PCR 7= &

RT-PCR &5I™=mixiFig

KR116 FastKing cDNA #£—$t &R &

KR118 FastKing — AR E FE2H cDNA SE—$EE& 5K
LRI T

-
(®)
_
A
-
B
X
&E
=

KR107 TIANScript Il cDNA $—#&RiXT &

KR103 Quant cDNA £—8&KiXFI&

KR123 FastKing —#3% RT-PCR X F|&

RT R mikiFiara

RIBEARIRISLIEESK, TIANGEN A% 7 &E4FEH RT /=5, WSEEEHAR gDNA %088 & 5 R 57 FastKing RT
Kit. $53E &K H B REFH TIANScript [| RT Kit 2, &7 LURIE B S USSR TN IE R

P Fas'tKing RT Kit FastKing 'RT TIANScript i
(With gDNase) SuperMix RT kit
BES KR116 KR118 KR107
RN 2.8, 8. 0.9 2.8, 8.9.8.1 ok kK e
EHEEFHDNA + + _
J2 Sz Bt 8] 21 min 18 min 90 min
fEEME 2.8, 8.0 8¢ 2.8, 8. 9.8.¢ b 8. 8. S~ 0%
8GR 2.0, 8.8 0A¢ 2. 0.8.8.¢ 2. 0. 9.0.9.
FURE <6 kb <6 kb <14 kb
BFEMH ¥ 1980/100 rxn ¥1980/100 rxn ¥1680/100 rxn
— B ?éwr:ﬁa—?ﬂa;@ggg X3 F E BT A ERIIRA)
11 BETIS N BPCRIG, BERIRER. RHETERE REFRIBRE.
RT-PCRRGPCR &3,

BT | I DNAKESWESE REEIFMASOCERPCRIIVER~EMENN , —ER AT,
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RT—PCR =&

RT-PCR A& 7T

RT-PCR 2% RNA k¥ % (RT) 7 cDNA R AFEEiERXY & (PCR) HEASHKRAR. BEAZRERBHIERAMN
RNA &5 cDNA, HBLLcDNA ARk, ##EEMENRE. RT-PCREFAREMERIES 2, ATATHMNAEMHEE
FEKTF, Al RNA e S EMEERERSEEER cDNA F3.

RT-PCR &%

1EiR

{ER1EIRAY RNA ATLLE 2 RNA. mRNA siksMEFRA RNA =4, 117 RNA &5 IAE 2 RNA (REsERE
[E4E DNA. {£RHFH RNA 8755%, a1 RNAprep Pure &% RNA $2EUR &, ATRADE] RNA BESEME, FHAMRE
ZBRERELH DNA. MRFETEEMRERLE DNA, NIMERFATH RNase-Free DNase | #1745k i%#E KR116
FastKing cDNA $—# & XTI &

E1EY)
BT REEFRH5IH R SLI R BB R ERENLSI4. Oligo dT REFFFMSIMHN—#. WMFRENTEFLFEH
RIEAZ4ERE mRNA, =35 |4E8 AT %A .

ERTRKOHAEFLFEMEN RNA, HEEHRK. SERTRIS RimFIIHMNE
BEMLS 11D BREHXERERIRTS cDNA. AT RIGKH cDNA, FERZWHEST RNA
Ham 315 RNA BIEEB]. BEHLS 4I8EEIRESERE A% 20 ul REFZ 20 pmol £

ERTAEA PolyA EER RNA(EZEHIH RNA, EZEYH rRNA f1tRNA FBF

Oligo dT PolyA BE ). fF Oligo dT E£54 %] PolyA BRE L, FiLl3 RNA HRHREERKS,
EfEB L ERELSFELK cDNA EREAKXRLD . EIE 20 pl REFZRER 20 pmol
Oligo(dT). Oligo(dT)s,.1s i& T A %% RT-PCR.

pmmaay  OUFIER, RENEREE, ERTEOFIRSOHA. HREHRNAS
BIRFIESI | oo e —metmm i s, RIOEH S T— P RNGIM. BN 20 4l
(o=l S — S A R B R BB 10-15 pmol EEASS443 (4.

R¥RES

—RIREREE (B3 M-MLV 1 AMV) EHB#EK RNA 2L cDNA B AEEEM, FRIFRTEBMNIE RNaseH i&H.
RNaseH &Mt 5B AFEHHEET=S RNA #2175 DNA 314, RNA #iR5 cDNA M ER M EasE, &
% RNA-DNA E4414 89 RNA $%. # RNaseH jEMFPERER RNA EIR A EBIEAE K cDNA BIBXEY, BT
cDNA &R ERMKE .. EiEM TR %750 RNaseH SEMIS SRS cDNA £—4 /%, RT-PCR REH K
%%k RNaseH &M, AREMFHNREREE.

Quant B—MERABHE LEFEH#HITEARIEINETSHRE RN, ERERMEARKT AMV, M-MLV R3FIH
REEFE. %5 RNA BEEEA M, ISMEEEZM RNAER, FBiEGC 285, —REEME 2L RNA 151y,
EAEEAEE T,

TIANScrip M-MLV 22— 71 kDa B8 T EA A DNA REEFEATE. ATLUEL L RNA 5t DNA/RNA £23%54E K
B E A DNA MBRERE. B§ZEY, RNaseH REMLLEBMESRE, EEAKE % cDNA WEESP,
RNA HIPERRFEIR, NMIERBRES.

—HEMWL &
RT-PCR AILLEE —F s S AR T

—SERRE R PCR M IBER—EMRTM, cDNA SR G2 BFAFEITFES, AUTRLISHR. MAH
T1SEIRIATHE cDNA #FmE ARy 18, MURPEES, KEFTLUAER]0.01 pg & RNA. —#7E RT-PCR —f%
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RT—PCR =&

EAEEE S5 cDNA &k

AR R LR PCRTIEH AL HIT, HEM RNARIRRIERISE cDNA, SE/E) cDNA B#IT—RHZRA
E# PCR R . BHEERLAGER Oligo(dT) ShE#l5|45]5 cDNA E—H#rIE, Et, FTUA—MFEERIFRT
REEFRLFTAR mRNA BES.

—$ERHE, TERTAEHRDREE PCR. MLEEERREEMIYFAEBERNRIEN.

REEFRNBRERTRN AL

B8 B2
RT 5 PCR £ AT EIRI54 7% RT-PCR &%
BRYE —3#3% RT-PCR &%t
S ek S HE LR DNA REEHA £ % RT-PCR R4t
SiREE SHIELHA DNA BEEHIM LA RT-PCR R4t
KHRIERER M RT-PCR #%t, fEH Long Taq i#1T PCR 41
Z#ERT-PCRI [ 742 — 45 ERT—PCRIZ R 7t 12
mRNA AAAAAA mRNA AAAAAA
SI4R A SR
mRNA AAAAAA mRNA AAAAAA
<« «—
RERBEME—E RERBENE—E
mRNA AAAAAA mRNA AAAAAA
GDNA < GDNA &
AcDNASE—$EAE AR, 1TPCRY 1 RiERERE, RERRAHER
cDNA { cDNA :
PCRY1& B I Fr BR PCRYHE B I Fr BR

AR = RT-PCR R R SIE

BN HEEIR RNA SEEE5F, Jt DNA S,

HESRENAE S R 32 BNER BN S A AE RNAstore # @SR TR, LIS RNA F&E.

KBBFH RNARE ., 21 TRNzol, RNAprep Pure RNA 2EUR &, AIEE% RNA MR KPR E &
DNA i53,

RNA #&24% AR & B8 & B 0I5

RNA iR & H Z 8. DMSO. SDS FHREt i KAAFI, #LMHIREERMN PCR KK, RIFERTHR T HIHIF,
By vi e

AT BIEER AR, FTAZER RR R AN RNase #1515 RNasin( B3#S DP418).

FRIEERR RNA, RIREXZLEEERE, KOSSBI AL EHFHETLS.

MRBTEREZREN, SBYEYRTE, TRERERKEEE.

3+ F < 50 ng B9 RNA #58, ATIAFESE—4E cDNA AR {EMA 0.1 ug & 0.5 ug Z Bk BSA.

FEBEFREN R MERZIMRKX.

A1 mM E| 3 mM, [EIFE 0.5 mM #IT—RIIRE, BEXNTEMERMSIPHHREESTFRE.

EE: SSEATEE PCR, /A 3mM 3] 5 mM RIS TiRE.

WitsI1¥et, BEESIM3 mEBEMFS. BRAUERNBA FERNFES. BN, &ITERIZE EiEIT
Tm {EHIEAIS 4.

REFRERERNERBT 50 v, TNATEESE cDNA 2K,
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RT—PCR =&

Quant cDNA F—5 8 IAIE

QuantScript RT Kit a2 o Hhis
—— AR 50 ng-2 pg £ RNA 1T HE S 3H KRR T KR103-03 20 X257 1000 7t
KR103-04 20 yIX 100 3000 7T
FEma EamEn
3 3 Quantscript RT Kit (cDNA —$&RiXFIE) BRE AL L RT-
iﬁﬁuﬁéﬁm 25 lﬁ 100 lﬂ uantscrip | C 11 = w

(20 pl {&Z ) (20 pl 4% )

Quant Reverse

. 25 pl
Transcriptase
Oligo(dT);5(10 uM) 60 pl
Random(10 puM) 60 pl
10 X RT mix 50 pl
RNase-Free ddH,O 1 ml
Super Pure dNTPs

60 pl
(2.5mM each)
RESMG
-30~-15'C1R %

2X50 i

240 pl
240 pl
200 pl
2X1 ml

240

PCRE—SILREHEMN. ZEREET W2 RERE
Quant Reverse Transcriptase. & 484 K%1%3LH 8% M
A4y, FERIZRTIEEEBLLE RNA 5 mRNA RSN S MR ERRK
4N cDNA S—iiE, M REUFAIFERIL

Wkt LY, 80d | |

Eaiie
REEFHEAIL 90%.
37 C—HTEMEAN LI .
W@k GC FES. “REMEZ RNA 1R,
SHfE4+H) PCR 2l E 2 PCR LI 3R A MEF, &4 S PCRATARAEE.

Rz
EATREFERE R 50 ng-2 ug Y& RNA,
SERTEE E RT-PCR.
Y F8 PCR RR.
3 -#5 -RACE%.




RT—PCR =&

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

2 KR123 50 ul X 50 )% 1400 7T
a1
o Fmik FEamiE T
® AFIE LR S0R(BOUER)  ARFARMA—LKEE RT 7 PCR ER—R
% 2 X FastKing One Step RT-PCR MasterMix  1.25 m R PHT, RESEARFERMRAA, T
= 25X RT-PCR Enzyme Mix 100 FHAESR, B THMEREXSRNER L
RNase-free HZO 2X1 ml ?IEIE—I%— T*\ﬁf}”ﬂ E,‘]EESU_EO Zkﬁt?lljﬁq] E"] 25)( RT-
PCR Enzyme Mix J3 TIANGEN #f8!1#i4¢ R
P 2% (King RTase). #UFEIHEIRES) Tag DNA
B A0 King RECRE, RIEHER 95%. HIER A RNA SR e ke o S A0 33—
R EE 1 ng MBURBAEWEIMAR, HAEAEEERE, Do RNARRMILAED, LRRRRR
W5 RSB Tag B, BRRAT HEMERSRIL XI cDNA BB B &M MAHMEF 1. 3
4h, AFEFHE) 2X FastKing One Step RT-
TSR PCR MasterMix A%&1714 LR 5B

CHFERNER, EFEEVESTHES.
dNTPs LA & PCR & E FI F 138 5, AT IRIE
King RTase #l Tag REMEEN—TER T
RFEFMH 1BhREM® BRI

-30~-15°CIRTF

& TFARaFE LR PR BEEFREKFEN, R THERFEERER
cDNA F3F0& M RNA 78 . F55lE & IR FEERRAE .

FKE

AR OEFERS, FEBA/DN: 500 bp b A2, REA/N: 1090 bp

100 ng &#) 10 ng 4R 1 ng 1R 100 ng &R 10 ng &4 1 ng 1R

S RITRE O BFE RS M A KA LFEARN total RNA, 7516 TIANGEN KR123 (1) « ESMNEIZE~& A (2) #
EAFEX~@B (3) R¥MPCRARKENENFER, BIKEWUEPCRER. £RER, TIANGEN KR123
£HBEMFAR, TERMIEFRYE, T Ing BRLEEITFRS, SRERKTEE~R.
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RT—PCR =&

FastKing cDNA F—#aKiXFISE (EZEFEA )
FastKing RT Kit (with gDNase)

= %
=R 1 & ol 2 B &F fi BRS ﬂé fﬁﬁ
KR116-02 20 plx100 & 1980 T
KR116-03 20 pl X 1000 & 17800 T
FmEi FEanEsT
ey 25 % 100 3% 1000 % AAFER—MEH, BE. REHATUE
ISR (20 pl{AZR ) (20 plfAZR ) (20 pl 43R ) FREFLH DNA SR RER RS . KA
5 X gDNA Buffer 50 200 10X 200 2B AEYERERELE DNA K gDNase,
FQ-RT Primer Mix 50 ul 200 pl 10X 200 pl BB Total RNA FE[F2H DNA BITFH;
FastKing RT Enzyme Mix 25 pl 100 pl 10X 100 SR F 8 FastKing RT Enzyme @3
10X King RT Buffer 50 pl 200 pl 10X200 pl DFREENHE R ERE, 528N TH
RNase-Free ddH,0O 1 ml 2X1 mil 10X2X1 ml

iR
B M T ik motif, RSB 95%.
RE: EE 1 ng MERIR AU TIRA
i TIREREE, IERHETH.
BRIE: 21 min Bl & T EEARB ) cDNA.

TR A

7k motif, EEEEM RNA FHMEMMRIEE
%, \miFE—FiEE 7T ERERYEMR K
RER, HEHAERIEZGCES. —&4H
S 2K RNA BRI EME S ENRIE
BEAKRE.

®ERHS
-30~-15°C1R 7%

R¥%FRER cDNARAFE# PCR, KHEE PCR, cDNA XEMIE,
SAGE (BEREFIEEEN) , SIMERFZMHEMLLE.

SR
HEEAERBBEY

POLEESLWHEN T A ERM TS LW S &IBOAE]

&, BEESASHNIEFRT ERFEREZ—,

7£ 2008 £F Nature protocol BI—& &1 3 E E LI
RN ESTAMHIRE, EHTRAEELRHNMEEERX

FREEEFR.

EAREEEZAAITEEBAERLR, REERERTS
RAEEBEKREHEROBERY, RXRERREREBITAE

RENATHBESR M.

3 min T2k gDNA ~
gDNase A &1k gDNase S & 5

RHEFR gDNA, HE

REITRERIH, £ o RIRECH)

y
fEA75{E: 9 gDNA Buffer TR,

REZRR: 3 min 7R gDNA SRR »

EEBIKFERNA 48
LEE,
4 Sy, H
- RNA #5%,
[

vVVVv

4 -S5RT %A &%, 5RT RN b
%A, TEE/ KIHH

_|

|
<

PROTOCOL

Analyzing real-time PCR data by the comparative
Cy method

Thomas D Schmittgen! & Kenneth J Li

PROCEDURE
1| Isolate RNA as described in Box 1.

Tas descrived inBox 2, ARFHE A PREF LA RIS TR

d in Box 3.

2| Expose the RNA
3| Synthesize cONA as de:
4| Perform PCR as d

/A CRITICAL STEP As
control gene having

Box 4.
he INTRODUCTION, use of the comparative (7 method relies upon the target gene and intemal

BOX 2 | DNase TREATMENT

1. Briefl he RNA with RNase-free DNase to remov
unting for 1-2 additional reactions

 any residual genomic DNA that may be present in the RNA. Prepare the DNase

Per reaction (ul) For x reactions

2. Add 1.2 g of RNA, 4.5 L of mas
3. Mix by gentle flicking, and briefly
10 min and then 90 °C for 5 min to

ixand water to 30 L into 200-uL PCR strip tubes.
nicentrifuge that can handle strip tubes. Using a PCR Thermal Cycler, incubate at 37 °C for
s

—3a

340 AERBERER; 448: FEREBTRER.

Fs%: BA1 g Hela 4B RNA (BEEHEKXE) H15EME, xt TNF-
alpha Z£E GI#EHHESMEF L, AL cDNA sk ERE 48 FEtRidt
1T HAITRAERE PCR M.

R MEMR, 2HFRERRNA hEFEEMZREER, 34HT
AER R BR TNF-alpha (I ESIFRIAK T, 1 HEEFEEREMSEH
RATBERLEEIR, 4 HKP KR116 ATLSEE AR RNA 5k
EBHYEEZH DNA.
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RT—PCR =&

21 min §y “—gx”

XFE 21 min ZR—ENZREFAERBRIS
WRFEFRIIE, TEEHRKMEMMIIA DNase |
B FE, HITTFERGE 12 SEHRIERER 140
min, KX TERIESE, T T KESRIERIE,

Hti% King RS dimE
BEfRETHE
— RERMESIE 95%

—MREY R B REBE R A R KL 40-60%, A
#Efn cDNA =8, HBEIHFESH RNA LH#E
R, King RERBHTHHFARXT RNAE

WHEFEMN, FERERUREBIAT 95% L
L, FUEERE EHEIHERELN, BHE
RNA, Xf{#15 cDNA S4is/=.

BmpE R 1;*& AEH
Té:' GC ME A48

B RNA EEESRIEMMEE ZHER
“REMXE, HRRERBAEBEER KL
RARESSBRERNALILE, ANMIERNTHR
cDNAB& . M#IH—K King RERBEFILY
RoLEHlE, FTLARRIR RNA S#EMSBERT, A
MITH RNA W E R R L5, RIERERVIES
#iT.

Ampification %ot
200 20

175 | — ‘38

150 | 7 / 0

| /it |-
1261 1 | ] y / i !
| | o 3

g 10

AR
{
|
2R

075 = S f-if / 075
0 / / [

05 G, / 05

Anglification Plat

FastKing RT Kit Traditional RT

S

RNA

DNase | (30 min)

gDNase(3 min)
B/ 5hER 4L 1L (40 min)

gDNA R

gDNA-Free RNA
King (18 min) RT M-MLV (70 min)

i

gDNA-Free cDNA

ng RNA
King
TR kR RO B A M AR PLAR
[ 1t Z.RNaseH % £ M-MLV %
M- MLV
AMV £ 7| B %% F B, King
Reverse Transcriptase & 4 &

AMV  RER I RHEY,

King ¢ iRE2 A B 1R B ARAR A9 L 2

Traditional RTase KingRTase
mRNA mRNA ,
‘WAAAAA *'AAAAA
cDNA cDNA
HHhR T L EITF AR —%8% KngRixrR#EFBLAITF=
H, REEFBIE, REALIL BLEM AL A, T YORA| 3 AT
B R RIR A R AT

Amplification Plot

e S0t | FHCH
KR116 | AAE)/= &
EEHR 23.21 25.57

MEEBMOMR| 234 | 2885
[ExmEmaR| 2361 | 2857

M ——

IR EEEEEEEEEEEEEEE] I
Cycle

1. /8 TIANGEN FastKing RT kit (KR116, %) RE A AFRIE~R (F) REFNE RNA,
£ TIANGEN FP205 #1TE® MM5 &R, RRy #Eehkni@gihs. RNA A E%5 5% 1000 ng,
100 ng, 10 ng, 1 ng. Z5RE7R, TIANGEN KR116 45746 EMT, CtESR, F A FIREEER (1

ng, HEEEkL) WREREGHEMSE.

I EEREEEEEEEEE R

Oyl Syl

2. {#F TIANGEN FastKing RT kit (KR116) & A 2%
AREF RS HIREFARMESR RNAKEAR (UB) ,
BMAKEERMRNAKLK (RE) , MEEREEX
B RNA#A (HEf) , ¥/ TIANGEN FP205 #1TE
2 RNC £, R #8ihZMmTy CtE. HRETR,
TIANGEN KR116 R¥FE/a £ 2 Ct{ESRR, FERE
HMHE, MTFERAZENEREFAEMRE.
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RT—PCR =&

FastKing —% £ EFH cDNA £—8E S T EiR7
FastKing gDNA Dispelling RT SuperMix

——18 HH— BB E L EEBTIRRER ams EE— S 2
KR118-02 20 pl X100 % 1980 7T )
KR118-03 20 ulX 1000 & 17800 7T s
)
ERak ERiEN ;,Z
XIS LA 25 100 % 1000 3% AFERR—MEH. BE REFATUE b
0 pl A% ) (20 pI AR ) (0 pl AR ) B3 B 48 DNA 534 69 & & 2 HUR Mix Z'-.':
5X FastKing-RT SuperMix 100 pl 400 pl 10X 400 pl 5X FastKing-RT SuperMix #~E&%H RT- g
RNase-Free ddH,0 1 ml 2X1ml 20X 1 ml PCRYARERRNAFHAART, &F =
BEMEBRERELHE DNA [ E gDNase.
i FastKing RT Enzyme 28t 5 Fii&EE

MBNEREE, TBIEGCRER, Z4R4E
HE 2B RNA iR AT M E H R
ZSH; MY gDNase &3k, MES, 1
ArtiEE, EAEEREERESEDNAZESR

TRIE: (NFMAEWR, 18 DH—L AR EERBMSURER.
= 1B T Bk motif, RELEEBIE 95%.
RE: RE 1 ng KIRIR B REBOERIRA o

TR 2%F cDNA SR . —EEEER, AfE
KREERBANERS RERRNFET,

RT-PCR, % EE RT-PCR, cDNA XEMIE, SAGE (EEAFE

AT | SI4ER ARTTET RACRRAE
REFFMH

-30~-15°C1R 75

SEaaf

TIANGEN KR118 ARAF] BAF
At o ) Al AaplatinPol

; T 23 1 1. 4> H) 4 F TIANGEN
: L KR118. EshA ABFEMRB 2
i : | 7L AM—SEREEERFNAK
e ] gl oo w : cDNA, fM TIANGEN FP209 #
T 3 NG RNS 2 E, RRt8ihsk .
4 - ‘ : TAREE AR L . BRER,
| | m——— TIANGEN KR118 [ 4% % 15 2|t
Y BN cDNA BX, ¥4 Ct 3, #5%
B R S R AR A o m———; ma S ammms 1, BEGE, BT EE
EARAR AR T T it .

Standard Curve

or
AR RN

[

aaaaa y Quarty auany

EFEADNAMAE
500ng | 200ng | 100 ng | 50 ng 10 ng

SEIEfI 2. 43 BfER TIANGEN KR118, ESh A ARFIER B ARHI—

KR118 ND ND ND ND ND srgsesmitfan cONA, M TIANGEN FP209 A% HsG
ARNT] 32.78 35.90 ND ND ND EE, #EARRMAERENEEEDNA, #MFEIR A EEE
B/AEJ 20.80 31.38 3333 33.36 37.03 DNA LB EEH. Ct4ERER, TIANGEN KR118 EFMFHIEREE

DNA £[FREES, %% 500 ng f9EFLH DNA BB HEELRRR, TaE
NRT 23.82 25.30 26.60 | 28.09 35.04 RIERFMD. ND: K. NRT: TRER, BERARESUESEN.

( BEE21ES 0 www.tiangen.com % EHIE : 800-990-6057 400-810-6057 E-mail: people@tiangen.com ) 140




-
(®)
_
A
-
B
%
X
&E
E

RT—PCR =&

TIANScript Il cDNA F—#SiIXFIE

TIANScript II RT Kit

B®S 2E g
— BT R E K CDNA B9 35A R KR107-01 20 pIX253% 500 7T
KR107-02 20 X100 % 1680 7T
FmiEiE FEamET
. 25 % 100 3% KiXFIEIRM T RERAT cDNA E—EAmART, B
IRFIZ AR : 4 , . .
(20 ul {52 )(20 I %)  HY TIANScript || RTase A RGBS B KR B IMfFERK
TIANScript Il RTase(200 U/ul) 25ul 100 pl ER¥EZRE (M-MLV) , ¥REMNHFHE RTase EEESH
Oligo (dT)5(10 pM) 60 ul 240yl IR FEMAFERA RNase H 5EME, FEt{EEE cDNA S
Random (10 pM) 60 pl 240 pl — &N RIREPEARIEE - REWERMR R
5X TIANScript || RTase Buffer 150 yl 500 pl KHEZ cDNA fUEES). ~=RPECEAY 5X TIANSCcript Il R-
RNase-Free ddH,0 1ml 2X1 ml Tase Buffer 2535 LRIk, BRIRIET #iE! RTase BIE
Super Pure dNTPs(10 mM, each) 30 pl 120 pl fgiE, NFREET RNARREMMATERE, FEREREX
RNasin (40 U/ul) 15ul  2%X30ul # cDNA EFEFIRELIERTRENER 5.
TihsRLA RS
CDNA F—4EHI& Ak BESRE: SR REEY, BESRER T,
CDNA SRR - RERE: ERTHA RNA, j:,\ ,\ﬁﬁm_?&
—#%ERT-PCR. 5491 RNA 1815 .
RACE 534 REEFERA€: cDNA S—5A R ATBUAE] 12 kb.
BERE BIEER: RE—SHRMAERS, TEPEMANE
ﬁ-ﬁtuuo

-30~-15°C{% 7%

Ml

TIANScript Il cDNA E—#E&RRFIEREKE R
B R ¥R &e

SZIMRE: AKMEEELRMS RNA.

RT-PCR i2IAE: 2 ul REF~Y (50 ng/ul)
SWHk: RER: S8 KR107 WEAHHEHTIRE.
LWLHR: LR 1ug 2 RNA REERFI 2 pl REF T

10 MKEREIM BAREE R HEE.
18K (PCR): 20 yl; EHE: 5ul;

Marker: D15000+1kb DNA Ladder; BOREE: 1%;
B k& 6 Viem, 20 min
ZkEER: M: DNA Marker;
s PR 1 kb
s KR 3.2 kb
: YK 6.8 kb
: KR 8.9 kb;
s PP 12 kbs

: FEHIKEE 120 bp;
FEKE: 2.5kb;
PRI 4.6 kb;
FEKE: 7.6 kb;
PRI : 10 kbs

o oo AN
© N O W =

N

TIANScript 1| cDNA B—#&mR TS5 AR =RE
KR BRI R ERITRED, WEMFE AT

§I1 EIZ §I3 §l4

SCIGHRE: AKMGEEARARS RNA.
RT-PCR i2faE: 2 pl REFE=H (50 ng/pl)
S RER: SR KR107 RAAPHTHRIE.
SRR MR 1 pg AZMEEMAEE RNA RIEHR, ERHERE#RD
hE M-MLV #1 TIANScript Il RT Kit KR E#1T 6 M
TEIR B AR B E R R LA
HH84R R (PCR): 20 ul; EAEE: 5ul;
Marker: DNA Markerlll; BGRE: 1%;
Bk &M 6 Viem, 20 min.
#£3K&EER: M: DNA Marker; 1: TIANScriptll RT Kit & %3 cDNA f)
IR 2 HORHA BT T CONARIY LR BE 1 =YK E1.3
kb; EE 2 =¥ 3.0 kb; EE 3 F=HIKE 5.0 kb; EE 4 HKE
7.5 kb;
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RT—PCR =&

RT-PCR B Rirl&E 5 th

Q 1 E=;igHE RT-PCR =4

A-1 RNA w&R®
—NERSH. SEREN RNA; BB RNA MHRERSHEE, Bk RNA MM, RT RNAT, ETMR
454 RNA 5254, RNA $2BUE, RAE77E 100% BERER, tREM RNase MHIH], mmENTF
45°C; pH /T 8.0, BNHHIFISEEMAELE SR RNase, MH, 7£=0.8 mM DTT AN\ RNase &5,
—EEHE DT,
A-2 RNA hEE KRR DT
— R EEFRINFIFIEIE SDS, EDTA, Hit, EERH, WiEhe, BEtIZFAELE . 1537088 RNA fIESR S,
538 RNA R B L2 8, IR 2B HIHIF. B 70% (viv) ZEES RNA TUREHTE S, B,
A-3 FBTAH cDNA E—#4 RS IR AT RS
— IR AR ES SRR ARSI, SFRENARE, BINEREEIREZBIEE 25CRIE 10
min. XFEEFFRMESH (GSP) , AILUX—THfh GSP, Z#MA oligo(dT) SkkEM /<B4,
A-4 2t RNA B5D
— i RNA BYE. 3T F/vF 50 ng B9 RNA #£8, RTLATESE—4% cDNA SR AERA 0.1 ug 2 0.5 pg Z&t BSA.
A5 BHEIES AR PRI
—— =i H AL
A-6 PCR RRI%EH.
—— 5353k RT-PCR, 7E PCR ) cDNA R 4581 & B4R 1/5,
Q EYEIEERERE Q FEESRE (smear) £
A1 SIRERNIES SR A A1 EHEUNEEESE
— a3 HAE2F3IANJGCH —E# PCR R LB HR D E—HEF I8
dC. EE—HAMPERAEEESMSY, .
A 2BEH.314 5 oligo(dT). ZEFIELA A2 PCR R RHE4ES
BHRERARSHRIAEE, REEARE B3RS,
HIRAGRE. A MRAEE Tag DNA BT
PCR, 1R RIEHSE., A3 LS ‘ /
Ao EEISSEET &W{ PCR RRz %M, L PCREJEI
—— A A R R EAE R o
A-3 RNA 5B DNA B A-a BABREDR
——{ A4 442k DNase | &2 RNA, 2 B3 —RERARE, MiENRUERER
BREFHFRBR KA DNA 5%, Lo,
A4 FHEIM=B4G A-5 DNase [&# DNA f§ /74 f B EHEL H B
——iBIHE 3’ REEANFINE . EiOELEATL I
A5 EBEFRELS — 2B R E RNA, B51E# DNA =32,
— W FE—MERME A L EST
RE .
A-6 i5#INE DNA

—ERRSEFAIRSLF UDG B,
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Q R#R RT-PCR M3 #3nfaiiz?

A-1 RT-PCRZ RNA £ R4EF A cDNA, BSR4 ZESEIH cDNA /ER1EIR#T PCR K Ry B R A B .
T RS YR B A BB IE RS9, Oligo dT REEHS SN —#. MFEMFES
£ RN EZMM mRNA = M5 | 448H] .
FEALS 149 ERTFKHEEL R4 RNA, iEATF rRNA. mRNA, tRNA EfE RNA BIREFER R .
Oligo dT: &FAFEHE PolyA EERI RNA.  (FEiZEHH RNA. EZEHR Oligo dT rRNA F tRNA 1~
BB PolyA EE. ) BT Oligo dT 454 % PolyA EEB £, FrAx RNA R REERKS, AFESD
EEMRtLFER2K cDNA AREARAKH L.
ERBRFSIY: SERFIIEH, ERTENFTIEMER.

(Q N{TIERA RNA 4% cDNA —$§RETH?
A1 TLERSE:
1. WS BibE, cDNARKER—H DNA KU, FTINAKINSAREIEH—F 10, R RNA EEIE,
UK ATRER T, BREMIBATE PCRATLER. Wil cONA—RALIANS, ASHLR,
cDNA MRBEA LATMRIE (DHIERT: MEMEERBDK, TELBHN) .
2. MBHCHMMMEIRY HROEE, TLURLBREQSIMRIE. S #IRNS, F—ERBEH cDNA
RAEEE. EAMSE DNA hEERS, RAEFIH. MR cDNA EAEHEESHBAIER, MLEH
BEW, RRAXYMREENENEEN PCR AR, MASENKRRSEE, T ERTERZHM.

Q RT-PCR Al HASER M A BER

A-1 RNAZRSHEME, BMIZEN RNA HSEEEM R A E
TEFE RNA ERATEER—#E, B—RRIEHRKRIIAE RNA RS B 7k R 6 & M &MY 28S
#18S &, HAMEETHRENZREN 25, HM5S HRERNALETHKE , ARESKRE
ERRIEEE . MBI BHIEFABENAR RNARBREIE, FARNSHRIEEXR, REZ RNA BERNR=EEA L
FHsR. SR EHNANLE RNA 5 OD260/0D280 BIELENALTF 1.9-2.1 Z (8], 12BN RNA BIEHERAN D
EEALFLERK, REFEBRNAZHMASEM RT, SEEMZ RNA EEM.

Q RT2EREY ?

A1 ASEEGEY R, XREEGRART RINT, M5 cDNA —#HRERBLANER. BARNSHEX
IN—FREBELE)N, MAREEHLHRS, EREFHERESH. MENERRE “EE” mM&E, AhS
KIXEMEERANTE. HHIEKT 2k WEMNFE, BEAREN{IURENSEKFIE cDNA RE;
BEMSTEEAN_RLEH, XEFS GC, IFHFEMRRBRERD, XNEREBNRE XTI
HRNELEESENRERE. T GC 885, ZRLEME M RNA R, (KIERMIE —REWFTH,
FRALENREREBRESY, AATLUERE King Wi RBEREREEPELT M-MLV BRI RFER
B, ZEBREB SR LR ST RNA AR, KPREE RNA 45R K cDNA 55—

—RE R AL FEE kit, 20 pl AR REEENRER 1 ug & RNA., REEE kit NBESREES D, MEERM
ANTE, RERSRE—LEEESH RNA. FIURFERTEBTHREANRAETE.

Q RT-PCR Eit# B ER
A-1 RNA ZBMEMEEUR RT 2B
—RIERT, BIASET FAHRBZHEE R RNAFEEEESHN. F— 1M AREREERREFEN.
RETEEIERFIET cDNA —85RE/ARE, B7E RNA REREIEMNIER TR LMERFIB REREST K
IRfRE. REFIEREENERFECHNEEMEENRNEEAR, UIRERNEE.
A2 iERsEENSIMEEAENUR PCR AL HE SIS
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RT—PCR =&

Q &7 RNA KT T E RN, BEEEESHE RNA RE—HINE R FTERIERAM cDNA ?

A-

HEMEER, PAEEERERIN RNABHITES, XURREZREFZAFERMEKRMN, 0 RNA
HEA 1 ug. ATREFREH cDNA B2—MRE &%, BIFRTHRREA RNA, oligo dT. &, dNTP, &
EXARERE L IFH DNA B, #oEmRE, FLTAS cDNA BT EREE, XMTFES RNA i
TEE, AATRHABNRERWUEER, FLLKEBH cDNA EHERE, AMHAITEENF, HE
RREHERENR RNA F, FTRIEANRIAEH AR, HEXNKALEE PCRE, REREIFAEE
cDNA, EHBEREEEHESE.

Q snfaIsERERI<H ERRY CDS FEFI?

A1

A-2
A-3

BARREANERREESHELNINLL, RINSHRE RNA, RIEREREROFEZMTENY, HRER
BERKFBRRERNAFZ, EAGENRERSIYMHITREREE. XK KR107 2F(1HBT CDS
FomfgiRERAFE, BRIESEGHIERATT IR RKIA 12.9 kb B9 cDNA FE, RRKFERRERH
hFE ik

T LSRG, HIEUSITERERTYNER, TUSXAMISIIRER, EES RS,
ZERAEFELESEEE PCR W EE T ERFIIESE .

7 PCR IR, ®IFREMS, MiGrhER, SEMERNSHKER, BN PCR BMKINE,

Q Mm% RE—T EERFm S £5#1F RT-PCR?

A-

I%I.I\E"J;Ei%;

— =B R A5 R PCR ¥ 18R —&M5EHK, 7£ cONA &M g BREEITHES, TR L%
Ki5H. ATHEIMNETE cDNA HREARY E, MARBEES, KEATLULE 0.01 pg 2 RNA. XF
FTRINM—27% RT-PCR, —RRiEAEREFF 49525 cDNA &K .

P AR R R PCR YA EHHT, BE5EM RNA IR ER1EE cDNA, BEIH cDNA Bif{T—
REZRAER PCR K. P ERTUER oligo(dT) SiBEHLS 14515 cDNA E—5EA R, TTIAMA—
MEFEEFER R RERLE MRNA HER.

—HHEEHE, TERTREERANHERE PCR. ALETEEREREHMMS|IYAFTEARNREME. B

FEIBNE, —LEPATRERS PCR REER—REAERDHT, EAR—RE buffer, BERMFHETEER
RHSEIAIL, BERERSBRE—L PCR R buffer hREMRIE, E—MRTEFREA.

HaY il

RT 5 PCR AT EIMEI4) A% RT-PCR &%

=R EUE —#% RT-PCR &%

ke Ak ZiE4A) DNA BRAEERM P RT-PCR R
SiREE 21EZH) DNA REEMLE RT-PCR &%

K RERE M3k RT-PCR &%, f£F Long Taq i#1T PCR ¥ 1&
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2843 fEA TIANGEN RT-PCR =& RIXEkFIER

)=
Molecular architecture of lineage allocation and
tissue organization in early mouse embryo

Genome-wide screening for functional long
noncoding RNAs in human cells by Cas9
targeting of splice sites

Programmable RNA editing by recruiting
endogenous ADAR using engineered RNAs
Slc6a8-Mediated Creatine Uptake and
Accumulation Reprogram Macrophage
Polarization via Regulating Cytokine Responses
Tom20 senses iron-activated ROS signaling
to promote melanoma cell pyroptosis
Distinct enhancer signatures in the mouse
gastrula delineate progressive cell fate
continuum during embryo development

Derepression of co-silenced tumor
suppressor genes by nanoparticle-loaded
circular ssDNA reduces tumor malignancy
The Nuclear Matrix Protein SAFA Surveils Viral
RNA and Facilitates Immunity by Activating
Antiviral Enhancers and Super-enhancers
Cryptococcus neoformans sexual
reproduction is controlled by a quorum
sensing peptide

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

Fear extinction requires ASIC1a-dependent
regulation of hippocampal-prefrontal correlates

TSPAN15 interacts with BTRC to promote
oesophageal squamous cell carcinoma
metastasis via activating NF-kB signaling

Sensing of cytosolic LPS through caspy2
pyrin domain mediates noncanonical
inflammasome activation in zebrafish

Identifying and characterizing SCRaMbLEd
synthetic yeast using ReSCUES

Oncogenic potential of truncated RXRa during
colitis-associated colorectal tumorigenesis by
promoting IL-6-STAT3 signaling

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

Adiponectin receptor PAQR-2 signaling
senses low temperature to promote C. ele-
gans 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-Ac-
celerated Flowering

HT IF
Nature 43.07
Nature
Biotechnology 31.864
Nature
Biotechnology 31.864
Immunity 21.522
Cell Research 17.848
Cell Research 17.848
Science Translational
Medicine 17.161

Cell Host & Microbe 15.753

Nature Microbiology | 14.3
Nature Plants 13.297
Science Advances | 12.804
Nature 11.878
Communications

Nature

Communications 11.878
Nature 11.878
Communications

Nature

Communications 11.878
Nature

Communications 11.878
Nature

Communications 11.878
Nucleic Acids

Research 1147
Nucleic Acids

Research 1147
Molecular Plant 10.812

fER~m

FastQuant

RNA 2B/
QuantScript
RNA 2B/
QuantScript

TIANScript

RNA $2HX /FastQuant

FastQuant

FaskKing

RNA #2BY /FastKing

FastQuant

RNA #2EY /FastQuant

FastQuant

FaskKing

RNA 2B /

FastKing/SuperReal

FastQuant/SuperReal

TIANScript

FastKing/
SuperReal

QuantScript

RNA #2B/
FastKing

DNA 2B/

FastQuant/SuperReal

40
R LB
“RAaFR

ERKEF

FERKEF

AEXRE

I=Ib =2

bR L
“RRaFR

RFFRE

ERRFEFE

TR AR

mRMERE
LERBRFEFKR

FULARF L

EFREBTKRZF

TR R S i

B SR

=T bNE

R AF

LR

Serh A

TR AT

RNA #2HY /FastQuant| EE X%
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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-R1 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

Molecular Plant

Molecular Plant

Molecular Plant

Molecular Cancer

Current Biology

IF

10.812

10.812

10.812

10.679

9.193

Developmental Cell 9.19

Cell Systems

PLOS Biology

Cell Death and
Differentiation

Cell Death and
Differentiation

Cell Death and
Differentiation

Cell Reports
Cell Reports

Cell Reports

8.64

8.386

8.086

8.086

8.086

7.815

7.815

7.815

fER™

FastQuant

RNA #2BX /FastKing

FastQuant

FastQuant/SuperReal

FastQuant

RNA 12EY /FastQuant

FastQuant/SuperReal ;

DNA #2BY /FastKing

RNA #2BX /FastKing

QuantScript

FastQuant/Talent

QuantScript

FastKing

DNA #2HY /RNA $2HL
/FastQuant
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