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All-in-One miRNA qPCR Primer Manual and Validation Report

Primer Manual and Validation Report
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VI. All-in-One miRNA gPCR Primer HGiFfi+5
I 734

microRNA (miRNA) J&—2K i k&) 22 MEFRRALSAI AEEIEg /Ny T RNA, S5 2A BRI E)
R RS . EB TR, L. All-in-One miRNA gPCR Primer 245 5 mature miRNA
i) qPCR A&l _E3i5 5 14, HofFHid & All-in-One miRNA gRT-PCR Detection Kit, 3232 ] T mature-miRNA

e BRI, 2w HE L 1 All-in-One miRNA qPCR Primer #2234 L1 cDNA R HH [ qPCR 525656 3IF

In. 7= i fE B
PCR Package Package
Catalog# Primer ID Mature_Acc Mature_ID size Conc. size
MmiRQP9022 MsnoRNA U70 NR_028554.1 snoRNA70 74 bp 2 M 200 rxn
MmiRQT0002 Positive Control cDNA Mix 10x Mix 3 rxn

A7 55T -20 'C IR, WG BT

1. I E R

GeneCopoeia All-in-One miRNA gRT-PCR Detection Kit (Catalog Nos. AOMD-Q020 =% AOMD-Q050)

IV. AR

Lo P SCEIA= RN, B0 12000rpm 250 30see, MTHC B e A TR 190 I

2. AFONFESF mature miRNA IOREN L3514, CHIKR ddHO Fcke SUAEFIIKISE 2uM (R 10X
Primer £8) | FEHIIN % (LT 2% 1L PCR ROWARSRIGRAN, WRH— 58 B i, ALK R
BTN ZA 1 CRIZIRIES 0.2uM) BT

3. RN U2 %L PCR SRR RN, Wi ™ b5 |4, ALK 0.2uM BT
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%77 s HEAEBE & All-in-One miRNA qRT-PCR Detection Kit 4, FH ARG J7 vk #0E 2 %
“ All-in-One miRNA ¢qPCR Primer %;iF3R 457 7 Page6 1) “mature miRNA ] gPCR ¥l 7 #5453

4. PEERHEE A FHE T IGIERT Positive ¢cDNA Mix #R, %/ WTEE, A& % “miRNA qPCR
Primer BAFHR " o Page 6 ] “mature miRNA ] qPCR Kl FB43 Wf A5 S HEAT S5k 5

5. APEETEECAE SYBR Green (1] gPCR WAFIMEH], A— @& AHEHER .

6. AF=EHECA i) Positive Control cDNA Mix /&K ] All-in-One miRNA qRT-PCR Detection Kit F15F 5
1) oligo-dT adaptor 7|#)HEAT sk & i, AT BE & miRNA gRT-PCR Detection Kit H 1)
universal Adaptor PCR primer, FilLt cDNA AAER AT H e []2% miRNA gRT-PCR Detection

Kit.

V. 7= i

All-in-One miRNA gPCR Primer 3T mature miRNA FKikERMT514, HES All-in-One
miRNA qRT-PCR Detection Kit 7] %} mature miRNA #4752 1. E &) qPCR Kl

VL. All-in-One miRNA qPCR Primer ¥iFif45

A MBI

1. KESRIAES
iQ5 Real Time PCR Detection System: Bio-Rad

2. WERISERATRLEARF
All-in-One miRNA gqRT-PCR Detection Kit ( Catalog Nos. AOMD-Q020 = AOMD-Q050)
BRI /N B SN R Z 2T 4% £ cDNA

B BAFHRE
RNA i
1. FEFAbs
I — 52 T \ANAS A /N B ZH bR A B A VR F R o, I NV BT S 2 408

WEH#H 2 1ml TRIzol MWELEH, KEIREGZ Smin. (WAL, WEZ
10°~107 2645 40 %0 5 1ml TRIzol ', Jx HWRFT B 24i# )
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2. MHAE
FEHCE 10min 2247 )5, B 1lml TRIzol "HAIAGG M 200ul, @ b+, JIZIRE
%Y Imin, HHEFHE 2~5min, RJ5 12000g A% EC 15min (6°C), /NOEUHFE S,
ML LUR Aoy =2, o B3 RNA FEf.

3. RNA VT
NI Y2 450ud (Rf Iml TRIzol (WD) 2 &4 600pl ¥4 Uk 57 N BE ¥ BT
BLEH, JRA], 20CHE S 10min, 12000g ¥4 20 10min (6°C ).

4. RNA BE%
2 B3E, IO 500ul ¥R 1K 75% LI, BERTTIE S 12000g #7250 Smin (6°C),
fJ:Yﬁy ﬁ*ﬁ%y n&fi?ﬁﬁﬁo

5. RNA ##
AAE) 5~10minGE A GERUR T, AFEDTEZ A B, JiA DEPC /K27 30ul.
Wi EAR%E 5 -80 CLRAF -

=)

. RNA IR &
WEHL 1l FhR A RNA JT] DEPC /KR 10 £%)5, # Nanodrop Ll %E RNA W,
PL DEPC /K4S AR, A0S RNA K K H: A 260/0D280.

7. RNA K
1. AR &
HY 1g Agarose +75ml 25 51 7KW, ¥E12 70°C A4 A 10ml 10xMops 1 15ml
HWE M EB. IR 4 5 AR 1 RO b, o B 1.

7.2. HLIKZEMREC HI(1xMops)
HY 50ml 10xMops , J 2555 T/KFRE 4 500ml, {3\ HLik A, AR HL Pk S v b
NI EB.

7.3. RNA FEan b2
I RNA FEdf 3ul, #h78 DEPC /K% 18ul, 65°CARYE 10min Ji 32 BIAZ1, I 2ul
10xRNA loading buffer H[I'm] HiJk
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7.4. RNA Hijk
SEHE RNA BN HL KA, 100V A FH FEIKZY Smin, FEAE SEESL SUNAR BRI 1)
RNA b, 100V 2647 FEPK R IR B8 R I 1/3 &b, BURSHA .

8. RNA Krigs R
8.1. JUNANAIZHZA) RNA HIPK K] CHUA 3l RNA FEdfD:

% Yk 18 i
—— —— ——— — XF N A
iR ESWR
N 82
8.2 RNA HLJK KI5 bKAE BT I (R AF: ity S HAF: IR AT A260/0D280
vkiE i Conc.(ng/l) A 260/0D280
1 T 2385 1.9
2 =S N 2430 1.94
3 LA 2521 1.91
4 FFOR iR 2444 1.94
5 Jivi 2785 1.87
6 il 2972 1.9
7 = 3515 1.91
8 /N 3344 1.91

NOTE: #lI#¢1) RNA LA 511 D47 RNA A GEHTT miRNA HI#2, Fr LT i 2 A A0 45 RNA #i2E
WA EEG D7) 7 RNA JEE L7 Jif RNA JEEHT WA AT i SER I TR, 0™ s 4 S (T
RNA HEE i) i HRATTHEE, LT AT LIk A2 RNA 2 o -

miRNA REEFR N

1. Flf7e miRNA SR P ks, b R ROuEERA), R a0 m BRIV BRI
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2. miRNA [ 35 5 W PR il
FEVK B[ F7e RNase free SN YA LA B 1G] 42 B AR 25u1

ALy AR e
Total RNA 2ug
2.5U/ul PolyA Polymerase Ll 2.5U
RTase Mix Lul
5 X Reaction Buffer Sul 1 X

ddH,O(RNase/DNase free) hAE 250l

Note: 7R TERTHT total RNA £590 27 D57 RNA; Total RNA /157 5] 7 Ing ~5ug 2 /] 14 411
1EHIZL LN D57 RNA, HAEH & AT 0. Ing ~1ug Z /A%,

3. BRSOV
VRS HI R N. mix, 5O JEAE 37°C RNV 60min, 45 WG FHEAT 85°C Smin K
TRACEE . BT S S v T R B K FRe S f5533-4T Rl qPCR 8256,

Mature miRNA [¥] gPCR il

1. Flifi# All-in-One miRNA qRT-PCR Detection Kit # [ 2xAll-in-One qPCR mix [ N4
HUENRAY, RO EIBCE K BT .

2. UK F#ET qPCR ST (T miRNA HEATE FLINR, RN E4T .40 NTC (No

template control) M)

iRy (LA 2k
2xAll-in-One gPCR Mix 10uL 1%
All-in-One miRNA qPCR Primer (2uM) 2uL 0.2uM
Universal Adaptor PCR Primer 2uM) 2ul 0.2uM
1% strand cDNA (5 {55 R 2uL
ddH,O 4uL.
Final Volume 20uL

Note: #4274/ 7 NTC (No Template Control ), LGN, B AKFACE P cDNA, K
AT, MITKIEIEE TR GTTR: LGP BRI, i (RAF G A 7
HHIEEB: & 1 50 X Rox Reference Dye {EHIZE7 T Rox 1ZI1EHTIRAS, %I ABI 19/E4E

PCR X
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3. FEPIRA) qPCR SV, ¥SHINZE PCR ROVAE Y, BT, B DR BT AT 1R 21 S W A
}% ; IKG

pais'4

4.qPCR [V, A FHFRAER) =P34 Kl (LA Bio-Rad ) 1Q5 AT SEH L)

EEZ A L7 e 115 il
1 AR 95°C 10min 17
AR 95C 10sec a0

40 Bk BHER 20sec &

S 72°C 10sec &

S NAE R e, SEBIREAT R 2 oA

R i Y T JERTAIRNE] il
65'C~95C 0.5C/HK 10 sec/ik B
30C 30sec &

Note : LILAIRIHAT T2 2119 Bio-Rad #9105 j& % PCR (X, UIHEHTHIH N 22wl T
JEH PCR X, 151G HEA IR, 13 qPCR [ HGAE I 115 R I 26 7 BTt 4

1F: 7 miRNA B K/ FTGEPITT 220, B2 H M il 47 R b o
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C. SIYHIEEsR

1. snoRNA70 (MsnoRNA U70 primer)

HEFIR KRR 60°C
A
[
[
|
; [ 1
|
snoRNA70  Amplification curve snoRNA70  melting analysis curve

Marker

Electrophoresis Result in lane 5-6-7-8 (contains two positive controls and two NTC)

(5 pl of the PCR of products, run on 3% agarose gel)

% SR TSR AT, A AT AT A A K12 B T IR . VA7 55 HAB I 56 TR0 R R g, AR A RIS AT AT
GeneCopoeia Products are for Research Use Only Copyright © 2009 GeneCopoeia, Inc.
Trademarks: iQ5™ (Bio-Rad); GeneCopoeia™, OmicsLink™, All-in-One™, (GeneCopoeia Inc.); Trizol™ (Invitrogen);

NanoDrop™ (Thermo Scientific) AOPM1001



