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DvSnf7 dsRNA
DvSnf_1-30 DvSnf_211-240
1
100%
RNAI Seed 5 2
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MFE -17 kcal/mol
ORF UTR
B-2.
3 RNA
miRNA ®
Eurofins
Genomics Thermo Fisher
Scientific
B-3. RT-PCR
RT TagMan® MicroRNA Reverse

Transcription Kit (Thermo Fisher Scientific)
1 2
loop primer RT
10x Transcription Buffer 0.75 pL 100 mM
dNTPs (with dTTP) 0.075 uL. 20 U/uL RNase Inhibitor
0.095 pL 50 U/uL MultiScribe Reverse Transcriptase
0.075 L. 375 nM loop primer 1 pL 50 uM
RNA
RNase-free 1 pL RNase-free
7.5 uL GeneAmp® PCR System
9700 (Thermo Fisher Scientific) 16°C 30

42°C 30 8°C 5

PCR 1 3
PCR
LightCycler™ 96 (Roche Applied Science)
PCR

TagMan® Universal PCR Master Mix (Thermo
Fisher Scientific) 5 uL 1.5 uM DvSnf48-68A F 0.7 uM

miR-Rv 0.2 uM probe cDNA 1 pL
10 pL
95°C 10
95°C, 15
60°C, 1 1 40 45
cDNA
3 Cq
B-4
RNA 200 6.4K
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10M copies/well
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dsRNA
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21 dsRNA



DvSnf7
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loop primer RT-PCR
RNAi
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1 loop primer
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RT-PCR
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1K copies/well DvSnf 48-68A
loop primer
7 DvSnf48-68A RT2 1
6 DvSnf48-68A RT 3
Cq 8
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RT-PCR

name

sequence (5'-3")

loop primer

DvSnf48-68A_RT
DvSnf47-68A_RT
DvSnf46-68A_RT
DvSnf45-68A_RT
DvSnf44-68A_RT

DvSnf48-68A_RT2

forward primer

DvSnf48-68A F
DvSnf48-68A_F2
DvSnf48-68A_F3

reverse primer

miR-Rv

probe

DvSnf48-68A_P
DvSnf47-68A_P
DvSnf46-68A P
DvSnf45-68A_P
DvSnf44-68A P

GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCAAAAA
GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACTCAAAA
GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCTCAAA
GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCCTCAA
GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCCCTCA
GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCAAAAAG

CGGCGGTCCAATCGTTTCTTCT
CGGCGGTCCAATCGTTTCTTCTT
CGGCGGTCCAATCGTTTCTTC

GTGCAGGGTCCGAGGT

TGGATACGACCAAAAAG
TGGATACGACTCAAAAAG
TGGATACGACCTCAAAAAG
TGGATACGACCCTCAAAAAG
TGGATACGACCCCTCAAAAAG




2 RNAI GM
plant 'Bsgt year ) otLthrlréal Val. page title author
1 | com western corn 2007 Nat. 25 1322-1326 Control of coleopteran insect Baum JA, Bogaert T, Clinton W, Heck
rootworm Biotechnol. pests through RNA GR, Feldmann P, Ilagan O, Johnson S,
interference. Plaetinck G, Munyikwa T, Pleau M,
Vaughn T, Roberts J.

2 | Arabidopsis cotton 2007 Nat. 25 1307-1313 Silencing a cotton bollworm Mao YB, Cai WJ, Wang JW, Hong GJ,
thaliana bollworm Biotechnol. P450 monooxygenase gene by Tao XY, Wang LJ, Huang YP, Chen XY.
tobacco plant-mediated RNAi impairs
cotton larval tolerance of gossypol.

3 | rice brown 2011 PLoS One 6 €20504 Knockdown of midgut genes Zha W, Peng X, Chen R, DuB, Zhu L,

planthopper by dsRNA-transgenic He G
plant-mediated RNA
interference in the hemipteran
insect Nilaparvata lugens.

4 | Arabidopsis pea aphid 2011 PLoS One 6 €25709 Silencing of aphid genes by Pitino M, Coleman AD, Maffei ME,
thaliana dsRNA feeding from plants. Ridout CJ, Hogenhout SA
Nicotiana
benthamiana

5 | Nicotiana Manduca 2012 PLoS One 7 e31347 Tobacco rattle virus vector: A Kumar P, Pandit SS, Baldwin IT
attenuata sexta rapid and transient means of
(coyote silencing manduca sexta genes
tobacco) by plant mediated RNA

interference.
6 | tobacco cotton 2012 PLoS One 7 e38572 Improvement of pest resistance | Zhu JQ, Liu S, Ma Y, Zhang JQ, Qi HS,
bollworm in transgenic tobacco plants Wei ZJ, Yao Q, Zhang WQ, Li S
expressing dsSRNA of an
insect-associated gene EcR.
7 | corn western corn 2012 PLoS One 7 e47534 Characterizing the mechanism Bolognesi R, Ramaseshadri P, Anderson
rootworm of action of double-stranded J, Bachman P, Clinton W, Flannagan R,
RNA activity against western Tlagan O, Lawrence C, Levine S, Moar
corn rootworm (Diabrotica W, Mueller G, Tan J, Uffman J, Wiggins
virgifera virgifera LeConte). E, Heck G, Segers G.
2013 PLoS One 8 e54270 Physiological and cellular Ramaseshadri P, Segers G, Flannagan R,
responses caused by RNAi- Wiggins E, Clinton W, Ilagan O,
mediated suppression of Snf7 McNulty B, Clark T, Bolognesi R
orthologue in western corn
rootworm (Diabrotica virgifera
virgifera) larvae.
2013 J. Agric. 61 12557-12564 | Quantification of Armstrong TA, Chen H, Ziegler TE,
Food Chem. transgene-derived Iyadurai KR, Gao AG, Wang Y, Song Z,
double-stranded RNA in plants Tian Q, Zhang Q, Ward JM, Segers GC,
using the QuantiGene nucleic Heck GR, Staub JM
acid detection platform.
2014 PLoS One 9 ¢83985 Ultrastructural changes caused Ko¢i J, Ramaseshadri P, Bolognesi R,
by Snf7 RNAI in larval Segers G, Flannagan R, Park Y
enterocytes of western corn
rootworm (Diabrotica virgifera
virgifera Le Conte).
8 | tobacco cotton 2013 Int. J. Biol. 9 370-381 Silencing the HaHR3 gene by Xiong Y, Zeng H, Zhang Y, Xu D, Qiu D
bollworm Sci. transgenic plant-mediated
RNAI to disrupt Helicoverpa
armigera development

9 | Arabidopsis cotton 2013 Plant 83 119-129 Cysteine protease enhances Mao YB, Xue XY, Tao XY, Yang CQ,
thaliana bollworm Mol .Biol. plant-mediated bollworm RNA | Wang LJ, Chen XY
cotton interference.

10 | rice brown 2014 | Int.]J. Biol. 10 1171-1180 The insect ecdysone receptoris | Yu R, Xu X, Liang Y, Tian H, Pan Z, Jin
planthopper Sci. a good potential target for S, Wang N, Zhang W.
RNAi-based pest control.
11 | Arabidopsis aphid 2014 Methods 1127 125-136 Silencing of aphid genes by Coleman AD, Pitino M, Hogenhout SA
thaliana Mol. Biol. feeding on stable transgenic
Arabidopsis thaliana.
12 | tobacco whitefly 2014 PLoS One 9 e87235 Enhanced whitefly resistance in | Thakur N, Upadhyay SK, Verma PC,

transgenic tobacco plants
expressing double stranded
RNA of v-ATPase A gene.

Chandrashekar K, Tuli R, Singh PK




wheat

aphid

2014

Transgenic
Res.

23

389-396

Silencing of an aphid
carboxylesterase gene by use of
plant-mediated RNAi impairs
Sitobion avenae tolerance of
Phoxim insecticides.

Xu L, Duan X, Lv Y, Zhang X, Nie Z,
Xie C,Ni Z, Liang R

14

tobacco

aphid

2014

Transgenic
Res.

23

145-152

Plant-mediated RNAi of a gap
gene-enhanced tobacco
tolerance against the Myzus
persicae.

Mao J, Zeng F

tobacco

cotton
bollworm

2015

Plant
Biotechnol.
J.

435-446

Engineered chloroplast dsSRNA
silences cytochrome p450
monooxygenase, V-ATPase
and chitin synthase genes in the
insect gut and disrupts
Helicoverpa armigera larval
development and pupation.

Jin S, Singh ND, Li L, Zhang X, Daniell
H.

potato

colorado
potato beetle

2015

Science

347

991-994

Pest control. Full crop
protection from an insect pest
by expression of long
double-stranded RNAs in
plastids.

Zhang J, Khan SA, Hasse C, Ruf S,
Heckel DG, Bock R

17

barley

grain aphid

2015

Plant
Biotechnol
J.

849-857

Silencing the expression of the
salivary sheath protein causes
transgenerational feeding
suppression in the aphid
Sitobion avenae.

Abdellatef E, Will T, Koch A, Imani J,
Vilcinskas A, Kogel KH.

18

Arabidopsis
thaliana

Helicoverpa
armigera

2015

Int. J. Biol.
Sci.

67-74

Silencing the HaAK gene by
transgenic plant-mediated
RNAIi impairs larval growth of
Helicoverpa armigera.

Liu F, Wang XD, Zhao YY, Li YJ, Liu
YC, SunJ

19

Arabidopsis
thaliana

green peach
aphid

2015

J. Exp. Bot.

66

541-548

Persistence and
transgenerational effect of
plant-mediated RNAI in aphids.

Coleman AD, Wouters RH, Mugford ST,
Hogenhout SA

10




3 RNAIi
name matching MFE target gene | position | direction protein function or disease*
(kcal/mal)

DvSnf 16-36 19/21 -19.7 TPH2 3'UTR antisense | tryptophan 5-hydroxylase 2 isoform D)

DvSnf 31-51 15/21 -28.0 RPS24 3'UTR sense ribosomal protein S24 (A) Diamond-Blackfan anemia

DvSnf 32-52 15/21 -25.5 DACT2 ORF antisense | dishevelled-binding antagonist of beta-catenin2 | (D)

DvSnf 33-53 18/21 -25.3 TCP11L2 ORF antisense | T-complex protein 11-like protein 2 D)

DvSnf 36-56 16/21 -24.0 GSTM1 ORF sense glutathione S-transferase mu 1 (D)

DvSnf 41-61 16/21 22.1 FBXW7 | 3UTR | sense Eg?gjigﬁdngi;eﬁzzggomam containing 7,E3 1y,

DvSnf 44-64 15/21 -17.0 ZFHX2 3'UTR antisense | zinc finger homeobox 2 (D)

DvSnf 45-65 17/21 -20.3 S.C35F6 3'UTR sense solute carrier family 35, member F6 (B) drug-metabolite transporter

DvSnf 48-68 19/21 -23.7 STK32B ORF antisense | serine/threonine-protein kinase 32B isoform (A) Ellis-van Creveld syndrome

DvSnf 49-69 19/21 -18.5 | UBASH3A | 3'UTR | sense ;f’;?;;“ﬁ:;‘ggﬁed and SH3 domain-containing |y,

DvSnf 64-84 16/21 -22.3 CCDC62 ORF antisense | coiled-coil domain containing 62 D)

DvSnf 66-86 17/21 -22.7 CLEC16A ORF antisense | C-type lectin domain family 16, member A (D)
(B) negatively regulation of

DvSnf 75-95 15/21 -17.4 S1PR3 3'UTR antisense | sphingosine-1-phosphate receptor 3 collagen type UIII expres.sion in
human bone marrow-derived
mesenchymal stem cell

DvSnf 100-120 15/21 -17.5 AKAP11 ORF antisense | A kinase (PRKA) anchor protein 11 D)

DvSnf 102-122 17/21 -23.2 NSL1 ORF antisense | NSL1, MIS12 kinetochore complex component (B) outer kinetochore assembly

DvSnf 107-127 17/21 -24.5 COL20A1 3'UTR antisense | collagen alpha-1(XX) chain isoform D)
(B) synaptic plasticity, neuronal

DvSnf 111-131 |  16/21 26.1 TIMP4 | SUTR | sense | TIMP metallopeptidase inhibitor 4 f]zgrigrfzi:g;‘g:‘:: f}:‘edcen al
nervous system

DvSnf 113-133 20/21 -36.2 FRMD5 3'UTR antisense | FERM domain-containing protein 5 isoform (C) tumor progression

DvSnf 119-139 | 18/21 295 GIPR ORF sense | gastric inhibitory polypeptide receptor Efégl‘j‘ncreauc neuroendocrine

DvSnf 139-159 16/21 -18.4 ATP2B1 3'UTR antisense | ATPase, Cat++ transporting, plasma membrane 1 | (D)

DvSnf 140-160 17/21 -17.0 ZMYM2 ORF sense zinc finger MYM-type protein 2 isoform D)

DvSnf 145-165 17/21 -20.1 RECQL ORF sense RecQ helicase-like (D)

DvSnf 157-177 18/21 -18.3 SYT4 3'UTR antisense | synaptotagmin IV (B)Neuropeptide exocytosis

DvSnf 164-184 15/21 -18.7 RAB11FIP2 | 3'UTR antisense | RAB11 family interacting protein 2 (class I) D)

DvSnf 167-187 16/21 -20.7 MCOLN2 3'UTR sense mucolipin 2 (D)

DvSnf 171-191 15/21 -24.6 TNRC6B 3'UTR sense trinucleotide repeat containing 6B (C) Uterine fibroid

DvSnf 172-192 16/21 -27.7 SPAl1L2 ORF sense signal-induced proliferation-associated 1 like 2 (D)

DvSnf 174-194 19/21 -27.7 ZC3H3 ORF sense zinc finger CCCH-type containing 3 (D)
(B) catalyze the first step in the
kynurenine pathway of

DvSnf 186-206 17/21 -20.3 1DO2 ORF sense indoleamine 2,3-dioxygenase 2 tryptophan metabolism,
pancreatic ductal
adenocarcinomas

DvSnf 191-211 15/21 -19.5 MB21D2 3'UTR sense Mab-21 domain containing 2 D)

DvSnf 195-215 16/21 -17.3 TAOK1 3'UTR sense TAO kinase 1 D)

DvSnf 198-218 18/21 -18.9 MCMDC2 ORF antisense | MCM domain-containing protein 2 isoform (B) DNA replication

DvSnf 205-225 15/21 -17.2 POLN 3'UTR sense polymerase (DNA directed) nu D)

DvSnf 211-231 | 18721 207 SCOA7 | ORF | antisense EZE‘; ;izrt‘j; ifggzr?éf;‘i f;rgi{) eAr gNHEZ (D)

DvSnf 215-235 15/21 -21.1 SYT7 ORF sense synaptotagmin VII D)

* A, B, C,
D,

11




RNAI

sequence (5'-3")

DvSnf_16-36A UGCAACUCUUUUAUUUUUCGA
DvSnf 31-51S GUUGCACUCCAAGCCCUCAAA
DvSnf 32-52A UUUUGAGGGCUUGGAGUGCAA
DvSnf 33-53A UUUUUGAGGGCUUGGAGUGCA
DvSnf 36-56S ACUCCAAGCCCUCAAAAAGAA
DvSnf 41-61S AAGCCCUCAAAAAGAAGAAAC
DvSnf 44-64A AUCGCUUUCUUCUUUUUGAGGG
DvSnf 45-65S CCUCAAAAAGAAGAAACGAUU
DvSnf 48-68A UCCAAUCGUUUCUUCUUUUUG
DvSnf 49-69S AAAAAGAAGAAACGAUUGGAA
DvSnf 64-84A UUGUAGUUGGGUCUUUUCCAA
DvSnf _66-86A AUUUGUAGUUGGEEUCUUUUCC
DvSnf 75-95A GUUCCAUCUAUUUGUAGUUGG
DvSnf 100-120A CCUCUGCAUUUCAAUAGUUGU
DvSnf 102-122A UCCCUCUGCAUUUCAAUAGUU
DvSnf 107-127A GGEGECUUCCCUCUGCAUUUCAA
DvSnf 111-131S AAUGCAGAGGGAAGCCCUCGA
DvSnf 113-133A CUUCGAGGEGECUUCCCUCUGCA
DvSnf 119-139S GGGAAGCCCUCGAAGGAGCUA
DvSnf 139-159A UAAUACAGCAGUAUUUGUGCU
DvSnf 140-160S GCACAAAUACUGCUGUAUUAG
DvSnf_145-165S AAUACUGCUGUAUUAGAUUCU
DvSnf 157-177A AGCAUUUUUCAUAGAAUCUAA
DvSnf 164-184A CAUCUGCAGCAUUUUUCAUAG
DvSnf_167-187S UGAAAAAUGCUGCAGAUGCCC
DvSnf 171-191S AAAUGCUGCAGAUGCCCUUAA
DvSnf 172-192S AAUGCUGCAGAUGCCCUUAAG
DvSnf 174-194S UGCUGCAGAUGCCCUUAAGAA
DvSnf 186-206S CCUUAAGAAAGCUCAUAAGAA
DvSnf_191-211S AGAAAGCUCAUAAGAAUUUGA
DvSnf 195-215S AGCUCAUAAGAAUUUGAAUGU
DvSnf 198-218A UCUACAUUCAAAUUCUUAUGA
DvSnf 205-225S AAUUUGAAUGUAGAUGAUGUU
DvSnf 211-231A AUCGUGAACAUCAUCUACAUU
DvSnf 215-235S UAGAUGAUGUUCACGAUAUCA
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5 DvSnf 48-68A

theoretical number of positiverate
target RNA copy humber positivereaction (%)
DvSnf 48-68A 800 21/21 100
400 19/21 91
200 16/21 76
DvSnf 47-68A 800 21/21 100
400 18/21 86
200 15/21 71
DvSnf 46-68A 32K 21/21 100
1.6K 21/21 100
800 16/21 76
DvSnf 45-68A 6.4K 21/21 100
3.2K 19/21 91
1.6K 13/21 62
DvSnf 44-68A 6.4K 21/21 100
3.2K 14/21 67
1.6K 14/21 67
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€ 20 bp>}
DvSnf7 dsRNA "®
DvSnf7_1-30__
DvSnf7_11-40L—— 1
DvSnf7_21-50 -"—————1

** DvSnf7_211-240b—— 1

1 DvSnf7 dsRNA RNAi

1 30 20 DvSnf7 dsRNA DvSn
f 1-30 DvSnf 211-240

DvSnf48-68A_RT
DvSnf48-68A RNA 305

5’ UCCAAUCGUUUCUUCUUUUUG GTCGTATCCAGTGC
DvSnf48-68A assay CUUUEE TEEEEErirrt

3" AAAAAC-CAGCATAGGTCACG

DvSnf47-68A_RT
DvSnf47-68A RNA 3757 AGGGT

5’ UCCAAUCGUUUCUUCUUUUUGA GTCGTATCCAGTGC
DvSnf47-68A assay IR

3’ AAAACT-CAGCATAGGTCACG

DvSnf46-68A_RT
DvSnf46-68A RNA 35/ AGGGT

57 UCCAAUCGUUUCUUCUUUUUGAG GTCGTATCCAGTGC
DvSnf46-68A assay R

37 AAACTC-CAGCATAGGTCACG

DvSnf45-68A_RT
DvSnf45-68A RNA 37 5", i - AGGGT

5’ UCCAAUCGUUUCUUCUUUUUGAGG GTCGTATCCAGTGC
DvSnf45-68A assay

C

6
FEEEEE el A
3" AACTCC-CAGCATAGGTCACG G
G

DvSnf44-68A_RT

DvSnf44-68A RNA 3150 AGGGTC
’ AR A TCGTATCCAGT ¢
DuSa.GaAassay ¥ /7 Gt
3’ ACTCCC-CAGCATAGGTCACG G
CTTATG
2 RT loop primer
RNAIi loop primer
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DvSnf48-68A assay

DvSnf47-68A assay

DvSnf48-68A_F

T DvSnf48-68A cDNA
3" AGGTTAGCAAAGAAGAAAAACCAGCATAGGTCACGCTTATGGAGCCTGGGACGTGACCTATGCTGS”

Kk kK Kk kK kK kK Kk kK K Kk K Kk K Kk ok kK kK Kk K
37 (M) GAAAAACCAGCATAGGT (F) 5" 3’ TGGAGCCTGGGACGTGS'
DvSnf48-68A_P miR-Rv

DvSnf48-68A_F

5’ CGGCGGTCCAATCGTTTCTTCT3 DvSnf48-68A cDNA

LT
3’ AGGTTAGCAAAGAAGAAAAACTCAGCATAGGTCACGCTTATGGAGCCTGGGACGTGACCTATGCTGS!

Kk kK Kk Kk Kk kK K Kk K Kk ok ek kK Kk kK Kk Kk kK kK K
3’ (M) GAAAAACTCAGCATAGGT (F) 57
DvSnf47-68A_P

DvSnf48-68A_F

5’ CGGCGGTCCAATCGTTTCTTCT3’ DVSnf48-68A cDNA
EEEAREREREEREEE
DvSnf46-68A assay 3’ AGGTTAGCAAAGAAGAAAAACTCCAGCATAGGTCACGCTTATGGAGCCTGGGACGTGACCTATGCTGS
khkkkhkkhkkhkhkhkrxhkkhkkhkhkhkrxkkkx Kk kkhkkhkkhkhkhkkhkkhkkkkkk*k
3’ (M) GAAAAACTCCAGCATAGGT (F) 5’ 3’ TGGAGCCTGGGACGTGS’
DvSnf46-68A_P miR-Rv
DvSnf48-68A_F
5’ CGGCGGTCCAATCGTTTCTTCT3’ DVSnf48-68A cDNA
[NEEEERERRRENERN
DvSnf45-68A assay 3’ AGGTTAGCAAAGAAGAAAAACTCCCAGCATAGGTCACGCTTATGGAGCCTGGGACGTGACCTATGCTGS !
khkkhk Kk Ak Ak khk Ak hkkhkkxkk*xk*k *hkkhkhkkkhkkhkkkkhkkkk*k
3’ (M) GAAAAACTCCCAGCATAGGT (F) 5’ 3’ TGGAGCCTGGGACGTGS’
DvSnf45-68A_P miR-Rv
DvSnf48-68A_F
5" CGGCGGTCCAATCGTTTCTTCT3” DvSnf48-68A cDNA
[REREEREERRENERN
DvSnf44-68A assay 3’ AGGTTAGCAAAGAAGAAAAACTCCCCAGCATAGGTCACGCTTATGGAGCCTGGGACGTGACCTATGCTGS
khkhkhkkhkhkkhkhkhkkhkkkkhkkkhkkxkkx K*hkkhkhkkkhkhkkkhkkkkhkkkhkx
3’ (M) GAAAAACTCCCCAGCATAGGT (F) 5’ 3’ TGGAGCCTGGGACGTGS’
DvSnf44-68A_P miR-Rv
3 PCR
DvSnf48-68A F miR-Rv
cDNA loop primer
DvSnf 48-68A 3'-GUUUUUCUUCUUUGCUAACCU-5"
*Ahkhkkhkkhkkhkhkhkhkhkk K*kkkkk*k
STK32B 5'-AAGCCACUUCACAAAAAGAAGAAGCGAUUGGCAAAGAACA-3"
DvsSnf 47-68A 3'-AGUUUUUCUUCUUUGCUAACCU-5"
kAhkkhkkhkkhkk Ak hkkhk kkkhAkkkk*k
STK32B 5'"-AAGCCACUUCACAAAAAGAAGAAGCGAUUGGCAAAGAACA-3"
DvSnf 46-68A 3'-GAGUUUUUCUUCUUUGCUAACCU-5"
* kkkkhkhhkkkkhkhkk kkkkkkk
STK32B 5'"-AAGCCACUUCACAAAAAGAAGAAGCGAUUGGCAAAGAACA-3"
DvSnf 45-68A 3'-GGAGUUUUUCUUCUUUGCUAACCU-5"
* kkkkhkkkkkkhkkkk kkkkkk ok
STK32B 5'"-AAGCCACUUCACAAAAAGAAGAAGCGAUUGGCAAAGAACA-3"
DvSnf 44-68A 3'-GGGAGUUUUUCUUCUUUGCUAACCU-5"
* kkkkhkhkkhkkkhkkkk kkkkkkk
STK32B 5'"-AAGCCACUUCACAAAAAGAAGAAGCGAUUGGCAAAGAACA-3"
4 DvSnf 48-68A DvSnf 44-68A STK32B
RNAI seed 5 2 8
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A B Cc

overlap
. , . .
RNA loop primer RNA \\ N3 loop primer RNA loop primer
3757 NNNNN NS NNNNN SERN NNNNN
5/ NNNNNNNNNNN NNNNNNNNNNNN N 5/ NNNNNNNNNNN NNNNNNNNNNNN N O/ NNNNNNNNNN - NNNNNNNNNNNN N
FETEEE TErrr | LT Tl FETEE T
’ _ N ’ _ N , _ N
37 NNNNNN-NNNNNNNNNNNN o0 0o 37 NNNNNN-NNNNNNNNNNNN oo 37 NNNNNN-NNNNNNNNNNNN, oo
5 RT
(A) RNAI (B) RNA 3’
(C) loop primer RNA
4.200 4.200
3.600 3.600
- 3.000 = 3.000
g 2.400 g 2.400
g g
g 1.800 § 1.800
ks 1.200 = 1.200
0.600 0.600
0.000 - 0.000
4.00 8.00 1200 16.00 20.00 24.00 28.00 32.00 36.00 40.00 44.00 4.00 8.00 1200 16.00 20.00 24.00 28.00 32.00 36.00 40.00 44.00
Cyde Cyde
3.500 3.500
3.000 3.000 /
g 2.500 g 2.500
§ 2.000 g 2.000
§ 1.500 § 1.500
= 1.000 - 1.000
0.500 4 0.500
0.000 0.000 -
4.00 8.00 1200 16.00 20.00 24.00 28.00 32.00 36.00 40.00 44.00 4.00 8.00 1200 16.00 20.00 24.00 28.00 32.00 36.00 40.00 44.00
Cyde Cyde
3.000
2.500
% 2.000
2 1.500
u_j' 1.000
0.500
0.000
4.00 8.00 1200 16.00 20.00 24.00 28.00 32.00 36.00 40.00 44.00
Cyde
6 RNAIi
(A) DvSnf 48-68A DvSnf 48-68A (B) DvSnf 47-68A DvSnf 47-68A ©)
DvSnf 46-68A DvSnf 46-68A (D) DvSnf 45-68A DvSnf 45-68A (E)
DvSnf 44-68A DvSnf 44-68A 100 copies/well
RNA 10K copies/well RNA 10M copies/well RNA
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synthetic RNA target (10M copies/well)
48-68A | 47-68A | 46-68A | 45-68A | 44-68A
48-68A 22.7 24.5 23.9

& | 47-68A 28.6 21.7 252 23.9

7 S

® Q

< | 46-68A 30.3 26.7 21.6 E

pd o

o @)

€| 4568A 35.9 31.9 21.7

44-68A 35.4 30.0
1A L
RittE . |
7 RNAI
10M copies/well RNAi C, * 3 1
A B
5 45 5 45
B number of positive reaction Cq B number of positive reaction @ Cq
e 4 4 1
S 5
i - 40 5 - 40
N g
[ . K [
£ A | B % " £ =k
i 2 1 8
2 35 s - 35
° 5]
o ;
2 ]
< c
0 30 - 30
FIE I e R I - I e A IR R R i R e e e
LRI LRI LRI LRI LRI LT
F F2 F3 F F2 F3
RNA sample RNA sample
8 DvSnf 48-68A loop primer forward primer
1K copies/well RNAi DvSnf 48-68A 3
loop primer A DvSnf48-68A RT B DvSnf48-68A RT2
forward primer DvSnf48-68A F F DvSnf48-68A F2 F2 DvSnf48-68A_F3
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38

9 DvSnf 48-68A

loop primer
1K copies/well DvSnf 48-68A
DvSnf48-68A RT2

33 50 uM

0.600
0.500
0.400
0.300

0.200

Fluorescence

0.100

== 0.000 £

36 -
o
¥ %
34 %
32 T T
17 33 50
concentration of 17
loop primer(nM)
0.600 0.600
0.500 0.500
o 0.400 o 0.400
g g
@ 0.300 @ 0.300
L v
S S
2 0.200 2 0.200
0.100 0.100
0.000 | ume==— 0.000 | fEEE——
0.00 10.00 20.00 30.00 40.00 0.00 10.00 20.00
Cycle Cycle

10 DvSnf 48-68A

F2

40

35

20

15

B DvSnf48-68A F

loop primer

forward primer

30.00 40.00 0.00

DvSnf48-68A RT2 forward primer

C DvSnf48-68A F3

+48-68A

W47-68A

A46-68A

©45-68A

44-68A

102

103 104 108 106 107

RNAE (copies/well)

108

18

18

11 DvSnf 48-68A

RNA
ies/well loop primer
8A RT2 forward primer
68A F 3

-

10.00

1K

20.00 30.00 40.00
Cycle

A DvSnf48-68A

10M cop
DvSnf48-6
DvSnf48-
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