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AccuTarget™ siRNAs
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siRNA (Small interfering RNA)= target specific gene silencing2
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tion, 215 22| gene therapy S| AFEE[ USLIEL SRNAE 7|

Z antisense technologyi| b|sl CrE ot 22 HES JHX| 0 USLICH

= K2 49| screeningQEE £2 B892 siRNAZ %2 4= Q0] A2k}
ZH|1E HAY > ABLICH

=32 52 28X0Ql gene silencing0| IHsLICE

= Natural biological mechanism@ 2 target specificity?} 012 &
L|ct.

f>

SsiRNA Mechanism
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Figure 1. siRNA knockdown efficiency of siRNAs designed by Turbo si-
Designer was analyzed by Northern blot and Real-Time PCR analysis.

A) siRNA knockdown efficiency of high NGIC score siRNAs.
B) siRNA knockdown efficiency of low NGIC score siRNAs.
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B. RNAI

AccuTarget™ Genome-wide Predesigned siRNA Library

oNIE

AccuTarget™ Genome-wide Predesigned siRNA Library= ot=A4
YIS FOIRTAE EMIE|Q} HIO|2L|OPF 55 JHLSH SIRNA
design algorithm®@! Turbo si-DesignerE 0|26t predesignE!
SIRNAQILIC}. O] ArESt0 knockdown 80| 243t AccuTar-
get™ Genome-wide Predesigned siRNA DatabaseS 71&6%1&L
C}. Human, mouse 3! rat0i|A] 44,0007 O]9 target SX}0| St
132,000742] predesigned siRNA?} designz|0f /0] =2 <= 2 Ht
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*LE 2A0M 28h= Ch22t 252 supporting dataE B = 2 HIESHMOF &LICH

1. siRNA knockdown efficiency data: NC (AccuTarget™ Negative
Control) and siRNA concentration at 100 nM

2. Transfection efficiency data: PC (AccuTarget™ GAPDH/GFP/
Luciferase siRNA) and NC (AccuTarget™ Fluorescein-labeled
Negative Control)
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Figure 2. siRNA knockdown efficiency of AccuTarget™ Genome-wide Predesigned siRNA.

AccuTarget™ Predesigned siRNAs are highly effective. To determine siRNA knockdown efficiency of predesigned siRNAs, HeLa cells were transfected with sSiRNAs
at 100 nM concentration. By 24 hrs post-transfection, total RNA was isolated and the level of target mRNA was measured by gPCR. This data demonstrates the
effectiveness of the Turbo si-Designer algorithm: 83.8% of tested siRNAs induced >70% siRNA knockdown and 38.1% of tested siRNAs elicited >90% knockdown.
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AccuTarget™ Real-Time PCR Primer Library

oNIE

HO|2L|OF= siRNA knockdown validation0] & 23t Real-Time PCR
primer libraryZ M&ELICt Human predesigned siRNAO]| CHaH Al
Mo 2 HSE 11,154712| Real-time PCR primer set& 7H|st
QU&LICH HO| L]0} ZH|0|X|0fl A predesigned SIRNAZS Z{AHSHA| T
Sliet Real-Time PCR primer?t & ZA4E|0] primerS design st
HBot= AlZte BUY o~ USLICEL 2E primere| 2 282 XA
Real-Time PCR 7|7|Q! Exicycler™ 961} AccuPower® GreenStar™
gPCR PreMixZ 0|2610 AZ5tUELICHFigure 3).
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Figure 3. Real-Time PCR validation test of human oxidoreductase using AccuTarget™ Human Oxidoreductase Real-Time PCR Primer set.
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AccuTarget™ Real-Time PCR Primer for Individual Gene

AccuTarget™ Human Real-Time PCR Primer for Individual Gene

100

AccuTarget™ Human Real-Time PCR Primer for Individual Gene

200
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B. RNAi

AccuTarget™ Premade Human siRNA Sets

oNIE

AccuTarget™ Premade Human siRNA Sets2 ZA| transfection &
S0l AFRE 4= QUEZE XIZHEl 54,14452] SIRNAZ O|R0{Z MEY
LIC}.

E7H cellular process, &, & 52| A7 SH0f| E+& 25719] bio-
logical pathway (22 gene family)£ 2 X|Z=l siRNA library setS
0.1,0.25, 0.5, 1 nmoleZ X|35tH, 2} set0f] Z&tz|0] Q= siRNAE
JHEZE 10, 20, 50, 100 nmole?| CIUst 802 F& IpsEbL|CY,
Premade siRNA2| validation Z4& Ct23t ZH&LICE

(siRNA Validation Workﬂow)

Cell line + target
siRNA (5-20 nM)

AccuPrep®(Cat.No.K-3033)
Extraction Kit

Extracted RNA

AccuPower® CydeScript™ RT PreMix
(Cat.No. K-2044)

‘ cDNA syn.(RNA 30 ng~100 ng) ‘

AccuPower®2X GreenStar™ qPCR
Master Mix (Cat. No. K-6251)
Validated primer for target or
housekeeping gene

Validation with
other siRNA

Quantitative Real-Time PCR;
95°C 30 sec, 58°C 30 sec, 72°C
30 sec(40cy.~45cy.)

‘ Quantitative Real-Time PCR Result Analysis

If KD efficiency is
over 70%

(AccuTarget""Validated siRNAs)

oA
= Categorized by pathway / family

A0l W26 S2HE|0f QLT

= Available Pre-validated siRNA libraries

ZA| AF 7158t HEEl 259| SiRNA libraryQL|Ct.
RECIE R

Qi H|E CHH| ST 282 2RI o USLICL
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AccuTarget™ Premade siRNA Sets2 CHISH RNAT &&i0f 288 o~
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= Pathway analysis and target identification and validation

= Drug target HTS (High Throughput siRNA Screening)
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Figure 4. Knockdown efficiency of AccuTarget™ siRNA Library.

To determine knockdown efficiency, Hela cells were transfected with individ-
ual siRNAs at 100 nM concentration. By 24 hrs post-transfection, total RNA
was isolated and the level of target mRNA was measured by gPCR. This data
demonstrates the effectiveness of the Turbo si-Designer algorithm: 83.8% of
tested siRNAs induced >70% knockdown and 38.1% of tested siRNAs elicited
>90% knockdown.
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AccuTarget™ Premade Human siRNA Sets
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Figure 5. siRNA knockdown efficiency of AccuTarget™ Human Validated Cell cycle siRNA Set.

Hela cells were transfected with siRNAs targeting 33 different genes at a concentration of 20 nM. Total RNA was isolated and the level of target mMRNA was mea-
sured by gPCR. This data demonstrates the effectiveness of the Turbo si-Designer algorithm.
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AccuTarget™ Premade Human siRNA Sets

No. of SRNAS

SHS 0010 AccuTarget™ Human Antioxidant siRNA set 114
SHS-0020 AccuTarget™ Human Apoptosis siRNA set 290 870
SHS-0250 AccuTarget™ Human Cancer siRNA set 1,157 3,471
SHS-0030 AccuTarget™ Human Caspase siRNA set 37 111
SHS-0040 AccuTarget™ Human Cell cycle siRNA set 112 336
SHS-0050 AccuTarget™ Human Cyclase SiRNA set 21 63
SHS-0060 AccuTarget™ Human Cytochrome P450 siRNA set 52 156
SHS-0070 AccuTarget™ Human Deaminase siRNA set 22 66
SHS-0080 AccuTarget™ Human GPCR signaling pathway siRNA set 727 2,181
SHS-0090 AccuTarget™ Human Helicase siRNA set 114 342
SHS-0100 AccuTarget™ Human Isomerase siRNA set 104 312
SHS-0110 AccuTarget™ Human Kinase siRNA set 699 2,097
SHS-0120 AccuTarget™ Human Ligase siRNA set 272 816
SHS-0130 AccuTarget™ Human Lyase SiRNA set 123 369
SHS-0140 AccuTarget™ Human Motor siRNA set 122 366
SHS-0150 AccuTarget™ Human NF-kB pathway siRNA set 37 111
SHS-0160 AccuTarget™ Human Nucleic acid binding siRNA set 2,573 7,719
SHS-0170 AccuTarget™ Human Oxidoreductase siRNA set 551 1,653
SHS-0180 AccuTarget™ Human Peptidase siRNA set 491 1,473
SHS-0190 AccuTarget™ Human Phosphatase siRNA set 188 564
SHS-0200 AccuTarget™ Human Receptor siRNA set 1,516 4,548
SHS-0210 AccuTarget™ Human Transferase siRNA set 1,428 4,284
SHS-0220 AccuTarget™ Human Transporter siRNA set 1,021 3,063
SHS-0230 AccuTarget™ Human Tubulin siRNA set 20 60
SHS-0240 AccuTarget™ Human Ubiquitin SIRNA set 77 231
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B. RNAi

AccuTarget™ Real-Time PCR Primers for Premade siRNA Sets

oNIE
Premade siRNA set0i| L3t Real-Time PCR Primer Library= §8%t 7| &'& pathway 2501 [HHE 11,154702] primer setZ XS & LICH dSDNA
binding dye 2+419| Real-time PCR (AccuPower® GreenStar™ qPCR PreMix, Cat. No. K-6210)0]| & HZS 0|8% A2 H<2 specificstl

sensitivedt ATE A2 4= UFLICE

oF2HHE

F-IEI

AccuTarget™ Human Antioxidant Real-Time PCR primer Set

AccuTarget™ Human Apoptosis Real-Time PCR primer Set 277 50
AccuTarget™ Human Cancer Real-Time PCR primer Set 1,082 50
AccuTarget™ Human Caspase Real-Time PCR primer Set 35 50
AccuTarget™ Human Cell cycle Real-Time PCR primer Set 111 50
AccuTarget™ Human Cyclase Real-Time PCR primer Set 20 50
AccuTarget™ Human Cytochrome P450 Real-Time PCR primer Set 37 50
AccuTarget™ Human Deaminase Real-Time PCR primer Set 19 50
AccuTarget™ Human GPCR signaling pathway Real-Time PCR primer Set 566 50
AccuTarget™ Human Helicase Real-Time PCR primer Set 112 50
AccuTarget™ Human Isomerase Real-Time PCR primer Set 91 50
AccuTarget™ Human Kinase Real-Time PCR primer Set 673 50
AccuTarget™ Human Ligase Real-Time PCR primer Set 261 50
AccuTarget™ Human Lyase Real-Time PCR primer Set 118 50
AccuTarget™ Human Motor Real-Time PCR primer Set 111 50
AccuTarget™ Human NF-kB pathway Real-Time PCR primer Set 37 50
AccuTarget™ Human Nucleic acid binding Real-Time PCR primer Set 2,235 50
AccuTarget™ Human Oxidoreductase Real-Time PCR primer Set 502 50
AccuTarget™ Human Peptidase Real-Time PCR primer Set 461 50
AccuTarget™ Human Phosphatase Real-Time PCR primer Set 179 50
AccuTarget™ Human Receptor Real-Time PCR primer Set 1,288 50
AccuTarget™ Human Transferase Real-Time PCR primer Set 1,355 50
AccuTarget™ Human Transporter Real-Time PCR primer Set 946 50
AccuTarget™ Human Tubulin Real-Time PCR primer Set 11 50
AccuTarget™ Human Ubiquitin Real-Time PCR primer Set 70 50
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AccuTarget™ Custom Designed siRNA Synthesis

oIl

Custom siRNAE= 1240 Q315H= siRNA sequenceE sl =2
= AMH|ARILICE. HIO|QL|Ot0l|A SRNAE stz HR0ll= free-
design MH|AE MS2HE o= ASLICE

Pre-designed siRNA 0|2[2] R XK= Turbo si-Designerdi| 2JsH |
£ 51 &4d0| 2455, StLtel X0 CHSIO] M| 2 O]+f2| siRNAS
design % $H& 4 QIELICH HHYHH O 2 Bio-RP, HPLC HX|S MEd
B 2 QIELICE EESH 2I8EA|= SIRNA sequencei] CHFSH modifica-
tion= ZtsYLICt Cfot 282 MEHETO =M LIS HEHS| sIRNA
S FEY & USLICL sSRNAE BHIYY, annealing 7/7, SZUZX
IE= ready-to-use &2 A1 40 k2t &0 MS-E LI

Modification 22l siRNA@bioneer.co.krZ HYS EL FA[HLE
042) 930-85930 & 912k A|7| HIZLICH,

Custom SiRNA= E2AL2| £|HEF clean room A|A0A =l & Hf
0|2L|0}2| Bio-RP purification system2 E3ff HX|ELICE X
SIRNA= MALDI-TOF Mass SpectrometryZ 0|23t £Z! ZHAtZ Alsh
5t & HEl SIRNATHS Y& eLICE Bt &2 22| SRNAS oH
CHH, HPLC purification MEHS =X |CHFigure 6).

Annealed SiRNAZ 285t F20l= 532 sense?t antisense
RNAZ annealingstd] double strand formQ 2 X|Zi5t kS, PAGE
2 double strand siRNAJ} H[CHZ BFEO{H=X| 2H016H & HlZ8H=
2L|CHFigure 7).

o ER

= Guaranteed performance

XtAE siRNA design program= 0[&5610f custom siRNAZ design SF
o 4R, Y T 3 S 27071 20 = 80%2| knockdown &2 Lt
ErLICE J%X| 2 F2 FEE 2942 sIRNAE 212 HS2LCt.
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= siRNA design service
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Figure 6. MALDI-TOF Mass Spectrometry Analysis of a custom siRNA.
All siRNAs are subjected to MALDI-TOF Mass Spectrometry to ensure its quality.

+«—DS

«—SS

Figure 7. PAGE data of annealed double-stranded custom siRNA.
Complementary single-strand RNA strands were hybridized to form siRNA du-
plex and analyzed by 15% non-denaturing PAGE.

SS: single-strand RNA, DS: double-strand siRNA.
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B. RNAi

AccuTarget™ Custom Designed siRNA Synthesis

o Modification available for custom siRNA

5'- Modification 3'- Modification Internal Modification x| e HXZE (nmole)

5' Fluorescein 3'Fluorescein Phosphorothioate 10

5' Phosphorylation 3' Phosphorylation 2'-OMe-rA, rC, G, rU

5'Biotin 3'Biotin 2'-F(A) 20

5' Amine 3' Amine 2'-F(U)

5'TAMRA 3'TAMRA 2'-F(G)

5' Thiol 3' Thiol 2'-F(C) P >0

5' Cyanine3 3'DABCYL Inosine

5' Cyanine5 3' Cholesterol Deoxy-abase 100
5'PEG 2000 3'PEG 2000 Chimeric DNA

5'Cyanine5.5 3'Cyanineb.5 Phosphorothioate

v 21 2| Modification g 0% 5! 7142 B= 22| BiR{LICE

= M&3E0 HEHQ IAHMH|A *SIRNA HIE 3 A
SIRNA A&0] A%6HX| 942 TMET BALS| XES LS AX|  E-mail: SIRNA@bioneer.co.kr
EX| o oA JEs WO £~ ASLICH Tel: 042-930-8593 (22| 1 &)
SIRNAE 0| 8%t Lot &S0 Chsl ++1A7He] Z&0| XM= vio|2

L|OFe| A AS0| DMZ2| TF0)| CHal L1551 FIESHH BeH=RL

ChHZ 3 Ag 28 22| A2 CH32| O|H|Y = Mol = it

= FA|H YA HHs SRILICE

46 | BIONEER



AccuTarget™ Control siRNAs (Positive / Negative)

oXNE e
AccuTarget™ Positive Control siRNA= target geneOfl CHSHY &=
2 289| knockdown 215 LIE tL”LIEHFigure 8, 9 & 10). House-
keeping genel 2 'F2| A2 k|= GAPDH ! reporter systemQ 2 &
L2471 GFP2}luciferasedi| Ci$t positive control SIRNAZ Ml&&L|CY.
LSk mouse positive control2+ Lamin A/C or PPIB (cyclophilin B)
Ofl CHol 22X Q1 sSIRNAE Ml ELIC.
Humanzt mouse, ratof|X| 359 2 AtE PH5%H AccuTarget™ Neg-
ative Control siRNA= non-targeting sSiRNAZM], humanz} mouse,
rate] &e4Zl BE QHEXE0| tish homology?t =2 sequence®iL|
C}. M2kM 2E QTXI2| knockdown A0f| negative control2 At
8e & U0IM HE[FHLICE Transfection 2ES | 2HESH| 5t
O] siRNA uptakeE &0l %= QU= fluorescein-labeled negative
control siRNAT S H|ZetL|CHFigure 11). St 2HHSHD {26t
positive?t negative control SiRNAZ L€l control set® XS &L
C}. AccuTarget™ Positive Control SiRNA2F Negative Control SiRNA
£ H}O| L |0t 2T|O| X|0f| M &Sh= scalert purificationS MEHSH
Z0| 2FsFLICt.

o EZHE

"E2RE
90% 0|4k2e| knockdown R &8 2= positive control SiRNAZ X|&
GLct.

= Monitoring of transfection rate

HUZEE labeling=|0| H2|5PH 25 H30| 7Fstt
trol sets& MlEELICY.
= k3| F0l 7}

0171 H|R CHH| 2CHE}El

negative con-

582 FHY 4 UBLICE

Positive Control siRNA

1. GAPDH-siRNA
A) Northern blotting

NC GAPDH
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< Actin

Figure 8. Effects of Human GAPDH Positive Control siRNA.

B) gPCR
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HelLa cells were transfected separated with AccuTarget™ Human GAPDH Positive Control and Negative Control siRNA using lipofectamine 2000 (Invitrogen) at a
final concentration of 100 nM. Total cellular RNA was isolated from transfected cells 24 hrs after transfection and subjected to northern blot and gPCR analysis. As

can be seen from Figure 8-B, about 3% GAPDH mRNA remained.

2. GFP-siRNA

GFP-siRNA

MNegative control

Figure 9. Hela cells in a 24-well plate were co-transfected with 200 ng
of CMV-GFP plasmid and 10 nM of GFP siRNA using lipofectamine 2000
transfection reagent.

Next day, the expression of GFP was observed by using a Nikon Eclipse TS100
epifluorescence microscope. In contrast to bright green fluorescence of GFP
protein in NC-siRNA-transfected cells, no fluorescence was detected from
GFP-siRNA-transfected cells, indicating efficient knockdown of GFP by using
our positive control GFP-siRNA.
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B. RNAI

AccuTarget™ Control siRNAs (Positive / Negative)

3. Luciferase-siRNA

12000
100.00

Relative luciferase activity

NC pGL-siRNA

4. Mouse Positive Control siRNA

Figure 10. Hela cells in a 6-well plate were co-transfected with 400 ng of

CMV-luc plasmid and 10 nM of luciferase siRNA using lipofectamine 2000
transfection reagent.

Next day, cells were harvested and assayed for luciferase activity. As shown
in Figure. 6, co-transfection with our positive control luciferase siRNA led to
efficient knockdown of luciferase activity (85%-95% knockdown compared to
luciferase activity of NC-siRNA-transfected cells).

] Figure 11. Effects of Mouse Lamin A/C Positive Control SIRNA.
Expression of Lamin A/Cin Hepa1-6
P P Hepa1-6 cells were transfected separately with AccuTarget™ Mouse Lamin
120 1 A/C Positive Control and Negative Control siRNA using Lipofectamine RNAimax
. 100 (Invitrogen) at a final concentration of 1 nM. Total cellular RNA was isolated
23 100 4 from transfected cells 24 hrs after transfection and subjected to real-time PCR
5 =inM analysis.
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Figure 12. Effects ovf Mouse PPib (Cyclophilin B)
Expression of PPib in NIH3T3 Expression of PPib in Hepa 1-6 Positive Control SIRNA.
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Hepa 1-6 & NIH3T3 cells were transfected sepa-
rately with AccuTarget™ Mouse PPib (Cyclophilin B)
Positive Control and Negative Control SiRNA using Li-
pofectamine RNAimax (Invitrogen) at a final concen-
tration of 5 & 1 nM. Total cellular RNA was isolated
from transfected cells 24 hr after transfection and

miom subjected to real-time PCR analysis.
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AccuTarget™ Control siRNAs (Positive / Negative)

Figure 13. Hela cells transfected with FITC-| beled siRNA (Cat. No. SN-1021, Bioneer) was observed by
confocal microscopy.

The fluorescent cells indicate that the target cells were successfully transfected with the siRNA.

=
zeHe

AccuTarget™ Positive Control siRNAs

SP-1001 5
SP-1002 Bio-RP 10
SP-1003 » ) 20
AccuTarget™ GAPDH Positive Control siRNA
SP-1011 5
SP-1012 HPLC 10
SP-1013 20
SP-2001 5
SP-2002 Bio-RP 10
SP-2003 . , 20
AccuTarget™ GFP Positive Control SiRNA
SP-2011 5
SP-2012 HPLC 10
SP-2013 20
SP-3001 5
SP-3002 Bio-RP 10
SP-3003 _ . ) 20
AccuTarget™ Luciferase Positive Control siRNA
SP-3011 5
SP-3012 HPLC 10
SP-3013 20
SP-4001 5
SP-4002 Bio-RP 10
SP-4003 , N 20
AccuTarget™ Mouse Lamin A/C Positive Control
SP-4011 5
SP-4012 HPLC 10
SP-4013 20
SP-5001 5
SP-5002 Bio-RP 10
SP-5003 . . 20
AccuTarget™ Mouse cyclophilin B Positive Control
SP-5011 5
SP-5012 HPLC 10
SP-5013 20
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B. RNAI

AccuTarget™ Control siRNAs (Positive / Negative)

AccuTarget™ Negative Control siRNAs

RIS H=EY M Y 2 (hmole)
SN-1001 5
SN-1002 Bio-RP 10
SN-1003 20

AccuTarget™ Negative Control siRNA
SN-1011 5
SN-1012 HPLC 10
SN-1013 20
SN-1021 5
SN-1022 AccuTarget™ Fluorescein-labeled Negative Control sSiRNA HPLC 10
SN-1023 20
AccuTarget™ Control siRNA Sets

R HD =Y I e 2 (hmole)
SS-1001 AccuTarget™ GAPDH Control siRNA Set
SS-1002 AccuTarget™ GFP Control siRNA Set Bio-RP
SS-1003 AccuTarget™ Luciferase Control siRNA Set

5 nmole positive control
+ 2 nmole negative control
SS-1011 AccuTarget™ GAPDH Control siRNA Set
SS-1012 AccuTarget™ GFP Control siRNA Set HPLC
SS-1013 AccuTarget™ Luciferase Control siRNA Set
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SiRNA Oligonucleotide FAQs

S ol x93
e

1. Pre-designed siRNA =22 O{¥H| 5lLt2?

HIO| 2L|Otof| M THaidt= AccuTarget™ Genome-wide predesigned
SIRNAE= Human, Mouse, Rat0i| CishA 25 design |04 &LICH HE
0|2L|0} ZH|0| X|(www.bioneer.co.knE S8l X1 2t 2 Ql&L|

C}. Symbol, Gene No, Refseq accession No, Description2 Sdlf &
Alfet - IELICE 22|10 HH 3F 3, 28 (nmole)S HEigt & =
22 2 ASLIC

252 S 7[2h2 Aoht 22|LER?

o e =2
2E SRNAHIZE F2 2 € 2~4Y 2 HEFS LA + UL
7152l modification0| A2 B &g 20| 2t S ELIC

3. HIO| 2L|Ot0f| A= Z|cH B basetX| B J158101Q7?
Single strand RNAE £|CH 85 mertX| AH|A JHs6HH siRNAE 30
merJiX| St 2pA0 2 X 2sl| Z2ILICt

30 mer O]Af| siRNAZ} ZRdtAl AL BT
co.kr) HHZfLICE.

=9|(sirna@bioneer.

FE8l|A 2| £|= siRNAS| A= OEHotR ?

Genome-wide predesigned siRNA, Validation siRNA, siRNA Li-
brary, Control sSiRNAE= Sense®t Antisense 2/2t2 Y s = X
(MALDI-TOF mass 2f2l)gt L2 “"Annealing” 23S M Duplex &
Bi2 X 2 ML 0|12 &7 83l =2l= DEPC D.woi| /st
Al 5E(100 pMZ HE )2 =0{M Hi2 Aol ALESHA|IM LT
Custom siRNA =2 A| Annealing serviceE 21sHA BL Senselt
Antisense 2/2f2 5 s 2 MX|(MALDI-TOF mass 2tQl) ot Lt
"Annealing"2P4g HA Duplex2 HZE & M ZSILICE 0|2 e 52
8l E2|= DEPC D.W.0|| ¥ISHAlE 52(100 uME HHENZE S04 At
25tA|H ELICE Annealing serviceE AASHA| 2041 B2 anneal-
ing buffer (1X)2 0|28} S2&|= annealing protocol CHZ an-
nealingdtA|H ElL|CH

5. In vitroOj| A A&E 24101 Sh=0| O™ scale?| sSiRNAE FE6t=
210| £Z27t2? 12|11 purification 0ftH HtH-S MEHSHOF &tQ?

10 nmole scale@| siRNAZ 100 nMZ transfection $tCHH 6 well
plate 7|&22 100712| welloj| transfection a2 Qs YYLch ¥

HERO| M| IL AlS10]| A= Bio-RP PurificationS MEHSIME 22 H1l2

—
HOM 4 YLICk

6. Chimeric RNA 4= 215310197

U, 7HsELICE dA, dC, dG, dTE 2I8HAl= sequenceZ DNARH RNA
7t 4104Q)= chimeric RNA2| BfdsHA 2= QIELICEH St 2'-0-Methyl
HEH2 RNAS} 2-F(rA, rC, rG, rUrU, rC) RNA &4 = JHsELCt th =
T AMoll= el =& QHH manual2 [t ZH0|X|0f|A HtZ =2 It
seLch

7. 51Lt2| gene0f|A 47l 0|49 candidateE
A sHjorstLta?

Ht0|2L|0t2| Genome-wide predesigned siRNA2| AL 3719 can-
didate”tX|2t MZ LT 47K 0|42| candidateS 26X SHA|H
Custom siRNAQZ FE28HA|TH ElL|CH siRNA2| sequences FES
SEAMOFZH ZIQIBHA 4= QUELICE =20 L2 sequence®} H|mEHHL
Design =S HHst X} 14 AL 0|H|¥(sirna@bioneer.co.kr) 2
AZFFAIH AP FHHSERILIC

FEoL AgLCh ofE

8. AccuTarget™ Genome-wide predesigned siRNAS F269
Ol 250[ £X| 2AUSLICH oA o Enta?

0x| sRNAZ PAGEE E0I8] BA|T siRNAJ} SSHE|X| OQfrtod
transfection 282 QIS A{OF SIL|C} HIO| QL|OFOf| A St @ MKtz
3712| Pre-designed SIRNAZ FOiSH = 1 5 2917+ 80%2] knock-
down 288 EO|X| %42 F2 22| SRNAE FHCE HSSHERIL|
Ct. C2k of2§2| supported data X|Z0| HREHLICY,

rr

1.siRNA 28 £X data

NC: AccuTarget™ negative control, SIRNASE: 100 nM
2. Transfection 28 £% data

PC: AccuTarget™ GAPDH/GFP/Luciferase siRNA

A2 AEAo|M AFRSIMA knockdown efficiency 7t LIE t'—*E‘I
siRNA data = positive control 2 QIHILICH T, 0] AL cell line &
transfection method 7 &&5IA| 218450 F=A{0f ILICE.

9. 814 %l siRNAO[= 5" EE= 3" 2| X|0f| phosphate?| 20{ULIR?
FaoH M B2 X|A[SHX] ¢4 5 1t 3 X|0fli= -OH 2|2t 20
USLICE m2kM 5 phosphate?t A=l SIRNAS SEA|H 5' phos-

phorylation modificationEl SiRNAZ F25kA0F LIt

Modified siRNA

1.Modified SIRNAS| 258 Y1 H&LICtH

SIRNA2| LISt 222 2[8liA= modified=! SIRNA2| AF20| Z s}
0 sSIRNAZ modification 512| ¢[8liAM= 0{2] 21X o] S8E == U
OL} Jp% 2HHSH 242 phosphoramidite BEHS 0] 236104 siRNA 4
7|E Sl SIRNA 401l labelg £A5t= 21 ALICE.

SiRNA2| 5'2|X]0fl modification0| 2Rt A= HoliZl QI |HHLQ|
SIRNA 40| 2t2 %l 3 |abel phosphoramiditeS AFR3EH0] 59/ X|0f|
LA ZM B O Z SIRNAQ| 5 2{X|0]| labelS £&t6HAH| ElL|
Ct.
3'-Modification?| 2= 5-moadification ECt 2
labelO| OJ2| EXHE 1 XXM ZEE] SIRNA g2 30 =M
Q|X|0]| labelo| FAH=El SIRNAZ ghAdst 2~ QIAH| ElL|Ct.,
Deoxyuridine?| base2| 5" 2| X|0j| label& =& phosphoramiditeE
0|23} SIRNA 214 A| ¥8H= sequenced| label2 E¢ig 4 Q0 &
I} O 2 internal modified siRNA2| 40| 71581 ElL|Ct,

Cr22 Hio|L|0tof|A B K| 28H= modified SIRNARILICE
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B. RNAi

SiRNA Oligonucleotide FAQs

=5 Amine - 3' Amine Modification

= 5" Phosphorylation & 3' Phosphorylation

= 5' Thiol - 3' Thiol Modification

= 5' Biotin - Internal Biotin-dT Modification

= 5' Fluorescein - 3’ Fluorescein Modification
= 3' TAMRA Modification

0|49 modification Z&t510{ 1000{ Z2| modificationS 25}
1 oL| EHOo|X|ojA sH= modificationS ZHOISIA|0] FE6HA
A QIAL|C}H
T Mg .

oH

3y
1. SiRNA= O8] 22K HotLt 227t ?

UBFHO 2 HIO|QL|OfOf|A X5 2E SiRNA KIZ2 clean roomd|
A HIEE|0] -20°CHA 113 0|4 QPHRILICE, £3] £|% KlSsi=z2l A

b2

O Lod
Z YOI NE2 HOf FYH o 2 H st o Q&L T &8¢ DEPC-

DW= =21 8 AEHO| sSIRNAE 57| 52| RNaseS E2stT QU= off
O2Z YA S071H 2ol = A0M 25 X3t EY + e
2 &t siRNAE BFO A 20 clean bench0fl A 0421 7H2| RNAse-free
tube2 2310 22UZ Hdt F QYR M2 ALESHA = A
O HFZFEISLICE RNAS| A2 pH 11 O10llA= hydrolysisoi| 2[3f
phosphodiester bond?t & 4 UCL| F2|E RL|Ct

2.5iIRNAE O 2| 83HiA|7|LIR?
SN HEZ Hry moll= HE EE Al 38510 2= DEPC D.W.0]|
ZO{FA|H o Q2f 2248 4 AUELICH

3.Fluorescent dye modified SIRNAE O] €| 22ts}{of 5tLtR?

S0 e BT F&0| oA -~ A2 B 2 HI0| XHTHEl 8210]| Z2H5H|
1 MYohe HAT 50| S0{2X| Oh= FAMM HRStA = 210 &
ZLICE Cyanine 3, Cyanine 5= pH 9 O|A0j M= 23812 4~ Qloaz
Cyanine 3, Cyanine 5 modified sSiRNA= 2t A| basic ¢t 2t T
SH= = SPMOF LTt

a
JyUsE
1.5iRNA2| 0.D. 2t2 RS 2|0[5tLtR?
&g sIRNA= 04 0|02} 01 = H =2 YO[ U=X| FHIE XM Lot
L7 |= OH SLICE [2tM siRNAS| 3lo] S-S F7010] 2%

O Bh SRNAQ| M2 S| £|=L 0|l Blo| E42+2 0.D. (Opti-
cal density) 2f2.2 HEA[RL|CY,

2. /8% siRNAZE 3 ng QIX| & £~ QULEQ?

UHPHO 2 SIRNA 442 Guarantee nmole THI2 AINE|H $HIEl
ZIE 25 nmole T2 report ElLICH SHX|2H ALSSHIX} SHA f
ng = g THRIZ SHAUCHH moleg g 2 2hFSHAITH ELICE Report
Oll SIRNAS[ ZXIZ0[ FA|=|2| WHZ0 12| B o~ USLIC.

2XtZ(g/mol) X mole £=(nmole) = siRNA2| ¥(ng)

3.3 SiRNAQ| S QHL HiEHO|| Cljsh A
24 SIRNA &g AIE0]| A0{%l= ‘volume for 100 pmole/ul’ 2h= &
2100 pmole/plQ| S 2 BHSD| QJsH &otsHoF & DEPC D.W.S| 42
0|OF7|SHL|C} BFO Al 2| E £X|0f 2k2t 1001} 2002+ T HSACHH 2t
oligomer tubedi| X1 T2 212t DEPC DW. £ 100 i} 200 piZ
212} HI18HE [ S =2} 100 pmole/ul?t EILICE,

Z, 2t tubelfl= SiRNAY}
100 pl x 100 pmole/ul = 10,000 pmole = 10 nmole,
200 pl'x 100 pmole/pl = 20,000 pmole = 20 nmole

% 50f QgLIc,

AHEBHAlE SX0f [t SiRNAS| =5 LS| A7Esto{ofF oFx 2t &
BP0 2 M%o| AL 100 pmole/ul =2 52 [ AL&SI | He[s
7| TH20f, 2 Aol K| Z8H= sheet0fl= =2 100 pmole/lZ BHE
7| /%t volume g HZst= ZULICE

AlS
=

lo

1. SIRNA A1
Aim, ngge
QoIsg
nl

=
piesge}

67| Toj| f'gstof 2 2 FAYULIF?
SIRNA C|X}R12 sequenced] 12 02| 2|, At
102 XMoot T2 0] fslf 0= &[] IHE0H K|
IRNAES MH5P| 28l = 3712 SRNA ZESS 22}
1Y FE0| =2 siRNAMZE S L=sf{of giL|ct.
T, THEE 2011 M SIRNA ZH80| 2fsh AH2 S F2to| 216t
7| flstiM=, HA sSiRNA K2(0)] 2fsh B R X mRNAJHESHE =X
Real-time PCRS S3f| 21013t & ELISALt Western blotS Edlf &t
2 2ol AM|E 2HoIStA| T ELCt
AT, RNase 22 £|A2s{0F FLICE. RNase= IR, &% &7[#
2t OotL|2t 57| & HIO|R 0| 2E0]| EXfstL USO.Z 0[213t RNase
off 2fsf 23 E SIRNAS AFS Y FP Hot= AnE ¥S o it
iy, Aol ARS8 MIZe| HENE HYSHH R X[sHOF RHL|C HEst
MIZE 25 QX|[61K Transfection reagentE 0|23 M S SHAOF &
LICE M|ZE222} 2 3O transfection 280] EO{& 2~ USLICE
CHIM, CHER S A0k 212 ZAate| siAlof 2 ==20] ELICh o
O, S9HER, J2| 0 e HX| siRNAE A IPE0M U = AU

£ A 22 A3 {0 988 solstn| BAHYLI,

ESH
=]
}._.__

o
—
o
2 5

bl

r
J

oraﬁ
LT
H on

nx
i
o

1N

rJ

2.sIRNA 22 X3 AlZ51240 FL|CH o8| A ZAHS TESa?
M EHAEE TIHSIATM sIRNAS| X|2| &=, HHYFE MIZ2| 4~ anti-
biotics2| H|2| 2| FIt XS X7ot= WO = TISHA|M L
FIIE SR, SRR, 2|0 HE BX| siRNAE Aol =2
2 T 2P0l AntsiMo| 2 22 SLICHL siRNA HEo|M 53t
712 siRNAZL Cell LHOf| M[CHZ delivery &= 210|122, 7|&0| trans-
fection 220| St MEFE ALESHE E2R, BIEA| T 2fEd
=l scrambled siRNAQ! NC-FITCE YOI RAO 2 SH M| LY ME
2 =Rlgk= 2ol Lt

S4XH HEO| L |OtOof| A THOHE| 11 Q= Positive controlO|Lt NC-FITCE
0|83}0{ 2ICtsH| siRNA deliveryS 2 LIE{RISH 4= Q& L|Ct
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SiRNA Oligonucleotide FAQs

* Positive control: AccuTarget™ Positive Control siRNAs (Human
GAPDH,GFP,Luciferase)

*Negative control: AccuTarget™ Negative Control siRNAs (Hu-
man, Mouse, Rat)

*NC-FITC: AccuTarget™ Fluorescein-labeled Negative Control
SIRNA

3. siRNAZ transfection 617| |8t M| ZH|QYF ZHE %ot HLtsntQ?
SiRNAZ transfection 17| [t cell density= 2F 60-70% Y=ot &
SerL|CHHela cell, 6-well plate 2|2 1.5 x 10° cells/well, & AL X}
Of ZAof 2t ZH0| HRTL|CH).

4. SIRNAS| MIZ H2| A| 2nte] SEE ALgsHof siLt?
Starting concentration2 100 nMO|H, 5 =& 3201 7} A A5
= NI 20| 2| optimization 2FH0| RS ITH100 pmol/well).

5. 10 nmole2| siRNAZ O{*27| 100 nMZ transfection & 4= ¢!
na?

1% ol 258HA = 2EQUL|CE siRNAZ 100 nMZ 6 well plateQ]
StLEQ| wellof|A] transfection S [, Transfection S2H(HHF &)
9| volumeO| 1 mIO|2Z 100 nM(100 pmole/ml)2| =2 siRNAZS
X{2]5t24H 100 pmole 22| SIRNAZF ZQ$HL|C} 50 uM(50 pmole/
ul) stock®| siRNAZ 2 ul '€2™ 100 pmole2| siRNAZ transfection
¢k 20| ELCh 2ref 10 nmole Z25EAIT 100 nM(100 pmole/ml)

transfectionA| 1007H wellof| AFE8}A 2~ QI&L|CY,

mjo

6. SiRNAZS transfectiondt?| 2|3t transfection reagente 242
ArZdlioFstLtR?

ABsl = HIIE 20| [2F M2fot transfection reagent AFE 2 A&
EHL|CE Cell lineOtCt AFR E|&= reagentO] 12t SIRNA &80 Xt0|2} Al
Z 3 UOL| L HEAEL| 7|2 AEES IS ARSSHA|IH ELICH.

7. siRNAQ| transfection efficiencyS &9 IBfE HHO D010|7tQ?
NC-FITCZE transfection & &&5i0|H &S E8f transfection effi-
ciency Z10] 25 RILICE ESHNC-FITC= S|RNA9f ransfection re-
agentQ| AFEs L B M|IL 2O 2§ 2 AE0]| YA transfection
XUSAMEISP| eHEHAE A|0FO ARE! 4~ QISLICE

8. SIRNA AI30f| AL28}= controloil= Ot 210 JLER?

Humanzf Mouse, RatOf|A 352 2 AME I3 AccuTarget™ Neg-
ative control SiRNA= non-targeting SiRNAZM, Humanz Mouse,
RatQ| Yz{Tl R E QMXIE0] s homology?t %2 sequence@L|
C}. 2k 2= RTXIC| knockdown A0l negative control 2 A&
g = A0iM HEL

AccuTarget™ Positive control siRNA (human)= target gene0f| Ch
5104 =2 289 knockdown 227 201l SiRNA SQILICE 2E
MM LHE= house-keeping gene®! GAPDHO Cigt 284
91 SiRNAS X|&38tH 0|5 3l transfection 288 2HEX 0= 210l
8l & 4= USLICE 0|2|0f| = reporter geneL = 0| AFEE|= GFP9f
Luciferase0]| Cislf 12 82| knock-down 21tE EO0|= SiRNAS

Positive Control SIRNAZ Ot QUELICk

9.siRNA2| knockdown 222 &Q1517| 9I¢H &8 AH2 FAULIN?
gRT-PCR, Northern blotS S =

1, Western blot S| A3 S Eoff ofigh CHHEIo| kA S BH0Is}
UCH, YHFX o 2HHSI D Hekolo] JHy F2| ARBEls &4
gRT-PCRZ S3l Negative control siRNA Cit| &3 Xdi 282
ot ULt

10. AccuTarget™ Genome-wide predesigned siRNAs= 2L
SILAHDITBLOI QI HIO| QL|0PI} ZEO 2 Jist Z2XOI SIRNA
A7 algorithm@! Turbo si-DesignerZ 02510 predesignEl siRNA
QULICH HAIXQI Turbo si-Designers A0 &2 knockdown &
20| BB =l AccuTarget™ Genome-wide predesigned siRNA data-
baseE M35t UASLICE

o1, Hio|L[of] AIO|EO = Human (18,048 genes), Mouse
(17,117 genes), Rat (9,392 genes)d| Lt predesigned siRNAZ &
Y 2 2-38 Z HES LA 2+ JUBLCE

11. EX QHXI0|| LS SIRNAS T2 4 QULIR?

HIO|QL|Of2| =2 ALO|EOj|A| 25t= QHX}C| 0|2 = Gene acces-
sion No.£ ¢J24%t = ZHME| 5iRNA candidateE MEHSI ZE6HA &=
USLICE f8h= STXL0|| CHELG Predesigned siRNA 2t OF:l Cus-
tom SIRNASZ Z2 A| Turbo si-Designer algorithm& St siRNA
CIXIRl MH|AD} OH55HH 0|0 (sira@bioneer.co.kr)g &3l F2

SHAl 2 QIALCE T S O HXof| CHEFK 37 0Ate| candidate =
= A2 M E LT

- T1od
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B. RNAi

User Protocol

Dilution Protocol

1. Briefly centrifuge tubes (or multi-well plates) containing siRNA
to ensure that the siRNA pellet is located at the bottom of the
tube.

2. Dissolve siRNAs to a convenient stock concentration using the
recommended volume of DEPC-D.W. (or RNase-free water)
shown in Table 1.

3. Pipette the solution up and down 3-5 times (or vortex briefly).

4. Briefly centrifuge tubes (or multi-well plates) containing SIRNA
to ensure that the solution is collected at the bottom of the
tube.

5. Aliquot the siRNAs into small volumes and store at -20°C. SIRNA
is stable for 1 year under the specified storage condition. For
best results, limit freeze-thaw events for each tube no more
than five.

Table 1. Recommended siRNA resuspension volumes and concentrations.

: DEPC-D.W. volume(pl) for desired final
siRNA Amount .
concentration

(nmol)
100 uM stock 20 uM stock
500

10 100

20 200 1000

£2 500 Exceeds tube
100 1000 volume

Transfection Protocol

*We use the Lipofectamine™ RNAIMAX (Invitrogen; Cat. no.
13778) and Hela cell for transfection procedure.

* This protocol is fixed at 6-well plate in vitro culture condition
(if you want to change this condition, you have to consider the
relative surface area (Table 2) and Invitrogen protocol, when
you are seeding the cells into the culture dish).

1. One day (24 hrs) before transfection, plate 3.0 X 10° Hela cells
in each well with 2.5 ml of growth medium without antibiotics
such that they will be 50~60% confluent at the time of trans-
fection.

2.Remove the growth medium from the 6-well plate before
transfection. And add the 500 pl fresh growth medium without
serum in each well.

3. For each well to be transfected, prepare siRNA duplex-Lipo-
fectamine™ RNAIMAX complexes as follows.

3-1. Dilute siRNA duplex (making final concentration as 5
nM~100 nM) in 250 pl growth medium (or Opti-MEM |
Reduced Serum medium) without serum. Mix gently by
vortex.

3-2. Mix Lipofectamine™ RNAIMAX gently before use, then
dilute 3.5 pl'in 250 pl medium (or Opti-MEM | Reduced
Serum medium) without serum. Incubate this solution 5
min at room temperature.

3-3. Combine the diluted siRNA duplex with the diluted Lipo-
fectamine™ RNAIMAX. Mix and incubate for 20 min at
room temperature.

4. Add the mixture to each well containing HelLa cells, which result
1 ml as total volume. Mix gently by hand rocking the plate back
and forth.

5. Incubate the cells for 5~6 hr at 37°C in CO:z incubator.

6. Change the medium with fresh one containing serum and in-
cubate the cells 24~48 hr until you are ready to assay for gene
knockdown.

Table 2. The relative surface area of in vitro cell culture dish and culture
media volume.

Relative surface | Volume of platin
area medium

96-well 0.2 100 pl
48-well 0.4 200 l
24-well 1 500 pl
6-well 5 2.5ml
60 mm 10 5ml
1700 mm 30 10ml
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B. RNAi

AccuTarget™ miRNAs

Ha

MicroRNA (miRNA)= 21~25 nucleotide (nt)2| small non-coding RNA £Xt2 A ZISHME 0| QTX} 81512 X|o{sh= ZEEEIQULICE AR
2k 1,700 04Z2| miRNAZ} 22X Q! SMH(miRBase version 22), 0218t miRNA= EX& NZo|A EX A| 0| Ldi£|0] mRNAS| LisiS & mEHA
ZHEILICE 22 mRNAL| 3'-UTRO|| Z&st0] 24l 23} Z41 apoptosis, stress response 52 E ot LHREE0| M| 7|5 ZH0j| 21045}

O = YefX JUSLICE

mMIRNAS| MM e = EiA|o] I o 2 O|R0{FLICE £|ZX 9 mIRNA HAK|(primary miRNA/pri-miRNA)Zt st Qtof|A Drosha2h= RNaselll type
2 A40] 9J8l 70~90 nt HE=2| stem-loop FZ2| pre-miRNAZ FHE0{X| 1, 0|% A|ZE 2 0|5510 Dicer2t= RA0]| 9o HEHe|of 21~25 ntQ|
mature miRNAZ} &lL|CHFigure 1).

I'II’ oF
N rlr

a=

MIRNA= i St 01710 22 SEHS MSot0, B A £ 20i| YAE S 2 Yol S04, post-transcriptional levelo|M 71 523t G
Xt regulator2 QIHE| 1 QI&LICE 0421 217201 A mIRNAZ protein coding S XXt 30% O|4f0| &oie XM= 20 2 B{X| 1 U-SLICE miRNA
9| biogenesis, gene expression regulation mechamst_t 7|50l CHSt A0 MMM S50 RMX ZH HEYIE Osfed o~ U= MER
X|ES LACHD AHE D UELICE 2|2 H7E S mRNAE 2 LAHTA|LE Chfot &F o)l 2t 1Reh 2ol QFyE 0|1 Qlom B2 A
L HIO[2A 2RO SRS AYS Y U= °*E1I|J_ UELICE 0213 Zik= miIRNAJH EHE TS 2I3H MZR biomarker2M 7|52 OfL|2f
MIRNAE O|&%t RTX X| 20|l THet 22 T2FS a3l «~ QTh= 2 HOEL T

|—> Pol I
miRNA gene

VAN N\ NI NN ON NN N
g l

\ Drosha
Fi-miRNA 4
p i 11 @)

DGCR8/Pasha

pre-miRNA
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>
>
P
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Exportin-5
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Figure 1. MicroRNA biogenesis (Annu. Rev. Cell Dev. Biol. 2007. 23:175-205).
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AccuTarget™ miRNA mimics & inhibitors

oIl

miRNAL| OFE-d& 2CH2I5H7| flol| HHO|2L|0Fe] 2= mIRNAE clean roomOflA H|=E|H, MALDI-TOF Mass SpectrometerS 5ot Aot
QC 242 HAID JUSLICE o|FA MEE 1&g, TEXC| mRNAE 14| HO|E 23l 2 LIS HIE Y&s S-ILICH HIO|L|0f2| Ac-
cuTarget™ miRNA mimic2 25t O 2 st £|= double-stranded RNA oligonucleotide 241 miRBase Sequence Database (version 22)0f| &
XisH= 2,000 O 7H2| human mature miRNAR} 5%t sequenceZ MIZEILICH EEPF AccuTarget™ miRNA inhibitore 242+2] human miRNA
£ targetingdto] 1 7|52 X6t 2 MIZHz|= single-stranded synthetic RNAIL|CH BIO|QL|Ok= T2 E9| Q15 ZZ=A|2|7| 2/8H 96-well
plated] £3&l Lok &=(0.25, 0.5, 1, 2 nmole)2| predesigned mimic ! inhibitor2 F4E! miRNA mimic, inhibitor library setZ H|ZgL|
Ct. o243t mIRNA mimic, inhibitor= 5, 10 2 20 nmole E&ZO 2 F2 Jbs BiLICH

LESH 20| XS 40| M-S I K= mimic ¥ inhibitore M| X 2Hs31H 0[S 2 0|201 % flexible miRNA library seti= £|4 487l 0|Ak2| miRNA
2 J10{ 7H5BILICE Ready-to-transfect miRNA mimic2 transfection £ MIZ0f| AX| ZXH5t= endogenous miRNAZE 22 &S LIEILIH,
mMIRNA inhibitor= target miRNA2| 2442 X510 miRNAQ] loss-of-function $17L0f| AL2E 4= QI&LICY

ono
sdar Y NEA
Clean room0i|A| XS high-throughput A|AZI0] 2fsl 4i4t=|1, HPLC 5! Bio-RP purificationg HEl e, DEHO[ miRNA YLICE

- g2[x01 1
DEO| Cl MRNA HIES 2RI 1202 HBELIC,

mMIRNA inhibitor= target miRNA2| complementary strand 2 3|0 miRNA mimic2 double-stranded RNAZ HIZE L|Ct.
MALDI-TOF Mass Spectrometry Z2} £44 H|0[E{7} 2= miRNA mimic % inhibitor@t 17| HIZE|H, PAGE 2412 S8l miRNA mimic] RNA
= JtEho] HICHZ annealing ==X EOIStL|CY,

s 1

a

£ 08 .

B M Negative control
i

{'—'_’ 06 1 Bioneer
2

2 04 | Company
2

E 02 - S

g O

miR-100 miR-125b
mTOR 3'UTR Lin28b 3'UTR

Figure 2. H}O| 2L|0F2| AccuTarget™ miRNA mimicst EFAFX|Z 2| reporter gene expression A|0f H| ! HIt,
HEK cells& 96 well-platedf| 100 pl culture mediaZ BHYf 2, transfection &A|. 50-70% confluence$t AEHOA 10
ng2| luciferase vectors (3' UTR reporter2} control luciferase)2t final concentration 100 nM2| miRNA mimic2
co-transfection 2. 24A|12t 2, luciferase &84S £H5}0 translational repressionS H| W&t mTOR2t Lin28b= 2+2}
miR-1002} miR-125b2] validated target mRNA.
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AccuTarget™ miRNA mimics & inhibitors

oFEBE
AccuTarget™ Custom miRNAs
= R ) HNZE
SMM-001
SMM-002 AccuTarget™ Human miRNA mimic
SMM-003

A 3

Yal
il

t

EHXEE (nmole)

0;
0!

o1

10

20

Bio-RP

SMI-001
SMI-002 AccuTarget™ Human miRNA inhibitor
SMI-003

10

20

AccuTarget™ Library miRNAs
SR S =Y
SML-1001
SML-1002
SML-1003
SML-1004

AccuTarget™ Human miRNA mimic

o g

HXE=F (nmole)

0.25

0.5

1

2

Bio-RP

SML-2001
SML-2002
SML-2003
SML-2004

AccuTarget™ Human miRNA inhibitor

0.25

0.5

v T, Flexible library 22| B2 £l 4874 01y F&2 Al 2FsELICH
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AccuTarget™ Control miRNAs (Positive / Negative)

oIl

miRNA positive 2! negative control2 Bt0|2L|0F| AccuTarget™ miRNAZ AFEE mIRNA 7| SARAAS0|M CHXRZO 2 AR JHsELICt,
AccuTarget™ miRNA Housekeeping Positive Control2 housekeeping gene®! GAPDH2| 3" UTR (untranslated region)2 target© 2 SHH,
transfection control2 AFEE 2= AUELICE miRNA negative control sequences LEFEOI MIRNAL| L& 7HX|MH human, mouse, rat AM|Z 3
£ 0|23 M0 negative controlZ AFRE 4= QEZ 2F genomic sequence 3! #4XH miRBase databasedi| = miRNA sequencei| CHsHA|
MY QAMSO| £|AB}E|0] 9I2S BLASTE S8l 2101514 &LICE HIO|2L|0H= & Z20| miRNA negative controlS HlZsHL|Ch

o537

- R0t 45 MF

GAPDHZE targetingst0d 90% 0|4+ knockdown efficiencyE LIEFH= mIRNA Housekeeping Positive Control 2! human, mouse, ratdi] i
Sh= 2= miRNAO]| Eis minimum sequence identityE 2= miRNA Negative Control L |CF.

ek Y IEA

Clean roomoi|Af Xt high-throughput A|AEIOH| O[3l A4AFE| T HPLC ! Bio-RP purificationg A%l I, 1ZX 9| mRNAZ M2 gL Ct.
= 22|l oA

DEHTIYTEMRNAKIES A JHH2 2 HISRLICt

Lipofe ctamine only = Positive Control miRNA = Negative Control miRNA #1

120.00 ~
100.00 H
80.00 -
60.00 -

40.00

Relative target GAPDH mRNAlevel (%)

20.00

Figure 3. Performance of miRNA mimics positive and negative controls.

AccuTarget™ miRNA mimic Positive & Negative Controls were transfected at 20 nM using Lipofectamine™
RNAIMAX into HeLa cell lines and assessed for their ability to decrease target mRNA levels. Down-regulation
of GAPDH was determined using the Real-Time quantitative RT-PCR at 48 hr post-transfection using Bioneer's
Exicycler™ 96 gPCR instrument.
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AccuTarget™ Control miRNAs (Positive / Negative)

oFEBE

g mikel HZY el oy 23 (hmole)
SMC-1001 5
SMC-1002 AccuTarget™ miRNA Housekeeping Positive Control (GAPDH) 10
SMC-1003 20
SMC-2001 5
SMC-2002 AccuTarget™ miRNA mimic Negative Control #1 Bio-RP 10
SMC-2003 20
SMC-3001 5
SMC-3002 AccuTarget™ miRNA mimic Negative Control #2 10
SMC-3003 20
SMC-4001 5
SMC-4002 AccuTarget™ Fluorescein-labeled miRNA mimic Negative Control sSiRNA #1 10
SMC-4003 LPLC 20
SMC-5001 5
SMC-5002 AccuTarget™ Fluorescein-labeled miRNA mimic Negative Control SiRNA #2 10
SMC-5003 20
SMC-2101 5
SMC-2102 AccuTarget™ miRNA inhibitor Negative Control #1 10
SMC-2103 Bio-RP 20
SMC-3101 5
SMC-3102 AccuTarget™ miRNA inhibitor Negative Control #2 10
SMC-3103 20
SMC-4101 5
SMC-4102 AccuTarget™ Fluorescein-labeled miRNA inhibitor Negative Control siRNA #1 10
SMC-4103 20

HPLC
SMC-5101 5
SMC-5102 AccuTarget™ Fluorescein-labeled miRNA inhibitor Negative Control siRNA #2 10
SMC-5103 20
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mMiRNA mimic FAQs

1. MIRNA 2} SiRNA A8 A| 0|10} & AFEH0| QILIR?

I|2XOZ siRNA 2F miRNA2 20-23 mer2| RNA duplex 2 F4E]|
Of QUELICE M2t CHE 22| mIRNA AlS S SIRNA Alsint 5ottt
A0 2 FI40| EILICE. 1 9| mRNAVSH K88 4 9l Afotof CHshA]
£ OfZHE HRSHA|7| HiLC

2. miRNA M HE & OfC|M 215t ?

miRBase (www.mirbase.org) 22 VersionOflA 291 Jbs&tL|Ct Cf
2t 22 miRNA £0| Al update =|1 7| 20f, M2 LZEl=
mMiRNA2| H<L custom SiRNAS 53l FE6HA|7 | HIZIL|C.

3. Y% miRNAE ALB6H=0, A0l ALRSH= M|IE2} SHatx|H A
A= HEX|LER?

0]l h2f CH Ao[st LEEO0] B 11 E|0f QUZLICE miRNAS| 7|50
cell contextOf| L2t CHECH= H11ef, BN E M2 FF Lt &2tgio] &
YUSICh= H0F QUELICE BLFXAMeH LHE2 2 231 LH8 S &ASH
A|7| HEZfL|CHReference: 1-4).

4. miRNAZ} HICHE S 5H=XE= o8| EelstLi?

MIRNAE EFI0] Eli= mRNAS| HHEHA HIoiS XsRfL|Ch MhatA,
mIRNAS| 24Tl EF mRNAO]| CHEI0 Western 2 2tQISHAHLL, Ef
I mRNAS| 3'UTR2| miRNA binding site? &+l luciferase vector
£ 0|856t0] |uciferase assayS ZIetL|Ct, Western = luciferase
assay protocol2 HEot 212 A XSHA| 7| HIEL|CHReference: 5).
MIRNAE= 2 mRNALS| 28HE F'LUst= AR U2{M UD| HZ0,
mMRNAO] [2tM= qPCRE B 1HE £ | = FLCt.

5. MIRNAO|| &2 labelS 20} transfection 288 YoH2 2 QILtQ?
MIiRNAE SiRNAR} O X2 3 22 S £ transfection 88
= M3l = = USLICE A labelE mIRNAS 26H B2 custom
SRNAZ FE26HA = ABLICEL F2 Ao miRNAL| 2HdE JHX|=
strandof] H&S 21 & 2 miRNAL| 7| 50| HAE £~ o0z

7150 Hith strandol| F2S 2t8Y oh= 20l ST

6. AccuTarget™ Human miRNAE &HdsH= miRNA2L B2 X}o|7}
ALIR?

AccuTarget™ Human miRNA= miRBase M HEE J|8EO 2 35t
HO 2 &MEl mature MIRNAZRA] D2E 2 ME||0] AA| XIS 7}
X|1 THHE| 0 QUSLICE IHEXHO 2 mIRNAZS F& HMZSHAIZ HiZh=
AR0||l= custom RNA &4 MH|AS E310{ JH5ELICY,

7. Negative control2 23O 2 ALE3{0F SILIR?

miRNA negative control (Cat.No. SN-1001-CFG, Bioneer)2 AFE5}
Al ELICE,

8. miRNA mimic2} inhibitor2| X}0| 82 23101717

MIiRNA mimic2 mature miRNAS 3}St& 0 2 $Hdst 210 2 ANK| L
O miRNAQ} 22 Astg St=E X == RNA double strand oligo-
nucleotide®IL|Ct. miRNA inhibitor= miRNAS| &M<

S 81| 9IsH MIRNAC] Z8PH| hybridS SiAfste Atwxiol 84 2
2| L|CE,

Reference

1.Erhard F, et al. (2014) Widespread context dependency of microR-
NA-mediated regulation. Genome research 24(6):906-919.

2. Carroll AP, Tooney PA, & Cairns MJ (2013) Context-specific microR-
NA function in developmental complexity. Journal of Molecular Cell
Biology 5(2):73-84.

3. Gao F-B (2010) Context-dependent functions of specific microR-
NAs in neuronal development. Neural Development 5(1):25.

4.Huang Y, et al. (2011) Biological functions of microRNAs: a review.
Journal of physiology and biochemistry 67(1):129-139.

5.JinY, Chen Z, Liu X, & Zhou X (2013) Evaluating the microRNA tar-
geting sites by luciferase reporter gene assay. Methods in molecu-
lar biology (Clifton, N.J.) 936:117-127.
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(3. In vivo siRNA Custom Service:
SAMIRNA™

In vivo siRNA Custom Service Using SAMIRNA™ Technology ----- -

SAMIRNA™ Technical Spec



In vivo siRNA Custom Service Using SAMIRNA™ Technology

He

HFO| 2L|0}2] in vivo siRNA Custom Service= S22 20{|A RNAI 7|
A2 g8ot t target Zz, AR 715 U Blin vivo 25 22
of| Lok oA S HlgEL|ct

oXENa

HIO|L[0F2] S5ot MU A Z&}f 2004 HZEH MA/0f |1 &
Zlo| 22| 12} siRNAE 223l & = S AN Lot de
=l SAMIRNA™ Custom Services= SAAQI L X0| LI QX 7[HE
HAHED |28 HIEIO 2 SiRNA 9171 8| 2% AS MH|AS XI5
6'|-|_||:|»

= .

r g oy
> oot

I

SAMIRNA™E E81 Z221E SEXQI ARO[ XIIER siRNA L
X2, 2/£2] polymer S0i| 2[8H L siRNAZ} H2k|= HEHRLICH
SAMIRNA™= EPR (Enhanced Permeability and Retention) 22t0j|
A&t LI AF 27| 2, BH0|| 2212 targeting 2201 2fs SYE
Z|O|Lt S 7|2 MEiX o2 MEELIC

HIO|2L[Ok= MAIZQ! HAFSBIAS T APHES ISH SAMIRNA™ Xt
H oW AE XIEHOZ st SESLICH ARMICH RNAI 219 2]&¢l
SAMIRNA™= ZIA|Z| RNAI 11 HEXHS0H X Olant Y2
HZotD, 22| X2 JAO 2 in vivo SIRNA 17 S 3%t 4 Qls M2

2 7[21E MRt
SAMIRNA™ (Self-Assembled-Micelle-inhibitory-RNA)

SAMIRNA™= HIO|L|Op2} ISt Al M |= 2 J]E2| siRNA
X|EH| 7122 EHTEES =50 SiRNAS 8| L 2 EXED| M|
I 28X0|1 QFg Mo = HESt & Ql= LI A RNAI AIXE
AYLICE SAMIRNA™E MIA| 322 siRNA prodrug@ 2, THY #Xj2
R2M AAZ LILYUXIE PHBI0] FAHZ AFREIAS [ A Lhof|
M OPEEQI LI X} RS RAIFLICH EEoH 2 S A R X0y 2k EH
HOE ME T, MI LHOl| M 22} E sSiRNAR THetz|0f 2f 4 RNA
£ 2oliAIP = 20|52 RNAI S 2 YLICH

ol AUEHIAEN AFE S CHEEC[ siRNA X|2H| 7|=2 siRNA
M= 2, HZE SiRNAS dH| =2 LHZ HEe) = HEH|(delivery
vehicle)@! 2| X Z&(liposome) 2t 410 F=(formulation 22 encapsu-
lation) 2PF0[ AEZLICE Of U siRNAYL 2|ZE QIR S00t= B8
(loading efficiency)0| ‘BO{X| 1, 52 loading efficiency2 Il CHZ
MAAIO|E 22, YHSh= S8 QC 10| TIHEIL|CH =3t 2| 2E
o RO = ABEl= X[ (lipid) AHH|2| Z40] B k|1 QUFLCY.
SAMIRNA™E= HXHs a1 THIEXKsingle chemical entity)
2 2HS0{X|H formulationZ HAIX| 9411 ~8H QHOj| M Xf2+ RZ &[0
QFYMQI LIt X e| HEHZ 2HS0{X|7| 0], formulationE (¢t
2 oh= 2|EE siRNA AP0 2HEE SHEY > ASLICH H e
SSHAEES S0l dYR 1P YBEIUCH it sIRNAO H]sh A
L 24440 SFlofLtm, D[E0]| LTl siRNA TEX|2F H| w6t =440]
O Mof AUSH S A2 A FO]H B™ES IHX|LD USLICE

*NOTICE TO PURCHASER: LIMITED LICENSE
These products are for research purpose only. They are not for diagnostic
or therapeutic purpose and are not to be administered to humans.

Use of SAMIRNA™ is covered by U.S. patents Nos. 8,779,114, 8,771,976,
and their foreign counterparts or pending patents. The purchase of
these products includes a limited, non-transferable immunity from suit
under the forgoing patents for using only this amount of product solely
for the purchaser's own internal research. No other patent rights to use
this product for any other purpose or for commercial purpose, including
without limitation reporting the results of purchaser's activities for a fee
or other commercial consideration, are conveyed expressly, by implica-
tion, or by estoppels. Further information on purchasing licenses may be
obtained by contacting Bioneer at licensing@bioneer.com

SAMIRNA™ is a trademark of Bioneer Corporation.

o AM

= Custom designed siRNA synthesis

Custom siRNA= 112H0] Xj| 35H= siRNA sequenceS sl E2|=
MH|AQILICE. Free-design AJH|AE HIO|QLIOIOA SiRNAS &y
Aol HSEl= MH|AYJLICH SHAl= siRNA sequence0i| CHUot
modification= ?FsEfLICt. 30 mer 0|5k2| sIRNAX| Z[CH 32 JH2| A
2 C}2 3 overhang % CHSH 492 MEHs10] 2812 HEHO| SRNA/
SAMIRNA™E 0|83} 4= AUELICE.

= Genome-wide predesigned mouse, rat and human siRNA
HFO|2L|0FS] SIRNAE 12 20| HSEl Turbo si-DesignerE 0|26}
O HAIELICE ot sIRNA2| QP S ITH2IoH | fI8 2= siRNAE
clean roomOf|A] ®|Z=ELICY,

Human, mouse 2! ratOi|A| 44,0007 0|49 target {HXI0]| CHSH
132,000742] predesigned siRNAJ} st ZH|Z|7| IHR0] Search
and Order T|O|X|E O|&310f =11 £H| SIRNAZ FEoH =+ UG
L|Ct. EESF SIRNA knockdown &0 2 ZQot HSE real-time PCR
primer?t RE FTX E2 FH|E|0] USL|CH G1A ES2 RNAI A
Yol ZR%t ZE MESS HIO| 2L[0H0|A one-stop shopping 2 & 5

=2 5 ASLICL

= SAMIRNA™ nanoparticle synthesis for in vivo siRNA delivery
and efficacy/biodistribution tests using animal models

HFO| 2L|Ot0JA M|25H= SAMIRNA™E 0|88}0{ LIt nwior =2
S| FAKZ £0{510] target SEXIO| Lt X[ &atEl 25 ARE

A8 4 UBLI,

= In vitro screen/validation of siRNAs of choice lead optimization
service

A|H9| target QWAL XMl RAUE ASSI2| sl in vitro SIRNA/
SAMIRNA screening % validation MH|AS H|Zs| EZILICE MEZ
ChA 100712 SIRNAO]| CHaHOY, 212t MIQE 70| =2f2l0f| &=t Xsh =

5 A3 Yoo A& A0S MBS E2|0, Z[XQ| siRNA 2
58 2H= SAMIRNA™Z 415104 in vitroOf|A XHEIQISH = HijSsl =
ZLck
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In vivo siRNA Custom Service Using SAMIRNA™ Technology

= Quantitation of functional knockdown of target gene by Real-Time qPCR (AccuPower® qPCR Array Service)

HIO|2L|Ok= 201 A7 to] EXFXICHIL ASIS HIEO 2 {22 gPCR Array SystemE ZA[SIAELICH qPCR Array Systeme ST} s 20|
A0 24 RIBED M) U= YOI real-time PCR2E 02 RTIXIS| Hod a2 oHHO profiling & =~ = microarray &4 2|#8 Zgot A
o2 MO H|ROZ HaISt ANME UG & Q= 37| 0| £A] HfEHOIL |}

gPCR Array System:2 CHUSt pathway2t R0 2HEAE @ HXISS o #10]| screening 7HsSHES panel HEHZ HIZHE|0f 02 RHXIS2| ol
LeE ot =0 2+ USLIC

CESHQPCR A 423l A 2%l RE IPHL =2 HTYS I8 gPCR AH X|EIAM Q1 MIQE (Minimum Information for Publication of Quantitative
Real-Time PCR Experiments) 70| =2{Q1 211 QIOH, AE HEIHS0] 2fsh 0|R01X|7| 2ol F&sta 412 U= ZUE AL &
2 3 USLICH

FE Y
H[O| 2L|0F2] SAMIRNA™ Custom Servicei= CHSH A{H| A |S iR ZAIHRIIHC 2 MZRULIC Aot 0t Sf= ZR2HEO| HRARLYS
0|t 2(siRNA@bioneer.co.kr)S S8l ELHFAIT Fatoh 4% 51 61y 227|212 YHELICE
*SAMIRNA™= FARHOY| THA| 5501 ZA| SE0] £0{ t53t SEUE HEHZ HISe SELICH YAI30] 5 22 H=0f Chh QC C0[ES 2| A
Solf EgLICE

Number of mice
SAMIiRNA™ Order scale of SAMIRNA™ (nmole) . o
(intravenous injections)

UEN
=Y

5mg/kg = 5 mice

100 1 mg/kg = 25 mice

. - 5mg/kg = 25 mice
Custom Designed SAMIRNA 500 1 mg/kg — 125 mice
5mg/kg - 50 mice
1,000 1 mg/kg = 250 mice

100 5mg/kg — 5 m@e

1 mg/kg — 25 mice

I 5mg/kg = 25 mice
Control SAMIRNA 500 1 mg/kg — 125 mice
5mg/kg — 50 mice
1,000 1 mg/kg — 250 mice

5mg/kg = 5 mice

100 1 mg/kg = 25 mice

Fluorescence conjugated SAMIRNA™ 500 5mg/kg = 25 mice
(FITC, Cyanine 5.5 etc) 1 mg/kg ~ 125 mice
5mg/kg = 50 mice

]

000 1 mg/kg — 250 mice
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SAMIRNA™ Technical Spec

ol

SAMIRNA™E= 282 3THefstn £ Ar8-2 Z|Askot XPACH RNAI 3t
E J|2YLICt 0|2 085101 7| =0]| of0| EXSHA| QEUT LHX|d 2t
O CHSt SIRNA X| 2| 2H20] FHsEtL|ct

strong intellectual property in vivo efficacy validated in animal
position around SAMRNA's unique disease mcdel;/ vialow dose V. injection
structure and manufacturing processes -

o

Superb serum stability
The world's unique single-molecular SAMIRNA™ (PK/PD validated).
nanoparticle RNAi prodrug technology i Negligible toxicity and cytokine

Qp (NOAEL > 100 mpk).

Fully automated solid phase chemical synthe-
sis of SIRNA conjugates provide advantage of
manufacturing & QC processes for large
scale production of RNAi drug

Powerful siRNA delivery platform
technology: Flexibility to incorporate
SiRNA sequences against any
disease target

- RNA 7]t 19} ko] BE 81 IS S o

5HAl
SAMIRNA™ Z %2 J|=

7| SIRNA 7189 52 2Al
Ef2B 4 LY o1

AHxﬂ |_|-| opH
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=] o

SyY SHOILE X8 oS
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AN L =2E B!/
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TN NE LMD ag S o
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52 RERE X =

= ADHE D28 RNAI M |&
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............ lipid
[0 sRNA

hydrophilic
polymer

Figure 1. SAMIRNA™ L X} 228 81 A4t
(A) SAMIRNA™O| EAlB}

(B) SAMIRNA™| S ZTXA0[Z(Cryo-TEM) AHEI (scare bar = 100 nm).

o Pre-clinical Data for SAMiRNA™

1. 52 ZH0||A 2| SAMIRNA™ &tf &3}
(A) ®)
T60 | PBS u SAMIRNA u FASAMIRNA o
o - [
_ { i
g120 5
gm I Ep)
- - |
s
§ 60 1 3 g 40
e ﬁ 20
20
0
0 mpk Smpk
4ghr 72hr PBS SAMIRNA

Figure 2. SAMIRNA™ Lt 2{X2] EFZI mRNA in vivo 2ol X{sf| 21},

(A) EY0| 0]A1E! mouse 20| 0O 2 PBSS} SAMRNA™, ZYEHSE0!
AKFA, folic acid)0| ZEHE SAMIRNA™ L= 2/XHS 5 mg/kgP 2 T3 oqs_r g,
HAIE AIZH0] ZRfBIS 1 SYEES MF6IH £Z| oto] S ST sur-
vivin2] mRNA &2 Real-Time gPCRZ ZH%.

(B) 30| O]Al=l mouse Z&0f| O)Y2 O 2 PBS2t SAMIRNA™E 1 = 5 mg/kg
O 2 CIo| 05 7|, 70A|240] Fufoioie W SYEAIS AF6t0] £2] ote| =5
QX! survivin@| mRNAS| %2 Real-Time PCRZ Z%%!,

2. UHIE SOI% MY S

(A) Ohr 6hr 12hr 24hr

Figure 3. Invivo targeting of SAMIRNA™ Nanoparticles to s.c. grafted tumor.

(A) E2(Cyanine 5.5) EX|El SAMIRNA™ LE= X1 in vivo £ M E0|A &0l
BY0| 0[A|El 0124 20| OO 073,

(B) 48A12t AuPAITOlM A F2[0f M ZFE SAMIRNA™S| &0[0|X]. SY=
Ei2 TQf3t EF B |ofA s SOl SHEIX| 2.

C oo

-

-
o

o1
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SAMIRNA™ Technical Spec

3, ErB A LY oF

I — [
SAMIRNA™2| 02 E0{(Intravenous injection)$, ZAIQPEA g1 ok=24st (PK) 0l
25 =PBS o
= Naked SIRNA Smpk 1
= Modified iRNA (2'OMethyl) 5mpk o=t
2 = SAMIRNA 0.1mpk 1@-“1!»\
= SAMIRNA 1mpk
= SAMIRNA Smpk 25

Relative siRNA conc.(log2)

6
Hours following administration

y=-3.174x +3246
R=0999

log siRNA(nmol)

10 24 48 72

Figure 4. SAMIRNA™ i.v injection & mouse0i|A] 2™ & x{%(5H0 HIT gRT-PCR WS 0| 8510{ siRNA ZE.
SIRNA PK/PD 2012 2[510{ SAM-SiRNAZ ICR moused| 015 £0{ 3, 05, 2, 4, 6, 10, 24, 48, 72 A|2!0f €4S
ZE610{ plasma0flAf SAMIRNA™2} SiIRNA detection2 1%, £0{at £0§ & ZnfA[2t0f 2 EH O 2 SAMIRNA™R}

SIRNA 20| 2t48111, SAMIRNA™S| A2 72 AIZDIHX| detection & &01

General toxicity

8 R 8

Blood urea nitrogen(BUN)
level in serum (mg/dL)
o wm @ B

[ 17 L —
i

Innate immune response

N SRan AR

AST/ALT level in serum(U/L)

AST(UL) ‘ ALT(UL)

Relative mRNA levels of
cytokines in spleen(%)

6 INFy
Similar results for TNF-q, IL-12

Figure 5. SAMIRNA™ E0{0] [}2 2t=, UHFEM, cytokine 74 Znt.

Mz 53 El ICR “8F(0f None (not-injected), PBS, TF (QBiogene AtQ| in vivo
MegaFectine), B-gal 728 with TF, NC siRNA (negative control siRNA), Sur584
(survivin siRNA), SAM-siCON (negative control siRNA-containing SAMIRNA™),
SAM-sur584 (survivin siRNA-containing SAMIRNA™)2| 2f 225 5 mg/kgQ| &
L2 0ot F| 6A[2H 20 H|ITES XF[St] #R2t ot 2, mRNAE FZ510 cytokine
MRNA levelS qPCREAIS

*Human blood cell

Cytokine induction in human PBMCs J

‘ N
‘ = IL-12(p70)
1 "6

‘ =TNFa

\

Concnetration (pg/ml)

[ OluMNoked  TuMNaked ~ OTUMSAMCon 1uMSAMCon  O1uMSAMSur  1uMSAMSur ConA

Figure 6. Human ZAA|Z0j| A SAMIRNA™ E0{0i| 2[$t innate immune re-
sponse Q& 201,

Human blood sampleS X&l5t0 PBMCHIZS £2/3t F culture dishof &

APSOHS DOA ZOIQIZT|20f| M cytokine induction S22 ELISAZ £l 7.
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