RT-PCR &%= mixiFiEm

H 3 min T2 %Mk gDNA

A
o
U
(@)
A
18
x
L
an

B 15 min REFRYEEE 95%

B REFZHEED 95%
B RSN, SEINEMSGE

0 ERRERE
B RERBERIL 90%
W &% GC SEFMIRIR

B ERRENRERRM
W ERATKF G cDNA BYHI&

RT &5~ miEiFsr

RIBARIAISEIEESK, TIANGEN A& T & E45GH RT 76, WNTEMHR gDNA KRB IO)@A & iERIAF FastKing RT
Kit. $53E &K H B REFH TIANScript [| RT Kit 2, &7 LURIE B C U SLIS R TH R R

RT—PCR =&

KR116 FastKing cDNA £—## &R 7 &

KR 118 FastKing cDNA £ —& R FUR IR 7

KR103 Quant cDNA $—& X FIE

KR123 King —#7% RT-PCR X Fl&

ER107 TIANScript | M-MLV ( k4% )

KR107 TIANScript || cDNA E—$&E& IR FIE

KR116
* ok kok
+

21 min
0. 2.8.9.¢8 ¢
ko ke
<6 kb
¥1980/100 rxn

=& gDNA-Free cDNAREHR |

ERT BEEIMERIRER LR
RiR , RIET R IEEEPCRIGN.

KR118
2.8, 8.9.8.1
+
18 min
% %ok Kk
1 2.8, ¢¢
<6 kb
¥1980/100 rxn

TAEMIXESTT | (IR
5141, 18 minBPRIER—55ERK
BERAXBIRESR. RETE
1BRT-PCREzgPCR #&il,

BT | gPDNARB LN EERRBUEHF IO ERPCRINER 4BV , —EETRERT %,

KR107
vk kK
90 min
0.8 8 $ASAS
1 2.8.9.9.1
<14 kb
¥1680/100 rxn

X FEREMFRA BRIERE
R RINBRE.

N
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RT—PCR =&

RT-PCR A&7

RT-PCR 2% RNA IR F (RT) #1 cDNA BB A B8 1% (PCR) &AM AR. BALREFZBNERAMN
RNA &% cDNA, B cDNA JiEtR, 18EBMNEE. RT-PCR BARREMARIE 52, THTF&NMAEhER
FTIEIKE, MEER RNA RERSEMEEREESEEERN cDNA K51,

RT-PCR %
18R

{ER#EIRAY RNA ITLAR 2 RNA. mRNA ks MERA RNA 4. 11K RNA &2 IAE 2 RNA BEEESCER A
[E¢H DNA. {EREFH RNA 2E75%, 1 RNAprep Pure &% RNA $ZBUR &, ATUNE] RNA B85E 1, HHEAR
EEABREREZ DNA., IREFETEEMRERFELE DNA, MR 7EREEZRTA RNase-Free DNase | #1745, 1%+ KR116
FastQuant cDNA —#& iR FI&.

314

AT RERSIIA ALK A BB REERENS4. Oligo dT RERFFRMSIMN—#. WTROTEFLFEH
RIEZ4EM mRNA, =544 RTR A .

ERTRKORAEFLFEMHN RNA, HEEHRK. SERTRIS RimFIISHME
KA1 BREMXFHEIRIRTS cDNA. AT IRISHRKHI cDNA, FERZWHEST RNA
HmRH5145 RNA BOEEG. BEHLS [4REIRIRESEE A% 20 pl 4% 50-250 ng.

ERTHE PolyA EEH RNA (R RNA, EHEYIH rRNA 1 tRNA TEH

Oligo dT PolyARE) . B3 F Oligo dT E£AF PolyA BE L, Fiblxt RNA HRE R EERES,
BMER L BB SESLK cDNA EREAKXRKD . ZilE 20 ul REFRER 0.2-0.5
UM Oligo(dT). Oligo(dT)..1s B FA%H RT-PCR.

S5EFIEH, ERXBEREE, ERTENFIIEMHIER. WRENRNASR

BERSESM o e —gemmirsmss, mReHET— RN, BE 20
=l B — A BUR R R BB 1pmol EEHS SIS,
R

—RAIRAEREE (B3 M-MLV 1 AMV) BBt RNA 421 cDNA B &E8:E 1, FRTEABMIE RNaseH &,
RNaseH &4 5B AFEHHEER=S RNA #1575 DNA 314, RNA #iR5 cDNA s B MR & s, &
2 RNA-DNA E54+ A RNA §$%. # RNaseH JEMETEMER RNA BIR T EEBIEAE K cDNA FIBMIRY, FBIET
cDNA AR EMKE. FEitiHMEME KR RN RNaseH M ISSIRS cDNA £—4 /=%, RT-PCR RN H
1% XBk RNaseH 5&1E . AR EMFHNRE R,

Quant E—MEA AR LEFAMTEARIENEHSURE R, EREZRMEEBEMNT AMV, M-MLV RFIH
REEFRE. %5 RNA BE5EAM, SN S2MRNAER, EAAIE GC 285 ZREME 241 RNA 1R,
EREEAEEZ.

TIANScrip M-MLV B — 71 kDa f98 W E4E LAY DNA REEFEAEE. ATLUEL L RNA 5 DNA/RNA 235457
EIRME4 DNARRER M. L&, RNaseH B EBMES RS, FEEKE—9% cDNA BidiE,
RNA KIPERRFEMR, MMIEBERES.

—$EMTmE &
RT-PCR A LLBE—H AL EA N ##eT:

—HERREERA PCR M 1BER—E AT, cDNA S B2 BAFEITFES, ABTRAISER. MAR
T1S2IRIATHE cDNA #FmE ARy 18, MURPEES, RIEALUAE]0.01 pg & RNA. —#3E RT-PCR —fi%
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RT—PCR =&
e ERERF 514918 cDNA &5,

ML EBIR AR PCR M8 ML HIT, BHSM RNA IR R1SE] cDNA, 1S2IH) cDNA BH#T—RFH LR
EH PCR Rz, BESERILAER Oligo(dT) SkRE#L5I45]5 cDNA E—#HE K, B, TN —MEEREFRS
REEFRLFIAR mRNA BESE.

—SHEEHE, IERATAEHSRSNEE PCR. ML AERERSIBMSIYIREEE RMREM. g
A
IRIEFRE R BEEERRB RS s
a1
B 2
R
RT 5 PCR A E#I549 #2555 RT-PCR &4t N
B REE —#3% RT-PCR &%t z'.._E':
R £751E% 4 DNA BABINA 3% RT-PCR A% =)
SREE DHIE A DNA REEAPE RT-PCR &4t
KHREERER & RT-PCR &%, £ Long Taq #1T PCR ¥/ 1
3 ERT-PCRIZ Rt 12 —##£RT—PCRIZ Rt 72
mRNA AAAAAA mRNA AAAAAA
SI¥mR X SR K
mRNA AAAAAA mRNA AAAAAA
«~— «—
{ REFRBERE—H RERBERE—#E
mRNA - AAAAAA mRNA AAAAAA
GDNA < GDNA <
IACDNASE—$E{EAHEAR, #4TPCRY 18 KERERE, FMEREAEER
GDNA < cDNA <
PCRI" 1 B 9 B} PCRY B ER

NEI$RE RT-PCR REMIRBIE

BN EER RNA SEEME5F, Jt DNA 5.

FE SR EVAE IS R 3 BNHR BUE i 7E RNAstore RERGEERTIRTE, LUBES RNA FEfE.

RAFR RNA 2B/ 5%, 1 TRNzol, RNAprep Pure RNA 2EUR &, Tl % RNA ERH R XRER D
DNA i3,

RNA #2457 AR & B 18 & R .

RNA ##iR FEHB ZE2. DMSO. SDS fEEifE <z KR F, ELHHIRFERM PCR R, ARITEETH T HIHIF,
IRy L A

AT BHIEERMERR, AR MR ZR M RNase #l#5 RNasin( B &S DP418),

FRIEEER RNA, RIREXEZSBREERE, KPSSB B HE&wREFTKES.

MRBHTERE RGN, SBT BRI, TRERERKEEE.

3FF < 50 ng B9 RNA #5, ATLAESE—4E cDNA AR ERA 0.1 ug 2 0.5 ug ZEE BSA.
BEFRKENRMERZMRKR.

A1 mM 2| 3mM, [EF% 0.5 mM #IT—RIIRE, FEXNTEMERM TN REESFRE.

EE: MWEATEE PCR, A 3mM 2| 5 mM BB FIKE .

ISR, BEESIM 3 mEBEAFT. BEAUUEKRRNBA FERNFES. H5, &I NIZE &It
Tm {EHIEAIS 9.

REFRZRERNERT 50 ul, TN ATEESE cDNA 2K,

( EEE21ES 0 www.tiangen.com % ZHIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com ) 138




RT—PCR =&

Quant cDNA F—5aRIAFIE

QuantScript RT Kit gERS % 0
— ——AJRF 50 ng-2 119 £ RNA B TIRE S 3R IERR AL 20 pIX25 % 1000 7t
g KR103-04 20 pIX1003% 3000 7T
i aes ~amn
A : 2B 100 Quantscript RT Kit (cDNA E—8#ARKIRXFIE) BEHFHSERT-
o HRIRLER (20l 6% ) (20 pl AR) PCRE—SIREAN. ZF-REET —HLFSRREREH
":J'_"g Quant Reverse Quant Reverse Transcriptase. & 28 Hik 1%L P b FHI R M
% S—— 25 2X50M ypn IR LA RNA 5 mRNA ERERR SR
E Oligo(dT);5(10 pM) 60 pl 240 pl E4#EY cDNA S5—4, #mMARELHAIHERSEE.
Random(10 uM) 60 pl 240 pl
10X RT mix 50 pl 200 P
RNase-Free ddH,0 1 ml 2X1 ml REREATIE 90%.
Super Pure dNTPs 37T C—HrEMEAN KL,
(2.5mM each) o 20 iR GC S 8E. —HLEHEZ RNA 181K,
SR PCR i E = PCR LI A M, &4 &M PCRIMAESES.
REEMHF
-20°CIRTE Faat T VA :
EATREFEREA 50 ng-2 ug B2 RNA,
SERTREE E RT-PCR.

¥ E8 PCR R
3 -f15 -RACE%.
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RT—PCR =&,

FastKing —# 7% RT-PCR i#FI&
FastKing One Step RT-PCR Kit

—BEYER YA — 3% RT-PCR it 7] = ax 15
KR123 50 I x50 % 1400 JT
FmEE iR
RFIE AR 50 3% (50 pl 5% ) KAFIERA—LEME RT #1 PCR ER— R K
2 X FastKing One Step RT-PCR MasterMix  1.25 m R, REGEFAFERMAT, T
25X RT-PCR Enzyme Mix 100 i BAFES, BETHRANZXSROFE
RNase-free H,0 2% 1 mi 128 T RN RBUE. AR Z R 25X RT-
PCR Enzyme Mix 3 TIANGEN #f8Yj#i4% R
BB (King RTase). #iiMEIREI#/EE) Tag DNA B
. RESEH PCR BR—S5m, B Yo #B§% RNase Inhibitor BWFUR Mix X, &
A, A King RAESRTS, BHREEIT 05% HE M RNA AR AFE 2 FIx 8 =
RE: EZ 1 ng RIRBAETIRG), HAEaREmy 2 RNARIIEME S, UREESRE
5 B Tag B, BRI MRS I CDNARBREMIMALRE R, 3
4h, AFEFHE) 2X FastKing One Step RT-
HE PCR MasterMix A%[71A4 Lk F#h X 52EGM L
ERTEMMARTNERRLKTEN, UARERSEEEy HOFLREER ATOILRETED.
oDNA FFFIAIEI RNA 5% . 455IiE A IE R AIRAE IR, dNTPs ELR PCR#2 2 I TR 35, AT R
King RTase 1 Tag REBEREN—PER NI
REFFMH RRLERAIH.
-20°C &%
)
W OEERSE, FEBAK/: 500 bp o A3, REK: 1090 bp
100 ng iR 10 ng &4} 1 ng &R 100 ng 454§ 10 ng 184§ 1 ng #&4R

D HIRE OB REMALALRREARR total RNA, 2506 TIANGEN KR123 (1) « ESMNEIZE~@RA (2) #1
EAFEX~@B (3) kR¥MPCRARKEMNENFER, BIKEWUEPCRER. RER, TIANGEN KR123
£HBEMFAR, TERMIEFFYE, T Ing BiRtLEEIFRS, SRERKTEE~R.
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RT—PCR =&

FastKing cDNA F—#amMidFIE (ZERE4A )
FastKing RT Kit (with gDNase)

- p . B8RS o= 1%
g eI KT S, YEMIRARFEERIR KR116.01 20 X 25 5% 800 7T
A KR116-02 20 pIX 100 % 1980 7T
S KR116-03 20 plX 1000 & 17800 7T
p )
;,Z ERas PR
i AFIS AR 25 % 100 % 1000 % FRAMER—MEE, RE. REFTUX
3¢ = (20 pl {&F ) (20 pl FF ) (20 pl %) FREEE DNABSLENRERRE. KiXH
E 5X gDNA Buffer 50 il 200 pl 10X 200 pl 2R BEHEREEL DNA B gDNase,
=1 FQ-RT Primer Mix 50 ul 200 pl 10X 200 pl B3EE % Total RNA FFE[E2H DNA BT 45
FastKing RT Enzyme Mix 25 pl 100 pl 10X 100 pl =M R 7 Fastking RT Enzyme 2i@5d
10X King RT Buffer 50 i 200 pl 10X200 pl SFRCEE IR R 58, SR THh
RNase-Free ddH,O 1ml 2X1 ml 10X2X1 ml K motif, EEEIRM RNA ERMFIAEE
FEmiie ¥, NMB—HI2E T EREREEMRE K
= BT Bk motif, REBXERT 95% R, HEHEREGCEES. —REM
R EE 1 ng HUREMR L EEWETRIR S S 21 RNA B E S RN N
i FTIREFER, STERERRETIN EAMRE.
PUR: 21 min S & T EELHFKER cDNA S
Fs
TR -20°C &7

RE¥FEH cDNA TR FE#M PCR, KHAE=E PCR, cDNA XEME,
SAGE (BEREFEEEN) , SIMERFZMHEMLLE.

igﬁﬁu PROTOCOL
Analyzing real-time PCR data by the comparative
BEHAERBIGELE Cr method

Thom

Schmittgen! & Kenneth J Livak?

RAEE LW HEA AR LIEE LI+ &IE O
B, EFRASESHNIEERTIBETERRz—,. 1 Tt Rtk as described in B 1. -
. e - 2| Expose the RNA with DNAse T as described in Box 2. B $E HH F=fR EL F LA B £ 1%
E 2008 ﬂi Nature pro’[ocol H’{I—%%I j%fﬂﬂ'm%iz?;ﬁﬁﬁﬂ 3| Synthesize cONA as described in Box 3. -
e = —IRY =N == =L AAICRPIE}T'(C;T :'g(P Ad stated in (h [NTRODUCT]GN of the comparative ( method relies upon the target gene and internal
REOXEFRRIRE, EHITRLEELEMMESERATE con sene g s e
B%%gﬂ;ﬁ%o BOX 2 | DNase TREATMENT
AR E R B TERALRSE, RIELWERF ;}2;};;“ Hjj;i == =
RARFARESRNEERD, 2R REEE TN a:f""“ f: o
*Ih\LATEq‘Z\% 14: i dth ol (h: m ACOREL DO th h ndle stnplhes.u ing a PCR Thermal Cycler, incubate at 37 °C for
\ N
B - \ - [ —
3 min T2 XMk gDNA — o s
£3#f gDNase IS gDNase ZEHfi{£ . 17 sm—s/
- 44
WURIEAYE R gDNA, {EFA75E: 79 gDNA Buffer TR, > I N
. _ (=5 | A L T v L
HERHBITRERE . %ﬁ'ﬁ%fiam gy |0 TRREMRRR; 26 TRERATRER,
B R E S S =i 3 min FERODNA =2i 34 XERERRIER; 44 XERATEIER.
sy Jom 58 PRE R S 4 TERRE: ERHERL, SRTRE Fsk: BU1 pg Hela 488 RNA (FEMEIE) Kl & TNF-
RNA &t 558, REES, TEH /S alpha £ (G4REHESNET £, AL cDNA SiEEE A BT
& AR, B » 1TH3E) FHTYOLER PCR &,
| RNA 184, | R, MERR, 2 HA KRR RNA hEEANKEIER, 3HT
b 4 ST R TNF- -alpha ERRIAKFE, 1 EEEEERETNSH
| v < - BATEAREEHEIR, 448%KR116 AT ER RNA i
v EZRO B4 DNA.
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21 min By “—&xXX” BE&

XFE 21 min ZRI—ENZREFRAERBRIS
WRFEFRIRE, TEEHRRMEFMMIIA DNase |
A1 FE, BXTELEGE 12 SERIERFEMN 140
min, KX TERIESE, T T KESRIERE,

Hi% King Rz SdimE
BERETHE
— RERHEZIA 95%

— R R 5 SRS E R % SRR 1L 40-60%, A
10 cDNA =2, HBEEHEZESMN RNA L2
SREM, King REEREHTEFENNT RNAE
I EEMS, FERERYEEBILT 95% LA
L+, UEERE LHRAHERESN, BHd
RNA, X{#15 cDNA &&= 7",

BIRRE R ARIREIREEN
A RMEBIEES GC 8 FiER

B4 RNA BB SRIERMEE ZHER
"R, ERRERBABEER KL
RARESSBRERNALILE, AMIERNTHR
cDNAB& . M#IH—K King RERBEFIY
AoLEHiE, FTLARRIR RNA RSB ERT, A
MITH RNA W E R R L5, RIERERVIES
#iT.

Ampificatior Plot

aRn

RT—PCR =3,
FastKing RT Kit VS

RNA

Traditional RT

DNase | (30 min)

gDNase(3 min)
BN/ AR 4EAL (40 min)

gDNAXRR

gDNA-Free RNA

King (18 min) RT M-MLV (70 min)

7

gDNA-Free cDNA

ng RNA

King
T~ B R B4 R B 0 b AR PO A

_ oy L ERNaseHiE EM-MLY 7
AMV % 7| B % F B, King
Reverse Transcriptase 5 # %
_ AMV - R A BRI,

King ¢ iRE2 A B R & ARR MY b 2

Traditional RTase KingRTase
mRNA mRNA ’
AAAAA *’ AAAAA
cDNA cDNA

BRI TE AT AR =84 KingRkR # K8ALAITTF =
#, BRIERBHE, REAILE BLEM BT, T VORA AT
A REH RR REE T

Arglfczton Pt Amplification Plot

SEHCH | FHCH-
KR116 | AAF~ &
EEHR 23.21 25.57
MIIRERMIRIR |  23.4 28.85
?| [mxmEnE] 2361 | 2857

M—— e

R EEEEEEEEE R

Cycle

1. /8 TIANGEN FastKing RT kit (KR116, %) RE A AFIRIE~R (F) REFNE RNA,
£ TIANGEN FP205 #1TE® MM5 &R, RRy i@z, RNA EAE45 5% 1000 ng,

R EEEEEEEEEEE)

Cylz
[& 2. f#F TIANGEN FastKing RT kit (KR116) & A 2
AREF RS HIREFRARMESR RNAKER (L&) ,

100 ng, 10 ng, 1 ng. Z55RE7R, TIANGEN KR116 REERIREEMT, CHESRRT, AN TRFERR (1 MERBERORNAFER (FE) , MEXZRBEEX

ng, HEEEkK) WREREGHEMS.

B RNA #7 (B56) , £ TIANGEN FP205 #1TE
2 RNC £E, BRI Ei%LMEY CtE, HFRETR,
TIANGEN KR116 R¥ /e £ 2 Ct{ESRH, FER®E
HEE, MTFERRZEBOEREFGHERE.
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RT—PCR =&

FastKing —% £ZREFEH cDNA F—iE S TR
FastKing gDNA Dispelling RT SuperMix

— = %
Sl O SHSREAEEARRER a=s E— s
P KR118-02 20 pIX 100 % 1980 7T
:r; KR118-03 20 ulx 1000 & 17800 JT
5 B R
® HAIE AR 25% 1005k 1000 % AFEmRE—MSN RE. REFALLEL
,7.'..'-" (20 I AR ) (20 pI{FR ) (20 pl {EFR) & £ (& 2B DNA 5 £ 1 & % R 7UR Mix.
% 5X FastKing-RT SuperMix 100 ul 400 l 10X 400 pl 5X FastKing-RT SuperMix R~ EE&H RT-
RNase-Free ddH,0O 1ml 2X1 ml 20X 1 ml PCRARERRNAEMMAERT, T8
B ERERE DNA HIE gDNase.
=R FastKing RT Enzyme 2i&id 5 Feii&EHY

HBIREREE, EBEGCYES, ZRE
HE ZH RNA R FIE M S AR
ZEH; HAD gDNase 3R, WX, 1
MrtEE, EAEKREERENEDNAZER
=% cDNA B FEM . —HLEAFER, AfE
HREERBENERS RERRNER#HT,

PRIR: (RFMANRIR, 18 DH—LETEMERERAMSHURER

= BT Bk motif, RIFHEIBIT 95%

RE: RE 1 ng BAEAR th BERUERIR A

BiE: JHSCRAAE DNase, WK, WES, HEE, T3
cDNA =4 £201

WMAFET REEFIRIE.
TR *
REEFER cDNA ATRTEM PCR, W EE PCR, cDNA XEME, B M
SAGE (BERRIAEZESH) , SIMEMRIFSHENLL. 20°C R%5
SCIEH

TIANGEN KR118 ARE BAH
Pt anpifca

I 6 1. 4 B £ A TIANGEN
KR118, E4NA ATFIEMA B 22
AN—SEREEERTER
cDNA, %/ TIANGEN FP209 #&
MNER RNS B, Ry L
AR AR RS . ERETR,

TIANGEN KR118 fz %% % 15 2 #
cDNA &K, ¥ Ct &£/, #¥5%
&, BEMRSE, HIXNTRE
EAEAR BRI T H e iR 5.

o on
s sBTyBETREYBEB mn s i @5 noe g g e e BE S B
g . nd

EENEE
: i H
e HE i
g, = Sl
& e o 3
— X
AN b AN\
3 \
- ¥ \
8 oA \
# =
by il o E“:'E Pt
-
/
-

EEHDNAMA =
500ng | 200ng | 100ng | 50ng | 10ng  S<3ffl2. S5/ TIANGEN KR118, ESh A ARFIEP B AFH—
HiEREEERFIAM cDNA, £/ TIANGEN FP209 %Ml A 2 HsG
KR118 ND ND ND ND ND  m@m, 3B ANKMREREGEES DNA, RMFRRANEEE
ANT] 32.78 35.90 ND ND ND DNA K &FREES. CtERER, TIANGEN KR118 BAEHRFBHIEAREA
— DNA £FBREES), %Z 500 ng KIFFLH DNA KB BAESEX AR, T5
BAR | 2980 | 31.38 | 33.33 | 3336 | 37.03 yumummpm. ND. it NRT: FHRHR, AEARANE

NRT 23.82 25.30 26.60 | 28.09 | 35.04 =i,

143 ( BEERE : www.tiangen.com % ZREIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com )




TIANScript Il cDNA F—#SRIRFIE

TIANScript II RT Kit

— 1B T ZREGHEFFKAE cDNA RIS A5

BRS ar fit&
KR107-01 20 pIX 25 3% 500 7T
KR107-02 20 pIX100 % 1680 T

EamEn

ARAFIERM TENAT cDNA B—#AmMART, H
B9 TIANScript || RTase A REHEE KR B ILER
EREFRE (M-MLV) , KREMNFE RTase EEESH
REMDFIELA RNase H &1, FELFEETE cDNA £
—£HENERIEFEBRIEE R REMIRRMRIER
KHE cDNABIEES. =P EC&EHI 5X TIANScript 1l R-
Tase Buffer Zi#50RIIL, BERIET #E RTase MISRL
BgSE, MR T RNAEREMMANERE, FEREFRLER
B cDNA EBEEHFINREIERTREMNKI S,

[l TS
BSENRE: BRI REGEY, FESEERMST.
FOSEr . ERFHARNA, LREAAEA=R
LEHI) RNA 118

REREIK: cDNA $F—4E& AT UL 12 kb.

BIEER: RE—LRMEAERSY, TEFREMNE
R

FmeE
SRy 25 R 100 R
RIS (20 pl A )(20 pl 5% )
TIANScript || RTase(200 U/ul) 25 i 100 pl
Oligo (dT);5(10 uM) 60 pl 240 pl
Random (10 uM) 60 pl 240 pl
5X TIANScript || RTase Buffer 150 yI -~ 500 pl
RNase-Free ddH,O 1 ml 2X1 ml
Super Pure dNTPs(10 mM, each) 30 pl 120 pl
RNasin (40 U/ul) 15 pl 2X30 ul
TR
cDNA E—#m& k.
cDNA SZERIHE .
—#3% RT-PCR,
RACE 73#7.
RIEFEFHF
-20°C1RTE
I35

TIANScript 1| cDNA £—4&4&
MR EEREED

Bt ENERKERER

LR AKEMBEELRAR R RNA.
RT-PCR 2R E: 2 ul REF~H (50 ng/pl)
SIS RER: 2R KR107 RAHEHITERIE.

LR U EH 1 ug 2 RNA REFREM 2 ul RERWHT
10 MEARRIR BArEE R 15E .
18K R (PCR): 20 ul; EHEE: 54l;
Marker: D15000+1kb DNA Ladder; BZKREE: 1%:;
B3k &M 6 Vicm, 20 min
L KEER: M: DNA Marker;
2: EYHKE: 1kb;
4: FEHKE: 3.2 kb;
6: FEHIKE: 6.8 kb;
8: FHIKE: 8.9 kb;
0: =HKE: 12kb.

: PRI 120 bp;
K 2.5 kb;
PR : 4.6 kb;
K 7.6 kb;
P 10 kb;

© N O W =

TIANScript I| cDNA £—# &KX E5EM AT ~MmE
KRR ERSED, WEMFRERIRIE

§E1 %IZ %l?s §I4

SCEGARE: AKREEEZRARS RNA.
RT-PCRiZfHE: 2 pl REEFR~H (50 ng/pl)
TR RER: S8 KR107 BB THRE.
SEWEER: LR 1 ug AXMEEZRM R RNA AR, FERHERFEFED
k8 M-MLV #1 TIANScript I| RT Kit REEFE#HIT 6 MEE
TEIH B FREE R T E .
18K &R (PCR): 20 yl; E#E: 54l;
Marker: DNA Markerlll; BSRE: 1%;
B3k &M 6 Viem, 20 min.
£KEER: M: DNA Marker; 1: TIANScriptll RT Kit R4 cDNA &)
HHELER 2 O] R 555 CONA BI85 B E 1 KA 1.3
kb; EFE 2 44K E 3.0 kb; EE 3 =4 E 5.0 kb; EE 4 F=YKE
7.5kb;

C EEE21ES 0 www.tiangen.com % ZHIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com ) 144

RT—PCR =&,

R LY ,40d | |



-
o)
3
X
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%
E
E

RT—PCR =&

RT-PCR B i@ 531

Q LE=ig%E RT-PCR =4

A-1 RNA &2
—HBEELSE. BEENRNA; R RNA WHHREREHEE, Bk RNAEM; RT REAT, EEMEK
4347 RNA 95254 . RNA $2BUE, RIHE77E 100% BERES, MERER RNase %171, mMARNTF
45°C; pH /NF 8.0, BNIN&HIFI SR ELEH RNase, M H, 7=0.8 mM DTT Bl \ RNase #1151,
—EEHFE DT,
A-2 RNA HEE R TR DR
—— REEFIHIFIEIE SDS, EDTA, Hif, £MEa, TR, PEARMAIES . 33188 RNA FIRES,
53188 RNA R R L5778, DT 2 B AN . Bt 70% (viv) ZES RNASUREHTENE, B,
A-3 FATFAH cDNA B—H4RASIMER AR TS
— RN EA TR ARSI, FRIARE, BINERMEEIREZBIEE 25CRIE 10
min. XFEEEFFMESIH (GSP) , AILUR—THfth GSP, 3#A oligo(dT) SkkEM 7~ B4,
A-4 it RNA 85D
— 0 RNABYE. 33 F/vF 50 ng B9 RNA #8, ATLATESE—3% cDNA &R FER 0.1 ug 2 0.5 pg ZEt BSA.
A-5 BEHFFIZESHHER R R
—— i H A
A-6 PCR RRI&EH.
—— 4 #5% RT-PCR, 7£ PCR $ iy cDNA IR A8t K RAFA 1/5.
Q EYEIEERERT Q FEHESREY (smear) £
A1 SIREREIEE SR A A1 E-HEYREERE
— EHE3 EEE2FH3ANACH ——&# PCR RN R —5E =480
dC. TEE—HAMPEAEEESESY, &,
A 2BEH314 5 oligo(dT). ZEFIE/LA A2 PCR g2 S
BHEARENRIEE, REEHRE R
HIRAGRE. A MRAEH Tag DNA BT
PCR, RERMAHFE. A3 S ‘ /
PP ——— ;ﬁm PCR RRI&M, W/ PCR KITEIR
— RT3 R R A
A-3 RNA S REA DNA 5532 A4 RICREIIE
MY H8%% DNase | S RNA. 2B —RBENEE, MLIFgRtnenk
BREF IR KA DNA 552, TR
A4 FREIM=BiEk A-5 DNase [&#% DNA &4 (B EE H B~
——BHE 3 R AEAEFESINEIY. R BN
A5 HETFRELS —2EUE RS RNA, B51E4 DNA 532,
—— X FE—MERFS AR EET
RE .
A-6 EFINEDNA

—ERMSEHRRLF UDG B8
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(QQ R#R RT-PCR M3 #3nfaiiz?
A-1 RT-PCR# 24 RNA 54537 75 cDNA, B85 45R15 218 cDNA {E NIRRT PCR R i S BFRH

AT REFRHS IR IBELIE A BRI IIEIERENLS4. Oligo dT REFEES M —. XM TFRHNTES
&R EZMARE mRNA =35 |4948 7] .

REHLS 149 ERATFKAEBLFEMA RNA. iE/ATF rRNA. mRNA, tRNA FfFiH RNA HIR R R .
FEAFE—IRIRA RT-PCR K.

Oligo dT: EFAFEHE PolyA EEHI RNA.  (FE#AEYIH RNA, EZEHA Oligo dT rRNA F1 tRNA 1~
BEH PolyA EE. ) BT Oligo dT E455 % PolyA EEB L, FrL X RNA #RHREERES, BFEFL
BEmLFESK cDNA AREAKRH L.

EFRBRSIY: SERFIEM, ERTENFIIEMAIER.

(Q snfaERA RNA R¥%5F cDNA $—5ERTH?
A AUNEES:

1. RSk gk, cDNA 2K T —8I DNA FEf, FTRlIKBIGERERM—HE, MR RNA FEIR,

Rkt RER T, BRXMBFEANKTPCREILER. K cDNA —KRATLIARNE, ASHER,

cDNA BIREEA ERTURIE (DHIBRT: MENEERREK, TESEEIN .

2, MRBSHLAULRRY HROEE, FTUARLERRSIEIE. T BERS, T—EmMEA cDNA
"B . FANSE cDNAFEES, REZY H. 2R cDNA BAEMRESHEBIMER, AR
REWH, RERAEMRFENBNERERN PCRER, MASERKRAZSERE, IBRATESZZM.

Q RT-PCR AT HAEER MY AHENER
A-1 RNAZRSPEAR, HMZEN RNA BISEEME R 4

TEDME RNA BR8N —#F, {BE—AERULHBERINAT R RNA TER ARk M B & A& TEMIRT 28S
#18S £, HARMERXRTHWRENEREMN 2 &, LM 58S HRERNALKETHRE , EXESKERERE
ERRIEEL. MY BFAEERAR RNAEBRIRE, EARNSHREEXR, REZ RNA BB R=EE AL
k. A EITHNAZE RNA ) OD260/0D280 BILLENALTF 1.9-2.1 2 (8], 12EX RNA BIEHER AN D
EEASFHERK, RETRBMNAZHASEN RT, REEMNRE RNA HTE M.

Q RTR2EREY ?
A1 ASEFEREY K, UXREERARTAINT, M5 cDNA —#RERALANER. BANSREX

IN—FRERELEN )N, MARKAEWEES, AREZFLEERSRI. MENERRE “EF” Mm%, KNS5
RIEEHGEERANAE. HARKT 2kb EMFE, ERRN{URIERESKFIET cDNA RE;
BEMSTEERAN_RLEH, XEES GC, IFFLMHRRERERD, XNEREBFEXNIF
HINELERSENRERE. T GC 285, THREHEZN RNA IR, KERMEGE - REHT
FF, EAS@ENREREREEW, AT %ERE Quant Reverse Transcriptase, HKi#ERMAEFASMT
M-MLV RFIH R EFEE, ZEBEBESRRIER S RNA 181, RAIRES RNA EF L cDNA $—iE;
— AR R EERER kit, 20 pl RRRBEANREF 1 ug 2 RNA. REGEE kit WRERERED, MRBERM
ANI8, REFERE—LEESH RNA. IUSIFEETERTHANERAEE.

Q PCR REETHY

A-

ME& R EEHATEMNR cDNA 2B%H), BEIERRERFAL cDNA BIR, thARRERIER URFHT EH
BRER, XEBRTIZERAZALR cDNA PEBEREENS L. NOERAERNIZBNEERNRE
BREFEMME RNA, LUREISRIAZENERNARKMIE; MREHFERE PCR =E_RARERE,
AIAEERSMI8EIRE, ATAMASIER ARSI ITRER, A TS 48 HRbEH 5 | it
TREER, REFNFHERERBELEX, MUTUAFERE; 55, ASEERESZTH, A5
HEEPY BEGA—EEETEHNER, MRERITHS4I5E PCR £H#ITRE. HEM PCR AN H
BEERE, WEEHITEEZMMABE PCR.
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Q RT-PCR EiZi tHASEE

A-

RNA 2EEEEER RT 2EMM

—RERT, HIMASET TERBESAEHE RNABRBEESHEN. B ATHEREREZTEY.
NS TEEERFIK cDNA —$EREMFRE, {87 RNA B2 2O MR TENTLMER I REZEERK
RtRE. REFTRESEENE2RBECHEENEEHRNAR, DIRSREE.

A2 FHERSEERSIYMEEAEUK PCR B BHIATIE Lo

Q 12l RNA KF#{TIHNE R, BEREASHS RNA RE—BNERTERERA cDNA ?

A-

WM EER, PAEEERERAN RNABITES, XURREREZFATERAERN, 10 RNA
HEHX 1 pg. BTREREN cDNA 2—HEAR, BIERTMREA RNA, oligo dT. B, dNTP. &
EXAREFR BV FA) DNA FE, HoEMRE, FELIAS cDNA BHTERESR, XMEEX RNA i
TEE, AATRHABNRERWEHER, ELLIKEH cDNA EHMERE, AMAITEESH, HER
RAEHERIZEND RNA i, FTRIEZEAMNRIAEH AR, HEXNKAELEE PCRE, REREAIFAEE
cDNA, EAHEREEEHRESE.

Q KHABHRESR PCR Z2EA{T?

A-

FEMEREASGEX, NTASHERRTAITH, BAREROYERTZ/RT PCR IR, HARS

EEH GC ERXM_KLEMERRG T Ri¥EFM PCR, HEME PCR WREEFY 8ME, —HRM

EIRTRIE. AR FERIIZT, M TRENEEEBREREZRKAERE, JLHXH oligo(dT), ZF 5’ UTR

BWGCE%, MEMEM. ELRAMEIGIMRER, SRENFRANXABIMS, SR8, RE

HITHVIERTRBAGENS . —RIBAT, EFHE2 kb UENRRMRELREME, EHFIEHR

—EETE:

1. B5ERIE RNA/MRNA FI5E8ME, & 4F A TRNzol SRIEEY;

2. AR A M-MLV RT-PCRIAFIZE#EM, i EBHIETEEEKR A B ERIEMEIRE; =
EXRMEN PCR, WA LUEHIT AR, B MEAGEMRETE)E HEK— L F#HITIERR PCRY1E,
HREBMTT HRAER, TEEIEMNREN;

3. £ PCR id#2# R A Long Taq A1 3k S LLEIRERIZE R ;

4. MRFEERE, NFEERNASRERS.

Q Quant Reverse Transcriptase B9/ miF = AR5 TIANScript M-MLV FIX 51,

A-

TIANGEN B R #:REFHARER: Quant RTase 1 TIANScript M-MLV, FEHFEX R 24t 3THIERERE.
Quant 2—Mit45i R %78, SBEFEMN Moloney B AMBKRERIEHN M-MLV F[E, 2—MERKX
AR LRERHITEARENETSYRIERE, E4Y 150 ng-2 ug B RNA, REREMS, XS,

5&%@Er) MMLV 5t AMV #EEE, Quant R KHFSFES RNA ZREEFMDIEER, F1FESRTMHE
ATFHITERERN RS, WTRS GC 2EMER, REYEES. BXMREREBEE RNase HEM
B, FTEES%T cDNA FHIMKEE—EEW GET < 4.5 kb BI#EHR) . WTEMMRER KR, TTLUERE
TIANScript MMLV #5388, XMBEFLZi2181H, RNase H EMRES, EATHRE (>5kb) HI cDNA &5%.

Q mA%ERA—FEERMS E#T RT-PCR?

A-

— LA REERF PCR I IBAER—EMNTTH, £ cONA ERF L BIAFEITAESR, AITROZ
RisH. HTHEINFA cONA HRIARYE, FURBEES, HEALUAZ 0.01 pg 2 RNA. xt
FTRIhE—£% RT-PCR, —RRIEAZEE R F14E54E cDNA & 5.

A AR REERM PCRIES B LS#HIT, LM RNA RIRRFEREE cDNA, B2 cDNA Bi#{T—
KRB ERFER PCR R FEHAFLAER oligo(dT) kb5 1455 cDNA SE—HRIE K, ATAMN—
MEERERT RERLE mMRNA BIER.

147 ( EL{EEES M www.tiangen.com R EHLIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com )




RT—PCR =&

BHRY, —HEELE, JEATAEMRSTHLERE PCR. RLEERIFRSEMSIYNEFERNREE. B
BEIENR, —PETATRERS PCR RNER—REFRF#HIT, ERRE—RE buffer, W& RMNFZHAEER
RSEIL, BRERDRAE—L PCR R buffer PRMRIR, FL—RRFIEFER.

By i -
RT 5 PCREMAREGIY | M RT-PCR R4 3
BRYE —4%3% RT-PCR &%: *
BRI 3% 240 DNA BATNAS % RT-PCR R4 a1
BIREE £1E% 4 DNA BABN A £5% RT-PCR R4 &
KRR SR s34 RT-PCR %%, £ Long Taq i#/T PCR 14 ®

g

=:=)

843 fEA TIANGEN RT-PCR =& RIEFIR

=il =] HATY IF fEREm 4]
Molecular ar.chlt.ectL.lre of lineage allocation and Nature 43.07 | FastQuant B E3EEL
tissue organization in early mouse embryo panlsial
Genome-wide screening for functional long =

Nat RNA / N
noncoding RNAs in human cells by Cas9 awre 31.864 hﬂg EmEAE
. . . Biotechnology QuantScript

targeting of splice sites
Programmable RNA editing by recruiting |Nature 31864 RNA #2B/ e
endogenous ADAR using engineered RNAs | Biotechnology ' QuantScript RAF
Slc6a8-Mediated Creatine Uptake and
Accumulation Reprogram Macrophage |Immunity 21.522 | TIANScript FHEKRE

Polarization via Regulating Cytokine Responses

Tom20 senses iron-activated ROS signaling
to promote melanoma cell pyroptosis

Distinct enhancer signatures in the mouse

Cell Research 17.848 | RNA #Z2HY /FastQuant | [BI1KZ

gastrula delineate progressive cell fate |Cell Research 17.848 | FastQuant ZEEL;@E%
continuum during embryo development -
Derepression of co-silenced tumor 4. .
S Translational .
suppressor genes by nanoparticle-loaded M0|er?c'e ransiationa 17.161  FaskKing AAKE
. : edicine
circular ssDNA reduces tumor malignancy
The Nuclear Matrix Protein SAFA Surveils Viral
RNA and Facilitates Immunity by Activating | Cell Host & Microbe 15.753 | RNA $2BY /FastKing | JtRAFEFH
Antiviral Enhancers and Super-enhancers
Cryptococcus neoformans sexual
reproduction is controlled by a quorum  Nature Microbiology 14.3 | FastQuant TR R E YR

sensing peptide

Generation of self-compatible diploid potato
by knockout of S-RNase

Fear extinction requires ASIC1a-dependent

Nature Plants 13.297 | RNA 1£H /FastQuant| =@EfisEAZF

regulation of hippocampal-prefrontal correlates | Science Advances | 12.804 | FastQuant EERBRFEFR

TSPAN15 interacts with BTRC to promote Nature

oesophageal squamous cell carcinoma i 24 A i
phageal squar carci Communications | 11-878 | FaskKing LK B AL

metastasis via activating NF-kB signaling

Sensing of cytosolic LPS through caspy2 a

pyrin domain mediates noncanonical Nature o 11.878 RNA#EER/ LHRBT A

inflammasome activation in zebrafish Communications FastKing/SuperReal

Identifying and characterizing SCRaMbLEd |Nature FRRBERI ST

synthetic yeast using ReSCUES Communications | 1878 | FastQuant/SuperReal| y, jp o

Oncogenic potential of truncated RXRa during Nat

colitis-associated colorectal tumorigenesis by ature 11.878 | TIANScript BIXZE

promoting IL-6-STAT3 signaling

Communications
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2=

An integrated genomic regulatory network
of virulence-related transcriptional factors in
Pseudomonas aeruginosa

Adiponectin receptor PAQR-2 signaling
senses low temperature to promote C.
elegans longevity by regulating autophagy
Maintenance of translational elongation rate
underlies the survival of Escherichia coli
during oxidative stress

H2A.Z .1 crosstalk with H3K56-acetylation
controls gliogenesis through the transcription
of folate receptor

A PIF7-CONSTANS-Centered Molecular
Regulatory Network Underlying Shade-
Accelerated Flowering

LORELEI-LIKE GPI-ANCHORED
PROTEINS 2/3 Regulate Pollen Tube Growth
as Chaperones and Coreceptors for ANXUR/
BUPS Receptor Kinases in Arabidopsis

A GmNINa-miR172c-NNC1 Regulatory
Network Coordinates the Nodulation and
Autoregulation of Nodulation Pathways in
Soybean

RECEPTOR-LIKE KINASE 902
Associates with and Phosphorylates
BRASSINOSTEROID-SIGNALING KINASE1
to Regulate Plant Immunity

Paracrine and epigenetic control of CAF-
induced metastasis: the role of HOTAIR
stimulated by TGF-31 secretion

Reverse Evolution of a Classic Gene Network
in Yeast Offers a Competitive Advantage

Probing the Function of Metazoan Histones
with a Systematic Library of H3 and H4 Mutants

Compression Generated by a 3D
Supracellular Actomyosin Cortex Promotes
Embryonic Stem Cell Colony Growth and
Expression of Nanog and Oct4

Organic cation transporter 3 (Oct3) is a distinct
catecholamines clearance route in adipocytes
mediating the beiging of white adipose tissue
MORC2 regulates C/EBPa-mediated cell
differentiation via sumoylation

JOSD1 inhibits mitochondrial apoptotic
signalling to drive acquired chemoresistance
in gynaecological cancer by stabilizing MCL1
Circular RNA cESRP1 sensitises small cell lung
cancer cells to chemotherapy by sponging miR-
93-5p to inhibit TGF-f signalling

The Schizophrenia Susceptibility Gene OPCML
Regulates Spine Maturation and Cognitive
Behaviors through Eph-Cofilin Signaling
Expanded Expression Landscape and
Prioritization of Circular RNAs in Mammals
From Hyper- to Hypoinsulinemia and Diabetes:
Effect of KCNH6 on Insulin Secretion

HATY

Nature
Communications

Nature
Communications

Nucleic Acids
Research

Nucleic Acids
Research

Molecular Plant

Molecular Plant

Molecular Plant

Molecular Plant

Molecular Cancer

Current Biology

Developmental Cell

Cell Systems

PLOS Biology

Cell Death and
Differentiation

Cell Death and
Differentiation

Cell Death and
Differentiation

Cell Reports
Cell Reports

Cell Reports

IF

11.878

11.878

11.147

11.147

10.812

10.812

10.812

10.812

10.679

9.193

9.19

8.64

8.386

8.086

8.086

8.086

7.815

7.815

7.815

fEA~m

FastKing/
SuperReal

QuantScript

RNA 2B/
FastKing

DNA #2ER/

FastQuant/SuperReal

RNA 12EX /FastQuant

FastQuant

RNA #2BX /FastKing

FastQuant

FastQuant/SuperReal

FastQuant

RNA 28 /FastQuant

FastQuant/SuperReal

DNA #2EY /FastKing

RNA 25X /FastKing

QuantScript

FastQuant/Talent

QuantScript

FastKing

DNA £2HX /RNA £2HL

/FastQuant
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