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

Primer Manual and Validation Report

I. Wi

II. 7 i fE R

ITT. AR EC A )
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V. 77 N

VI. All-in-One miRNA gPCR Primer HGiFfi+5
I ik

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

Il. 7= s B
Package Package
Catalog# Primer ID Mature_Acc Mature ID PCR size Conc. size
RmiRQP9003 RsnRNA U6 K00784.1 snRNA U6 74 bp 2uM 200 rxn
RmiRQT0003 Positive Control cDNA Mix 10x Mix 3 rxn

A7 55T -20 'C IR, WG BT

1. R I E AR

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

IV. AR

1 ZPWEIAR S, FE O HLE 12000rpm 250 30sec, AR T84 it 3] 2908 I

2. A5 E kSR mature miRNA IRHN_ B35 190, CHIKTE ddH0 Fke S IR 2uM (R 10X
Primer (%) , N %/ U 2% 1L PCR SN ARFR IR, WG A dh, AL 2GR EIX
BN VAR X 5 (BIZGREE R 0.2uMD BT

3. AN AT 225 H PCR SN AR ZR RS, WS S (0% i 5 1, AL 2R D 0.2uM BT

%7 i A HEFRIE & All-in-One miRNA qPCR Detection Kit fF ], HAR{EH 77k40E 2% “ All-in-One
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miRNA qPCR Primer 3iFEH S ” ' Page6 ] “mature miRNA [1) qPCR il ” 43

4. 7R AT AT REAER Positive ¢cDNA Mix FMR, & WFHE, 5% “miRNA qPCR
Primer H:F#R45” A Page 6 ) “mature miRNA [ qPCR Kl ” 585X A 7= Fh HEAT Bk s

5. AFRTEECA S SYBR Green [f) qPCR WM, A— il A REHZEA .

6. A7 R 1Y Positive Control cDNA Mix /& 5 H All-in-One miRNA qRT-PCR Detection Kit H4% 57
1) oligo-dT adaptor 7|#)HEAT sk & i, AT BE & miRNA gRT-PCR Detection Kit H 1)
universal Adaptor PCR primer, FiLLt cDNA ANGEN H T H 2 A28 miRNA gRT-PCR Detection

Kit.

V. 7= i N
All-in-One miRNA gPCR Primer 3 H T mature miRNA FKiXERMT514), HES All-in-One
miRNA qRT-PCR Detection Kit 7] % mature miRNA #4758 & qPCR Kl

VL. All-in-One miRNA qPCR Primer ¥iFiR45

A MBI

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

2. WERISERAT R RF
All-in-One miRNA gqRT-PCR Detection Kit ( Catalog Nos. AOMD-Q020 = AOMD-Q050)

BCUERERR . KR 2 SRR AL LT 45 ) cDNA
B KAFHRE
RNA #i#2
1. FEfmAb3
R 2 ANAFER K IR SR A SRR, IR S 2408,
G A2 Iml TRIzol [HEOEH, KEIRHZ Smin. (WEHANIEES, TIHL

10°~107 2245 40 %0 5 1ml TRIzol ', Jx HWRFT B 24i# )

2. MO
FHBCE 10min A4 )5, B Iml TRIzol " IIAE G K 200ul, & L+, HIZIE
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%Y Imin, HIEFHE 2~5min, SRJ5 12000g A% EC 15min (6°C), /NOEUHFE M,
WIS E T LUR IR 7 =2, i RS RNA PR .

3. RNA ¥
AN L5 2 450u0 (5 1ml TRIzol [IWRERE) 2254 600ul ¥ 5 N B (18T
BLEH, JRA], 20CHCE S 10min, 12000g ¥4 &0 10min (6°C ).

4. RNA ¥E¥
22 B3, N 500ul ¥R 1) 75% LT, FREDTIES 12000g ¥ 250 Smin (6°C),
2 b, FREE, Wk s

5. RNA iR
HAEY 5~ 10minGEEABERK T, A FEGEZ A RIAD, A DEPC /K2 30ul.
Wi b FR28 J5-80 CLRAT

=)

RNA ¥R &
WHL Tl $H2A9 RNA 1] DEPC /KHiké 10 f5%5)5, 1F Nanodrop b ill%E RNA W,
PL DEPC /K A6, [R] B0 5% RNA W I A 260/0D280.

7. RNA HyKAM
7.1, ARPEREI
I 1g Agarose + 75ml 2 5 Tk, ¥ HIZE 70°C /AT 10ml 10<Mops F1 15ml
I EB. RIS S5 R RO b, 35 BT

7.2. HEUKZEMEBCH(1xMops)
HY 50ml 10xMops , FH2< & T /KRB S 500ml, R HykAE R, FEAE H ik 22 vh i b
7SN EB.

7.3. RNA Ff &AL FE
HU RNA ££4h 3ul, #M78 DEPC /K% 18ul, 65°CAEME 10min JG 2 BIAHI, A 2ul
10xRNA loading buffer HInJ ik

7.4. RNA HiJk
SEA RNA BN HL vk A e, 100V /5 FHLVKZ) Smin, FAE SEEFLH SNARFRIS 1)
RNA FEfh, 100V A2 47 UK VR Iy 05 R e 1/3 &b, BB I .
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8. RNA #llgs R
8.1. 2 MAFAIZH RNA FLyK I (U 3ul RNA FED:

VK I8 P
Xt N A
GECR S

T 8.2

8.2 RNA HEL YK 145 YK I FT 5o N2 [P fty B LA Sl ik BE T A260/0D280

VKiE 7R Conc.(ng/ul) A 260/0D280
1 Ji%i 2784 1.9
2 JF 3012 1.94

NOTE: ##11] RNA A 57 N7 RNA A GEHAT miRNA HIF, Iy LU i 77 #6400 24 4% RNA 142
WA EEG D7) 7 RNA JEE L7 Jlif RNA JEEHT WA AR T i SER I TR ™ s 4 S (T 1
RNA JEE i) i HRATTHEE LT AT IR 2 RNA 2 i -

miRNA [R5 RN

1. B miRNA [EERFT R RA], & TR MRS, 4 B0 ORIk L5 .
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2. miRNA 5 35 5 W PR T il
FEVK B[ T7e RNase free f SN YA LA B 1G] 42 B AR 25

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: FRIFAEHTHT total RNA LA 717 D57 RNA; Total RNA 1€/ # AJ 7 Ing ~5ug 2 [/ i#% 27
TEHZLIERT 7T RNA, HAEH 777 0. Ing ~1ug 2 [H 1 #%

3. B N
VRS HI R N. mix, 5O EAE 37°C RNV 60min, 45 W FREAT 85°C Smin K
THACEE . BT S s vl T R B K FRe S A533-4T Rl qPCR 5256 .

Mature miRNA [¥] gPCR il

1. Flifi#E All-in-One miRNA qRT-PCR Detection Kit # [ 2xAll-in-One qPCR mix [ N4
HUENRAY, R RO E IBCE VK B AT

2. UK F#ET qPCR SR AT (T miRNA HEATE FLINR, [T 4L NTC (No

template control) i)

A2 7> (LA 2k
2xAll-in-One qPCR 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 fE 55800 2uL
ddH,0 4uL
Final Volume 20uL

Note: #3427t/ 7 NTC (No Template Control ), HIGHIHENTHE, B AFACE 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. 784rR%A] QPCR OV, WINA PCR SN, AR B0y, MR 5 2 s v
JEEHH o

4.qPCR [, A FHFRAER) =Dt ATKll (LA Bio-Rad ) iQ5 AT L5 L)

EBZNo 7 L 115 il
1 Az 95°C 10min 17
AR 95C 10sec a0

40 Bk BHER 20sec &

S 72°C 10sec &

S NAE AR, SEBIREAT R 2 oA

R ik JEE Y PARIBYEz S JERTAIRI il
65'C~95C 0.5C/Hk 10 sec/ik B
30C 30sec &

Note : LLEHGRI AN 2449 % Bio-Rad [}]iQ5 &% PCR X4, WITEHIHI AL 7 19
JEIT PCR K, 1EHSEANTHT R, 13 qPCR I HIZE (] 1] S L aE i 26 77 BT 9 ¢

1F; 7 miRNA [9B K FTREPIFZE0], RG2S H MG R
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C. SIYHIEEsR

1. snRNA U6

HEFIE KEE R 60°C

‘Angifcsion Crart: Data 2010-34-12 1603 ope

et Pesk Chrt : Data 2010-04-12 1603 cpet

[—

-d(RFUY/AT

PCR Bass

e e W I CRR

1 1 B 2 E 3 @ E
Cucke

snRNA U6 Amplification curve

Electrophoresis Result in lane13-14-15-16 (contains two positive controls and two NTC)

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

7

SnRNA U6 melting analysis curve

E
Temperaturs, Celsus

Marker

% AR TSI RL AP AT A AT A A A K12 B T IRARS I VAT 55 HAR I R G TIR0E R R g, AR A R RS R AT
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Trademarks: iQ5™ (Bio-Rad); GeneCopoeia™, OmicsLink™, All-in-One™, (GeneCopoeia Inc.); Trizol™ (Invitrogen);

NanoDrop™ (Thermo Scientific)
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