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

FEEBIR B 5

2X M5 HiPer SYBR Premix EsTaq (with Tli RNaseH) 50 yl R x 40 XX  MF787-T
2X M5 HiPer SYBR Premix EsTaq (with Tli RNaseH) 50 ul & x 200 )X MF787-01
2X M5 HiPer SYBR Premix EsTaq (with Tli RNaseH) 50 ul & x 400 )X MF787-02

[fiEF&H]
KHIR7E, BET-20°C, BWHI 24 MNA. REERH, IET 4CREEZLANA.

[FmiEr]

AF=EKA Sybrgreen BXATNERITRAEEMERIXF. FlRPESARAEERNMRERE Sybrgreen, E— 2xKERIFUR
Wi, HITEER, PCR REAMEHI+2HEER. Sl@FERT antiTaq #1889 Hot Start j5F DNA REE, SRAEERMIE
& Buffer H&, FTABHHDHIHES R 1480 PCR 718, KXIRS PCR B 18X, AU ITERBENKNAEERYT BR M.

FON, AFE@PIRMT T RNaseH (i##4 RNaseH), A cDNA {ER#5E4RI#1T PCR &k BT, AT ATREFHIIHIER T cDNA F15%7F mRNA
xf PCR RAGEMHIBAEER. E&TREIOCCEET EBRN, ATMER NEEXBARFE RFHNIRERLZ, MERERTERE
B 0N, EENT, TREES.

[F=meaH]

MF787-T MF787-01
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) * 1.0 ml 5x1ml
ROX Reference Dye (50x) ** 40ul 200ul
ROX Reference Dye Il (50x) ** 40ul 200l

*HUUTRAESFURMA: EsTaq, dNTP Mixture, Mg?*, Tli RNaseH, Sybrgreen.
**  ROX Reference Dye RAMUKRIEFLSFLZEF=EMRAEESIRE. HlanfEA Applied Biosystems B Real Time PCR # #&{i#
SR FERIE.

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

¢ FEE(FR ROX Reference Dye Il #IEHI{LEE Applied Biosystems 7500 1 7500 Fast Real-Time PCR System (Thermo Fisher
Scientific)

¢ AEERIERLEE Thermal Cycler Dice™ Real Time System Il (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)

(ERER]

1. AR, ELETRREERS, BR~ESE, BIEERETHIERNRMSRAE. BIERERTRES.

2. Sybrgreen Premix EsTaq #£-20°CEH AT GES = BB SRR BRITE, TRFIEZEEE, TEREMNEELKHE, BELTH
BLRAEZMELAHEE. TUESFBRRAA 5, ERATSLATRIRT.

3. EHIR MR, MFNETFAKLERE. REAMES. FRE—EERMB (XiSHRM) #£%. Microtube F, REBRITH.

4. KFIRPEFRAER Sybrgreen, BtHl PCR & RikAT Rk B iR 5T .
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AFEdA xRN EE PCR REMFZR, ERARIAFZMAER. 514950k, FETIERER 1< BIAT#HITRN. BEHREEE. R
HES. HRME. REMFFAR, TRAREMRDAARE. T PCR LIHIERE. FBRISRLE,

ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

[#R4ERBI]
AR ECRRBARGENREFMEI TSR,

-\ L Applied Biosystems 7300/7500/7500 Fast Real-Time PCR System
#0 StepOnePlus Real-Time PCR System Bi{E 75 3% 4l

1. ¥ TREH PCR REFZE:

L5y BFR 50ul A%  20ul &

Template DNA*** 4 pl 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 25 pl 10u
Primer 1 (10uM)* 1yl 0.4ul
Primer 2 (L0uM)* 1yl 0.4ul
ROX Reference Dye (50x) or ROX Reference Dye Il (50x)** 1 pl 0.4ul
ddH20 18 ul 6.8ul

50 ul 20ul

EEIMLRER 0.2 uM FIMSRIEIFER . RNMEERER, FLITE 0.1~1.0 uM SERAIEZES I MIRE

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

w20 ul REAZRA, DNA HUREFMBEE 100 ng BUF. EREMAL DNA il a BHBERNEHTRE, HENEEi
HEERE, LMEAEN DNA BIDFME.

NRAIER A= RIFIT Two-Step RT-PCR RNHIE—4 PCR KN, £—HM RT RN&{EA DNA HIRAETAGAMNEFSERIT
PCR RR&EFTEAY 10%.

2\ T RHEEE PCR KK
< Applied Biosystems 7300/7500 #1 StepOnePlus Real-Time PCR System >

ik PCR ¥ iE8FrERER:
Stage 1: Fas EIR%: 1
95°C 30 #

Stage 2: PCR RE.  fEIF%: 40
95°C 5 #

60°C  30~34 Fb*

Dissociation stage *

M StepOnePlus EHERE 7 30 .

£/ 7300 FHERERE 31 .
£/ 7500 BHEREAE 34 .
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<Applied Biosystems 7500 Fast Real-Time PCR System>

ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

% PCR I i8irERRFF:

Stage 1: ¥R EIF%: 1
95°C 30 #»

Stage2: PCR &R &I 40
95°C 3 #b
60°C 30 #b

Stage 3: Melt Curve

EE:

1) A=EGREFMA anti-Tag H4A8Y Hot Start Fi DNA RA&Es, SEMARAMLEZEIRE Hot Start A DNA R&EgHELL,
EE PCR RMNAAY 95°C, 5~15 FHRIEEREM MR .. NRERIEATET K, SFEHRAEE T, E PCR
MiENR, EEEMESHEZIEME. WNRE PCR RN TERAWTAIM, BEIEEHN 95°C. 30 #.

2) MRULRPZIEFSAD RIFHIKILERE, FHHAIT PCR FHHMMK. BTER Tm EERHNSIMFRE,
Mk PCR REHIBMREARER, AURRHIT=4% PCR RN

3\ FREHZRFIERSR O

R MEERGWINKIER PCR Y IGehZFRi RN, #1T PCR EEMHIEIREMLEF.
DI ES RLERHIRIEF M.

- LA LightCycler/LightCycler480 System B3{E TS 3% F 15l

1, W TRAECH PCR REFZ:

LH5 A TR 20ul fk &
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 10ul
Primer 1 (10uM)* 0.4ul
Primer 2 (10uM)* 0.4ul
ddH20 7.2pl
20ul

*EESILIRER 0.2 UM ATLABEIBFER . REMEEERER, FTLITE 0.1~1.0 uM SEREIREEESHKE .

** 20 pl RRIEZRS, DNA BIRESRMEBEE 100 ng T EREMAL DNA HiFh S HNEEENENYTE, LENEEH
ITHERE, UHMESIEN DNA BILRmE.

R ARER AR RIHEIT Two-Step RT-PCR RNHIE 4 PCR xRN, $£—H8 RT RE&IEH DNA BRETHRMERNERT
PCR RRi&SMFEA 10%.

2\ #1T WHERE PCR R

PCR RNAEMAEERZOHMBRELEHMAN LightCycler Fi#ITRAEEE PCR RN. BIUXA T ERIAEEE
PCR RREERF, RZEFEIE RFASLELERET, BT PCR £HMitk. BFFER Tm ERENSIMFER,
MLk PCR R M REEERT, AIURRFIT=HE PCR § RN,

< LightCycler> ®#5% PCR ¥ FrERRF:
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Stage 1: ¥z BT 1
95°C 30 # 20°C/#

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

Stage 3: RRFEMIZ T

95°C 0 # 20°C/#
65°C 15 #  20°C/#»
95°C 0 # 0.1°C/H#

< LightCycler 480 System>f ;% PCR 3 1&tr EIRF:

T
95°C 30 # (Ramprate: 4.4°C/#})
1 cycle

PCR

SHER: EESH

95°C 5 # (Ramp rate: 4.4°C/#b)

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

LY

SR . BhfRRhZk

95°C 5 # (Ramp rate: 4.4°C/#)

60°C 1 4%h (Ramp rate: 2.2°C/F#H)

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

PR
50°C 30 # (Ramp rate: 2.2°C/#b)
1 cycle

Y ==

FE:

AE@mEF A anti-Tag HiAH) Hot Start i DNA R&EE, SHMABMNLEEIFE Hot Start i DNA B&EsHELL,
EZE PCR RIHIA 95°C. 5~15 HHREEAEM LR . MR SRLIEREE K, SFEAEM TR, 2 PCR
R R, EEEMEZHLTHENE. WRE PCR RMENFTERMTAITM, BHEIRER 95°C. 30 .

3. fREZEHEEME RS

R NEREHIACESE PCR B BHILFIRRRIZ, #1T PCR EERHIEIREMZF.
DT ES RALEERIEFM®.

=\ L Smart Cycler Il System B3R{EFT & 15
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1. | TFRAEH PCR REFZE:

ItREBEEEYRHRAIE/AT Meis Biotechnology, Co., Ltd

YR BFR 20ul fx %
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 12.5pl
Primer 1 (10puM)* 0.5ul
Primer 2 (L0uM)* 0.5ul
ddH20 9.5ul
25ul

EEIMILRER 0.2 uM AIMSRIEIFER . RINMHRERER, FLITE 0.1~1.0 uM SERAIEZESIRE

** 20 pl B RifhZS, DNA fEiRHRMEEA 100 ng UT. EREMZEH DNA BIRH S ENERENENHTE, LENTERH
ITREERRE, UMEASIEN DNA BIRmE.

MBFER A~ RIFIT Two-Step RT-PCR RNEIE =4 PCR ##8Kk N, £—48 RT RE&RIEA DNA BiREARMEFERT
PCR RRi&SRFER 10%.

2. 1T WHEE PCR R

PCR RNMEEREUIBEEOFEMAN Smart Cycler fi#ITRNAEE PCR RE. BIKATIERIHAELEE PCR
RNIERF, MBRZIEFETE RIFHSLIN4ERAT, Bi#iT PCR £&4MMik. BTFER Tm EREMSIVEERR, &
#3% PCR RN B4 aEER, TIIEKHAIT=S% PCR ¥ RN,

Fik PCR i 1BFRERRRF:
Stage 1: iz

Hold

95°C 30 #b

Stage 2: PCR R I
&% 40
95°C 5 #
60°C 20 #b

Stage 3: Melt Curve

FE
AE@mEF A anti-Tag HiAH) Hot Start i DNA R&EE, SHMABMNLEEIFE Hot Start i DNA B&EsHELL,
EE PCR RNAHY 95°C. 5~15 SH#AIEAEMH R . IRESRIERETK, SFEBRAAEHE T, H PCR
MirEyR, T2 ERESHESTIEM. WRE PCR RMBIFTERTAITM, BHIEERN 95°C. 30 #.
3. fREZEHEEME RS

R NEREWINKAEE PCR WY 1S Fmi RNk, #1T PCR EEMNHNEIRERLE.
DT ES R EBRIEFM;.

M. L CFX96 Real-Time PCR Detection System BY3{EF5 3% R4l

1. T RECH PCR REFE:
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HY BT 20ul fx %
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 12.5pl
Primer 1 (10uM)* 0.5ul
Primer 2 (L0uM)* 0.5ul
ddH20 9.5ul
25ul

EEIMLRER 0.2 uM AIMSRIEIFER . RINMRERER, FLITE 0.1~1.0 uM SERAIEZESIRE

* 20 yl REfAFS, DNA #IRHRMEBE 100 ng M. ERE#MAEH DNA iR S BHMERNENKRE, SEREEDH
ITHERRE, UBEASEN DNA BILRMNE.

MBER A~ RIH#IT Two-Step RT-PCR RNEIE =4 PCR ##Kk N, £—48 RT RE&RIEA DNA BRI MERERT
PCR MR i&ZBAEFE 10%.

2. #HIT RNXEE PCR RN
BIURBA TR RWAEEE PCR RNIEF, MRIZIEFESIR RIFHSSINLERE, BT PCR £589Mitk. BT
B Tm EBENSIYMERRE, BmEE PCR R IBMAERER, ATERH#T=4% PCR # R N.

ME%E PCR I BirERF

AT 25yl
Step 1: 95°C 30 #

Step 2: PCR RN
GOTO: 39 (40 Cycles)

95°C 5 #b
60°C 30 #b

Step 3: Melt Curve

Y ==

FE:

AE@mEF A anti-Tag HiAH) Hot Start Fi DNA R&EE, SHMABMLEEIFE Hot Start i DNA B&EsHELL,
AEE PCR RMNATHY 95°C, 5~15 S#MIEER RN .. MR SEALIER BT, SFEEBREME TR, E PCR
MiENR, TEEBESHAZIEME. WNRE PCR RNBIFTRRWTAZM, BEIEEHN 95°C. 30 #.

3. fRERRZEHEEMSE RS

R NEREMHIARCESE PCR M EBHIL AR R, #1T PCR EERHIEIREMEZE.
DT ES RALEERIEFM;.

&, A Thermal Cycler Dice Real Time System 1l and Lite BY34E 7T 3% 451

1. L TFREH PCR RBFFE:
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HY BT 20ul fx %
Template DNA** 2ul
2x M5 HiPer SYBR Premix EsTaq (withTli RNaseH) 12.5pl
Primer 1 (10uM)* 0.5ul
Primer 2 (L0uM)* 0.5ul
ddH20 9.5ul
25ul

EEIMLRER 0.2 uM AIMSRIEIFER . RINMRERER, FLITE 0.1~1.0 uM SERAIEZESIRE

20 ul REIfAZRS, DNA EIRERNEEE 100 ng . EREFMELE DNA BiRh S BHBEENENETRE, HENEEH
THERRE, UBEASEN DNA BILRMNE.

MBER A~ RIH#IT Two-Step RT-PCR RNEIE =4 PCR ##Kk N, £—48 RT RE&RIEA DNA BRI MERERT
PCR MR i&ZBAEFE 10%.

2. #T WHEE PCR KM
BURATIETNAE %X PCR RNIEF, NMRIZIEFEFE RIFHLEERN, Bi#{T PCR £4aitk. BTE
B Tm ERENSIMERRE, mHE PCR RETEMERER, AIASRHIT=$% PCR ¥ R .

ML%E PCR I BHRERET

Stage 1: FZSM4
Repeat: 1
95C 30 #

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

Stage 3: Dissociation

FE
A= @mEF A anti-Tag #1489 Hot Start A DNA R &, SEMARNMUEFEINE Hot Start i DNA R&EgHHELL,

EE PCR RNAAY 95C. 5~15 SRS CRE . IRESRIERETK, SFEBRAAEH T, H PCR

MR, T2ERESHESTIEM. WRE PCR RUBIFTERTAITM, BHIZERN 95C. 30 #.

3\ FREHZREIERSR O
RNEREWINKAEE PCR WY 1S Fmi RNk, #1T PCR EEMNHIEIRERLE.
DT ES R EBRIEFM;.

(e SR

NRIZBHEFENRE L ARG HITRE, REMEANGTE, BRBTEMNGZEH#ITSI®MN PCR REZFHNMKL. B,
RIBRNIEREFIFREAER gPCRmix, TFJEE PCR RRMN[EEE. SLIOSLMRIZER, BMNRNIFFESH 1BWERAE
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FHFITEEEE. EXRERMNEEXANMNEENREER, AAUERKKESCERAFITREFNEE.

A REFSMHESHIRARNE&IUATEN:
No Template Control B4 =4 5| — BIAFIEFF F 4 15,
AL BRI R RN 1E.

B, i ESHWLRAEARNBRUTEN:
g PEigE R (Ct &),
PCR ¥ 188 %S (ZHiAMEIL{E 100%).

C.\ X Primer JREBMTRSHFRFM; 1S Primer JREGHTRST EBYE.

D. ZRERMFEM, TLURSRAEE. BRSIIEME, ATLUEMEMAEZHEA 3 Step PCR K.

E. MEMZFHBEBBREAN 95C 30, FRALLZHEXTTHETHMNIFIKER DNA FIEEL DNA R1R EAX EWgEnR
TR . RGETEMERESRTTEEYE, TUEKE 1~2 54, B2 BEKEESKLE, TEEFER
2 Sl BT H.

[514%it]

HITRAEE PCR RNAT, ®ITRNMERFH PCR SIMIEEEE. RF\UTERN, "TLIEIT PCR 18RS,
R MR SRE REFS 4.

PCR &= E: 80~150 bp &HH&E (ALUEKZE 300 bp).
WISIERIT :

A. SI¥KE: 17~25 mers

B. GC &&: 40~60% (45~55%3F#8)

C. Tm {&: Forward Primer #1 Reverse Primer fJ Tm {EAREHEHEZELKK.
™Tm ETEFERERRE. OLIGO: 63~68C Primer3: 60~65C

D\ gl%gﬁu: A\ G\ C\ T %Wﬁ*ﬁgﬁiﬁlgo
NEBITH GCrich X AT rich (FRIZ 3m).
BEFF T/C (Polypyrimidine) 3% A/G (Polypurine) HIZELELEM.

E. 3FKixFS: EEHR GCrich 3¢ AT rich.
JimMBERTF NN G 5 C.
RE#% IXRIHEEAR T.
E. B#FS: BHASIHIAIIAEZS YWz EE 3 MEEUEMEXFS,

MZSIER SRmEAE 2 MEELLEREAFT.
iRt €M BIAST *3 RMIASIIRF =M. *
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