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miProfile miRNA gPCR Primer Manual and Validation Report

Primer Manual and Validation Report
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VI. miProfile mMiRNA qPCR Primer ¥k &
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microRNA (miRNA) J&—38 i k%) 22 MEEHBRH R R85 EmIL /Ny T RNA, 552 AN EHES)

WFER . EhTRKERE, — LI, miProfile miRNA gPCR Primer /4% 5 mature miRNA

) qPCR K _L- 3731 9, H 75l & All-in-One miRNA gRT-PCR Detection Kit, 32 % 5 ] T mature-miRNA

BIEEASI, A HEH B miProfile mIRNA qPCR Primer #4352 LA cDNA A4 # qPCR SZi6 36 iIF

Il. EafER
Package | Package
Catalog# Primer ID Mature_Acc Mature_ID PCR size
Conc. size
HmMiRQP9021 | hsnoRNA U48 NR_002745.1 SNORD48 71 bp 2 uM 200 rxn
HmMIiRQTO0001 Positive Control cDNA Mix 10xMix 3rxn

il fr 26 -20 °C ORAF, SR B KR

1. HEEREEM FRF]

GeneCopoeia All-in-One miRNA gRT-PCR Detection Kit (Catalog Nos. AOMD-Q020 5 AOMD-Q050)

V. PR RE

1. /RIS, FRAERLOMLE 12000rpm 250 30sec, {3 14 58 A i 1) 15 00 A R0 5

2. AP FESE mature miRNA BRI EE 514, CHPKE ddHO FikE 21 IR E 2uM (R
10>Primer 4 | AR U FHZH I PCR NAA AN, I —E R A i, AR

JEIETEA SRR R 1B (RIZK Y 0.2uM) BT RS

3. AR TSI PCR R BMAR R IR/, L — & B 0%~ fh 519, (H &R 0.2uM B AT
P RN S All-in-One miRNA gRT-PCR Detection Kit {3/, ELA&Ad F 77 15 A5 2% “miProfile

2
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miRNA gPCR Primer %:ilF3i 157 Page6 [J“mature miRNA ] gPCR %545 ;

4. FAE A A A HEAT P SIS R Positive cDNA Mix BEHL, %7 W17 5, 7 2% “miRNA qPCR
Primer W-FFR & Page 6 ff]“mature miRNA ] qPCR A&l 43 o) A 7= b BEAT kG 5

5. AphEECA 7 SYBR Green (] gPCR MG, Al A IREHERI .

6. AL ) Positive Control cDNA Mix 52% ] All-in-One miRNA gRT-PCR Detection Kit Hi4§57
f¥1 oligo-dT adaptor 5I#IHEAT Selsg& i, FATIFEAC A miRNA gRT-PCR Detection Kit H1ff)

universal Adaptor PCR primer, AT LAt cDNA A geR A T H e [7 28 miRNA gRT-PCR Detection Kit.

V. ) Az

miProfile miRNA gPCR Primer Jy/3 F T+ mature miRNA 255 846 1 514, Fl & All-in-One miRNA

gRT-PCR Detection Kit A] %} mature miRNA #4752 1. %2 & qPCR il

VI. miProfile MiRNA gPCR Primer IiFk &

A MR

iQ5 Real Time PCR Detection System: Bio-Rad

2. BUER) SRS R SR
All-in-One miRNA gRT-PCR Detection Kit ( Catalog Nos. AOMD-Q020 5 AOMD-Q050)
SRR NUE-HNASF R 22T ) £ () cDNA

B KHFHFE

RNA i#2

1. Rk
B — 5 AN A BN UbR A 2 A R AR R, IR B 4, B
R EA 1ml TRIzol BB, IR 20 5min. CAH IR &, T ELZ) 10°~10
FEAMANEE 1ml TRIzol th, [REWAT B2 )

2. MHHE
FEIBCE 10min £ 4)5, & 1ml TRIzol HFIIANG G M 200ul, &% B+, BEIZIR
%% Imin, EEHE 2~5min, X5 12000g A% 0 15min (6°C), /NOHUHRE 5,
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WA ORI > =2, ik EEEH RNA B

3. RNA P
/NI _EIETRZ) 45000 (BF 1ml TRIzol FIWREED 25 600l 14U 53 N BEFH
BET, W2, -20°CTE ) 10min, 120009 A4 B> 10min (6°C).

4. RNA P
2 B3, I 500ul AR 75% Z.8F, BEAEUTIEJE 120009 ¥4 B0 5min (6°C),
% b3, FEME, W L.

5. RNA #1#
AT-2) 5~10min(GEZEARERK T, RFEGTEZ HRIAD, i1 DEPC /K% 30ul.
Wi b #5255 -80 CLRAT

(2]

. RNA WREMIE
WRE 1ul $h32 RNA F] DEPC /K#iF 10 f5)5, 7E Nanodrop _Eill5E RNA K,
DL DEPC /K% 6, [R5 RNA W A H: A 260/0D280.

7. RNA EHKEM
7.1, AR &
H{ 1g Agarose + 75ml £ B1 /K&, ¥ EIZ 70°C 4 N 10ml 10>Mops 1 15ml
HIE % EB. IR ZE 58 HA T IR b, 7% BT

7.2. HLPKEE ML (1>Mops)
B¢ 50ml 10>xMops , 5B T/KFBEZE 500ml, R\ kA, FAE B ik g
SN EB.

7.3. RNA Fffhabs
B RNA Ffif 3ul, #h78 DEPC /K& 18ul, 65°CAS!E: 10min JELEIAEI, A 2ul
10>RNA loading buffer R[I7] Hijk

7.4. RNA HJk
JE4 RNA BB B KA A, 100V A R 3k Z 5min, FE7E SAEFLH S NACFRST 7Y
RNA B, 100V 24 ik 2R IE 2 KA 1/3 &b, BRI,
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8. RNA g%

8.1. T/NANEZHZY RNA Bk (B 3ul RNA FEiD:

— I — —— — ——— S — —
— .

e

8.2 RNA HLIK Y #5- WK I8 FIr X N2 AR RE iy S LA vk A A260/0D 280

e

TKIE R Conc.(ng/ul) | A260/0D280
1 i 2385 1.9
2 Jii 2430 1.94
3 JiF 2521 1.91
4 (5} 6444 1.94
5 FLI 2785 1.87
6 SEH 2972 1.9
7 Jifi i 3515 1.91
8 Ji 3344 1.91
9 i3 3394 1.91
10 Ji 3101 1.91

NOTE: ##2HTRNA L2154 D57 RNA 7 GEHFT MIRNA H95500, o7 LUt B9 7 2 40 45 RNA 7172
[l RNA JHEEH I AT T HFER AR, g5 1 T e
RNA 727 BRI T IEE, IR, s Bk RNA 427 2 o

2 77 RNA #8077

miRNA REEFR N

1. RbfE miRNA ST G, B NRRENR S, M8 Ja E K LA .

& k3B Fr
XTRE ) A
RS
T 8.2
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2. MIRNA S 3% s NER R T )
TEUK L 774 RNase free (195 BN P LA S 3077 2 S 4R 250l

WALy TAFR ZIRE
Total RNA 2ug
2.5U/ul PolyA Polymerase 1ul 2.5U
RTase Mix 1ul

5>Reaction Buffer 5ul 1x
ddH,O(RNase/DNase free) 4 25ul

Note: Z /& mH(# /747 total RNA L4270 57 )7+ 7 RNA; Total RNA /& /728 ] 7 1ng ~5ug < /i 1%, %1

AL 777 RNA,  FE &/ 7] 0.1ng ~1ug < /1] 4.

3. SRR

TR AT BC A SN mix, BT B0 JE AE 37°C B 60min, 4535 i #E4T 85°C 5min K

WAL EE . TSN S e ml UK K R RE 5 {5 2E4T R il gPCR 5846

Mature miRNA ] gPCR #xil]

1. Fltfi# All-in-One miRNA gRT-PCR Detection Kit H1f(] 2xAll-in-One gPCR mix _F N4

BN S), R RO R TE UK B

template control) i)

AT AR ZIRE
2>All-in-One gPCR Mix 10uL 1x
miProfile miRNA gPCR Primer (2uM) 2uL 0.2uM
Universal Adaptor PCR Primer 2uM) 2uL 0.2uM
1% strand cDNA (5 {5 FB:80) 2uL
ddH,0 4uL
Final Volume 20uL

Note: 7Z£sE43:1371 7 NTC (No Template Control), A &BHFENTHE, RIH K F1CE ## cDNA,

. UK E3#E4T qPCR SUBERIRACH A miRNA #4752 AL, [RIN3E4T 8 FL NTC (No

H

N

BTN, MITKFIER TR BTTTR: LI Y75 BRI, HiF (RIF RGN F 7%
I 77 & H1H950% Rox Reference Dye 1@/ Rox 1 IEHTIX 75, %1 ABl f9E 4

PCR ¥
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3. /IR %E] QPCR MR, WNINZE PCR WA, FHE B, HLRRTAE TR & N
JEHR o

4.qPCR 87, Al FFRAER =047 (L Bio-Rad 1 iQ5 #EATSRER A1)

TEINEL IR W P[] sl
1 AR 95°C 10min =
Atk 95°C 10sec 7
40 Bk S v 20sec i
H
SEAR 72°C 10sec e
SN GER G, SERIEAT Bl A i 2850 b
600 P Y T 3 & RN iUl
65 C~95C 0.5°C/IHK 10 sec/¥k p
30°C 30sec &

Note : LLLHIRM FHEFZZ41 % Bio-Rad #71Q5 &4 PCR XA, UIE/HHT AT 4 7 15
JELEPCR K, 1EINEAAHI SR, 1 QPCR W G ZE 11 5] Je AR 26 50 BT 19 55
1F; A mMiRNA A8 ki & AT GEDIH 2507, ARG S 255 R i 7
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C. 5IYRIrER

1. SNORD48 (hsnoRNA U48 primer)

HEFIB KRN 60°C
. [ —— : R
yd T . A [——

g ’ [
| Il
% / 5 / i
g / i t"f I\
; / /1
B // l.

) i ! \ ]

SNORD48 Amplification curve SNORD48 melting analysis curve

Marker

Electrophoresis Result in lane  (contains two positive controls and two NTC)

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

R T SR R AR, A AT LA AKEZ™ TGRS T . VAT 4 HAR B 5L TIRUE IR R, AR A RIS ] B4

GeneCopoeia Products are for Research Use Only Copyright © 2013 GeneCopoeia, Inc.

Trademarks: iQ5™ (Bio-Rad); GeneCopoeia™, OmicsLink™. ,All-in-One™, (GeneCopoeia Inc.); Trizol™ (Invitrogen);

NanoDrop™ (Thermo Scientific) AOPM1001



