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Abstract

Results and Discussion

RHAI mchnology based applicaticnd are invaluabile tools wied 12
slucidste celiular pathways and gess Tunction. Small interfesing
AMA [siRHAY and micrelMAS [miRHAL) ae crtizally inveled in
AMAI pathways and inkibit targel gene sapreasion By either
promoting miMA cleavage o inhibiting transistion. The angated
and elifective inhibiten of the gene expreddlsn makes REA
interferance an imporani technique for gene function
HMMMW!MH““MH«.M
alpctrog geris 1o deliver RMARANA inte subarpotic
calhi. 'I'rh-rll'l" TEO®E and Trh-rl.l'l'-ﬂﬂ'I.IE!Tt are low loxicity
raggents thal e#icianty deliver siRNAIRNA inle cuBuned
mammalkan calie. The sgenic™ slactraparaticn kalution had bean
dasigned 1o Laciliate efficent and rellable delimery o nuclsls acikds
ta suharyobic calls, including these thal s traditicnally reslstant
ta chamical Branelecticn. The reagant i compatible with mullipls
imatruments  indleding BioRad GewmPuber® and the Amaxa
Muclpolpctor® and laclitiben a wisle rarge of applicaticns requiring
rratiaic ackd delivery 10 calls,
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1. RMA I8 rigpesesd by small double-simndad AMNAS (dsRRAL], adhar
inireaduced indo he oell by iraralecion o pheciroporaion [SRMA o
dupleos MIRMAY, O Srsing MM NUCKEar IMNSOripls. DoNtanng o Sl
o SiruciieG {emiAASs ) PriemiRNAS are piooasssd by e RkUAssE
1<l gsrceyrrees (Dvcaa i ihe nuckeus mnd Dicer in tha cyioplassm e
il TRHLED MRS SENAS COn SIS0 ba Qe ntad Ty Do
despairechenl Chaarvage of kong dsRMA. Both sRMAs and siRMNAS can
el spreasion of eget MRMAS by peomaoting MR chrnge of
Inhailing analaton

Z. Translection of siRMA with TransIT-siQUEST and TransIT-THQ
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2. Firaly and s pingy hucileriss mporier wcion wam e-transfecied inig
vasricus oall b, Subssquisithy, feefly Laifetis saprasion was keocked down by
riibacton of 35 nkl ars-frefty ciirioe wRPA wing sitar the Trarml T-QUEST
[rived ot TranadT-THD | pink) Trarafectcn Reagen]. Barm rdicats the pencant ol
normakznd fealy kol sxpression & compianid I B miegont along ookl
24 honars poat-ranafiction

Localization of siRMA Delivered by Transfection or Eleciroporation
44, Transhection #8. Ehxcinoporation

8. LatsH ITE Fluonscesn HNA Dedreery Lonbn (igreaen | was transfocind using Hhe
Trans! T-TKD Translecion Raagenl. Cols ween fand then countersisined 1o locate
Theer nascled Toduse] and actin (e

AP Cy-ntabed noncoding contmd sFRA, (rod | was elecropormied nln cells wsing
Inganog. Cols wern fasd and cosnlerstained for neckel (biva ) and actin [green)

14, giRNA Knockdown with ingenio similar to Amaxa
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I8, mHMNA mnd plasmad DS wars co-pectmporaing with Ingen: L lechopsraton
Solulon using sither e Gere Pulser Nosll [Bao-Bad) or the Amaza Muclecfector ||
flonza). Lucierass potivty dats from threo cifiennt days wens averaged and
norralerad o nov-Eargbng sRRA, confol
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&. Simillar Effickency to Amana

wre,  WIngenio Solution - BloRsd Gers Pulser
N inganio Soluticn - amaxs Nuclsodector
B Amaxa Sclution V - smana Huclsolecior

.|

i
jﬂﬂ
§
EII..

Jurkak EG-1 5HE-N-MC

5 Cals mﬁhm‘cwm it pa'almnm i) EQFP rafseted yisor sl adfiad e
Qe Pukiier Xoall [Bias-Fned) of s aimacs Muchsshesio: ™ |l [Lofes). EGFP
AcOpirking Cnls win ieniifed 24 hours poat-shoctponation by Sow cylosiny and
ikl a4 A PG of B e Sill Bopolitorn Expiienib, wine pirlossd i
triphsin on P SODAAES AiyS Snd B A0 Seirigod

Conclusions

A8, miRNA Ko kdown with Ingonic

paCHETE 2 placsmed (Promeega | choned with laepet ]J |

sequenoe for miR-143 was co-slecbaponaled with i ol |

RS maceo, [Frmbeon ) oF nonsLegeting X 4}

ool mecroFHA, i Ingeeneg: Ebeciropomion } i =

Bolufion using T Gone Pusor Xopll Colls ware |

nasyped using e Dual-Licifeass System s
(Prormasgal. Aoty & repnesenied os o perosniegs
o reocRokoawm rolariive io Tha Conirod

Wirus Bho LLGC. provides & numbsr of methods for delivery of many nuckHc
BCids, Including small RNAs, aven in oslls which are traditionally resistant 1o
chemical transleLtoe.
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r L taaksity
TranalT-THD
+ MRMA& micreR KA, and plasmid DAMA frangfection
v Can B eived bn dlindacd o ferveria Mier led Horm

"inganio Dectreparation Solution
v Companble sith arg slisingparation inssrurgd including G Pulger
Xeall, Amacs Nucleolector, and BTX
+ D B UL That dediveens plasmid DHA. # 8 KA snd microRhs,




