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L MicroRNAs (miRNAs)
22 mMiRNAs
miRNA
miRNA HB miR Multi Assay kit
> PCR (SYBR Green
> DNA
IL HB miR Multi Assay kit [

RNA

TagMan )

Product Components

HE_IRT Reaction kit

HE_IRT-Primer

1. HE_INucleic mix I dNTF
ATP

2. HE_I miR Multi buffer HE_IRT buffer
Poly A polymerase

3. HE_ImiR Enzyme mix

Reverse Transcriptase

HE_I Real-time PCR
Master mix kit

4. HE_I Oligo HE_I Oligo
5. HE_I 2X SYER Green Master mix HE_I SYER Green Master mix
[or qPCR Master Mix (dual-labeled probe)] (or gPCR Master mix)

HE_I Nucleic mix I

6. HB_I Nucleic mix I

HE_I Extension seguence

HE_I Primer mix

7. HB_I Dual-labeled Probe *

HE_I Dual-labeled Frobe

HB miR Multi Assay kit I

Product Components

HB_II Spec. Primer

HE_II Nucleic mix I 1. HE_II Nucleic mix I
dNTP

2. HE_I 2X miR Muld buffer HE_II RT buffer
HE_IIRT Reaction kit

3. HE_II miR Enzyme mix Reverse Transcriptase

4. HE_II Oligo HE_II Oligo
HE_II Real-time PCR.
Master mix kit 5. HBE_II 2X SYER Green Master mix HE_II SYER Green Master mix

[or gPCR Master mix (dual-labeled probe}] {or gPCE. Master mix)

HE_TI Nucleic mix II

6. HE_II Nucleic mix IT

HE_II Extension sequence

HE_II Primer mix

7. HB_II Dual-labeled Probe *

HE_II Dual-labeled Probe
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III. HB microRNA 1: cDNA miRNAs

¢+ HB_|I RT Reaction kit

HB_| RT Reaction kit HB_| Nucleic mix | HB_I miR Multi Buffer HB |
miR Enzyme mix Poly A
miRNA 3’ M-MLV
(RT-Primer) poly (A) RNA

¢ HB_I Real-time PCR Master mix kit

HB_| Real-time PCR Master mix kit (Real-time) PCR HB_I 2X
SYBR Green Mastermix [ gPCR Master mix (dual-labeled probe)] HB_I Oligo
HB_I Nucleic mix II.

¢+ HB_I Nucleic mix Il

HB_| Nucleic mix Il cDNA mMiRNA
mMiRNA

¢+ HB_I Dual-labeled probe

5' 3 HB_I
Dual-labeled probes( )
HB_| Dual-labeled probes gPCR Master mix
2: RT-Primer microRNA

¢+ HB_Il Nucleic mix |

HB_Il Nucleic mix | (RT primer).
miRNA 3

¢+ HB_II RT Reaction kit
HB_Il RT Reaction kit HB_Il 2X miR Multi buffer HB_Il miR Enzyme

mix HB_Il Nucleic mix | RNA
cDNA
¢ HB_IlI Real-time PCR Master mix kit
HB_Il Real-time PCR Master mix kit (Real-time)PCR HB_II 2X

SYBR Green Mastermix [ ¢gPCR Master mix (dual-labeled probe)] HB_II Oligo,
HB_Il Nucleic mix I

¢ HB_II Nucleic mix Il
HB_Il Nucleic mix Il cDNA mMiRNA
miRNA

¢+ HB_Il Dual-labeled probe

5 3 HB_II
Dual-labeled probes( )
HB_ Il Dual-labeled probes gPCR Master mix
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IV. HB microRNA ¢+ HB miR Multi Assay kit miRNA

System 1
; miRNA
5 AAAAAAAAAAAAAAAA
Poly A tailing

§ —tAAAAARAAARARAAA

TTTTTTTTTTTPTT TT——— 5
HE-RT primer
3 TTTTTTTTTTTTTT TT e 5'
l cDNA
¥ TTTTTTTTTTTTTT TT s 5°
g 3
HE-Extension Sequence
TTTTTTTTTTTTTT T = 5
g -

Forward Primer

e ——
¥ TTTTTTTT TTTTTT ' e 5
5 3
Reverse Primer
System 2
miRNA
5 e—F
g
HE-Primer
g’
- - —— g’
3 5
cDNA
T —— 5
5 3
HE-Extension Seguence
-—-——_— g’
5 —_—
Forward Primer
T g’
5 T

v

Reverze Primer
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¢ HB miR Multi Assay kit

The HB miR Multi Assay kit 1 2 MiRNA
RNA 1pg 1 ug

Amplification

5000

4000

3000

RFU

2000 -

1000 +--

Cycles

Melt Peak

600 +

500 +

a00 T

300 +

-d(RFU)/dT

200 +

100 +

Temperature, Celsius

y =-3.6379x + 34.968
R2 = 0.9989

0 1 2 3 a 5 6 7
Total RNA concentration (10* pg)

Template: FirstChoice® Human Brain Reference Total RNA (Ambion, cat. No. AM6050)
Target miRNA: hsa-miR-106b-5p (MIMAT0000680 UAAAGUGCUGACAGUGCAGAU)
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Amplification

900 I
800 +
700 +
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500 F

RFU

400 T
300 T

200 F

100 +

0+

Cycles

Melt Peak

A5 e

-
o
=]

-d(RFU)/T

90 +

Temperature, Celsius

35

L y = -3.6146x + 34.211

R? =0.9977
25

Cq

20

15

1 l] T T T T T T 1
0 1 2 3 4 5 6 7

Total RNA Concentration (10* pg)

Template: FirstChoice® Human Brain Reference Total RNA (Ambion, cat. No. AM6050)
Target miRNA: hsa-miR-145-5p (MIMAT0000437 GUCCAGUUUUCCCAGGAAUCCCU)
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HB miR Multi Assay kit mMiRNA

microRNA miRQC

(Nat Methods. 2014 Aug;11(8):809-15.) mMiRNA

miRNA A

A>C>D>B

miRQC samples
i i UHmIRR (miRQC A)
UU HBR (miRQC B)
; ;’ miRQC C

Hgmsnocn

B (A>B)
B>A B>D>C>A

A: 100 % Universal Human miRNA reference RNA
B: 100 % Human brain total RNA

C:75% A +25 %8B

D:25% A + 75% B

If A>B, then A>C>D>B
If B>A, then B>D>C>A
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. let-7e

HB miR Multi Assay kit (Competitor)
PCR A549

HB miR Multi Assay kit
HB miR Multi Assay kit

Competitor
Amplification
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500 |
400 T
pom
¥ 300 |
200 +
100 +
07 L
0 10 2 % 4
Cycles
HB miR Mult Assay kit™
Amplification
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Melt Peak
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HB miR Mult Assay kit™
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HB miR Multi Assay kit PCR
HB miR Multi Assay kit
1.5%
DNA

HB miR Multi Assay kit
(c.f. the sequence of has-let-7e-5p : UGAGGUAGGAGGUUGUAUAGUU)

Competitor
"""" e o e e e B e e o B e o e T S T R 0 L e i e o P M W A Ty s e M ey e ey e W
T NG G N N GT NN NGMN NG NTEG TN TAN NT
10 20
I
HB miR Multi Assay kit™
T 'i'_'E"'H"_'E' [ B L 8 =l el St o] P 'i" i e !‘"'a"'&' 'E""E'_'l"
T G A G T A G G A G G T T G T A T A G T T

-10 -



shs X7 %

SBS Genetech Co., Lid.

HB miR Multi Assay kit™

¢ HB miR Multi Assay kit

RNA (Competitor) TagMan
HB miR Multi Assay kit
RNU6B
miR Base accession miRNA Sequence(5'-> 3')
MIMAT0000265 hsa-miR-204-5p UUCCCUUUGUCAUCCUAUGCCU
15000+ R ol
2 125004 30
0 Z 2 [
2Z 10000 £
58 Fel
i 7500- g
L » 50001 E
T 107 g2
= 0.5 ]
0.0 o prom e h
CTX  miR-204-5p Target

Sample 1-2: MDA-MB-231 (Transient transfection of miR-204-5p mimics)

550000 - 1
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© = 450000 s
oD g g
% E & 10 4
S & 3500001 §
2 5
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L ¢ 2500001 g
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0.0 . R 2045
CTX  miR-204-5p Taiger

Sample 3-4: MCF7 (Transient transfection of miR-204-5p mimics)
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400l —
200

[ | | T
L g0 ]
10- | | | | c

0 | | . . e ]

20

Relative expression
(miR-204-5p/RUN6B)

© > » © miR-204-5p
é 0’@‘ 0%\ o’&b o’g\' Target
[ Sapess i Sarvie® (M Senples M Sapefd Cam Sanpies |
Sample 5-9: 4T1 (miR-204-5p stable expressing cell lines)
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[ Sample 710w Sample 711 |

Sample 10-11: 4T1 (Transient transfection of miR-204-5p mimics)

-11 -




shs X7 %

SBS Genetech Co., Lid. ) ) )
HB miR Multi Assay kit™

miR-200 3-5
miR-200a 200b 200c TagMan

HB miR Multi Assay kit RNUGB
miR Base accession miRNA Sequence(5'-> 3"
MIMAT0000682 hsa-miR-200a-3p | UAACACUGUCUGGUAACGAUGU
MIMATO0000318 hsa-miR-200b-3p | UAAUACUGCCUGGUAAUGAUGA
MIMATO0000617 hsa-miR-200c-3p | UAAUACUGCCGGGUAAUGAUGGA

Competitor
70+ .
1 CAL27_vector

= 60+ 1 CAL27_miR-200b/a/429

@ - B HSC3_vector

% Hl HSC3 miR-200b/a/429

D 40-

S ¢ »

,Dé: 30 BN .

2 204

©
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D — s |
miR-200a miR-200b miR-200c¢

HB miR Multi Assay Kit™

0+
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-
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5+ d
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t
miR-200a miR-2000 miR-200c
Target
[ CAL27 vec 3 CAL27_miR200 mm HSC3 vec [l HSCI_miR200

ized E:
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HB miR Multi Assay kit

HB miR Multi Assay kit (Competitor)
A549
Ct
Ct HB miR Multi Assay kit
Competitor
40
30 '\\
& t\:
10
0 T T g
0 1 2 3
RNA Concentration (10% ug/ul)
T prm——
40
30 - :
S 20 _:’_’_:’,_-a/
10
0
60 min 30 min 10 min
Reverse Transcription Time
——) ——] ——D 3
RT time 10 min.

Amplification Melt Peak

AREUFT

Temperature, Celsius

40.00

35.00 ¥ =-3.8592x + 32.313

30.00 " R?=0.9985
25.00
5 20.00

15.00
10.00
5.00
0.00

o 1| 2 3

Log copy number
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RT time 30 min.
Amplification el Peak

A RFUYAT

] %
Temperature, Celsius

v =-3.8085x + 26.819
R*=10.9964

0 1 2 3
Log copy number

*  RT time 60 min.
Amplification Melt Peak
i T
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Temperature, Celsius
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Log copy number

-14 -



shs X © %

SBS Genetech Co., Lid.

RFU
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HB miR Multi Assay kit™

HB miR Multi Assay Kit I
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5 20 ‘\w
10 o —
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RFU

HB miR Multi Assay kit™

RT time 30 min.

Amplification

h
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Melt Peak

5 ™ s 0 P P P
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RT time 60 min.
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HB miR Multi Assay Kit Il

40
30
5 20 =

10

] T T d
(¢] 1 2 3

RNA Concentration (10% ug/ul)
=G0 MM =30 Min  =—s=10 min
40

30

20

Ct

L

10

0 L 1
60 min 30 min 10 min
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«  RT time 30 min.
Amplification Melt Peak

bl S P P ST e LR R PR R T

{RFUYAT

el

55 70 75 ) 25 © P
Temperature, Celsius

25 v=-3.4321x + 22.399
R2=10.9993

0 1 2 3

Log copy number

. RT time 60 min.

Amplification Melt Peak

5000

4000

2000

RFU

2000

1000

LIS SR ' ra n T

65 70 75 a0 25 90 85
Cycles Temperature, Celsius

25 v =-3.3415x + 21.884
T2 R2=10.9992

=
=
in
—

15 2 2

Log copy number

h
a
ja
rh

-18 -



shs X & %

SBS Genetech Co., Ltd. i i [
enetech Co., HB miR Multi Assay kit™

V. HB miR Multi Assay kit I
+ cDNA (Poly A & )
No. Components Volume
Template Total or sample RNA (10ng ~1 ug) X pe
HE_I Nucleic mix I 5 e
2 HE_I miR Multi Buffer 6 pe
3 HE_I miR Enzyme mix 2 pe
RNase-free water Variable
Total Volume 20 pe
> PCR
¢+ cDNA
Step Temp. Time
Incubation 37 ¢ 60 min
Heat inactivation a5 ¢ 5 min
> -20
* (Real-time) PCR
No. Components Volume
4 HB_I Oligo 1 pe
5 HE_I 2x SYBR Green Master mix 10 e
[or gPCR. Master Mix (dual-labeled probe)]
6 | HB_I Nucleic mix II 2 e
7 HE_I Dual-labeled Probe + 1 pe
Template cDNA 1 pe
Nuclease-free water Variable
Total Volume 20 pe
» 20 ul (SYBR Green)
(Real-time)PCR
> + gPCR Master mix ( )
* (Real-time) PCR
Step Temp. Time Cycles
Initial Activation 95 ¢ 15 min
Annealing 60 30 min
Denaturation 95 i 10 sec
: 40
G 60 40 sec
Extension
> SYBR Green gPCR gPCR cycling
gPCR

1. cDNA Synthesis (Poly A tailing & Reverse transcription) 2. Real-time PCR

Micro Pipette
/ \
§ \ / Micro Pipette
U
A\
CcONA y/
4/ il
&
I Real-time PCR Tube 0
|| PCR Tube v
| 'i‘\\f‘w"ﬂr
\ \
| / / \ \ \ / | V1
VUVVUVVV
J W ! d
L. HB_I Nucleic Mix [ 1.37°C, 60min 4. HB_I Oligo 1. 95°C, 15min
2. HB_I miR Multi Buffer 2,95°C, 5min 5. HB_I 2X SYBR Green Mix 2. 60°C, 30min
3. HB_I miR Enzyme Mix [or qPCR Master Mix (Dual-labeled Probe}] 3.95°C, 10min— 0 o

6. HB_I Nucleics Mix Il 4, 60°C, 40min
7. HB_I Dual labeled Probe
*(Only for with Dual-labeled Probe)

+Tatal or Sample RNA
+ Rnase-free water

+ Template - cDNA 1pl
+ Nuclease-free water

-19 -
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HB miR Multi Assay kit I

+ CcDNA (PolyA & )
No. Components Volume
Template Total or sample RNA (10ng ~1 ug) X pe
HE_II Nucleic mix I 3 pe
2 HB_IT 2X miR Multi Buffer 10 pe
3 HBE_II miR Enzyme mix 1 pe
RNase-free water Variable
Total Volume 20 pe
> PCR
¢ CcDNA
Step Temp. Time
Incubation 37 C 60 min
Heat inactivation 95 ¢ 5 min
> -20
* (Real-time) PCR
No. Components Volume
4 | HB_II Oligo 1 pe
5 HE_II 2x SYBR Green Master mix 10 pe
[or gPCR Master Mix (dual-labeled probe)]
6 | HBE_II Nucleic mix II 2 pe
7 | HB_II Dual-labeled Probe + 1 pe
Template cDNA 1 pe
Nuclease—free water Variable
Total Volume 20 pe
> 20 ul (SYBR Green)
(Real-time)PCR
> gPCR Master mix ( )
. (Real-time) PCR
Step Temp. Time Cycles
Initial Activation 95 ¢ 15 min
Annealing 60 ¢ 30 min
Denaturation 95 ¢ 10 sec
Annealin 40
- 60 40 sec
Extension
» SYBR Green gPCR gPCR cycling
gPCR

2. Real-time PCR

I Micro Pipette

1. cDNA Synthesis (Reverse transcription)

Micro Pipette

& il
V 4
\ Real-time PCR Tube 0
T || PCR Tube v
[ [ I
vavvwvu
VU VRVRVARY
|~ 1. HB_II Nucleic Mix I 1.37°C, 60min | 4.HB_T Oligo 1. 95°C, 15min
|~ 2. HB_II2X miR Multi Buffer 2.95°C, 5min 5. HB_II 2X SYBR Green Mix 2. 60°C, 30min
|~ 3. HB_IImiR Enzyme Mix [or qPCR Master Mix (Dual-labeled Probe)] 3.95°C, 10min
A 40 Cycles
— 6. HB_II Nucleics Mix I 4. 60°C, 40min

+ Total or Sample RNA

+ Rnase-free water T.{%B 1 Dual labeled Probe
(Or

for with Dual-labeled Probe]

+ Template - cONA 1ul
+ Nuclease-free water

-20 -
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VL . HB miR Multi Assay kit Real-time
Qjagen Rotor-Gene O, Rotor-Gene 6000
Bio-Rad iCvcler, iQ3, MyiQ, CFX-96, CFX-384
ARl ARI 5700, 7000, 7300, 7500 Standard, 7900HT Standard, 7700,
ARI 7500 Fast, 7900 HT, 7900HT Fast, Step One plus
Roche LightCveler 480, LightCycler 2.0
Eppendorf MasterCycler ep realplex
Stratagene Mx3000P, Mx3005P, Mx4000
VIL HB miR Multi Assay kit I
Components Pack Size
1. HBE_ INucleic mixI
HE_I RT Reaction kit 2. HE_I miR Multi buffer HMI-5101 50 Rxns
3. HE_I miR Enzyme Mix
HE_I Real-time PCR  HERONRO £
Master mix kit 5. HB_I 2X SYBR Green Master mix HMI-5102 130 R=ms

[or gPCR Master mix (dual-labeled probe)]

L. 6. HB_I Nucleic mix *
HE_I Nucleic mix I HMI-5103 130 Rxms
7. HBE_I Duallabeled Probe +

* HB_II Nucleic mix II containing extension sequence which includes part of the target microRNA sequence

"Only for gPCR Master mix (dual-labeled probe)

HB miR Multi Assay kit I

Product Components Cat. No. Pack Size

HB_II Nucleic mix I 1. HB_II Nucleic mix I HMI-S201 50 Rxns
2. HB_II 2X miR Multi buffer

HB_II RT Reaction kit HMI-S202 200 Rxns
3. HB_IIl miR Enzyme mix
4. HB_II Oligo

HB_II Real-time PCR
Master mix kit 5. HB_II 2X SYBR Green Master mix HMI-$203 500 Rxns

[or qPCR Master mix (dual-labeled probe)]

6. HB_II Nucleic mix II *
HB_II Nucleic mix II HMI-S204 150 Rxns
7. HB_II Dual-labeled Probe *

* HB_II Nucleic mix II containing extension sequence which includes part of the target microRNA sequence

"Only for gPCR Master mix (dual-labeled probe)
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