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Franklin™ Real-Time PCR Thermocycler (Cat.No.1000003/SET)
FastGene™ miRNA Enhancer (Cat.No. FG-RNAE-25)

Biomeme, Inc.

FastGene™

T —HF HREREAKRERERN MR RBEEHHROCERICIDBE I TV EEER U,

FastGene™ miRNA EnhancersKA N/ RINFEHRC.ZNZNFastGene™ RNA Basic kite BVVC A ZORNAMLE Z1T ol
ZTDH EINAIVEUFP )L A LPCRE & [Franklin™ Real-Time PCR Thermocycler] KUY F w781 )L 5 A LAPCRE &
[LightCycler® 96 System] ZAWT. miR-159RUVACT 1T BT FDREZITV. BONERZLBRIEST U,

RERE
® YIFEUVIIL &K= (100 mg)
@ RHNFELEF miR-159. ACTIHERLF

® RNAHEAE  FastGene™ RNA Basic kit (FastGene, Cat.No. FG-80006, FG-80050, FG-80250) ZRWLC RNAZEH Ui,
Sample No. 1-31& FastGene™ miRNA EnhancerZK AT, Sample No. 4-6 (& FastGene™ miRNA Enhancer’&
AIMUT. ZNZNRNAHEZIT O,
SIS TTAIS. BREEIBFHICSCHE.

® cDNAGRAE  Transcriptor First Strand cDNA Synthesis Kit (Roche, Cat. No. 04379012001) ZAWCcDNAZ&ER LT,
FHE T AIF. BREEERICEHE.

® gPCREE Faststart Essential DNA Green Master (Roche, Cat.No. 06402712001)
@ FRKE Franklin™ Real-Time PCR Thermocycler (T Franklin)
LightCycler® 96 System (Roche, Cat.No. 05815916001, LIF LightCycler 96)

@ RILHER
FastStart Essential DNA Green Master 5L
10 uM Forward Primer 0.2 yL
10 uM Reverse Primer 0.2 yL
cDNA solution 2.5yl
water 21 uL
Total 10 pL

@ N
Franklin LightCycler 96
[qPCRZOZISL] Step Temperature  Time Cycle
Step Temperature  Time Cycle Initial Denaturation 95 C 10 min -
Initial Denaturation 95T 10 min - Denaturation 95 C 10 sec
Denaturation 95T 10 sec Annealing 60 C 10sec 40 Cycles
Annealing 60 C 10sec 40 Cycles Extension 790 10 sec
Extension 72T 10 sec 95 C 10 sec _
[Heat Melt 7055 Melting Curve 65 :C 1 min -

97 C 1 sec -

Item Setting
Set Start Temperature 60T
Set End Temperature 95T
Steps 36
C per Step 1T

Active Channels : Green
* Franklin(&. BE®D gPCR & Melting Curve D7OJ S L7, B—DORUNKTIT DT ENTEEL
AMEBHRONZITOHEE. BEDqPCRZIToIcE. BIOTOJSA (Heat Melt 7OJ S L) TSV Z(TD.
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@® miR-159
Franklinl&n=1, LightCycler 96 [ n=2 CRIE Z1T Dfc.

Franklin LightCycler 96
T e _
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Temperature
°C
CqfE #LightCycler 96 (¢, n=2 DFIEEEH U,

Sample No. miRNA Enhancer Franklin LightCycler 96 Sample No. miRNA Enhancer Franklin LightCycler 96
No.1 (=) 24.37 28.28 No.4 (+) 19.31 23.07
No.2 (=) 24.39 27.76 No.5 (+) 20.30 23.69
No.3 (=) 24.29 28.24 No.6 (+) 20.90 24.51

Franklin & LightCycler 96 DEBS(CHWLTH. miRNA EnhancerZ A MUICEE. CqENRELIED T EN R TET.

® ACT11&:F
Franklinldn=1, LightCycler 96 (& n=2 TRIEZ{T DI

Franklin LightCycler 96
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CqfE ¥LightCycler 961, n=2 DFIEZEHEH U,
Sample No. miRNA Enhancer Franklin LightCycler 96 Sample No. miRNA Enhancer Franklin LightCycler 96

No.1 (-) 20.66 23.84 No.4 (+) 28.78 31.19
No.2 (-) 20.26 23.77 No.5 (+) 31.88 31.57
No.3 (=) 20.63 23.58 No.6 (+) 31.26 32.61

Franklin & LightCycler 96 DEBSICHULTH. miRNA EnhancerZ A IUIZES. CqEMELED LR TET.
miRNA EnhancerZ i IILIEC EICKD . BEEARTPICZ T NS mIRNADEIGHEIM U &SR EHILT. mRNAZERL total RNAD
BRI leh EER 5N,

OF LD

Franklin&LightCycler 96 TIFBEITICHIFT 7LV X LNELEDICH. BONSHCEDHRIESN. mRNA EnhancerZ Rl LIZBE.
MIiR-159DCafBIFRELIED  ACTI BT FDCEIRELEDEV DR CEKDIERZF O ENTE.

INEL - BECHDOBNSBBEDUT LS LPCREBEL(FFEHKDBRNESNE U,
BREMB/BET. T —YDREFEPHELN TS RN—ACHETHD FEEBENTCNDEEBDNET,
ARDIN—RZRSFNRHBEVNEBNE T SEIFERARY > TILCDRF CIFHDFEAD 2B DR
BHEAN—ATHL CEDTIREMEDERSNE LI,

BEFRDIXY b

KmEN

-_—
S=BE

Franklin™ Real-Time PCR Thermocycler

MAX
@x 9 1.BAIYYILFCREAEITETT.

¢ 2. AN—hIJ 3V TDT YIS - BT CEDEITTIFL ITTRNDT—FEED
e BIREC Y,

IQT 3. R AK 3 (Green, Red, Amber) &TT4)LEF—DENNTTEETT .

FastGene™ RNA Basic Kit

EEMROSIUB#MEFNSDM—YILRNARERF Y NT. DNase . TLT74)LY—%=ZRRW
REFVEF—RFVRTT,

FastGene™ miRNA Enhancer

BFFBEDRNAF Y NIMZBDIEIFTT. mMIRNAZRN(ICEIUNRTDENTETDAETT,

¥ AERBEFAE VAT LAZERVEHEEICEWVLT, AT ADIEXRICH U T small RNADIES
RETDHHDTT,
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fiE1 : RNARIHTSE

Sample No. 1-3 : miRNA Enhancer (—)

@

KE%Z9DELCE. 100 mgZifE

TRIsure (BIOLINE, Cat.No. BIO-38032)
1 mL7

=&, 5 min A >FaX—k

2007 200 pLiasng.
15 sec vortex
R, 3min A >VFaN—h

4T, 12,000 xg, 15 min

5& 350 uLZEREY (KEEBS)
1% 2-MEZZ N fzBuffer RL 350 plL7z
&A% (Total 700 yL)

%R, 13,000 xg, 1 min

70%I5./—)L 400 LM

o e b fomy o e e e

FastGene™ RNA binding columnlc
7ITSA

ZE, 13,000 xg, 1 min

Buffer RW2 400 uLi&

%R, 13,000 xg, 1 min

Buffer RW2 400 L7

%R, 13,000 xg, 1 min

HoLEFHFLWILIY3yFa—TIceyh

R, 13,000 xg, 1 min

NSLEFLNE mLFa1—TIcty b
Buffer RE 50 pLZ M

=R, 13,000 xg, 1 min
FastGene™ RNA binding columnBEZ#.
AR Z LN

Sample No. 4-6 : miRNA Enhancer (+)

@

KE%Z 9 DELCHE. 100 mgZifE

TRIsure (BIOLINE, Cat.No. BIO-38032)
1 mLZ

=&, 5 min A >FaX—k

200/ 200 pLiasn&g.
15 sec vortex
R, 3min A >VFaN—h

4T, 12,000 xg, 15 min

5& 350 puLZERE (KEERS)
1% 2-MEZZ N fzBuffer RL 350 pL7z
N&x% (Total 700 yL)

%R, 13,000 xg, 1 min

FastGene™ miRNA Enhancer solution
400 pLiAsnn

o o b fomy o e e e

FastGene™ RNA binding columnlc
7ITSA

=R, 13,000 xg, 1 min

Buffer RW2 400 uLi&

%R, 13,000 xg, 1 min

Buffer RW2 400 pL7

%R, 13,000 xg, 1 min

HoLEFHFLWILIY3YFa—TIceyh

2R, 13,000 xg, 1 min

NSLEFLNLE mLFa—TIcty b
Buffer RE 50 pL7

=R, 13,000 xg, 1 min
FastGene™ RNA binding columnFEZ#.
BHRZ LN
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2 : cDNASRM, gPCRICER LTS v —E25l

Stem-Loop RT PrimerZFAUL\fc cDNA SR (miR-159 TiE)

@ Stem-Loop RT Primer sequence (5 — 3")
GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGAAGAGCT
Plant, Cell and Environment (2012) 35, 502-512

@ RILHHEA @ It

Transcriptor RT Reaction Buffer (5X) (Roche) 2L ;
) Temperature Time Cycle

10 uM Stem-Loop RT Primer 0.2 yL 16C 30 min i
Transcriptor Reverse Transcriptase (20 U/uL) (Roche) 0.25 pL .
Protector RNase Inhibitor (40 U/uL) (Roche) 0.25 uL 30 OC 30 sec
Deoxynucleotide Mix (10 mM) (Roche) 1L 42 C 30 sec 60 Cycles
RNA solution 25l 50 C 1 sec
water 3.8 L 85°C S min -
Total 10 L

[ FEEY%E TE buffer €5 BRIRL T LIEDRGICERLUZ.

Random Hexamer Primerd& & U Oligo dT PrimerZFL\fc cDNASRE (ACT11:&IGF CxEhiE)

@ XItHERK @ LM

Transcriptor RT Reaction Buffer (5X) (Roche) 2l .

: Temperature Time
Random Hexamer Primer 1L 250 10 min
Oligo dT Primer 0.5puL . -
Transcriptor Reverse Transcriptase (20 U/uL) (Roche) 0.25 pL 55 QC 60 m!n
Protector RNase Inhibitor (40 U/uL) (Roche) 0.25 uL 85C 5 min
Deoxynucleotide Mix (10 mM) (Roche) 1l
RNA solution 2.5puL
water 2.5puL
Total 10 yL

RISEYZTE bufferC5BHmMUT. LIBDRIGICERA U,

QPCRTEALIE TS 1 ¥ —Bd5!

@ miR-159
Forward Primer: (5" =3")
GCGGCGTTGGATTGAAGGG
Reverse Primer: (5 —3")
GTGCAGGGTCCGAGGT
Plant, Cell and Environment (2012) 35, 502-512

® ACT11:&IGF
Forward Primer: (5" —3")
ATCTTGACTGAGCGTGGTTATTCC
Reverse Primer: (5 —3")
GCTGGTCCTGGCTGTCTCC
PLOS One 2017; 12 (12) : e0189405
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