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& 1. The Tet-On 3G systems allow inducible gene expression only in the presence

of doxycycline. When Dox binds, the transactivator undergoes a conformational change
allowing it to bind tet operator (tet O) repeats within the TREG Promoter (Prress). The
transactivator activates expression through transcription activation domain repeats.
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Z1&l 4. Comparison of the three generations of Tet-On. Panel A shows the transacti-

vator and inducible promoter combinations for each generation of the Tet-On system.
Tet-On was launched by Clontech in 1996—at the time this was the premier inducible
expression system, and its performance has only been surpassed by subsequent gen—
erations of the Tet-On system. Panel B shows co-transient transfection experiments
with both vectors in HEK 293 and HelLa cells. Although Tet-On Advanced shows great
improvement over the original Tet-On System when comparing the difference between
the induced and the uninduced states (fold induction), Tet-On 3G shows even higher fold
induction due to the significantly reduced basal expression provided by the P .. pro—

moter.
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(2) Response Vectors
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% 8. Tet-On 3G (EF1a Version) provides inducible expression in hematopoietic
cells. Jurkat cells were transfected with pEF1a—Tet3G using Xfect transfection reagent,
and stable clones were selected by limiting dilution. 18 stable clones were then tested
for inducibility by transient transfection using Peess—expressing luciferase. Six out of
eighteen clones showed more than 2,000 fold induction via transient transfection.

Mouse Embryonic Stem Cells
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12 9. Tet-On 3G (EFia Version)
provides inducible expression in
stem cells. Mouse embryonic stem
cells (ES-E14TG2a mES cells)
were cotransfected with Prpess—
ZsGreen1 and pEF1a—Tet3G using
Xfect Stem transfection reagent.
The stem cells show ZsGreeni
expression only in the presence of
Dox (Panel C).
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12 10. To ensure low background with Tet-On
3G, it is essential to use fetal bovine serum that
is functionally tested. Clontech offers four such
serum options, including serum that is sourced
from the US, Mexico, and Australia, as well as
US-sourced serum that is additionally tested for
use in mouse embryonic stem cells.
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H=H Size Code

Tet—On 3G Inducible Expression System each 631168
Tet—On 3G Inducible Expression System (EF1a \ersion) each 631167
Tet—On 3G Inducible Expression System (Bicistronic Version) each 631166
Tet—On 3G Inducible Expression System (with mCherry) each 631165
Tet—On 3G Inducible Expression System (with ZsGreenT) each 631164
Tet System Approved FBS 500 ml 631106
Doxycycline 5g 631311

TetR Monoclonal Antibody (Clone 9G9) 200 ug 631132
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