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12! 2, pTRE-Cycle Vectors available from Clontech,
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121 3, Regulating protein levels is easy with pTRE-Cycle Vectors HEK 293 cells were
cotransfected with pTet-On Advanced and pTRE-Cycle2-ZsGreen1 (encoding mCherry and DD-
tagged ZsGreen1), Transfected cells were subsequently grown in medium : +Dox/-Shield1 (Panel
A); +Dox/-Shield1 (Panel B); and +Dox/+Shield (Panel C), Cells incubated in medium containing
only Dox accumulated only mCherry, whereas cells incubated in medium containing both Dox and
Shield1 accumulated both mCherry and DD-tagged ZsGreent
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cloning 3} 3L, o] A Tet-

W 9ol SNl 7 - 19h9] Vector 2 7)o T X7
o] vector59] EH# 0l 2HE& £ ¢ #<la}ly] 9l5te], Sox29} Octd FAA}
£ pTRE-Cyclel9] cloning &}¢] pTet-On Advanced®} 37 HEK 293 cello]]
transfection 3T}, Transfection® A L E-L thokdl Doxe} Shield1¢] F&

o] A B 9¥3}aL, anti-Sox2 monoclonal antibody (mAb)$} anti-DD mAbS A}

23} Western blote 2 £243}t} (28 3), Shieldlo] {15 wl, DD-
tagged Octd= A3 TR HA] ko= Dox ol we} thkslA Sox2
7} A E-S FRl5 it (29 3-2, 3). DD-tagged Oct4+= Shield1Z} Dox&
2F Ao H7bet s i HEEH AT (2™ 34, 5).

T2l 4, Get tight, independent control over levels of coexpressed proteins, HEK 293 cells were
cotransfected with pTet-On Advanced and pTRE-Cycle1-Sox2-Oct4 (encoding both Sox2 and
DD-tagged Oct4), and grown on medium containing various concentrations of Dox and Shield1.
48 hrs post-transfection, cell lysates were subjected to western analysis with an anti-Sox2
monoclonal antibody (mAb) and an anti-DD mAb, Cells incubated in medium containing only Do,
accumulated only Sox2 in a concentration-dependent manner (Lanes 283); cells incubated in
medium containing both Dox and Shield1 accumulated both Sox2 and DD-tagged Oct4, also in a
concentration-dependent manner (Lanes 485).

H & 9 =& TaKaRa Code
PTRE-Cycle 1 20 ug 631115
PTRE-Cycle 2 20 ug 631116
pTRE-Cycle 3 20 ug 631117

2l 5, Protein levels can be adjusted in less than 4hrs, HEK 293 cells were cotransfected with
pTet-On Advanced and pTRE-Cycle2-Zsgreen1 (encoding both mCherry and DD-tagged
ZsGreen), and incubated overnight in medium containing Dox and Shield1, Transfectants were
subsequently incubated in medium containing only Dox (no Shield1), After 4hrs, mCherry levels
were unaffedted (Panel A); however, DD-tagged ZsGreen1 was largely degraded (Panel B).

W T 4 A7) Do he e 2 K
ol ey gl 2-e AU E w2} pTet-On Advanced®} pTRE-
Cycle2-ZsGreen1 © 2 co-transfectiond} HEK 293 cell-& Dox$} Shield1S 3
7keh v 2] oA BF=k v sk ek, o] DoxRF H7kgk v A ollA] 4 AIRE E<E
viFet ok, & AlEo] #F Aw A AIE Gl shieldlo] §l= A
mCherry &d-8 8-S wHA] o= v (29 4-A), DD-tagged ZsGreenl<
7ol e B3 =t (I8 4-B). DD-tagged ZsGreenlo| A%F Holl
£ B2.9 ybiquinated proteinol] #ate] B FTEF} U] F Ty
pTRE-Cycle Vectore 5202 =2 7o) vl d == 1 7fjo] 54 oz
3179 W e ol 4 a1 AL Aol 4 2HE
AEERE

[ EamEs|

Gossen, M, & Bujard, H, (1992) Proc, Natl. Acad. Sci USA 89(12):5547-5551
Gossen, M, et al. (1995) Science 268(5218):1766-1769.

. Urlinger, S, et al, (2000) Proc. Natl. Acad. Sci. USA 97(14):7963-7968,
pTRE-Tight Vectors (April 2003) Clontechniques XVIII(2):10-11,

. Bidirectional Tight Expression Vectors (April 2006) Clontechniques XXI(1):12-13,
. Inducible Gene Expression Systems (January 2007) Clontechniques XXII(1):1-2
. Banaszynski, L. et al, (2006) Cell 126(5):995-1004,

. Shaner, N, C. et al. (2004) Nature Biotech, 22(12):1567-1572,

9. Matz, M. V. et al, (1999) Nature Biotech, 17(10):969-973,

10, Donaldson, K, M. et al. (2003) Proc, Natl. Acad. Sci USA 100(15):8892-8897 ,
11, Seibenhener, M. L, et al, (2004) Mol Cell. Biol. 24(18):8055-8068,

12, Wooten, M, W, et al. (2006) J, Biomed. B/otechno/, 2006(3):1-12.

ONOD O WM

March 2010 - 41



