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B Evo M-MLV
- One Step RT-gPCR Kitlll ( Probe )
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For Research Use Only. Not for use in diagnostic procedures for humans or animals. Also, do not use this product as

food, cosmetic, or household item, etc.
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> FEmitid

A 2 AR ET % 31T One Step RT-gPCR TAMIXFIE, REZH qPCR KA #E[E
—EHNER, RIERE, RE, TERERTENR, A6 RHNREREES buffer 2531,
ERAYZ, THES GC 2EREEBE R R RNA W18, A6 @ER T M
BENBGER EvoM-MLV || RE¥ERER, BEBDN Pro TagHS RIfLELERE, RIIATERERT B R
EME K cONA H#HITEMIRER gPCR #71E, JFFEIEEH S RNA EiE RNA 1,

> AR
A5 B (250 xS/ 20w 1)
2X One Step RT-qPCR Buffer lll (Probe)” 1.25 ml x 2 pc
Pro TagHS DNA Polymerase (5 U/ ul) 100 ul
Evo M-MLV RTase Enzyme Mix Il 100 ul
RNase free water 1mlx3pc

*1. &%A dNTP Mixture 5 & i buffer,
*2. €8 EvoM-MLV | RTase, RNase Inhibitor,

> RTF

REFEEE: -20°C
IBHENRE: Tike—-20°CikiRizH

> Fmil®

1. FHlmE—FiE RT-gPCR RMIXFIE, ERENTRRIERS qPCR kAL, ELEFE,
RENER, AENRERSIRETENAREM,

2. AFIGMRATEMBENEN EvoM-MLV || REEREE. HEEAMMAE3EE Pro TagHS &
RUBREER, EEHRERE, JFHEIERSHFE,
AH A IRE, EFRRURE RNA,
BS GC RERSHEAER_REMH RNA BIF 18,
A el AT S ERSHEN,

> SCIRIE

1. —#%iE RT-PCR ¥ 18R
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—$i% RT-PCR 2 R EH, RNABEBIFHREBRIERA cDNA, SX/57 DNA
BRESEEA T cDNA AiEtRi#HIT PCR ¥ 14 5 DNA B9 5, I TFEFATR,

mRNA
5 3
3 gl LLLLLLLLL 5
Laby
Synthesis of 1st strand cDNA
cDNA
aylllllllll LLLLL LU L L L L L L) 5

Synthesis of 2nd strand cDNA
with Pro Tag HS DNA Polymerase

S T T I T T T T T T T &
3 ol LU LU LU LU LU LLLL 5

Amplify cDNA

S T I T T T T I T T T T T 3
3 QLR il 1l IIE»

5 3
- 3" {—lJ-—l-u-u-lu—u 5
S A s

3 L bbbl LLLLLLLLLL 5

2. BEHIREH qPCR Ml EE.
SRS ABRE E 5 BARIDESR  isew =
HR SR
SR (N : FAM), 3 HBARIEA %KM E (40 : BHQ), ngﬁa

LIREHRIF AT, 5 WITIRE REE S5 g;F s
HE 3 WERBEAER, FEEHIHES; @ D7 -
Bt RIS, 5 B RIRE RS 3w 3 - ¢
REASE, BHERES, T

T PCR RALERH, BAMGEHFAREH T @ s I -
MM ZE35 ; RS, Tag DNA BAEEH 5-3 ° - 2
SMTIEETE M T ISR T ROIRET, B8 5 K T e
REEABELE, #MEAERES, Bk e iy
MR R RS SRE, SN ENER = =5
HTEBS BN,

> EAFEEM

o EFHMINEETAEE PCR (USRI HIRIETFM, WRIBMUFIRIEFMIHITIRE,

® [jlk RNase i34, ERFLHXIEE S, LBAANSEOE . LEFFRHME RNase-free
Z5l,

® Fvo M-MLVRTase Enzyme Mix Il #1 ProTag HS DNA Polymerase Hiliik B e, £H
EEEOEMENRRREESOERA, RO, HABREEZRITES (#%
i) , BEHITER,
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o FERNMEAREEEKLES FEZRRETHRRAER, AR ZMHXFIHNESE,

RENEEBNREER,
2X One Step RT-gPCR Buffer [l (Probe) B EMMERNBWEFR S REAZENEEFIEX,
Al @ AREBEAE ROX Reference Dye, MR KA HFEEFIM ROX Reference Dye A
EFLERAEESHEIRE, TMEENTFRESER: (BREUEZFHAPERBER
Ei&R N ROX Reference Dye )

ROX Reference Dye (20 u M) (AG11703)

ROX Reference Dye (4 u M) (AG11710)

iE£: _Eif ROX Reference Dye F=RfERMAZHEIW SOX HREER (i, 50 p | REERF

#fn 1ul ROX Reference Dye ) , #IREIGEHERAIEE, FJIH%E ROX Reference Dye iFmiiE,
AHmp ARt
A AS @i ITRER R B »ERSFR%ES4, Random Primer, Oligo dT Primer A&
BE1E A,

3 2Ly
> SEIHIER
1) RAF& FH#:
Primer, #R$t5/%, RNase-free 1.5 ml Biv&, EE PCR &, 1€k, KiaskE, BK
B
2) {NEE:
o8
(Bio—Rad) 1Q5, CFX96, CFX384, CFX Connect, MJOpticon, Opticon 2;
(Cepheid) SmartCycler®System, Smart Cycler Il System;
(Roche) LightCycler®2.0, 480, 96;
FTEE&RM ROX (Qiagen) Rotor-Gene Q, 3000, 6000;
(Bioer) Line—-Gene;
(Eppendorf) Mastercycler ep realplex;

(Analytik Jena) qTOWERS;

#&xh ROX (Thermo) ABI7000, 7300, 7700, 7900, 7900HT, 7900HT Fast, StepOne,
( Z&TREESH 0.4 M) StepOnePlus;

(Thermo) ABI 7500, 7500 Fast, ViiA7, QuantStudio 3 / 5, QuantStudio 6 /
7 / 12K Flex, QuantStudio™Dx;

(Agilent) Mx3000P, Mx3005P, MX4000;

#n ROX
(£&REX 0.08uM)
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> BRIEFE
( KL ABI QuantStudio™ 5 Real-Time PCR Systems i )
1) E#H PCR RE#&

Hor AR 20ufkR" 50ufER"
2X One Step RT-gPCR Buffer lll (Probe) 10 ul 25 ul

Pro Tag HS DNA Polymerase (5U/ul) 0.4ul Tul

Evo M-MLV/RTase Enzyme Mix |l 0.4ul Tul

Primer F* 0.2uM 0.2uM
Primer R” 0.2uM 0.2uM
Probe” 0.1~0.8 uM 0.1~0.8 uM
ROX Reference Dye (4 uM)* 0.4ul Tul
Template® <100 ng <200 ng
RNase free water upto 20 ul up to 50 u |

*1.
*2:
*3:

*4.
*5:

ERRBAEL R R R R ELH o

SI¥BEERLKREA 0.2uM, WA 0.1~ 1.0 u MEERNIFZE,

ERARRSTRE, SERAKNER PCR . JEREMEMERX, BSRUGFHMBRIE
REHEFERERARE, BFERITLKRENE01~08 uM SEERH

MRFEER ROXHITHRLE SR, BRBUGFEEERM,

E20ulFFRE, RNAEIFMERBERE 100 ng AT, HERATUHITHEERE, UHES
ERRIRME

2) RT-qPCR RN &#&" (™% % PCR REEFR)

e B+ i) cycles
Step 1 42°C* 5 min* 1
Step 2 95°C 30 sec® 1
95°C 5 sec
Step 3 . ]- 40-45
60°C 30 sec™

*1.
*2:

*3:
*4.

BESRUFREFMEERMEH
BE 42°C. REAE 5 min ATAGRRFHNER, LAREBEEFIEER, ZHEERERR
ROREFEE, MERIEENLRL

TR EEEREA 30 sec, MREMETMEEME, ATAEKTEHEMEZE 1~2 min,
PCR ¥ &7 =#i@%i&it7 300 bp T, ¥ IEEMREEZMFIREHN 60°C. 30 sec FEEE
RTAHERER; MEREREFRE, TELHRSRNEE; MFREY EHYE, HF PCR
PG, WA RAEMAEELSER, RFBATEK#ET=45% PCR #i4,
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> SCIe

1.

L Human Total RNA (200 ng~200 fg ) A#&EtR, ERAARXFIE#HTT One Step RT-gPCR
il 7FRC Gene (GC &2 38% ) o

Amplification Plot

600,000
550,000
500,000

450,000

5 Standard Curve

400,000

350,000

40.0 e Eff=91.99%
350 e, R*=0.9986
30.0 ‘...

250 “--.'

20.0 ‘®

15.0

10.0

50,000 5.0

0,708.162456 y y 0.0
o g - S o e 0 2 4 6 8 10

aaaaaaaaaaaaaaaaaaaaaaaaaaa log(C RNA)

300,000

ARn

250,000

200,000

150,000

100,000

RN EERFR: 1. ¥IEEAH 91.99%, R*=0.9986;
2. AR HERCEE N ITHEBIESZ, 200 ng~200 fg Total RNA #1T
RT-gPCR R Ry &k 2P RIFHILEX R,

AL Human Total RNA (200 ng~200 fg ) A#&EtR, ERAAIXFIE#HTT One Step RT-gPCR
¥l B Actin Gene ( GC &% 58.7% ) o

Amplification Plot

e00.000
ss000
asn00
5 Standard Curve

400,000

350,000

Eff = 90.34%
R?=0.9988

= 300,000

AR

250,000

200,000

150,000

100,000

50,000

27.082.762407

0] A a—

—— — T = 0.0

24 @ @ W0 2 @ 8 8 N B oM M OB W W ¥ MW WM 4 8 u

e log(C RNA)
ERWMEBRTR: 1. FHEREHA 90.34%, R’=0.9988;
2. ATEE MERGER N#HITEMRKESE, 200 ng~200 fg Total RNA #1T
RT-qPCR REZH¥ Gt 2T R IFHIZ X R0
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3. BAEX Total RNA (100 ng~10 pg ) AR, ERAARIKFIE#HTT One Step RT-gPCR #&:ill
NAC7Gene (GC &€& 69.0% ) o

Amplification Plot

500,000

850,000

800,000

750,000

700,000

850,000

soa.000 5 Standard Curve

550,000 400 _

500,000 Eff=95.58%

g 450,000 35.0 e... P R? =0.9990

400,000 30 ey Y .-
350,000 25.0 ‘®...
300,000 9
250,000 200
200,000 15.0

150,000 10.0

100,000

50,000 43.211.37369 5.0

0 — - 0.0
50,000 2 4 6 8
2 &4 6 8 W @ oW W W N B ¥ BB N W K B WM oA @ & |°g(C RNA)
Cycle

RN EEFTR: 1. #I8%EAH 95.58%, R*=0.9990;
2. AT HIERCEE N T AR EEZ, 100 ng~10 pg Total RNA #1T
RT-qPCR R HIH & EWRIFHLMERX R,

4. LA3EM Total RNA (100 ng~10 pg ) AR, {EARIXFIE#H1T One Step RT-gPCR #:ill
IGF2Gene (GC &8 75.2% ) o

Amplification Plot

1.000.000
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:::zz 40.0 Eff=94.06%

< mom 350 e.... R?=0.9998
= as0000 30.0 s [

LT s S e e T Ly B L e S o m /o | | I [ LTI

. 25.0 e .
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0 - —r—r 0.0
soa0 F 4 L L] 0 12 " % "W o F- - » F-J n = £ » £ &0 aQ “ 2 4 6 8
Cycle |Og(C RNA)

LRI FEETR: 1. FIERZEA 94.06%, R=0.9998;
2. AR HEECEE AT HEBES, 100 ng~10 pg Total RNA #1T
RT-gPCR kBRI & 2T RIFHILMEX R,
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> FmiEEEm
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A

AENERMANER RE

RIER: SBIBER CtERK, WAESERIK, PCR REFIBHRRR, K
ZEREENRE, TEHREERRNE,

RINER: SBCtEXN, FHEIAESERS, VEHERE,; EYREERE
BRIRES: BIRREEERE/, SEERMEFERTE, IRESHE; HERIE
LRI,

BIRAL: ORFMBIRERRE., PCR REMYER, 2SI B4R CtERX, PCR
REH B ERIR, @RNA ZRPREEEH DNA, TFTRERNL AR, FIXER
BE#fR4,

BIRFERR: SEYBER CtEKRK, PCR RETBHUERRR, FTEMFI&EER, E5iK
Cirgs

AENSIMRE

SIMRER: SBIREHER, CtERK, I=iXIEE PCR ¥ #5MRARE,
SIMRES: SBRMFEFERT. TESMERSIRE,

SIMEEREEARY: RS SEITY G4k, Wil PAGE BikFIAS IR EME, w3l
MERERE, ENEBRSIY,

514 it R -

@ 5|¥—&= 15-30 MREMEZEE, GC K27 40 - 60 % [E,

@ BWERMESIY Tm &7 50-70°C, #3514 Tm EHEZERBIT 5°C,

@ 5l#A. G. C. TEGSHERENS), EBREM GCHE AT AESHRI,
@ 514 3 imik G A KL,

® BOSIMZENETS], RFAEBT 4 MREEZEEMNTT,

AERIFESIW

WESIMRELS: AIRSSH

it Z BHEE T

RESIMRELR: FTRSSHEXAESEREK, CtERK,

WRETS4IZTTRORE D .

@ BRESIKE—#E 18-40 bp,

@ #®$t5 WREEEER GCHE, AEAEFGEILXNEESN, CHEL GHESH
RETRELF, R C/IF G, EFEHE#ME,

@ MERFHPESIESHHELN, LEREEE 4058 4 10 GREHN,

@ ¥Ret519080 Tm EEF LY IES14 Tm A5 10°C, —HRI=HI%E 65°C~70°CEH.

g

=1

TiF

SERS; BFHITSEEE PCR &N, HiEM
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® WEt3IMREBFIEYE LTI, ERTS5ZESR,

AIEMRNE
BANBEDR: SBREFFERT, HIASIM-RE, ELiRE]
BNEERS: SEYERRE, TIigHE, BYERENRE,

s

RN ERAEALSIE,

IA ROX 5/ R B LA, ROX EABTHARTEMUIRS,
RERNERF, BRRMEFIZEER,

Bilk RNase /5451

LG EREPNRE—IENOE, FE,

One Step RT-gPCR LIEAT AN, sk, T2 PCR & EEH RNase-free Z 3l
HIFEH

RNA 3236 AROIXFIE A, RNA BRIMEWEETHRE, BERARRZXIGTE,

AR I 400-767-6022
FHEREER www.agbio.com.cn




