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mmm Accurate Biotechnology (Hunan) Co., Ltd

> FEmikid
A%l @2 Real Time RT-PCR ¥ A RERILF . ERTEMEENERN Evo M-MLYV
(Moloney Murine Leukemia Virus) Ri:%EE, WIATEEMBIASME K cDNA, AREEIH
cDNA B & A MIRETE qPCR, AIRIBXIE B M, B &HE MK FI#H TS EEENER S,

> REF

RIFEE. -20°C
IEHNRE: FiokelE-20°CikEE

> AN
257 (200 s /10w 1)
Evo M-MLV RTase Enzyme Mix" 100 pl
5X RTase Reaction Buffer Mix Il 2 400 u
Oligo dT (18T) Primer (50 u M) 100 ul
Random 6 mers Primer (100 u M) 400 ul
RNase free water 1Tmlx2pc

*1. €%F Evo M-MLV RTase, RNase Inhibitor,
*2: €48 dNTP,

> FFmil®

1. AIRESHER cDNA, SRE#TT gPCR 434,

2. KFEHEBFEMS| Oligo dT (18T) Primer (50 u M)#1 Random 6 mers Primer
(100 u M), FIHR#ELFRIERIEFARR S| MFHITRER

3. FXFEEH TS cDNA A3 A SYBR EF#RETiE gPCR, FIRIEXIER, EEEEW
RABEEER, #ITeMENEERS N,

> SCIG R IE
1. RERER
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REFRZ RNA AW, BN REREEE K cDNA B)dE, HEARE51Y
Random primer i B F KIS E B X FE#H RNA k%, Oligo dT primer & F#& Poly A
E/ RNA k¥:3%, 2 BENERES, WAI{ER Specific Primer 1E A R R514,

&R RNA #H1TR¥ER, SMFE] cDNA,

Total RNA

2o ARAAIN)

[ |

Oligo d(T) primer Random 6 mers Primer
5 3 ARRA(N) 5 3
TTTTT(N)

cDNA %l

2. gqPCR RIM[RI2
SYBR® Green | %3 #Hx & %7 F SYBR® Green | 5X 5% DNA & & F % B HRIE,

BEBRIEERE SYBR MM PCR RE#&H, 7 PCR #iEayEMmiZiEd, SYBR® Green | ATIL
A BIMEE DNA SUBHE/NARIEFH L HR S, AHE AN R #HERHRAESHE, ERIXF
HIREERITER/ EES T ER,

BA LA HDNAER DNAZTE M m FEAH-E ALATDNA

o HRHR, REUIEESH,
ITTT ZEDNA;
FRHH, BADNATUSE R W8 S0
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RS B R RS S, TR 1 e r
= TR EH]
U PCR F=# H 48 . S5 SERSHO TR B MR EE 5 i Ig'ﬁ

IR FAM), 3 BREARTEm: = ;
BHQ), MREHRISRER, 5 WICLRERARAN T o e
FHE S WHREEAR, FRAUFEES; B2 S
LIRS RIE, 5 HELREERS 3 WX IR

N e . 3R B ﬁ
HE, BHIEES, 0 o X -

# PCR RAiEh, MARBERILSHEN o :

BitRZSs; SR, Taq DNA EATH 5-3' SMI6 o M
RUTUARATIORG, B85 BIOURARES o s
Bk, AN, EIRNRRERRNE - :

RESEE, EFRXNENERRITEESTHE,
> EAREREN
® Fvo M-MLV RTase Enzyme Mix {ERBIEZ L, BHENEBREKEEZEEOEIRA, BD
Bk, HABRIERERITES, IRRPRERERE, RAEEHTER,
o FERMHTHERREMN, RMERSZSHRAFNESEK, AR EINEIREES,
® FAERMESREEEKLES,

® CcDNA=#ER TESE PCR ki, FERTRARERRER, MAFE, AIMEAAARTE
ftb B X7 mmo

® &M SYBRIEFMFHEHITIXRMNEFZEIERERRMFSIMHAES Total RNA KR E,

o KmZHRNA#HZCDNAKRERIRAFE, #HITRERRNMAEEFEF1IE RNase i54,
EEFRARENSE, RELSEDEEEHIE, BEEFHIWR, —XEFEZERLE RNA
WS PR

T

o HFMEETER gDNA HiTE,

> LICHAER
1. PCR {X ( =% 37°C7kia#n 85°Chm#tik )
2. RNasefree 1.5 m Bi&. PCRE
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3. KiBEUKkE
4. #ikas. % (RNase free )
> RIE

RT-gPCR L35 ARARSY, REFRRAEF qPCR KM, AHmE$¥ gPCR S #raixy
RNA #1TRFERE M cDNA HiXFHIE, ATERSAAREERXTRER, BRIEWT:

1. BRTRABTHITRMRES, #ITRERKMN,

Hoyr AR RE

5X RTase Reaction Buffer Mix Il 2ul 7
Evo M-MLV RTase Enzyme Mix 0.5ul

Oligo dT (18T) Primer (50 u M) 054l

Random 6 mers Primer (100 u M) : 0.5ul -
Total RNA’ -

RNase free water upto10pul -

REi%#: 37 °C" 15min
85 °C 5 sec
4 °C -

*1: INR{EA SYBR Green qPCR %, Random 6 mers Primer (100 u M) =4 0.5 u|; ISR {E AR
£t gPCR i, Random 6 mers Primer (100 u M)BIREHN 2ulo MAIUAAERSIYESY, ™
RS, SIMEREMNT:

Oligo dT (18T) Primer——25 pmol / 10 u | R {& %

Random 6 mers Primer ——50 pmol /10 u | K& ( for SYBR Green gPCR i% )
Random 6 mers Primer ——200 pmol /10 u | & Z ( for ##$t qPCR 3% )

Gene Specific Primer——2.5 pmol / 10 y | =B & ( AJ#E 1~5 pmol Z [E# 1T )

*2: EHIRERREE, ATRIERNMEESAERE, ATBEASTESH Master Mix, B35
FRNMER, REMN RNA . RERRE R UREE ZHEMEAEER,

*3: RNA EF[IRIBEFZRM, £ 10| RERE RSP, £ SYBR Green qPCR %R, REEA
500 ng Total RNA; fER#H$HiER, mE{EM 1ug Total RNA,

*4: Z{E A Gene Specific Primer B, ATLAE R ZEIZEA 42 °C 15 min; IR AERIEFRE
¥ig, A RAREFEE 50°C,

2. TEEPCR &
Z A RERETRESEIE cDNA AIAEE#HITEEZ PCR 947, MIA/AT SYBR® Green
Premix Pro TagHS gPCR Kit ( Code. AG11701 ) A, EfRENT:
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( L ABI 7500 Real-Time PCR System A% )

Hor AR 20l &z 50 ul &%
2X SYBR® Green Pro Tag HS Premix 0wl 25ul
cDNA" 2ul S5ul
Primer F (10 u M) ? 0.4ul Tul
Primer R (10 u M) ? 0.4ul Tul
ROX Reference Dye (4 u M) ** 0.4ul Tul
RNase free water Upto20ul Upto50ul

*1: B2 PCR RMFEFH, cDNA RikERGRAEZEBTEE PCR R ZEFRE 10%.

*2: S|MEEERLREN02uM, HRELEREMTATUZE 0.1-1.0u MEERNFE,

*3: EERBARMGHEFNREERESRMR, MRFEER ROX HITRABSEAE, HREIX
RREFERM,

*4, ZEAEEFEH ROX B PCR ¢, ROX Reference Dye #]{#H RNase free water X%,

WH % qPCR 8RB E":
B Bt 8] cycles
Step 1 95°C 30 sec” 1
95°C 5 sec
Step 2 ) :l- 40
60°C 30 sec®
Step 3 Dissociation stage

*: BWHERATWSE PCR REEF, MREFAIRFNIBERMBMRUREEE; MR
Tm BRI, SEATEYIBRERRE, AIRA=ZFE#HT PCR ¥,

*2: MEMREEFEIREH 30 sec, MMREREMEME, ATLAERKFE R BEZE 1~2 min,

*3: EHEBERT PCR ¥ &7=#i&it7# 300 bp AT, ¥ G R EHFIZEH 60°C. 30 sec KA
UHREXR; MERSRESRE, TELHRBRNEE,; MERSYEME, 5 PCR ¥4~
WA, WA RAEHEEEHER, FEETSR#T=5% PCR ¥4,

> SCIG B

1. UAREHER/NR Total RNA A#ER( 2 0 g~2 pg ), AZRIRF Ei#1TRER, B cDNA
AR, BX 2 u | B9 cDNA &, B SYBR' Green Pro TagHS iR 2! qPCR &5 &(Code.
AG11701) 4T qPCR #&Ml/NR GAPDH EE,
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Fluorescence (Primary Curve)
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Amplification Plots

12 17 22 27

Cycles

40 Standard Curve
Ct Eff: 106.0%
R?=0.997
20
0 . ,
4 Log CG—RNA 8 10
_ Dissociation Curve
2 2600
S 1600
B
3
3 600
8
S -400
s 60 70, 80 90
Temperature

R EE: 1, fREMLZL R=0.997, ¥ 1EE 106.0%.

2. A M RENERS, e HERSEE R ITAERKNEEZ, 2ug ~ 2 pg
Total RNA RERIKEGH cDNA I A ZE T RIFHEIEX R,
3. IBfEMRIERI S — TRIE, FiEFRHRE,

A EHEER 293T 40/ Total RNA A%t (2ug~20pg ) , AARIRFIE#HITRESR, B
2 u B9 cDNA &%, FH SYBR' Green Pro TagHS FiiiR 2 gPCR X F&(Code. AG11701) i#
1T qPCR #&il Human H32F &,

e . Standard Curve
40
. Amplification Plots o Eff: 103.1%
R? = 0.999
D 55 2
g
O 45 -
0 . .
g 3 5 7 9
€ 35 log C-RNA
a
3 25 — Dissociation Curve
S %2800
. >
S 15 E’
o} G 1800
S °] g
L § 800
-5 - - : ; 8
7 12 17 22 27 32 37 S-200
w 60 70 80 90
Cycles Temperature

RN EE: 1, fREMLZL R=0.999, ¥ HEZE 103.1%.

2. AHRMEHEYERS, SER NEREENHTERNEE, 2ug~20
pg Total RNA REFRIKGH cDNA HIiEH&ZE N R IFHE M X R,
3. REMLIER B — THIE, JIBHRHERE,
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> FFmiEEREm

7
0.0

BRI

RIER R SER M R 4 B

RNA B SEE 1t 0#&EIRH&%H RNase, FE#E RNA, B0 cDNA R KE, #ill
#REX RNA iE 29, ™5 RNase B34, REFHRIRIPRERE, NIRMEERBEFENOE,
£FREMAT RNA BBis R KRN S

RNA BJ4EE: RNA U ERRFRBANE. EBETF. 2. ¥8. SESHNEERSE
SIS REBHTE

ERAEENSIY

Oligo(dT)514: iEAT&%F Ploy(A)BEEE# 4% 5FH RNA, RiEA TR Ploy(A) B4&H
B RNA, IN/E#Z4EY RNA; BN ERA T EEREAR RNA, 0 FFPE #&® RNA; X F&F
S " HEME RNA, ATt A& Oligo(dT)s#,

FE#LSH: iEATF rRNA, tRNA, JEZRES RNA, microRNA, P&fE RNA, EZ&_REHR
RNA &, EABEVS |2 HEVNHEARNWEZER, FFLUZES I AR RME; Hil
5|#7TiR S cDNA H=EfKE, ERESESHE cDNA KETE,

EFRSERMESY: ERTEMENFS, EESRMES WS SERSRET, =E£H
FRIERIEAT cDNA, X F/E4EH PCR ¥ 8 E B4R,

: 400-767-6022

FHEREER www.agbio.com.cn




