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> = mitid

7= M= (E RS % #1T One Step RT-gPCR TAMIKFE, REFH qPCR R %EE
—ERNTH, FTEEZTIMIFENBRMBERIRIE, BRIEEE, RIE, THRRRFERRK,
Bl B AN 7= F 7 EREE 3R Evo M-MLV REEREE, BEMEENEE Pro TagHS M4
B, ATRATEER B EHE N cDNA H#ITHERIZER qPCR #7118, A= AT X &=
ITERIEN, KARSENRSE, EEESHE RNA ERE RNA BI&T,

> FEmaR
o (250 ns 1201}
2X One Step RT-qPCR Buffer (Probe)” 1.25 ml x 2 pcs
Pro Tag HS DNA Polymerase (5 U/ ul) 100 u |
Evo M-MLV RTase Enzyme Mix~ 100 u |
RNase free water 1ml x 3 pcs

*1. &% dNTP Mixture. &z Buffer,
*2. &8 Evo M-MLVRTase. RNase Inhibitor,

> RTF

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

> Fmil®

1. FFmE—FiE RT-gPCR REIXFIE, ERENTHRERS qPCR kA, ELEE,
RENER, AENRERSIRETEIATREM,

2. ARFFmRFATEMEEN R Evo M-MLV IR¥EREs. EREMBIRETEE Pro TagHS RAL
UHRNER, BEAERRMERE. TSR,
AP A IRE, EFHRNURE RNA,
A= m el AT S EHRSHEN,

> SCIRIE

1. —#%iE RT-PCR ¥ 18R
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—4% % RT-PCR RHEEEH, RNA BRBIFEHREBRFE RN cDNA, A/E7 DNA
REMmIEATIL cDNA A#EREHT PCR #1445 DNA MR Rz, 1 TEFR.

mRNA
5 3
3" bl LLLLLLLLL 5
Laty
Synthesis of 1st strand cDNA
cDNA
3 Ll bbbl LLLILILL 5°

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

5 T T T T T T T T T T
3 L Ll L] LLLLLILL 5

Amplify cDNA

5 T T T T T T T T T T e &

3 Lo Ll il Libi Ll |I5:

5 3
- 3'4—4—-u-u—l-l—u5’

s T S T sety

3 L L il el il iiillillll Lilllll) ||5)

2. BEIR$H qPCR HEIE.
IR MET BRI E 5 BARIE AL mﬂgﬁaﬁi?m

IR 40:FAM ), 3" SR E E R R 10:BHQ ), 5 =
3’ 5’
LIRSHR R, 5 3RS B % S5 =
o awaa s A e L Al e o, RN mESesEs
% 3 R RERER, FREAHKEES; EES @ Probe 2= @
RSG5 BRAEERAS 3 wERER )
NE, BHERES, -
SEMRN 'le{,
£ PCR R R2i2eh, B AN B 5 LiR4T 2 5151 } @ _Pore_ =y
M 23T ; TR, Tag DNA BAEK 5 — 3 3 5
SNBSS T IS BRSNS Rs, B85 B o P i
. A N N P-R
SRS EANE L, HAEHLES, itk . 5
S R R RS S SR, AEIN E R E = °
TEEME BN,

> EHEEEMR

EFAREILTAEE PCR S &RIEFH, RIBOUSFRIEFRIITIRE,
Bk RNase i8¢, iERFFIW KIEES, THRAAANEOE. ©LEFEMIYE RNase-free
Z5lo

® Fvo M-MLVRTase Enzyme Mix #1 ProTag HS DNA Polymerase HilliR Ei& S, EHR
EEEOEENESRREEROER, BORK, HABREERERITRES (E#%k
), BETER.
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o FTERNMEAREEEKLES EZRMFETHRREA, MRS ZSMHAFINESR,

RENEEBNREER,
2X One Step RT-qPCR Buffer (Probe) iaf et BEABMBER MBI ZMNEEEIEE,
A=mHARELA ROX Reference Dye, MR REHEFEZERIM ROX Reference Dye A
EFLERAEESHEIRE, TMEENTFRESER: (BREUEZFHAPERBER
L ROX Reference Dye )

ROX Reference Dye (20 u M) (AG11703)

ROX Reference Dye (4 u M) (AG11710)

iE: ki ROX Reference Dye F=RmERMA R P EIW SOX HREEH (i, 50 u | REERF

N 1u1 ROX Reference Dye ) , #IRLIGLERAEE, AJIH%E ROX Reference Dye iFinE,
ArEmp ARt
ERA Mt T RER R SAERSR4%S4, Random Primer, Oligo dT Primer A&~
BEfEA,

> SEWRBER
1) Wl Fi

Primer, #$t51%. RNase-free 1.5 ml B0 &, 2 PCR &, €%, KinskE, Bk
B
2) %E8:
o8
(Bio—Rad) 1Q5, CFX96™ CFX384™, CFX Connect™, MJOpticon, Opticon
2;
(Cepheid) SmartCycler® System, Smart Cycler |l System;
(Roche) LightCycler® 2.0, 480, 96;
(Qiagen) Rotor-Gene® Q, 3000, 6000;
= u
TRED (Bioer) Line—-Gene;
(Eppendorf) Mastercycler ep realplex;
(Analytik Jena) gTOWERS;

(TaKaRa) Thermal Cycler Dice™ TP700, TP760, TP900, TP960, TP950,
TP970, TP980, TP990;

i AG11703 (Thermo) ABI7000, 7300, 7700, 7900, 7900HT, 7900HT Fast,
(ZREH0.4pM) StepOne, StepOnePlus;
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FI0AG 0 (Thermo) ABI 7500, 7500 Fast, ViiA™ 7, QuantStudio™ 3/5,

HAGHTT QuantStudio™ 6 / 7 / 12K Flex, QuantStudio™ Dx;
(%MES0.08uM) (Agilent) Mx3000P™, Mx3005P™, MX4000™;

> RIEFE

( 1L ABI 7500 Real-Time PCR System %41 )
1) BEHl PCR REZ

Hor AR 20l &% 50 ul & &
2X One Step RT-gPCR Buffer (Probe) 10ul 25ul
Pro Tag HS DNA Polymerase (5 U/ul) 0.4ul 1ul
Evo M-MLV RTase Enzyme Mix 0.4ul Tul
Primer F (10 u M) * 0.4uM 1TuM
Primer R (10 u M) * 0.4uM 1TuM
Probe” 0.1~0.8uM 0.1~0.8uM
ROX Reference Dye (4 u M)* 0.4ul Tul
Template® <100 ng <200 ng
RNase free water upto20 ul upto 50 ul

M BRBARNEET R REH R MR,

*2: S|MEEERLREN02uM, HATE 0.1 ~1.0uMEENIAE,

*3: ERAMRSIKE, SERAMEE PCR X, WARIEMRFERFX, BESRIGEAB R ERE
HEMARERZRARE, BERITERENE 0.1~ 0.8uMEEN#HITHE,

*4: MREFZEEM ROXHITRABSKAE, BREUFHEFERM, FAFZEEA ROX # PCR 1Y,
ROX Reference Dye AI{& | RNase free water %,

*5: E20u I FRE, RNARIRARMEEEARS T 100ng; ZE50u I FRE, RNA EIRFMEEER
=T 200 ngo ERTABHITHRE, UHESERERFME,

RT-qPCR R &M ( 4% PCR RMEF )

TR BE A 18] TBINEL
Step 1 42°C* 5min” 1
Step 2 95°C 30 sec® 1

95°C 5 sec
Step 3 . . } 40
60°C™ 30 sec™

1 BESRNFRIEFMEERMFZ K,
*2: B 42°C. KRMzRYE] 5 min AR EIRFHIAR, AREEGEIRER, SIXARRERR
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NREEFRTE, MFEIEEMIRER,

*3: TR EEFIREA 30 sec, MREREBMEEKE, FTRIERTTEMEREZE 1~ 2 min,

*4: PCR ¥ 18~ ¥i@ Ei& T4 300 bp AT, ¥ HEIEMH R B &H&E A 60°C. 30 sec RBEERLT
AUHERER; WEREREFRM, TEHRESRNEE; MFREYEHE, HE PCR
YIRS, MRS R EME EE HEK, FR#ATRX#IT=4% PCR ¥ 14,

> SKIRf

1. {ERAFEHIT 293T 4848 RNA (200 ng. 100 ng. 10 ng. 1ng. 100 pg. 10 pg. 1pg)
AR, ERAARRFIE#HIT One Step RT-gPCR #&#ll Human B —actin Gene,

70 -
= yig ph &
c
350 - =
> 40 - R4
g ct Eff: 100.7%
'gi 30 30 | R2=0.999
3
§ 20
810 -
) 10
3
[T
-10 : . . 0 T . . \
7 17 27 37 2 4 6 8 10
Cycles log cRNA

ZRmMEERTR: 1. FIERERA 100.7%, R=0.999;
2, AT MRNCE B MR TAEMBIEE, 200 ng ~ 1 pg Total RNA
#1T RT-qPCR Rz 18 i 2 2 R IFHILEX R,

> FEmiEEER

-
.

AIERRBMN B R K E

RIRE(R: SBIIBER CtERK, RAFSERIK, RT-qgPCR REH ERERERIR,
REFRESHRE, THBATMRKREE, TEIRERARNE,

RIRER: SECtEXN, FHERAESERS, THEHEABRKRE,; TEIREERR

3

%

7
L4

=o
<+ RINRES: SREEEERE/), SEEREMEERTE, SRESHE,; ANGER
BEHmEEME,

2. BHEERTEHNER

WiRAL: OE&FME RT-gPCR REMMIER, S EER CtERK, FHEME
Bk ORNA #EIRFEAEREE DNA, SSBREEFESERYT, BHBHELHAZIE,
AR E TR A

7
0.0
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RIRFERE: SEYIBER CtERK, RT-qPCR REHIENERKRIK, ATEHNGHI&EEER, &
ik,

AEHSIMRE

SIMKER: SBIRMBERR, CtERK, AIZIKIES RT-qPCR 85| R MKE,
SIMKES: SBIRNFRERT, BEHEHISE, EIRERSIMRE,

S REARY: SERMFFEART, HERTSIMZRE, FRBLHAZSE, ZiX
BRI,

SIMEREEAY: RS SELY B4, @ PAGE ik#IASI R EE M, W54
B, BUWERSIY,

514t B R -

@ 5|¥—#&= 15 ~ 30 MEEMNEIZEFER, GC &= 40 ~ 60%=Z H,

@ #BWIERMES# Tm {EZE 50 ~ 70°C, 514 Tm EHEEREIE 5°C,

@ 31 A. G, C. TEGASHERENS, BEEM GC IFE AT AESHXE,

@ 5143’ miEGHIAREM,

® B3Iz EEIFS, RFAEEE 4 M HEEETHTT,

AiERRS

WS MIRETS: THRESH

REtZzEHEETFHR,

RESIMRELR: FTRSSERAESERK, CtERK,

WET St RO RN

@ BFRESIKE—# 18 ~ 40 bp,

@ #®$t5 WREEFEEH GCHE, AEAEFGEIKXMEESN, CHEL GHESH
RETRELF, R C/IF G, EEFEHE#ME,

@ MEBEFRSTPENEENHEEHN, LEREEE 4 /)8t 418 GREL N,

@ IRESI19H Tm EIEE LG54 Tm ER 10°C, —M#&IEHI7E 65°C ~ 70°CEH,

6 RESIMRESEEY I ETHFS1Y, ERATS5ZEE,

g

=1

iF

SERS; BHITSEEE PCRIEN, HiEM

AEMRNRE

BABEDR: SBRESRERT, HIASRET 18, BRSIMRE, SEts
NEE, MEHRBERNEE,

BANREES: SEYHEAERR, T¥ @ik, ALEHBRRENEE,

I8 R M AT ERINE LS,
IA ROX 5 /R EIMA, ROX ERMHRTEMUIES,
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<+ WRERNERF, BRRNEFIZEER,

7. PBilk RNase iS5

& EHERPEEEAENOE. FE,

< One Step RT-gPCR LIEFT AN, sk, T2 PCR B EIEH RNase-free Z3l
HIFEM S

< RNA XZEAMKFTIER, RNAKFRMBEWEZTNXE, BEEARLXGTE,

> MR: =FH% PCR REERF

T imE it 8] EE N
Step 1 42°C 5 min 1
Step 2 95°C 30 sec 1

95°C 5 sec
Step 3 55°C 30 sec 40
72°C 30 sec

BRI L. 400-767-6022
FHERIEER www.agbio.com.cn 7




