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@ Strong and tightly regulated suppression of any target gene

@ Save weeks of time by creating a stable, inducible cell line in only one step

@ |deal for cases where gene suppression may be lethal
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M Inducible RNAi Mechanism
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2l 1, The Knockout Single Vector Inducible RNAi System uses a modified form of the tightly regulated, tetracycline-controlled gene expression system,
In the absence of Dox, tTS binds the tetO sequences within the TRE/U6 promoter and actively silences transcription of the shRNA, When Dox is added to the
culture medium, tTS dissociates from the TRE, relieving transcriptional suppression and allowing high level transcription of the shRNA from the hybrid TRE/U6
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»et




Technical Tip

Knockout™ Single Vector System

W =t transfectiond]] 2|8t inducible RNAI cell line &|Z¢

Tet inducible RNAI A|AEIO| £ S=EE = tTS regulatory proteing 2ts4s}
11 shRNA 2= 9|8 TRE/U6 response cessetteE E&tsl= QFEH
cell lineS MZtst= A0|Ct, e M 247} neomycin MEH 01747} QU
= ste] vectordfl 25 7| HE0Hl, AlZtDt =S Alets| £ o Qo
2 AI2EE (51| fisiMe AR MEISE SHFHAL2| shRNA
MeS Zsksh= dsDNA oligonucleotideE pSingle-tTS-shRNS vectorof|
cloningstil, 0|E &I5t= cell linedd| transfectiondtCt, SHUMIE 0|26 M
4 3 oFY Sl clonesE A32|'3t 20f| &Sk oi7tof ALSstH Eot

W w2 g-2A[7F 2 =2 induction level

Clontech@| Knockout Inducible RNAI Systemi|A{ Tet/U6 promoter2|
o= MAL AJRLS EHESEA| 21H|(steric hindrance) 57| ECH= TS T
Z 2 o|25t0o] L5t =H-sCE 27| 20 shRNAQ| background &
AIE S37| 218 tTS suppressor HHHAIO| =2 WUSI2 Z Q5IX| pICt
BackgroundE Z5317| HE0l| 2 A2l M2 QA oX|(steric
hindrance)o|2t 2|Z35= C}Z inducible RNAI A|AEI0f| H|5}0] EHAIGHA|
ZH ISt =2 HEA S 21 UCkE AOICKT).

M Effective & Sensitive Gene Suppression
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12| 2, Doxycycline-induced knockdown of lamin A/C in HeLa cells,

Panel A, A stable Hela cell line that expresses an anti-lamin A/C shRNA was
produced using the Knockout Single Vector System, Cells were grown in the
absence or presence of Dox (1 ug/ml) for the times indicated, They were then
harvested and analyzed by Western blot using f-actin expression as a control,
Suppression of lamin A/C expression is evident after 6 hr of treatment, and is
virtually abolished after 72 hr, Lane 1: control, Lanes 2~4: 6 hr, 48 hr, and 72
hr, respectively, Panel B, The anti-lamin A/C Hela cell line was grown in the
absence or presence of increasing concentrations of Dox for 72 hr, then
harvested and analyzed by Western blot, Lane 1: parental cells, Lane 2~4: O,
0.1, and 1 ug/ml Dox, respectively,
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& 3, Sensitive doxycycline-induced knockdown of luciferase activity,

HEK 293 cells were transiently co-transfected with the pSingle-tTS-shRNA vector
expressing an anti-luciferase shRNA and a pCMV-luciferase expression vector at a
ratio of 1:1, Cells were grown in the absence or presence of 0~1 ug/ml Dox for 72
hr, then harvested and lysed to measure Iuciferase activity, Luciferase activity was
reduced by 67% at 1 ng/ml Dox and by 88% at 1 ug/m,
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Inducible RNAI
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