬂ&?’fiﬁ?ki&fﬁ?ﬁﬂi&ﬁ?ﬁ%‘ﬂ@i%

A RENHSHESHEIEARNEZSUTES:
No Template Control B4 =4 5|4 = BRI T 18,
FEEE BRI F BN 1.
B. M ESMI RN EFUTEN:
I YRIEER (Ct EN).
PCR ¥ %% s (HIAHEILE 100%),
C. B Primer SREBHTRSHSFM; =S Primer [REBM TS EYE.
D. ZiRERMHRM, TURSEBAEE. ZRETHEME, FTLUEMEMHTEHESR 3 Step PCR K.

E. MEMRHEERER 95C 30 #, EALFATSTHEMMIFKEA DNA FEEH DNA iR EAR B REFMNEM.
RIFEZMARIRE LT EM, TUEKE 1~2 5. B EIKEEIHKEE, THEER 2 S LSRG,

[519git]

HITRAEEE PCR RRAT, ®ITRNMEERFHN PCR SIYHEEEE. MRBUATEN, ATLLEIT PCR Ji8MES, REFRMERE
RIRF54. PCR ¥ =¥KE: 80~150 bp BHAIE (FTLAIEHKZE 300 bp).

IS IERINT
A, BI¥HKE: 17~25mers
B. GC &&8: 40~60% (45~55%IE#E)

C. Tm {&: Forward Primer 1 Reverse Primer # Tm {EREEHEERK.
Tm EMTEFERETR%E. OLIGO: 63~68T Primer3: 60~65C

D. 3l#F%: A, G. C. T BENHRENS.
TEBESE GCrich 3¢ ATrich (4FRI2 3#),
I T/C (Polypyrimidine) 8 A/G (Polypurine) BYZELLLEH.

E. 3KimF5): #% GCrich 3 AT rich.
JinHERTFA G ;K C.
REE% IKRinWEER T.
E. E#FF: BFSIMASBKAERSIZEE 3 MEEUL ENEHFT.

FESIMER IXRFEETE 2 MREU LT ANFS.
15 EH BIAST *3 e EMIAS RIS M. *
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