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MicroRNAs (miRNAs) J& — P78 5% 5% J5 K1 1 75 2 R Rk 1) k4w ig /s RNA, K@ & 7E 18~24
MZER 2 1. miIRNAs 7EEAZAE s AR, 6BV 2 BN AT R, JEEgniug
BHASHR R B ETER . EARMAL.. F—HAHARKE M B 2 M iE 44,
miRNAs B —EMRIEZ 7M. Fitk, 7EEALS BB X miRNA E &7 1 B A JE % E 2
All-in-One™ miRNA gRT-PCR Detection System 2.0 &l £ 4¢ F| H 528 9% 6 5 8 PCR $ A R SZ 8
X RCAAR miRNAs [ 4T, SERE R EREH AN FZUPE GEILE 1D .

1.3 —%% cDNA &/

K H PolyA A HE{E miRNAs 3" K in 2 % A& (PolyA) , Ff# H—F4s#k 1 Oligo- dT adaptor
primer 7515 5 S B /E T A£G miRNAs X521 58 — %5 cDNA.

2.qPCR £l

K510 qPCR RS I 0% 51 e &4 B 1 N ir 8k 519, FIFHE&4A SYBR® Green [ All-in-
One™ gPCR Mix 1] D5 kS U1 2] miRNAs ¥ % 564 i) cDNAs.

FH EEAE G 1) 53 1 28 28 9%, W1 Northern B[k 7% %232, All-in-One™ miRNA gRT-PCR Detection

7= s LSy

® (U F 5 /e N B Al ¥ miRNA % 5855 — 5% cDNA.

® Rt T — Rk H A E 2 i miRNAs RIA TS 7 7%

® JHURE T miRNA 5 #0158 T AR R AR 1K I SR Z okt b 1 JEHF e 3% . 4700 & Pre-miRNA 1)
159,

® [t E{f FH & U6 E ) 45 54 miIRNA K 51 %7 miRNAs ik o [ K HoAth T2 B, 0] DAsZEl 58 #17)
miRNAs T HEF 7%

® All-in-One™ miRNA gqRT-PCR Detection System 2.0 s& 3T SYBR Green %% ) qPCR 45l
R4, WHTMN—IRA BB cDNA A [F BRI 2 Fh miRNAs, AMLED TiRZE. T4 T
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Anneal oligo-dT adaptor and RT reaction

3 Polyadenylation £ { AAAAAAAAAA.. ..
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1. All-in-One™ miRNA gRT-PCR Detection System 2.0 T./E 53 %],

1. FHSF=

GeneCopoeia #Eft—%E mIRNA T 78 5 M v 77 58, FAR G ™= M R R PR .
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miExpress™ miRNA A /& #i% 71 %

FHIE 750 N NIR, 450 AN/ IRAT 270 KR IR miRNA Fifk £k 7w
R, LA T-HF5E miRNA 78 35 R i R

miTarget™ miRNA ¥z ik 7o [

i ) 20,000 4N AJEAT 15,000 4~/ LI mIRNA ¥EFRRIATIHE , AT LA
FIT miRNA ZhEEWF 5

miArrest™ miRNA i) 13k o %

T ) 750 N AVE, 450 A/NERIERT 270 K ERUE miRNA Hli| F2 ik 7
B, W LLFT miRNA ThEERT 5T

OmicsLink™ Expression-Ready
ORF cDNA Clones

Tl ¥7 20,000 S AJEAN 15,000 4>/l ORF &Ik BRI se e, W] LAH]
TR A DD RESRAT Bk R T o

All-in-One™ miRNA qPCR 3|4

T 1700 N A, 800 A/ IEAT 400 4> K BIREEUER) miIRNA gPCR
S, AU TRER . WER. AIEER miRNA E &4

Endofectin™ 2 %1|4% 447

M EFIEAR. FedReRw, TR AR
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1. All-in-One™ miRNA qRT-PCR Detection Kit 2.0

%5 QP115. QP116. XA EHMG W TR~

HEYH/S Hip R 32

) 2 U/l Poly A 1x20 pl . yope 2
QP113-01 Polymerase 3x(1x20) 7 miRNAs 3" K% % A & (PolyA)
QP056-01 SureScirpt™ RTase 1x20 pl tH M-MLV ¥ % 5B F1 RNase #7124 pl

Mix (20%) 3x(1x20) pl HIVRA R

i 1x80 pl £ rATP, dNTP, oligo-dT adaptor RT
QP113-03 5xPAP/RT Buffer |l 3x(1xB0) ul | primer %%

. dd H,0 11 ml N
QP006-07 (RNase/DNase free) 3x(1x1) ml DEPC 4b#/K, 75 RNase. DNase /5%
QP001-01 2xAll-in-One™ gPCR | 2x1 ml B ALK Hot-start DNA £

Mix 3x%(2x1) ml Buffer. dNTP #l1 SYBR Green %5
QP001-02 50xROX Reference 1%x80 pl RIEA R E &2 PCRAXES TR, #HT

Dye 3%(1x80) ROX FiifE

50 uM FIF-PLAE miRNA i#%% 3t adaptor RT
QP010-03 ggll\éelgsrii ,:\rdaptor 1%20 pl primer, 5% % miRNA ) qPCR #&ill -3

(Tm = 64.5 GC content | >*(1*20) M /%Jiﬁgﬁjé\ﬁiﬂ%, A] LA KT miRNAs 2

= 50%) 17 BT

e ZiAA&-20°C BARAE 124 F, RS R E R

2. All-in-One™ miRNA First-Strand cDNA Synthesis Kit 2.0
5 QP113. QP114. A @AM W FRTR.

HortT Hin A iR

) 2 U/pl Poly A 1%x20 pl . gt =
QP113-01 Polymerase ax(1x20 iy | 7 MIRNAS SAIMZ R A JE (PolyA)
QPO56-01 SureScirpt™ RTase 1%20 ul HH M-MLV ¥ %% 5 F Al RNase #7125 i

Mix (20x) 3x(1x20 pl) | ARG

) 1x80 pl f1% rATP, dNTP,oligo-dT adaptor RT
QP113-03 5xPAP/RT Buffer Il 3x(1x80 ) primer 2

] dd H;0 1x1 ml e
QP006-07 (RNase/DNase free) 3x(1x1 mi) DEPC 437K, & RNase. DNase i54¢

e ZiAA&-20°C BRI 124 F, RS R E R
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3. All-in-One™ miRNA qPCR Kit

5. QP010. QP0O11 . QP012. f & n FR .

HHHS My A ik
QP001-01 2xAll-in-One™ gPCR 2x1 ml A& ORI E ) Hot-start DNA T4
Mix 3%x(2x1 ml) | Buffer. dNTP 1 SYBR Green %
i 1x80 pl RIEAF I E R PCRAUE TR, #H17T
QP001-02 50xROX Reference Dye 3x(1x80 ul) | ROX ke
S0 uM FI UL AL miRNA %% 31 1) adaptor RT
QP010-03 32%2?33' AdaptorPCR | 40 Ml primer, 5% % miRNA ) qPCR #&ill |-
3x(1x20 pl) | WESIYIBECEAEA, T RLHERf T miRNAs

Tm = 64.5 GC content S
(= 50%) AT E R

VE: A £-20°C B TRAr 12 e Rt b B
4. All-in-One™ miRNA gPCR Primers

$E Bt miRNAs qPCR 5| #1154 1d L cDNAs Jy#H () qPCR SEEG A IE . % 5] ¥ 7 i i I 77
%, -20C BAORE 1240

Aoy LA ik
All-in-One™ miRNA 20 LIx100 rxns T 1700 4~ A, 800 4N/ FRIEF 400 AN K FBRIRIEE T miRNA
qPCR Primer H qPCR 514, WTLLVH TR, ATES . AT 5EM0 miRNA & 7.
Positive Control cDNA | 0\ o L P AL ZURIRIG RNA TR EBONBR, 100 SRR IR 5 — B cCDNA
Mix H WA, AL 54 miRNA gPCR 2147,

17 B 7% http://www.genecopoeia.com/product/search/index.php ?prt=15 (2 X /)
H# http://www.igenebio.com/tech/datasheet/index.php (17X k) 2] 7/ 5 1iF 25 B 1 5| B iT
TG A E
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IV. SEIC T
PR AR AT, EWERIRR. —KEFEENPES.

1.RNA B R R

WG IR FER S S e A8 Bbis JeRNase, X T-RNAMH G SZG & B R B A . 781 % RNAFE & 4
MR, WEGEOBMTE. MO T RNATRBURFE AT #RME . SER R m] I S0
RNaseft Bl FH ARG 3047 250, B KA fIH0.1% DEPC CEEBRIR — ) A5 B4 & kK
WA A . S8R A% H B TRNase if 2213250 °C T #K i 3/ Kl . WA ME L E . Bl ek 5
L iAEA FIDEPCAL )5, FR2eid i 5 K i LUK RNase 5 il ], [FIBE AT I S TERNase R FEHS
A o

2.5t

¥ 055 &5 All-in-One™ miRNA gRT-PCR Detection Kit 2.0 A All-in-One™ miRNA gPCR Kit
lic A5 FsiEH 514 “Universal Adaptor PCR Primer” (Tm = 64.5, GC% = 50%)

K5 B0 miRNA R 3% 51 vl B AT Wi, Wl &AM GeneCopoeia 11, B £ {5 Bk &
o

AR mIRNAs K8 5 7E 18~24 MEH IR Z 0], BEA N /N RNA" . R55 16 E3E 51 2 mr L i
mMiRNAs /3 5| B8 ¥ i, (H & — S0REBR ) [ 4544 miRNA CEE sy AR T 5 55w B2 8] 5 M 1
miRNAs, —23k HHRRAH R (Lban pre-miRNA B pri-miRNA HE#Z&) 1) miRNAs, #7514
WTH i 75 BT BTk, DAMEAS 2R 8 0 miIRNA KU B3 514

EEEM:
® JyLREMEAAUER, WG T-20C, BEARMEAFBUNE T 4 CBERFKMLT.
® R HN R B L BRI &5, e AR, RO A& .

® (LIRS AR HEAT R, # % RNase y5 4%,
® JIT A NI HE R REAE VK B BEAT, 8 G RNA AR o

V. KPR
1.3 —% cDNA &% (miRNA ##3)

1 F1 55 & All-in-One™ miRNA qRT-PCR Detection Kit 2.0 (#¢%5: QP115. QP116) X All-in-
One™ miRNA First-Strand cDNA Synthesis Kit 2.0 (#2%5: QP113. QP114)

a. KR RNA B UK -flfi#, 5xPAP/RT Buffer Il #1 ddH2O (RNase and DNase free) = i filifi# .
: 5xPAP/RT Buffer rIREH L A A UTHE, AMMHIEF ] MR RIRGIRS, S 1E 37CHFE 5~10 7
B, REUTIE SE AR

b. BRI A G ALy, O 5 E T IK R
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C. HE& LS N, B TR APIRAIMA T 1) RNase-free Jx W& 2 AR 20 ul,

E%il AR RE
Total RNA* 1 gt
or small-molecule RNA 100 ng
2 U/ul Poly A Polymerase 1ul
SureScirpt™ RTase Mix (20x%) 1l
5xPAP/RT Buffer Il 4l 1x
dd H.O (RNase/DNase free) BZARIE 20 pl

* Total RNA 6 04 5 /43 F RNA.
T LB RNA BUECAHERER M, R total RNA, ST 1 ng ~ 5 pg. WURMEAZEEI/Nr T RNA, & /T 0.1ng
~1ug.

d. SR :

SR RHIE S CHER PR BIR S, M ®.0/5E T 37CHEE 60 704, ZAEE T 85CIHE 5
oy (AR RN o BEAT qPCR BN,  EEISE ALK B 2R RK M B B e W) 6 ~ 20 i, %
TR PiAE % 20 pl ) qPCR b, UM 2 pl #0RE ) cDNA. HiBeff] cDNA & T & 1--20 C &

2.qPCR E & miRNA

1 77 & All-in-One™ miRNA gRT-PCR Detection Kit 2.0 (f£%5: QP115. QP116) ¥ All-in-
One™ miRNA gPCR Kit (%5 QP010. QP011. QP012)

a. R IR IR SR & P B All-in-One™ qPCR Mix. 58 5 O il s 2 b TR ER, K AR
7. R EE PCRAEST K, &L AEH 50xROX Reference Dye-.

#: 2xAll-in-One™ gPCR Mix n & LS (T, AR IER . R R PR IR IR, B 37T A

5~10 734, AEUTIE AV E .

b. {8 F ddH20 #4377 & ¥ 50 pM i FH 7519 (Universal Adaptor PCR Primer)#ikE 22 2uM.

c. #IRFRAZE, EIKEHEE qQPCR KRN

vl AR E287d; 3
2xAll-in-One™ gPCR Mix"” 10 pl 1x
All-in-One™ miIiRNA gPCR Primer (2 uM) © 2.l 0.2 uM
Universal Adaptor PCR Primer (2 uM) 2 ul 0.2 uM
First-strand cDNA (diluted 1:5)” 24l
ROX Reference Dye®(30 uM) if needed 0.1~0.4 pl 150 nM~600 nM

Water (double distilled)

m Not using ROX Reference Dye 4 pl
m Using ROX Reference Dye 3.9~3.6 pl
SAERR 20 pl
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O 2xAll-in-One™ gPCR Mix — - AR R, 75 ZAH R 2= oA 0 R R . S/ qPCR Je Mtk &R A=
Ak, KRR S REAAR FR H 2 R AR T B ARORH ) L A8 R 2

@qPCR 519 M AW E— AT+ 0.2 ~0.4 pM Z ], JlH PCR RMNAR R 5| MWK AER 0.2 uM i, A LAZRME
LB ) SE g At A

GTEHHT qPCR RN Z A, WG RAF 3055 —5E cDNA T5 ZLHH TR RE, 08 6o 054 55 M R Rk A2 (10— 3R A% gPCR
PR AR

@ROX Reference Dye ] T # % Dye [ & PCR ¥ 341%, ZHURIEILSILZEmAR R E S iRmE. Bl
A Life Technologies 2\ & ] Real Time PCR #" 84 (T o0t & Z AL IE . A [F 158 & PCR 4 H #) ROX
Reference Dye i EANE, HIt, WREAFFEZE PCR LSS, EHFMHHARIKRER ROX Reference Dye. # LI
£ PCR X, 1# /] ROX Reference Dye %1 :

INEr it ROX & (20 ul &%) 2873553

BioRad iCycler,MyiQ,
iQ5,CFX-96,CFX-384,
Eppendorf Mastercycler realplex, None No ROX
Roche LightCycler 480,
LightCycler 2.0

ABI PRISM

7000/7300/7700/7900HT
and 7900HTFast, 0.4 pl (0.2~0.4 pb 600 nM (300~600 nM>

ABI Step One,
ABI Step One Plus
ABI 7500, 7500 Fast,

ABI Viia7, _ ~
Stratagene Mx3000P, 0.1 pl €(0.02~0.1 pb 150 nM (30~150 nM>

Mx3005P, Mx4000,
VE: HARSIE R P EE PCR A, TR 3% A4 5 1 15 #ER 5 1& 1 ROX Reference Dye.

d. BIRIR 5] qPCR PR 2 B0, $2IR SONAR R W BRI PCR SN T, R8T B0
T OR TR S S RAL T PCR S B4 JEE R

e. i N R B E =Dk PCRAE/F I qPCR M (LA Bio-Rad iQ5 & f PCR &% 7 1) S W e
FeRB o

T E PR B I 18] 55
1 AP 95°C 10 min i
AR 95C 10 sec %
40 3Bk Tm-2C 20 sec i
SEAT 72°C 10 sec 2
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EEEM:

® il & SYBR Green ZULHEilll gPCR S, AR 2 7E qPCR (¥ 45 3 Jm 57 RV HEAT I i
k. WS MAFERE B PCRAXAS, LG AR ih 20 M S BAEF . BAR BL Bio-Rad
iQ5 3 PCR XA A (1 S MR 7 o

BEEHE #lb fEeEE BU5E
65°C ~95C 0.5°C/ Az ki [a] 6 sec/ A (A =
30°C 30 sec 5

® 2xAll-in-One™ gPCR Mix " f# 1 1) DNA % & i /& — Fh & i e 2 ML 2B 1 0 U8 sh g, 95°C
TRARME 10 438h RERE 78 0 1S LI Fh i -

® mMiRNA 1151 WG THKIE — FRe R 10 51 08 T Tk, PR da iR RLEE Rl DA ROk e R r 2 4
. M GeneCopoeia i) miRNA 5147, 1525 ¥56E R 5 L) gPCR v 4514

® JH T Oligo-dT #2:L 5|4 (Oligo-dTAdaptor primer) & 53 ML 4L %, %% miRNA 1
JFHIN 22 NMEZERITEIL T, qPCR Y =W R R BERME N 75 bp , Ktk gPCR [ B 1) ZE i i)
HZ/DFEA0F. qPCR F =M RE At & dr ., Tm AH—RAT 75°C ~83°C 2 A, iR
IR 2R T (EHE X ANREVE R, @O HA 77708 qPCR Py 3 1, b an g g w
T I FELK o

® L) e N4 £ EZ ¥ Bio-Rad iIQ5 ‘& & PCR X AT B, 8 FHHAB K & & PCRAY, i#
S35 L (A ASC A A P 50 O 5 SR 18 B8 LR (1) S Aef ) ) B I i it 28 93 B I MR T
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VI. 4R

miRNA J£ %1
[i] S i) R

MIiRNA F# 81 AR A, — L6 51 2 () f7 £ i BE R, AL AE 51t 5 Tl Rk 17
VRIS o FEBETE L3 51 M0 75 2 M 5 R R S R I, R A R AE BT — SR LA 22 S 1K)
miRNA 51, B T SRR RITAL AL, R 51 Yt e R R 51 & i, xfsl
Yoy 3 ke e Pk R .

Sy b
54

WSS 5 IR B EAME 2. U .

BRSO BV B AN IER o ABORH L) T

A 3.0% I IR HE B FE Jk Al PCR ™41

A5 R 016 B A PRGN S D A, A R B ) R BRI SRt 0 A, B PAGE
AL BN, B TR SCIGHI (AR B S O R & LR TURE I T A A B S 1, LS R4
FER= 514 .

i X A th

B

i

AN A [ 44 %) HE £, (No Template Control) &l £)5¢ 6455 o 2 5 B 12k %o 18 £L 1)
Ct 5B IRALI Ct —#, IRATRERS Y T BHMERR, WmRXFHE N — B, &
FEFEHH PCR = MK 514 J% 2xAll-in-One™ gPCR Mix.

25 R R A i 2 T (B T B X R AR i 28 Tm {E, FTRESE PCR ¥4
ST R I, b s R k. 1 ERTE UK B PCR SN TR
P PCR &4 IR KRB o GBI M 47388 CtE KT 35, SBHMEXT R Ct 2
FRT 5, M PCR Rk R CAE BN A& IRl AR AR Ct AREIA B AT T 2
HIVEE, A TREER R I I R A

I Yo LA A o 25 L X0 B 22 W

H 0 8 S 84 2 b B HAt B ST A A B T I i 2 0, W] PCR 384 1
JERE I ). 3 EPEVK EAES PCR B TR, itk PCR R Ri4AE, thinig
FIR G E . BRARSIR L, s IR (E SRR ((EAZE B ™Mk
M2 TmAED o WURIEAIAEAE, HHBER 519,

B’AHRGES
(Ct) 5% Ct1fH

R

RA RS PCR™ WA M (] DUE L BRI BEREA IkAS D HERR i OCR G T 2%
BLEEHRATTTRE

BAT 1) PCRAGIA . X FLBF (A I R Btk , PCR fR3A KUl i i & 21 35 4>
PEIRUA L, (ER T 45 MEFHTREMT R K Z MHRE .

BOA R [ PCR S WA AR 525 SRR AT RE A A= B e S8 R P et R B O T A A
BEAT PCR SN, [RIH 38E 4 Jse B2 VR R AR A

P IR PCR RN AMAGIE. W51, AR BT

10
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VIl. fERWSRERIE
15 F PR il

LR 4 3G&E A T All-in-One™ miRNA gRT-PCR Detection Kit 2.0 A5/ i . # AN A $32 1X 1 5%
o VETE 5 AN E AR H ALK i 5 B IR IE 4 GeneCopoeia. 7 i) S5 538 < fit 44 F P BRI ¥ ] 2%
o A5 S ARG S A BT SR, A T AR Ei2 T, i877. R4 GeneCopoeia #5E 1
MR, AP mAREE, AMrEaksiEta s, AMIHTE R .

B ERIE

GeneCopoeia /il = i 5 7= i B 28 Hh 1R AR PR FF— 2. 354 GeneCopoeia iiE 8K~ i AR 1A 2|
UM ESK, GeneCopoeia ¥ NI E =i . & EikE ., GeneCopoeia KB KAWL . &
PRAEAGE T Be¥) 7= i B L % . GeneCopoeia X 71 51 % = i BIUE I8 52 bR (W SE 440 . 6T i fif
FHERAS TR A5 FH 7= 7= AR R 400 5 B4 FH At AR DG A R AR 7 72 2B I 4568, GeneCopoeia s 7 4H 51
f£. GeneCopoeia A FEMAT A X 1 BI7R B EGE BOR FIARIE, BLFEXE R PE. & H TR e HiEm
BRI o

GeneCopoeia £ 7] T A7 o H ik m i & B 70 7= . W R IEXT GeneCopoeia 7= il A AT ] i
USRS, 1EPRFT H1E 4006-020-200 B &A1,
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GeneCopoeia Products are for Research Use Only

Trademarks: GeneCopoeia™, OmicsLink™, All-in-One™, EndoFectin™, miTarget™, miExpress ™ (GeneCopoeia Inc.); SYBR® (Molecular Probes);

iQ™5(Bio-Rad); Trizol™, ABI®, ROX® (Invitrogen); NanoDrop™(Thermo Scientific).
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