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13 1. Tet-Express rapidly induces gene expression from TRE promoters, Hela cells
containing a stably integrated luciferase expression cassette under the control of a
TRE promoter were treated with Tet-Express and compared to untreated cells from
the same Hela cell culture at different time points. 88% of maximal expression was
achieved in just 2 hr.
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18 2. Tet-Express works well with a broad range of cell types. Cultures of 293T
cells, Hela cells, MCF7 cells, and HepG2 cells were transfected with a plasmid that
expresses luciferase under the control of a TRE promoter. The next day, cells from the
four transfected cell cultures were treated with Tet-Express according to the standard
protocol and incubated overnight—in parallel with untreated cells from each transfected
culture. On the following day, treated and untreated cells were assayed for luciferase
activity.
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Minimal CMV promoter

7 identical tetO repeats (transactivator binding sites) mutated to consensus

Equal spacing and randomized central sequence

&l 3. The Prrese promoter is designed to ensure the lowest basal expression of any
TRE-containing promoter. This promoter consists of 7 identical tetO repeats, separated
by randomized central sequences of equal length.
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J% 4, Basal expression from the
PTRE3G promoter is undetectable by
Western analysis. HelLa cells containing a
stably integrated tetracycline-inducible lu-
ciferase expression cassette were treated
with Tet-Express according to the stan—
dard protocol and incubated overnight—in
parallel with untreated cells from the same
Hela cell culture. The next day, lysates of
treated and untreated cells were prepared
and blotted with antiluciferase and anti—actin antibodies.
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