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PHOTOACTIVATABLE TET EXPRESSION
CONTROL SYSTEM

CROSS-REFERENCE TO RELATED PATENT
APPLICATION

This application claims priority to Japanese Patent Appli-
cation No. 2018-163617, filed Aug. 31, 2018, the content of
which is incorporated herein by reference.

TECHNICAL FIELD OF THE INVENTION

The present invention relates to a tetracycline gene
expression control system capable of controlling the expres-
sion of target genes by both light irradiation and a tetracy-
cline (Tet)-based compound.

BACKGROUND OF THE INVENTION

The Tet-OFF/ON system utilizes the interaction between
a Tet response element (TRE) having a Tet operator (TetO)
sequence and a Tet repressor (TetR), and regulates the
expression of exogenous genes in target cells by treating the
cells with Tet or doxycycline (Dox), which is a more stable
Tet analog (for example, see Non-Patent Literature 1). In the
Tet-OFF system, a fusion protein consisting of TetR and a
transactivation domain binds to TRE in the absence of Dox,
which activates the minimal promoter that controls the
expression of downstream genes. In the Tet-ON system, a
fusion protein consisting of reverse TetR (rTetR) and a
transactivation domain binds to TRE in the presence of Dox,
which activates the minimal promoter that controls the
expression of downstream genes. The Tet-OFF/ON system
is a chemically controlled system that is most commonly
used in mammalian cells. However, because this system uses
Dox, which is a small molecule, for expression control, it is
difficult for this system to induce target gene expression in
a limited time frame or in cells within a limited space. For
example, it is known that dynamic gene expression in stem
cells or progenitor cells plays a key role in the retention,
growth, and differentiation of stem cells in the ontogeny and
maintenance of tissue homeostasis. Furthermore, it is known
that these phenomena are closely correlated with the func-
tion of clock genes that control circadian rhythms or ultra-
dian rhythms. However, the Tet-OFF/ON system cannot be
operated with excellent time resolutionespatial resolution
required to study these phenomena. Therefore, this system is
not suited for studies*experiments that require rapid activa-
tion or inactivation of target genes described above.

As a gene expression system that overcomes the technical
limitations of the conventional chemically controlled gene
expression systems and can take temporalespatial control, a
system capable of controlling gene expression (ON/OFF) by
light irradiation, that is, a photoactivatable (PA) expression
system has been developed. In the technique of controlling
gene expression by light, simply by adjusting the area to be
irradiated with light or adjusting irradiance, it is possible to
easily induce the target gene expression only in cells within
a certain space in a limited time frame. For example, there
is a report regarding the analysis of the functional impor-
tance of dynamic change in gene expression in basic helix-
loop-helix (bHLH) transcription by using a PA-Gal4/UAS
system (Light-ON system) which uses GAVPO as a photo-
activatable transcription factor (see Non-Patent Literature 2
and Non-Patent Literature 3). Because GAVPO has a high
activation and deactivation reaction rate, by changing the
light irradiation pattern, it is possible to artificially induce

10
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2

the Ascll gene expression in neural stem cells in various
dynamic phases (for example, persistent expression or oscil-
latory expression).

Examples of protein modules having light-dependent
interaction include a blue light-responsive heterodimer for-
mation module derived from Arabidopsis thaliana. This
module consists of a Cryptochrome 2 (Cry2) photoreceptor
and cryptochrome-interacting basic helix-loop-helix 1
(CIB1), which is a protein specifically binding to the Cry2
photoreceptor (for example, Non-Patent Literatures 4 to 8).
Arabidopsis thaliana Cry2 is a photolyase-like photorecep-
tor that regulates the development and growth of plants by
regulating circadian rhythms. Cry2 has two domains, the
N-terminal photolyase homology region (PHR) and the
Cryptochrome C-terminal extension (CCE or CCT). PHR is
a chromophore-binding domain that non-covalently binds to
the chromophore flavin adenine dinucleotide (FAD). Cry2
can bind to the bHLH transcription factor CIB1 in a blue
light-specific manner. The truncating variant of the Cry2 and
CIB1 essential domain acts as a blue light-dependent het-
erodimer formation module. In addition, it has been revealed
that some point mutations of Cry2 induce a faster or slower
light cycle (Non-Patent Literature 9, Non-Patent Literature
10, and Non-Patent Literature 11).

Examples of the near-infrared light-responsive heterodi-
mer formation module include a protein module consisting
of BphP1, which is a phytochrome derived from the pho-
tosynthetic bacterium Rhodopseudomonas palustris, and
PpsR2, which is a protein specifically binding to BphP1.
(For example, Non-Patent Literature 27). In a case where
BphP1 and PpsR2 are irradiated with near-infrared light at
740 to 780 nm, the proteins bind to each other and form a
heterodimer. This heterodimer is formed by the absorption
of near-infrared light by using Biliverdin (BV), which is an
endogenous chromophore of eukaryotes including mam-
mals. PpsR2 is a relatively large protein having many
domains. Therefore, by reengineering the BphP1/PpsR2
system so that the N-terminal side and the C-terminal side
are deleted, a BphP1/Q-PAS1 system was developed which
uses a PpsR2 deletion variant (Q-PAS1) consisting only of
a Q-linker and a downstream PAS1 domain of the Q-linker
(for example, Non-Patent Literatures 28 and 29).
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SUMMARY OF THE INVENTION
Technical Problem

An object of the present invention is to provide a photo-
activatable Tet-OFF/ON system that can precisely control
temporal and spatial gene expression.

Solution to Problem

As a result of intensive studies, the inventors of the
present invention have found that by incorporating a pho-
toactivatable binding switch consisting of Cry2/CIB1 (here-
inafter, called “Cry2/CIB1-PA binding switch” in some
cases) or a photoactivatable binding switch consisting of
BphP1/Q-PAS1 (hereinafter, called “BphP1/Q-PAS1-PA
binding switch” in some cases) into a Tet-OFF/ON system,
it is possible to obtain a system (hereinafter, called “PA-
Tet-OFF/ON system” in some cases) that can control the
expression of target genes by both light irradiation and a
Tet-based compound. Based on this finding, the inventors
have accomplished the present invention.

That is, a PA-Tet-OFF/ON system and the like according
to the present invention are the following [1] to [27].
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[1] A photoactivatable tetracycline gene expression con-
trol system, including a target gene expression cassette
including a tetracycline response element having a TetO
sequence, a promoter which is positioned downstream of the
tetracycline response element and controlled by the tetracy-
cline response element, and a target gene which is positioned
downstream of the promoter and of which expression is
controlled by the promoter, a first fusion protein expression
cassette including a gene which encodes a first fusion
protein containing a Tet repressor protein or a reverse Tet
repressor protein and a first protein, and a second fusion
protein expression cassette including a gene which encodes
a second fusion protein containing a transactivation domain
of a transactivation element p65 and a second protein, in
which the first protein and the second protein bind to each
other and form a heterodimer only in a state of being
irradiated with light at a specific wavelength.

[2] The PA-Tet-OFF/ON system described in [1], in which
the TetR or the rTetR has a threonine residue as an amino
acid residue corresponding to the 194th isoleucine of wild-
type TetR of Escherichia coli.

[3] The photoactivatable tetracycline gene expression
control system described in [1] or [2], in which the Tet
repressor protein or the reverse Tet repressor protein has a
threonine residue as an amino acid residue corresponding to
the 194th isoleucine of a wild-type Tet repressor protein of
Escherichia coli.

[4] The photoactivatable tetracycline gene expression
control system described in any one of [1] to [3], in which
the first protein is CIB1 or a variant thereof and the second
protein is Cry2 or a variant thereof, or the first protein is
Cry2 or a variant thereof and the second protein is CIB1 or
a variant thereof.

[5] The PA-Tet-OFF/ON system described in [4], in which
the first protein is CIB1 or a variant thereof, and the second
protein is Cry2 or a variant thereof.

[6] The PA-Tet-OFF/ON system described in [5], in which
in the first fusion protein, CIB1 or a variant thereof is linked
to a C-terminal side of the Tet repressor protein or the
reverse Tet repressor protein.

[7] The PA-Tet-OFF/ON system described in [5] or [6], in
which CIB1 or a variant thereof contained in the first fusion
protein is a C-terminal deletion variant of CIB1 that consists
of a partial protein corresponding to a region consisting of
the 1st to 170th amino acids of wild-type CIB1 of Arabi-
dopsis thaliana, or a variant that is obtained by deleting a
nuclear localization signal from the C-terminal deletion
variant of CIB1.

[8] The photoactivatable tetracycline gene expression
control system described in [7], in which CIB1 or a variant
thereof contained in the first fusion protein is a variant
obtained by deleting a nuclear localization signal from a
C-terminal deletion variant of CIB1 consisting of a partial
protein corresponding to a region consisting of the 1st to
170th amino acids of wild-type CIB1 of Arabidopsis thali-
ana, and the second fusion protein contains a nuclear
localization signal on the N-terminal or the C-terminal.

[9] The PA-Tet-OFF/ON system described in any one of
[5] to [8], in which Cry2 or a variant thereof contained in the
second fusion protein is a C-terminal deletion variant having
an N-terminal photolyase homology region or a variant
obtained by substituting an amino acid residue in the C-ter-
minal deletion variant with phenylalanine, and the amino
acid residue corresponds to the 348th leucine of wild-type
Cry2 of Arabidopsis thaliana.

[10] The photoactivatable tetracycline gene expression
control system described in any one of [1] to [3], in which
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the first protein is Bphpl or a variant thereof and the second
protein is Q-PAS1 or a variant thereof, or the first protein is
Q-PAS1 or a variant thereof and the second protein is Bphp1
or a variant thereof.

[11] The photoactivatable tetracycline gene expression
control system described in [10], in which the first protein is
Bphpl or a variant thereof, and the second protein is
Q-PAS1 or a variant thereof.

[12] The photoactivatable tetracycline gene expression
control system described in [11], in which the second fusion
protein contains a nuclear localization signal on the N-ter-
minal, and Q-PAS1 or a variant thereof is linked to the
C-terminal side of the transactivation domain of the trans-
activation element p65.

[13] The photoactivatable tetracycline gene expression
control system described in [11] or [12], in which in the first
fusion protein, Bphpl or a variant thereof is linked to the
N-terminal side of the Tet repressor protein or the reverse Tet
repressor protein, and in the second fusion protein, Q-PAS1
or a variant thereof is linked to the C-terminal side of the
transactivation domain of the transactivation element p65.

[14] The PA-Tet-OFF/ON system described in any one of
[1] to [13], further including, in addition to the target gene
expression cassette: an expression cassette for a protein in
which the first fusion protein and the second fusion protein
are linked to each other through a T2 A self-cleaving peptide;
or an expression cassette for bicistronically expressing the
first fusion protein and the second fusion protein.

[15] The PA-Tet-OFF/ON system described in any one of
[1] to [14], in which the target gene is a gene that encodes
a protein modified with ubiquitin.

[16] A cell including the PA-Tet-OFF/ON system
described in any one of [1] to [15].

[17] A method for controlling target gene expression,
including controlling expression of the target gene in the cell
described in [16] by adjusting conditions so that the cell is
irradiated or not irradiated with blue light or near-infrared
light and treated or not treated with a Tet-based compound.

[18] Akit for a PA-Tet-OFF/ON system, including a target
gene expression vector including TRE having a TetO
sequence, a minimal promoter which is positioned down-
stream of the TRE and controlled by the TRE, and a
multicloning site which is positioned downstream of the
minimal promoter and into which a target gene will be
inserted, a first expression vector including a first fusion
protein expression cassette containing a gene that encodes a
first fusion protein in which TetR or rTetR is linked to CIB1
or a variant thereof, and a second expression vector includ-
ing a second fusion protein expression cassette containing a
gene that encodes a second fusion protein in which a
transactivation domain of a transactivation element p65 is
linked to Cry2 or a variant thereof.

[19] A kit for a photoactivatable tetracycline gene expres-
sion control system, including a target gene expression
vector including a tetracycline response element having a
TetO sequence, a promoter which is positioned downstream
of the tetracycline response element and controlled by the
tetracycline response element, and a multicloning site which
is positioned downstream of the promoter and into which a
target gene will be inserted; a first expression vector includ-
ing a first fusion protein expression cassette containing a
gene that encodes a first fusion protein in which a Tet
repressor protein or a reverse Tet repressor protein is linked
to Bphpl or a variant thereof, and a second expression
vector including a second fusion protein expression cassette
containing a gene that encodes a second fusion protein in
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which a transactivation domain of a transactivation element
p65 is linked to Q-PASI1 or a variant thereof.

[20] The kit for a PA-Tet-OFF/ON system described in
[18] or [19], including, instead of the first expression vector
and the second expression vector, an expression vector
including an expression cassette for a protein in which the
first fusion protein and the second fusion protein are linked
to each other through a T2A self-cleaving peptide, or an
expression cassette for bicistronically expressing the first
fusion protein and the second fusion protein.

[21] The kit for a PA-Tet-OFF/ON system described in
[18] to [20], in which the TetR or rTetR has a threonine
residue as an amino acid residue corresponding to the 194th
isoleucine of wild-type TetR of Escherichia coli.

[22] An expression vector including an expression cas-
sette for expressing a fusion protein in which TetR or rTetR
is linked to CIB1 or a variant thereof.

[23] An expression vector including an expression cas-
sette for expressing a fusion protein in which a transactiva-
tion domain of a transactivation element p65 is linked to
Cry2 or a variant thereof.

[24] An expression vector including an expression cas-
sette for expressing a fusion protein in which a Tet repressor
protein or a reverse Tet repressor protein is linked to Bphpl
or a variant thereof.

[25] An expression vector including an expression cas-
sette for expressing a fusion protein in which a transactiva-
tion domain of a transactivation element p65 is linked to
Q-PASI or a variant thereof.

[26] An expression vector including an expression cas-
sette for a protein in which a fusion protein, in which a Tet
repressor protein or a reverse Tet repressor protein is linked
to CIB1 or a variant thereof, and a fusion protein, in which
a transactivation domain of a transactivation element p65 is
linked to Cry2 or a variant thereof, are linked to each other
through a T2A self-cleaving peptide, or an expression cas-
sette for bicistronically expressing a fusion protein in which
a Tet repressor protein or a reverse Tet repressor protein is
linked to CIB1 or a variant thereof and a fusion protein in
which a transactivation domain of a transactivation element
p65 is linked to Cry2 or a variant thereof.

[27] An expression vector including an expression cas-
sette for a protein in which a fusion protein, in which a Tet
repressor protein or a reverse Tet repressor protein is linked
to Bphpl or a variant thereof, and a fusion protein, in which
a transactivation domain of a transactivation element p65 is
linked to Q-PAS1 or a variant thereof, are linked to each
other through a T2A self-cleaving peptide, or an expression
cassette for bicistronically expressing a fusion protein in
which a Tet repressor protein or a reverse Tet repressor
protein is linked to Bphpl or a variant thereof and a fusion
protein in which a transactivation domain of a transactiva-
tion element p65 is linked to Q-PAS1 or a variant thereof.

Advantageous Effects of the Invention

The PA-Tet-OFF/ON system according to the present
invention is obtained by incorporating a Cry2/CIB1-PA
binding switch or a BphP1/Q-PAS1-PA binding switch into
the conventional Tet-OFF/ON system, and can control the
expression of target genes not only by the treatment with a
Tet-based compound that has been performed convention-
ally, but also by an irradiation treatment with blue light or
near-infrared light. Therefore, this system can precisely
control the temporal and spatial gene expression, and is
useful as a tool for various biological experiments that
require spatial expression control and rapid activity control.
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Furthermore, in a case where the kit for a PA-Tet-OFF/ON
system or the expression vector according to the present
invention is used, it is possible to more conveniently control
the target gene expression by operating the system.

BRIEF DESCRIPTION OF DRAWINGS

FIG. 1 is a view schematically showing PA-Tet-OFF
candidate constructs used in Example 1.

FIG. 2(A) is a schematic view of an expression cassette
including a T86 construct confirmed to be a PA-Tet-OFF
construct in Example 1. FIG. 2(B) is a schematic view of a
Ub-Eluc expression cassette for a pTREtight-Ub-ELuc
reporter used in Example 1. FIG. 2(C) is a schematic view
of an expression cassette for a protein in which a TetR
(I194T, 1-206)-CIB1 (-NLS) fusion construct and a Cry2
PHR (L.348F)-p65AD-NLSx2 fusion construct are linked to
each other through a T2A self-cleaving peptide [TetR
(1194T, 1-206)-CIB1 (-NLS)-T2A-Cry2 PHR (L348F)-
p65SAD-NLSx2 fusion construct].

FIG. 3 is a view showing the results of investigating the
influence of linker sequences for TetR and a CIB1 derivative
on the PA-Tet-controlled expression efficiency in Example 2
by using a T86 construct.

FIG. 4 is a view showing the results of investigating the
influence of the 1194 amino acid substitution in TetR on the
PA-Tet-controlled expression efficiency in Example 2 by
using a T86 construct.

FIG. 5 is a view showing the results of measuring
luminescence signal intensity quantified by performing
luciferase assay in Example 3 on Tet-independent constructs
and PA-Tet-ON constructs obtained by introducing muta-
tions into TetR (11947, 1-206) in a T86 construct, the results
obtained by performing the luciferase assay under dark
conditions and blue-light irradiation conditions with or
without administering Dox.

FIG. 6 is a view showing the results of measuring
luminescence signal intensity quantified by performing
Iuciferase assay in Example 3 on a PA-Tet-OFF-T2A con-
struct and a PA-Tet-ON-T2A construct obtained by intro-
ducing mutations into a T86 construct and on constructs of
the conventional Tet-OFF/ON system (a tTA-Ad construct
and a Tet-ON 3G construct), the results obtained by per-
forming the luciferase assay under dark conditions and
blue-light irradiation conditions with or without administer-
ing Dox.

FIG. 7 is a view showing the results of investigating Dox
concentration-dependent transcriptional activity of a PA-
Tet-OFF system (A) and a PA-Tet-ON system (B) in
HEK293T cells transiently transfected in Example 3.

FIG. 8 is a schematic view showing an expression cassette
for PA-Tet-OFF construct/PA-Tet-ON construct (A) and a
Ub-NLS-luc2 expression cassette in a TRE3G-Ub-NLS-
luc2-Hes1 3'UTR lentiviral vector (B) that were used for
preparing a PA-Tet-OFF/ON system stable expression strain
in Example 4.

FIG. 9 is a view showing the results of investigating blue
light intensity-dependent transcriptional activity of the PA-
Tet-OFF system in Eph4 cells stably transduced with a
lentiviral vector in Example 4.

FIG. 10 is a view showing the results of investigating blue
light intensity dependence and the Dox concentration depen-
dence of the PA-Tet-ON system in Eph4 cells stably trans-
duced with a lentiviral vector in Example 4. FIG. 10(A) is
a view showing the blue light intensity dependence at each
blue light intensity. FIG. 10(B) is a view showing the Dox
concentration dependence at each Dox concentration. FIG.

10

15

20

25

30

35

40

45

50

55

60

65

8

10(C) is a matrix in which the blue light intensity is plotted
on the Y-axis, the Dox concentration is plotted on the X-axis,
and the transcriptional activity (luminescence signal inten-
sity) is plotted on the Z-axis.

FIG. 11 is a view showing the experiment results obtained
by irradiating the PA-Tet-ON system stable strain with blue
light once a day for 6 days and adding Dox (1,000 ng/ml.)
to the medium only on the 1st, 3rd, and 5th days in Example
4, in which the timing of exposure to blue light is indicated
by arrowheads, the timing of adding Dox to the medium is
shown in the upper part, and the measured transcriptional
activity (luminescence signal intensity) of the PA-Tet-ON
system stable strain is shown in the lower part.

FIG. 12 is a view showing the results obtained in Example
5 by irradiating a PA-Tet-OFF stable strain (Ub-NLS-luc2
reporter) (A) and a PA-Tet-OFF stable strain (luc2 reporter)
(B) with blue light pulses and monitoring the luminescence
signal intensity in real time.

FIG. 13 is a view showing the results obtained in Example
5 by measuring the half-life of a switch-on reaction rate (A)
and the half-life of a switch-off reaction rate (B) of PA-Tet-
controlled gene expression in a PA-Tet-OFF/ON system in
PA-Tet-OFF/ON system stable strains.

FIG. 14 is a view showing the results obtained in Example
5 by repeatedly exposing the PA-Tet-OFF stable strain
(Ub-NLS-1uc2 reporter) to blue light pulses at intervals of 3
hours (A), 6 hours (B), 12 hours (C), and 24 hours (D) and
monitoring the luminescence signal intensity in real time.

FIG. 15 is a view showing irradiation regions and irra-
diation timing of patterned blue light radiated to the PA-Tet-
OFF stable strain (Ub-NLS-luc2 reporter) in Example 6.

FIG. 16(A) shows mCherry fluorescence images and
bioluminescence images of 10 target cells irradiated with
blue light pulses in Example 6. FIG. 16(B) is a view showing
the result of monitoring luminescence signal intensity of the
target cells and unirradiated cells in Example 6.

FIG. 17 shows luminescence signal images of slices of a
developing mouse brain that underwent the introduction of
a PA-Tet-OFF system and was periodically irradiated with
blue light at intervals of 6 hours in Example 7.

FIG. 18 is a view showing the results of real-time moni-
toring of the luminescence signal intensity of slices of a
developing mouse brain that underwent the introduction of
a PA-Tet-OFF system and was periodically irradiated with
blue light at intervals of 6 hours in Example 7.

FIG. 19 is view schematically showing two constructs
used in Example 7 for the introduction of the PA-Tet-OFF/
ON system, a CAG-FLAG-TetR (or rTetR)-CIBN (-NLS)-
T2A-mCherryNLS construct (“Virus 1” in FIG. 19) and a
CAG-NLS-attached Cry2 PHR (I.348F)-p65 ADN-terminal
fusion construct (“Virus 2” in FIG. 19), and two reporters,
a TRE3G-Ub-NLS-luc2-Hes1 3'UTR reporter (“Virus 3” in
FIG. 19) and a reporter expressed in the TetO-GFP trans-
genic reporter mouse strain (“Tg mouse” in FIG. 19)).

FIG. 20 shows images of luminescence signals generated
due to the luciferase expression in transformed neurons
transfected with the construct of the PA-Tet-OFF system in
Example 7, in which the images show luminescence signals
observed for 21 hours from the start of blue light pulse
irradiation (O hours).

FIG. 21 is a view showing the results of measuring the
luminescence signal intensity over time that was induced by
luciferase expression in transformed neurons transfected
with the construct of a PA-Tet-OFF system was in Example
7.

FIG. 22 is a view showing the results of measuring the
luminescence signal intensity over time that was induced by
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luciferase expression in transformed neurons transfected
with the construct of a PA-Tet-ON system in Example 7.

FIG. 23 is a view schematically showing the way the blue
light is radiated to hippocampal neurons of an adult TRE-
GFP transgenic mouse brain transfected with a PA-Tet-OFF
system in Example 7.

FIG. 24 shows fluorescence images obtained by irradiat-
ing the mouse brain with blue light in Example 7 by the
method illustrated in FIG. 23 and then imaging the brain 12
hours after the start of exposure to the blue light, in which
the images in the left column (“Dark”) show the region not
being irradiated with the blue light, and the images in the
right column (“Light”) show the region irradiated with the
blue light.

FIG. 25 is a view showing the results of measuring the
luminescence signal intensity induced by luciferase expres-
sion in brain neurons of mouse pups transfected with the
PA-Tet-OFF system in Example 7 and then subjected to a
blue light pulse irradiation treatment.

FIG. 26 is a view showing the results of measuring the
luminescence signal intensity induced by luciferase expres-
sion in brain neurons of mouse pups transfected with the
PA-Tet-ON system in Example 7 and then subjected to a
blue light pulse irradiation treatment.

FIG. 27 is a view showing the results of measuring the
luminescence signal intensity induced by luciferase expres-
sion in PA-Tet-OFF system-transfected brain neurons sub-
jected to a blue light pulse irradiation treatment 1 hour, 1
day, 2 days, 3 days, 4 days, and 5 days after a Dox treatment
in Example 7.

FIG. 28 is a view showing the results of measuring the
luminescence signal intensity induced by luciferase expres-
sion in the subcutaneous tissue of the dorsal skin of an adult
mouse transplanted with a PA-Tet-OFF stable strain (Ub-
NLS-luc2 reporter) in Example 8, in which “Dark” repre-
sents the luminescence signal intensity obtained under dark
conditions, and “Light” represent the luminescence signal
intensity obtained after blue light irradiation.

FIG. 29 is a view showing the results of measuring the
luminescence signal intensity induced by luciferase expres-
sion in the subcutaneous tissue of the dorsal skin of an adult
mouse transplanted with a PA-Tet-OFF stable strain (Ub-
NLS-luc2 reporter) in Example 8, in which “Light” repre-
sents the luminescence signal intensity obtained after the
blue light irradiation in the absence of Dox, and “Light+
Dox” represents the luminescence signal intensity obtained
after the blue light irradiation in the presence of Dox.

DESCRIPTION OF EMBODIMENTS OF THE
INVENTION

Unlike in the conventional Tet-OFF/ON systems in which
TetR (rTetR in the case of PA-Tet-ON system) and a
transactivation domain are in the form of a fusion protein, in
the PA-Tet-OFF/ON system according to the present inven-
tion, TetR and a transactivation domain are present as
different molecules, and the complexation of these mol-
ecules is controlled using a photoresponsive binding switch.
The photoresponsive binding switch is a module consisting
of two kinds of proteins that bind to each other and form a
heterodimer only in a state where the proteins are irradiated
with light at a specific wavelength. In the present specifi-
cation, one of the proteins forming a heterodimer is called
first protein, and the other is called second protein. In the
present invention, a fusion protein in which TetR is linked to
one of the first protein and the second protein is called first
fusion protein, and a fusion protein in which a transactiva-
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tion domain is linked to the remaining other one is called
second fusion protein. In a case where the first fusion protein
and the second fusion protein are irradiated with light at a
specific wavelength to cause the heterodimerization of the
first protein and the second protein, the first fusion protein
and the second fusion protein form a complex through the
heterodimerization. As a result, a complex consisting of
TetR and a transactivation domain is formed, and a target
gene is expressed downstream of TRE in the absence of a
Tet-based compound. In an environment where the proteins
are not irradiated with light at a specific wavelength, the first
protein and the second protein do not form a heterodimer,
and the expression of a target gene is not induced. In this
way, the PA-Tet-OFF/ON system according to the present
invention can control the expression of a target gene by both
light irradiation and a Tet-based compound by means of
controlling the complexation of TetR and a transactivation
domain by light irradiation.

For example, the PA-Tet-OFF/ON system according to
the present invention is controlled using a Cry2/CIB1-PA
binding switch. That is, one of the first protein and the
second protein is Cry2 or a variant thereof, and the other is
CIB1 or a variant thereof. The Cry2/CIB1-PA binding
switch is a blue light-responsive heterodimer formation
module derived from Arabidopsis thaliana. In a case where
this module is irradiated with blue light, a complex consist-
ing of a Cry2 dimer and a CIB1 dimer is formed. In the
present invention, one of Cry2 and CIB1 is linked to TetR to
form a fusion protein, and the remaining other one of Cry2
and CIB1 is linked to a transactivation domain to form a
fusion protein. Therefore, for example, in the PA-Tet-OFF
system, under the conditions where blue light irradiation is
not carried out, TetR and a transactivation domain do not
form a complex, and a target gene is not expressed down-
stream of TRE even in the absence of a Tet-based com-
pound. In contrast, in a case where blue light irradiation is
carried out, a Cry2/CIB1 heterodimer is formed. As a result,
a complex of TetR and a transactivation domain is formed,
and a target gene is expressed downstream of TRE in the
absence of a Tet-based compound. Here, in the presence of
a Tet-based compound, the complex of TetR and a transac-
tivation domain cannot bind to TRE, and a target gene is not
expressed.

For example, the PA-Tet-OFF/ON system according to
the present invention is controlled using a BphP1/Q-PAS1-
PA binding switch. That is, one of the first protein and the
second protein is BphP1 or a variant thereof, and the other
is Q-PAS1 or a variant thereof. The BphP1/Q-PAS1-PA
binding switch is a near-infrared light-responsive heterodi-
mer formation module derived from Rhodopseudomonas
palustris. In a case where this module is irradiated with
near-infrared light, a heterodimer consisting of BphP1 and
Q-PASI1 is formed. In the present invention, one of BphP1
and Q-PAS1 is linked to TetR to form a fusion protein, and
the remaining other one of BphP1 and Q-PAS1 is linked to
a transactivation domain to form a fusion protein. Therefore,
for example, in the PA-Tet-OFF system, under the condi-
tions where near-infrared light irradiation is not carried out,
TetR and a transactivation domain do not form a complex,
and a target gene is not expressed downstream of TRE even
in the absence of a Tet-based compound. In contrast, in a
case where near-infrared light irradiation is carried out, a
BphP1/Q-PAS1 heterodimer is formed. As a result, a com-
plex of TetR and a transactivation domain is formed, and a
target gene is expressed downstream of TRE in the absence
of a Tet-based compound. Here, in the presence of a Tet-
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based compound, the complex of TetR and a transactivation
domain cannot bind to TRE, and a target gene is not
expressed.

Specifically, the PA-Tet-OFF/ON system according to the
present invention includes a target gene expression cassette
including TRE having a TetO sequence, a minimal promoter
which is positioned downstream of TRE and controlled by
the TRE, and a target gene which is positioned downstream
of the minimal promoter and of which the expression is
controlled by the minimal promoter, a first fusion protein
expression cassette including a gene that encodes a first
fusion protein containing TetR or rTetR, and a second fusion
protein expression cassette including a gene that encodes a
second fusion protein including a transactivation domain of
a transactivation element p65 (region corresponding to resi-
dues 286 to 550 of human p65, hereinafter, represented by
“p65AD”). In the present invention, p65AD is used as a
transactivation domain. Therefore, the target gene expres-
sion is induced to a higher level in the present invention than
in a system using a transactivation domain of VP16.

The first fusion protein contains TetR or rTetR and the first
protein. That is, TetR or rTetR and the first protein are
directly or indirectly linked to each other. In the first fusion
protein, any of TetR, rTetR, or the first protein may be on the
N-terminal side. The second fusion protein contains p65AD
and the second protein. That is, p65AD and the second
protein are directly or indirectly linked to each other. In the
second fusion protein, any of p65AD or the second protein
may be on the N-terminal side.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses the Cry2/CIB1-PA binding
switch, and the first fusion protein containing TetR or rTetR
is CIB1 or a variant thereof, the second fusion protein
containing p65AD contains Cry2 or a variant thereof. In a
case where the first fusion protein containing TetR or rTetR
contains Cry2 or a variant thereof, the second fusion protein
containing p65AD contains CIB1 or a variant thereof.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses the BphP1/Q-PAS1-PA binding
switch, and the first fusion protein containing TetR or rTetR
contains BphP1 or a variant thereof, the second fusion
protein containing p65AD contains Q-PAS1 or a variant
thereof. In a case where the first fusion protein containing
TetR or rTetR contains Q-PAS1 or a variant thereof, the
second fusion protein containing p65AD contains BphP1 or
a variant thereof.

In the present invention and the present specification, a
Tet-based compound is a compound having a function of
binding to a complex consisting of TetR and p65AD just as
Tet so as to inhibit the complex from binding to a TetO
sequence. Furthermore, the compound also has a function of
binding to a complex consisting of rTetR and p65AD so as
to cause the complex to bind to a TetO sequence. The
Tet-based compound includes Tet and analogs thereof.
Examples of Tet analogs include Dox, anhydrotetracycline,
cyanotetracycline, and the like.

TetR used in the present invention is a protein that binds
to TRE in a state of not binding to Tet and does not bind to
TRE in a state of binding to Tet. TetR is not particularly
limited. For example, it is possible to use TetR appropriately
selected from TetRs that can be used in the conventional
Tet-OFF/ON system. Specifically, examples of usable TetR
include TetR of Tet-resistant operons in Tet-resistant micro-
organisms or a variant thereof. It is preferable to use TetR of
Escherichia coli or a variant thereof which has been very
frequently used in the conventional Tet-OFF/ON system.
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TetR used in the present invention may be the wild-type
TetR of any Tet-resistant microorganisms existing in nature.
However, as TetR, variant TetR is preferable which has a
threonine residue as an amino acid residue corresponding to
the 194th isoleucine in the wild-type TetR (tetracycline
repressor protein class B from transposon Tn10) of Escheri-
chia coli (hereinafter, called “TetR (I1194T)” in some cases).
In the conventional Tet-OFF/ON system, the TetR (1194T)
expression efficiency induced by a Tet-based compound is
substantially the same as the wild-type TetR expression
efficiency. However, in the PA-Tet-OFF/ON system accord-
ing to the present invention, PA-Tet-controlled expression
efficiency of this variant is higher than the expression
efficiency of the wild-type TetR. By substituting an amino
acid residue which corresponds to the 194th isoleucine in the
wild-type TetR of Escherichia coli in TetR used in the
conventional Tet-OFF/ON system with a threonine residue,
TetR suitable for the PA-Tet-OFF/ON system according to
the present invention is obtained.

rTetR used in the present invention is a protein that binds
to TRE in a state of binding to Tet and does not bind to TRE
in a state of not binding to Tet. rTetR is obtained by
introducing a reverse phenotype-inducing mutation into
TetR. Examples of the reverse phenotype-inducing mutation
include rtTA (E71K, D95N, 11018, and G102D), S2 (E19G,
A56P, D148E, and HI79R), M2 (S12G, E19G, AS56P,
D148E, and H179R), V10 (E19G, AS6P, F67S, F86Y,
D148E, R171K, and H179R), V16 (V91, E19G, A56P, F67S,
F86Y, D148E, R171K, and H179R) (Non-Patent Literature
1), and the like. These mutations are based on the amino acid
sequence of wild-type TetR of Escherichia coli. As a muta-
tion to be introduced into rTetR used in the present inven-
tion, M2, V10, or V16 is preferable, and V10 is more
preferable, because such a mutation further increases the
PA-Tet-controlled expression efficiency of a target gene.

The 1194T mutation brings about the effect of improving
the PA-Tet-controlled expression efficiency, not only in TetR
but also in rTetR. Therefore, rTetR used in the present
invention is preferably prepared by introducing 1194T and
reverse phenotype-inducing mutations into TetR, more pref-
erably prepared by introducing 1194T and M2, V10, or V16
mutations into TetR, and even more preferably prepared by
introducing 1194T and V10 mutations into TetR.

In the present invention and the present specification, a
target gene is a gene whose expression is controlled by the
PA-Tet-OFF/ON system. The target gene may be a natural
gene of any of naturally occurring organisms or viruses, an
artificially modified gene, or an artificially designed and
synthesized gene. The method for artificially modifying a
natural gene is not particularly limited. Examples thereof
include a method of modifying a natural gene into a gene
that encodes a protein obtained by the substitution, addition,
or deletion of one or more amino acids in a protein encoded
by the natural gene, a method of modifying a natural gene
into a gene that encodes a fusion protein consisting of two
or more proteins which are linked to each other directly or
through an appropriate linker, and the like. These can be
carried out by conventional methods using gene recombi-
nation techniques.

In the present invention and the present specification, a
target gene may be a gene that encodes a fluorescent protein
or a protein linked to an enzyme marker, such as luciferase
or B-galactosidase, directly or through a T2A self-cleaving
peptide, because it is easy to tell whether or not these genes
are expressed. In addition, the target gene may be linked to
a gene encoding a fluorescent protein or an enzyme marker
by a bicistronic expression element such as an internal
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ribosomal entry site (IRES). Furthermore, in a case where a
target protein to be expressed is modified with ubiquitin, and
a gene encoding this protein is used as a target gene, it is
possible to inhibit the long-term accumulation of the protein
in cells and to strictly control the time for which the target
gene is expressed.

In the present invention and the present specification, an
expression cassette is DNA necessary for expressing a
protein, and contains at least a gene that encodes the protein
and a promoter that controls the expression of the gene. The
promoter contained in various expression cassettes used in
the present invention is not particularly limited as long as the
promoter functions in an expression system (host expression
system) to be transfected with the PA-Tet-OFF/ON system
to express a target gene. The promoter may be a promoter
intrinsic to cells derived from the host expression system, a
promoter derived from cells of bio species other than the
above cells, or an artificially synthesized promoter.
Examples of promoters contained in various expression
cassettes used in the present invention include promoters
used in various expression vectors, such as the hCMV
promoter, the SV40 promoter, the CAG promoter, and the
EFla promoter.

The expression cassette may further contain a terminator
positioned downstream of the target gene to be expressed.
Furthermore, one or more 5'-untranslated regions (UTR) or
one or more 3'-UTRs may be contained in the expression
cassette. In a case where the host expression system is a
eukaryotic cell expression system, the expression cassette
may have a polyadenylation sequence positioned down-
stream of the gene. The terminator, 5'-UTR, 3'-UTR, and the
like to be incorporated into the expression cassette can be
appropriately selected from those generally used in the field
of protein expression using cells and the like.

The target gene expression cassette used in the present
invention contains TRE, a minimal promoter positioned
downstream of TRE, and a target gene for which the
minimal promoter determines a transcription initiation site.
The minimal promoter means a partial promoter that deter-
mines the transcription initiation site but is incapable of
initiating transcription by itself. In a state where a complex
consisting of TetR and a transactivation domain or a com-
plex consisting of rTetR and a transactivation domain is not
bound to TRE, the minimal promoter in the target gene
expression cassette cannot induce the expression of the
target gene. Only after being activated by TRE bound to a
complex consisting of TetR and a transactivation domain or
a complex consisting of rTetR and a transactivation domain,
the minimal promoter can initiate the transcription of the
target gene. The minimal promoter contained in the target
gene expression cassette is not particularly limited. For
example, it is possible to use a partial promoter of promot-
ers, such as the h(CMV promoter and SV40 promoter, which
are widely used in expressing proteins.

The target gene expression cassette used in the present
invention contains TRE which is positioned upstream of the
minimal promoter and controls the transcriptional activity of
the minimal promoter. TRE is not particularly limited as
long as it has one or more TetO sequences. TRE may consist
only of a TetO sequence or include a region in addition to a
TetO sequence. In a case where TRE has a plurality of TetO
sequences, the TetO sequences may be directly linked to
each other in tandem or may be linked to each other through
an appropriate DNA linker. Furthermore, the plurality of
TetO sequences in TRE may all be the same TetO sequence,
or may be different types of TetO sequences. For example,
TRE used in the target gene expression cassette can be
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appropriately selected from TREs that can be used in the
conventional Tet-OFF/ON system.

The TetO sequence may be a DNA sequence to which a
complex consisting of TetR and p65AD formed via a Cry2/
CIB1 heterodimer or a BphP1/Q-PAS1 heterodimer can bind
in the absence of a Tet-based compound, or a DNA sequence
to which a complex consisting of rTetR and p65AD formed
via a Cry2/CIB1 heterodimer or a BphP1/Q-PAS1 heterodi-
mer can bind in the presence of a Tet-based compound. In a
case where the complex consisting of TetR and p65AD or
the complex consisting of rTetR and p65AD binds to TRE
through a TetO sequence, the minimal promoter positioned
downstream of TRE is activated, and the target gene is
expressed. The TetO sequence contained in the target gene
expression cassette used in the present invention is not
particularly limited. The TetO sequence to be used can be
appropriately selected from known TetO sequences.
Examples of the TetO sequence include a TetO sequence of
Tet-resistant operons in Tet-resistant microorganisms or a
variant thereof. It is preferable to use a TetO sequence of
Escherichia coli or a variant thereof which has been very
frequently used in the conventional Tet-OFF/ON system.

The first fusion protein expression cassette used in the
present invention is an expression cassette for expressing a
first fusion protein containing TetR or rTetR and a first
protein. Furthermore, the second fusion protein expression
cassette is an expression cassette for expressing a second
fusion protein containing p65AD and a second protein.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses a Cry2/CIB1-PA binding switch,
one of the first protein and the second protein is Cry2 or a
variant thereof, and the other is CIB1 or a variant thereof.
The first fusion protein expression cassette used in the
present invention is an expression cassette for expressing a
first fusion protein containing TetR or rTetR and CIB1 or a
variant thereof or Cry2 or a variant thereof. The second
fusion protein expression cassette is an expression cassette
for expressing a second fusion protein containing p65AD
and CIB1 or a variant thereof or Cry2 or a variant thereof.
In a case where the first fusion protein is a fusion protein
containing TetR or rTetR and CIB1 or a variant thereof, the
second fusion protein is a fusion protein containing p65AD
and Cry2 or a variant thereof. Conversely, in a case where
the first fusion protein is a fusion protein containing TetR or
rTetR and Cry2 or a variant thereof, the second fusion
protein is a fusion protein containing p65AD and CIB1 or a
variant thereof.

Examples of CIB1 used in the present invention include
wild-type CIB1 (AtCIB1: full length of 335 amino acids) of
Arabidopsis thaliana or a homologous protein thereof.
Examples of the CIB1 variant used in the present invention
include a C-terminal deletion variant and a nuclear local-
ization signal (NLS) deletion variant of CIB1 described
above. NLS is a region consisting of the 93rd to 107th amino
acid residues in AtCIB1. The NLS deletion variant may be
a variant prepared by the substitution of one or more amino
acids in NLS or a variant prepared by the deletion of NLS.
Examples of the C-terminal deletion variant of CIB1 include
a C-terminal deletion variant consisting of a partial N-ter-
minal protein corresponding to the region consisting of the
Ist to 170th amino acids in AtCIB1 and a C-terminal
deletion variant consisting of a partial N-terminal protein
corresponding to the region consisting of the 1st to 81st
amino acids in AtCIB1. Examples of CIB1 or a variant
thereof used in the present invention include a full-length
CIBI1 protein, an NLS deletion variant of CIB1, a C-terminal
deletion variant consisting of a partial N-terminal protein
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corresponding to a region consisting of the Ist to 170th
amino acids in AtCIB1, a C-terminal deletion variant which
consists of a partial N-terminal protein corresponding to a
region consisting of the 1st to 170th amino acids in AtCIB1
and from which NLS has been deleted, and a C-terminal
deletion variant consisting of a partial N-terminal protein
corresponding to a region consisting of the 1st to 81st amino
acids in AtCIB1. As CIB1 or a variant thereof used in the
present invention, a C-terminal deletion variant of CIB1
consisting of a partial N-terminal protein corresponding to a
region consisting of the 1st to 170th amino acids in AtCIB1
or a variant obtained by deleting NLS from the above
C-terminal deletion variant is preferable, because these
further increase the PA-Tet-controlled expression efficiency.

Examples of Cry2 used in the present invention include
wild-type Cry2 of Arabidopsis thaliana (AtCry2: full length
of 612 amino acids) or a homologous protein thereof.
Examples of the Cry2 variant used in the present invention
include a C-terminal deletion variant having N-terminal
PHR of Cry2 and a variant obtained by substituting an amino
acid residue which corresponds to the 348th leucine in
AtCry2 in the C-terminal deletion variant with phenylala-
nine. Examples of the C-terminal deletion variant having
N-terminal PHR of Cry2 include a C-terminal deletion
variant of Cry2 consisting of a partial N-terminal protein
corresponding to a region consisting of the Ist to 535th
amino acids of AtCry2, a C-terminal deletion variant of Cry2
consisting of a partial N-terminal protein corresponding to a
region consisting of the 1st to 496th amino acids of AtCry2,
and the like. Cry2 or a variant thereof used in the present
invention is preferably a C-terminal deletion variant of Cry2
consisting of a partial N-terminal protein corresponding to a
region consisting of the 1st to 535th amino acids of AtCry2,
a C-terminal deletion variant of Cry2 consisting of a partial
N-terminal protein corresponding to a region consisting of
the 1st to 496th amino acids of AtCry2, or a C-terminal
deletion variant of Cry2 obtained by introducing a point
mutation into a partial N-terminal protein corresponding to
a region consisting of the 1st to 535th amino acids of AtCry2
so that an amino acid residue corresponding to the 348th
leucine of AtCry2 is substituted with phenylalanine, because
these genes further increase the PA-Tet-controlled expres-
sion efficiency.

The first fusion protein used in the present invention is a
protein in which TetR or rTetR is linked to CIB1 or a variant
thereof or to Cry2 or a variant thereof directly or through a
peptide linker consisting of one or more amino acids. In the
first fusion protein, CIB1 or the like may be linked to the
C-terminal side or N-terminal side of TetR or rTetR. The
length of the peptide linker is not particularly limited. For
example, the peptide linker may consist of 1 to 25 amino
acids.

The second fusion protein used in the present invention is
a protein in which p65AD is linked to CIB1 or a variant
thereof or to Cry2 or a variant thereof directly or through a
peptide linker consisting of one or more amino acids. In the
second fusion protein, CIB1 or the like may be linked to the
C-terminal side or N-terminal side of p65AD.

The first fusion protein used in the present invention is
preferably a protein in which CIB1 or a variant thereof is
linked to the C-terminal side of TetR or rTetR directly or
through a peptide linker consisting of one or more amino
acids, more preferably a protein in which a C-terminal
deletion variant of CIB1 consisting of a partial N-terminal
protein corresponding to a region consisting of the Ist to
170th amino acids of AtCIB1 or a variant obtained by
deleting NLS from the above C-terminal deletion variant is
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linked to the C-terminal side of TetR or rTetR directly or
through a peptide linker consisting of one or more amino
acids, and even more preferably a protein in which a
C-terminal deletion variant of CIB1 consisting of a partial
N-terminal protein corresponding to a region consisting of
the 1st to 170th amino acids of AtCIB1 or a variant obtained
by deleting NLS from the above C-terminal deletion variant
is linked to the C-terminal side of TetR or rTetR through a
peptide linker consisting of an amino acid sequence repre-
sented by SPKKK (SEQ ID NO: 13), because these proteins
further increase the PA-Tet-controlled expression efficiency.

The second fusion protein used in the present invention is
preferably a protein in which Cry2 or a variant thereof is
linked to the N-terminal side or C-terminal side of p65AD
directly or through a peptide linker consisting of one or more
amino acids, more preferably a protein in which a C-termi-
nal deletion variant having N-terminal PHR of Cry2 or a
variant, which is obtained by introducing a point mutation
into the above C-terminal deletion variant so that an amino
acid residue corresponding to the 348th leucine of AtCry2 is
substituted with phenylalanine, is linked to the N-terminal
side or C-terminal side of p65AD directly or through a
peptide linker consisting of one or more amino acids, even
more preferably a protein in which a C-terminal deletion
variant of Cry2 consisting of a partial N-terminal protein
corresponding to a region consisting of the 1st to 535th
amino acids of AtCry2, a C-terminal deletion variant of Cry2
consisting of a partial N-terminal protein corresponding to a
region consisting of the 1st to 496th amino acids of AtCry2,
or a C-terminal deletion variant of Cry2 which is obtained by
introducing a point mutation into a partial N-terminal pro-
tein corresponding to a region consisting of the 1st to 535th
amino acids of AtCry2 so that an amino acid residue
corresponding to the 348th leucine of AtCry2 is substituted
with phenylalanine, is linked to the N-terminal side or
C-terminal side of p65AD directly or through a peptide
linker consisting of one or more amino acids, still more
preferably a protein in which a C-terminal deletion variant
of Cry2 consisting of a partial N-terminal protein corre-
sponding to a region consisting of the 1st to 535th amino
acids of AtCry2 or a C-terminal deletion variant of Cry2
consisting of a partial N-terminal protein corresponding to a
region consisting of the 1st to the 496th amino acids of
AtCry?2 is linked to the C-terminal side of p65AD directly or
through a peptide linker consisting of one or more amino
acids, or preferably a protein in which a C-terminal deletion
variant of Cry2, which is obtained by introducing a point
mutation into a partial N-terminal protein corresponding to
a region consisting of the 1st to 535th amino acids of AtCry2
so that an amino acid residue corresponding to the 348th
leucine of AtCry2 is substituted with phenylalanine, is
linked to the N-terminal side of p65AD directly or through
a peptide linker consisting of one or more amino acids,
because these proteins further increase the PA-Tet-con-
trolled expression efficiency.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses the BphP1/Q-PAS1-PA binding
switch, one of the first protein and the second protein is
BphP1 or a variant thereof, and the other is Q-PAS1 or a
variant thereof. The first fusion protein expression cassette
used in the present invention is an expression cassette for
expressing a first fusion protein containing TetR or rTetR
and BphPl1 or a variant thereof or Q-PAS1 or a variant
thereof. The second fusion protein expression cassette is an
expression cassette for expressing a second fusion protein
containing p65SAD and BphPl or a variant thereof or
Q-PAS1 or a variant thereof. In a case where the first fusion
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protein is a fusion protein containing TetR or rTetR and
BphP1 or a variant thereof, the second fusion protein is a
fusion protein containing p65AD and Q-PAS1 or a variant
thereof. Conversely, in a case where the first fusion protein
is a fusion protein containing TetR or rTetR and Q-PAS1 or
a variant thereof, the second fusion protein is a fusion
protein containing p65AD and BphP1 or a variant thereof.

Examples of BphP1 used in the present invention include
wild-type BphPl1 of Rhodopseudomonas  palustris
(RpBphP1: SEQ ID NO: 21, Non-Patent Literature 27) or a
homologous protein thereof. Examples of the BphP1 variant
used in the present invention include a variant obtained by
deleting a region which does not affect the heterodimeriza-
tion of BphP1 and Q-PAS1 and a variant obtained by
introducing a mutation into such a region. Examples of the
mutation to be introduced include mutations that induce the
substitution, insertion, or deletion of one or more amino
acids.

Examples of Q-PAS1 used in the present invention
include a region consisting of Q-linker and PAS1 of the
wild-type PpsR2 of Rhodopseudomonas  palustris
(RpPpsR2: Non-Patent Literature 26). Specifically,
examples thereof include a partial protein RpQ-PAS1 con-
sisting of the 101st to 251st amino acid residues (SEQ ID
NO: 22, Non-Patent Literatures 28 and 29) or a partial
protein corresponding to a region consisting of Q-linker and
PAS1 of a homologous protein of RpPpsR2.

The first fusion protein used in the present invention is a
protein in which TetR or rTetR is linked to BphP1 or a
variant thereof or to Q-PAS1 or a variant thereof directly or
through a peptide linker consisting of one or more amino
acids. In the first fusion protein, BphP1 or the like may be
linked to the C-terminal side or N-terminal side of TetR or
rTetR. The length of the peptide linker is not particularly
limited. For example, the peptide linker may consist of 1 to
25 amino acids.

The second fusion protein used in the present invention is
a protein in which p65AD is linked to BphP1 or a variant
thereof or to Q-PAS1 or a variant thereof directly or through
apeptide linker consisting of one or more amino acids. In the
second fusion protein, BphP1 or the like may be linked to the
C-terminal side or N-terminal side of p65AD.

The first fusion protein used in the present invention is
preferably a protein in which BphP1 or a variant thereof is
linked to the N-terminal side or C-terminal side of TetR or
rTetR directly or through a peptide linker consisting of one
or more amino acids, more preferably a protein in which
BphP1 is linked to the N-terminal side of TetR or rTetR
directly or through a peptide linker consisting of one or more
amino acids, and even more preferably a protein in which
RpBphP1 is linked to the N-terminal side of TetR or rTetR
through a peptide linker consisting of an amino acid
sequence represented by SPKKK, HMEF (SEQ ID NO: 23),
TSTR (SEQ ID NO: 24), or SPKKKHMEF (SEQ ID NO:
25), because these proteins further increase the PA-Tet-
controlled expression efficiency.

The second fusion protein used in the present invention is
preferably a protein in which Q-PAS1 or a variant thereof is
linked to the N-terminal side or C-terminal side of p65AD
directly or through a peptide linker consisting of one or more
amino acids, more preferably a protein in which Q-PASI is
linked to the N-terminal side of p65AD directly or through
a peptide linker consisting of one or more amino acids, even
more preferably a protein in which RpQ-PASI is linked to
the N-terminal side of p65AD directly or through a peptide
linker consisting of one or more amino acids, and still more
preferably a protein in which RpQ-PAS1 is linked to the
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N-terminal side of p65AD through a peptide linker consist-
ing of an amino acid sequence represented by HMEF or
TSTR, because these proteins further increase the PA-Tet-
controlled expression efficiency.

Unless the effects of the present invention are impaired,
other peptides or proteins may be added to the first fusion
protein and the second fusion protein used in the present
invention. For example, in a case where the first fusion
protein is a protein in which a variant, which is obtained by
deleting NLS from a partial N-terminal protein correspond-
ing to a region consisting of the 1st to 170th amino acids of
AtCIB1, is linked to the C-terminal side of TetR or rTetR
directly or through a peptide linker consisting of one or more
amino acids, the second fusion protein is preferably a protein
having one or more NLS added to the N-terminal or C-ter-
minal. Furthermore, in a case where the second fusion
protein is a protein in which p65AD is linked to Q-PAS1
directly or through a peptide linker consisting of one or more
amino acids, the second fusion protein is preferably a protein
having one or more NLS added to the N-terminal or C-ter-
minal and more preferably a protein having one or more
NLS added to the N-terminal.

The PA-Tet-OFF/ON system according to the present
invention may include an expression cassette for a protein in
which the first fusion protein and the second fusion protein
are linked to each other through a T2A self-cleaving peptide,
instead of the first fusion protein expression cassette and the
second fusion protein expression cassette. The second fusion
protein may be linked to the downstream side of the first
fusion protein through the T2A self-cleaving peptide, or the
first fusion protein may be linked to the downstream side of
the second fusion protein through the T2A self-cleaving
peptide. In addition, the proteins described above can be
used as both the first fusion protein and the second fusion
protein to be linked to each other through the T2A self-
cleaving peptide.

The PA-Tet-OFF/ON system according to the present
invention may include an expression cassette for bicistroni-
cally expressing the first fusion protein and the second
fusion protein, instead of the first fusion protein expression
cassette and the second fusion protein expression cassette.
The expression cassette for bicistronically expressing the
first fusion protein and the second fusion protein can be
manufactured by conventional methods such as a method of
linking a region encoding the first fusion protein to a region
encoding the second fusion protein by using a bicistronic
expression element such as IRES. The region encoding the
second fusion protein may be linked to the downstream side
of the region encoding the first fusion protein through a
bicistronic expression element, or the region encoding the
first fusion protein may be linked to the downstream side of
the region encoding the second fusion protein through a
bicistronic expression element. The proteins described
above can be used as both the first fusion protein and the
second fusion protein to be bicistronically expressed.

For the expression system into which the PA-Tet-OFF/ON
system according to the present invention is introduced, by
adjusting conditions so that the expression system is irradi-
ated or not irradiated with blue light or near-infrared light
and treated or not treated with a Tet-based compound, it is
possible to control the expression of a target gene in the
expression system. For an expression system into which a
PA-Tet-OFF system having the TetR-containing first fusion
protein is introduced, by irradiating the expression system
with blue light or near-infrared light in the absence of a
Tet-based compound, it is possible to induce the expression
of a target gene. Furthermore, by increasing the irradiance of
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the blue light or the near-infrared light to be radiated, it is
possible to improve the expression efficiency of the target
gene. For an expression system into which a PA-Tet-ON
system having rTetR-containing first fusion protein is intro-
duced, by adding a Tet-based compound to the expression
system and irradiating the expression system with blue light
or near-infrared light, it is possible to induce the expression
of a target gene. Furthermore, by increasing the irradiance of
the blue light or the near-infrared light to be radiated or
increasing the concentration of the Tet-based compound, it
is possible to improve the expression efficiency of the target
gene.

The expression system into which the PA-Tet-OFF/ON
system according to the present invention is to be introduced
may be a cell or a cell-free system. In a case where a cell is
used as the expression system, the cell may be a cultured
cell, a cell in the living body of an animal, or a cell in a tissue
collected from an animal. The PA-Tet-OFF/ON system
according to the present invention is suitable for inducing
expression in an animal cell or a cell-free expression system
derived from an animal cell, and particularly suitable for
inducing expression in a mammalian cell or a cell-free
expression system derived from a mammalian cell.

The PA-Tet-OFF/ON system according to the present
invention induces the expression of a target gene only in the
region irradiated with blue light or near-infrared light.
Therefore, for example, by appropriately adjusting the
region to be irradiated with blue light or the like or adjusting
the irradiation timing, the system can induce the expression
of a target gene only in a limited space at the desired timing.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses the BphP1/Q-PAS1-PA binding
switch, a heterodimer of BphP1 and Q-PAS1 is formed using
By. As BV used in this case, it is possible to use endogenous
BV of eukaryote. However, it is also preferable to introduce
exogenous BV into a cell. In a case where the cell is rich in
BY, it is possible to form a heterodimer with higher sensi-
tivity to near-infrared light and to induce the expression of
a target gene. The introduction of BV into a cell to be caused
to express the target gene may be performed by directly
introducing BV into the cell by microinjection or the like or
may be performed by introducing a gene encoding a protein
having a function of facilitating the biosynthesis of BV into
the cell.

The method for introducing the PA-Tet-OFF/ON system
according to the present invention into an expression system
is not particularly limited. For example, by incorporating
appropriate vectors into the respective expression cassettes
and introducing these vectors into an expression system by
a conventional method, it is possible to introduce the PA-
Tet-OFF/ON system according to the present invention into
the expression system. For example, an expression vector
into which the target gene expression cassette is incorpo-
rated, an expression vector containing the first fusion protein
expression cassette, and an expression vector containing the
second fusion protein expression cassette are introduced into
the expression system. In addition, an expression vector into
which the target gene expression cassette is incorporated and
an expression vector containing an expression cassette for a
gene encoding a protein in which the first fusion protein and
the second fusion protein are linked to each other through a
T2A self-cleaving peptide may be introduced into the
expression system. Alternatively, an expression vector into
which the target gene expression cassette is incorporated and
an expression vector containing an expression cassette for
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bicistronically expressing the first fusion protein and the
second fusion protein may be introduced into the expression
system.

In a case where the expression system is a cell-free
expression system, the expression cassettes can be added to
the expression system as they are. In a case where the
expression system is an animal cell, vectors that are appro-
priately selected according to the type of the animal cell and
incorporated with the respective expression cassettes by a
gene recombination technique can be introduced into the
target cell by a generally used method such as calcium
phosphate transfection, lipofection, or electroporation. As
the vectors, it is possible to use known vectors such as a
plasmid vector, a retroviral vector, and an adeno-associated
viral vector.

All or some of the expression cassettes constituting the
PA-Tet-OFF/ON system according to the present invention
may be incorporated into the chromosome of an animal cell.
The incorporation of the expression cassettes into the chro-
mosome can be performed by a conventional knock-in
technique such as homologous recombination.

As a kit for constructing a PA-Tet-OFF/ON system for
expressing a target gene, a kit is useful which is obtained by
combining an expression vector containing a first fusion
protein expression cassette and an expression vector con-
taining a second fusion protein expression cassette with a
target gene expression vector containing TRE, a minimal
promoter which is positioned downstream of the TRE and
controlled by the TRE, and a multicloning site which is
positioned downstream of the minimal promoter and into
which a target gene will be inserted. As the target gene
expression vector, the same vector as the TRE-containing
vector used in the conventional Tet-OFF/ON system can be
used as it is.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses the Cry2/CIB1-PA binding
switch, the expression vector having the first fusion protein
expression cassette contained in the kit for a PA-Tet-OFF/
ON system is preferably an expression vector having the
first fusion protein expression cassette containing a gene
encoding a first fusion protein in which TetR or rTetR is
linked to CIB1 or a variant thereof, and the expression
vector having the second fusion protein expression cassette
is preferably an expression vector having the second fusion
protein expression cassette containing a gene encoding the
second fusion protein in which p65AD is linked to Cry2 or
a variant thereof, because these expression vectors further
increase the PA-Tet-controlled expression efficiency. Fur-
thermore, a kit is also preferable which has, instead of the
expression vector having the first fusion protein expression
cassette and the expression vector having the second fusion
protein expression cassette, an expression vector having an
expression cassette for a protein in which a fusion protein
consisting of TetR or rTetR linked to CIB1 or a variant
thereof and a fusion protein consisting of p65AD linked to
Cry2 or a variant thereof are linked to each other through a
T2A self-cleaving peptide. In addition, a kit is also prefer-
able which has, instead of the expression vector having the
first fusion protein expression cassette and the expression
vector having the second fusion protein expression cassette,
an expression vector having an expression cassette for the
bicistronic expression of a fusion protein consisting of TetR
or rTetR linked to CIB1 or a variant thereof and a fusion
protein consisting of p65AD linked to Cry2 or a variant
thereof.

In a case where the PA-Tet-OFF/ON system according to
the present invention uses the BphP1/Q-PAS1-PA binding
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switch, the expression vector having the first fusion protein
expression cassette contained in the kit for a PA-Tet-OFF/
ON system is preferably an expression vector having the
first fusion protein expression cassefte containing a gene
encoding the first fusion protein consisting of TetR or rTetR
linked to Bphpl or a variant thereof, and the expression
vector having the second fusion protein expression cassette
is preferably an expression vector having the second fusion
protein expression cassette containing a gene encoding a
second fusion protein consisting of p65SAD linked to
Q-PAS1 or a variant thereof, because these expression
vectors further increase the PA-Tet-controlled expression
efficiency. Furthermore, a kit is also preferable which has,
instead of the expression vector having the first fusion
protein expression cassette and the expression vector having
the second fusion protein expression cassette, an expression
vector having an expression cassette for a protein in which
a fusion protein consisting of TetR or rTetR linked to BphP1
or a variant thereof and a fusion protein consisting of p65AD
linked to Q-PAS1 or a variant thereof are linked to each
other through a T2A self-cleaving peptide. Moreover, a kit
is also preferable which has, instead of the expression vector
having the first fusion protein expression cassette and the
expression vector having the second fusion protein expres-
sion cassette, an expression vector having an expression
cassette for the bicistronic expression of a fusion protein
consisting of TetR or rTetR linked to Bphpl or a variant
thereof and a fusion protein consisting of p65AD linked to
Q-PAS1 or a variant thereof.

EXAMPLES

Next, the present invention will be more specifically
described with reference to examples and the like, but the
present invention is not limited to the examples.
<Construct>

The constructs used in the following experiments were
prepared as below.

For functional screening of PA-Tet-OFF candidate con-
structs, a DNA binding domain, a dimerization domain, and
a Tet binding domain (residues 1 to 206 of TetR, hereinafter,
represented by “TetR (1-206)”) of TetR (SEQ ID NO: 1) and
p65AD (SEQ ID NO: 2) were amplified using pLVPT-tTR-
KRAB (plasmid #11642, manufactured by Addgene) (Non-
Patent Literature 12) and pEF-hGAVPO (Non-Patent Lit-
eratures 2 and 13), respectively. The nucleic acids having
sequences optimized for the mammalian codons encoding
Cry2 (SEQ ID NO: 3) variants (Cry2 PHR, Cry2 PHR
(L348F), Cry2 535, and Cry2 535 (L348F)), CIB1 (SEQ ID
NO: 4), and variants thereof (CIB1 without a nuclear local-
ization sequence [NLS], CIBN, CIBN without NLS, and
CIB81) were synthesized by FASMAC (Non-Patent Litera-
tures 10, 11, and 14). In order to validate the sequences of
flexible linkers, a sequence derived from tTA-Ad (pTet-OFF
Advanced, manufactured by Clontech/Takara Bio Inc.) hav-
ing an S2A point mutation was used. The amino acid
sequence encoded by tTA-Ad (S2A, residues 1 to 206) was
identical to the amino acid sequence of TetR (residues 1 to
206). By using these sequences, TetR (residues 1 to 206) or
p65AD was fused with a Cry2 variant or a CIB1 variant.
Furthermore, the sequences of other point mutations, NLS,
T2A, or FLAG® (registered trademark) tags were intro-
duced into or added thereto by a conventional overlap
extension polymerase chain reaction (PCR), restriction
enzyme digestion, and ligation. These constructs were
cloned into an expression vector plasmid (pEF-BOS) con-
taining a human elongation factor la promoter sequence and
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a polyadenylation sequence and a variant thereof (Non-
Patent Literature 15). All of the prepared constructs were
checked by DNA sequencing.

In order to generate PA-Tet-ON candidate constructs,
TetR sequences having the following reverse phenotypic
(variant) mutations were synthesized: rtTA (E71K, D9SN,
L1018, and G102D), S2 (E19G, AS6P, D148E, and H179R),
M2 (812G, E19G, A56P, D148E, and H179R), V10 (E19G,
AS6P, F678S, F86Y, D148E, R171K, and H179R), V16 (VII,
E19G, AS6P, F67S, F86Y, D148E, R171K, and H179R)
(Non-Patent Literature 1). These sequences were then sub-
stituted with TetR sequences of PA-Tet-OFF plasmids.
Reporter plasmids for PA-Tet-OFF/ON activity were pre-
pared using Emerald luciferase (Eluc) derived from Pyreari-
nus termitilluminans (manufactured by TOYOBO CO.,
LTD.). In order to rapidly degrade Eluc so as to prevent the
long-term accumulation of the reporters in cells, one copy of
variant ubiquitin (G76V) was fused with the N-terminal of
Eluc (Non-Patent Literature 16). The Ub-Eluc encoding
sequence was inserted into a TREtight plasmid (manufac-
tured by Clontech/Takara Bio Inc.) (pTREtight-Ub-ELuc
reporter).

In constructing plasmids for lentiviral vectors, a PA-Tet
construct encoding sequence was inserted into the multi-
cloning site of a CSII-EF-MCS plasmid, a CSII-EF-MCS-
IRES2-Bsd plasmid, a CSII-EF-MCS-IRES2-mCherryNLS
plasmid, or CSII-CAG-MCS plasmid (Non-Patent Litera-
tures 2 and 17). Bsd represents a blasticidin resistance gene.
CSII-EF-MCS was digested with Agel so that the elongation
factor (EF) promoter was removed. Furthermore, in order to
avoid the influence of long terminal repeat (LTR)-mediated
transcription, a TRE3G sequence (manufactured by Clon-
tech/Takara Bio Inc.) and the 3'-untranslated region (UTR)
of'the mouse Hes1 gene were cloned in the reverse direction.
A sequence encoding Ub-NLS-luc2 (ubiquitinated and
destabilized firefly luciferase with NLS) or luc2 was inserted
next to the TRE3G sequence. Hereinafter, a vector into
which the sequence encoding Ub-NLS-luc2 is inserted will
be called TRE3G-Ub-NLS-luc2-Hes1 3'UTR lentiviral vec-
tor, and a vector into which the sequence encoding luc2 is
inserted will be called TRE3G-luc2-Hes1 3'UTR lentiviral
vector.

In a plasmid construct of an adeno-associated viral (AAV)
vector, FLAG-TetR (I194T, residues 1 to 206)-CIBN (with-
out NLS)-T2A-mCherryNLS construct or an N-terminal
fusion construct of NLS-tagged Cry2 PHR (1.348F)-p65 AD
was inserted into a multicloning site of pAAV-CAG-ArchT-
GFP (plasmid #29777, manufactured by Addgene) by
removing the ArchT-GFP sequence by digestion with
BamHI and EcoRI. In order to create an expression cassette
flanked by inverted terminal repeats (ITR), a GFP reporter
plasmid controlled by TRE was constructed by inserting a
TRE3Gs sequence, cDNA of a destabilizing signal-contain-
ing sfGFP (Non-Patent Literature 19), and a poly(A) signal
sequence into a pFBAAV vector (Non-Patent Literature 18)
(pFBAAV-TRE3G-GFP-pest-SV40 pA).

Nucleic acids having sequences optimized for mamma-
lian codons encoding RpBphP1 (Non-Patent Literature 27)
and Q-PAS1 (Non-Patent Literatures 28 and 29) were syn-
thesized by FASMAC. By using these nucleic acids, con-
structs fused with TetR (residues 1 to 206) and p65AD or
various variants thereof were cloned into pEF-BOS and
variants thereof. All of the prepared constructs were checked
by DNA sequencing. Other viral vectors were also prepared
in the same manner as described above.
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<Cell Culture>

In the following experiments, unless otherwise specified,
cell culture was carried out as follows.

HEK293T cells and Eph4 cells (ATCC [American Type
Culture Collection]) were cultured in a Dulbecco’s Modified
Eagle’s Medium (DMEM) (manufactured by NACALAI
TESQUE, INC. or Gibco) supplemented with 10% fetal
bovine serum (FBS) (Hyclone, manufactured by Thermo
Fisher Scientific Inc.), 100 units/mL penicillin, and 100
mg/ml.  streptomycin (manufactured by NACALAI
TESQUE, INC.) at 37° C. in 5% CO,. The HEK293T cells
and the Eph4 cells were subcultured using 0.05% and 0.25%
trypsin/EDTA (manufactured by NACALAI TESQUE, INC.
or Gibco), respectively.
<Lentivirus Packaging>

In the following experiments, unless otherwise specified,
lentivirus packaging was carried out as follows.

By using the methods described in Non-Patent Literature
2, Non-Patent Literature 17, and the like, lentiviral particles
were produced from HEK293T cells transfected with pack-
aging plasmids by calcium phosphate co-transfection or
lipofection. The supernatant was started to be collected 24
hours after transfection and continuously collected for up to
36 hours. The supernatant was centrifuged at 6,000 g for 16
hours and concentrated. The obtained virus pellets were
resuspended in phosphate-buffered saline (PBS) or physi-
ological saline at a volume 1/100 to 1/500 of the initial
volume, and the viral aliquots were frozen. The viral titer
was about 108 to 10° IU (infectious units)/mL. The cultured
cells were infected with the purified lentiviral particles at
MOI (multiplicity of infection) of 10 to 20. The transduced
cells were selected by Blasticidin S (2 pg/mlL, manufactured
by Invitrogen) for the lentiviral vector co-expressing Bsd
and by fluorescence-activated cell sorting for the lentiviral
vector co-expressing mCherry.
<Light Source>

In the following experiments, unless otherwise specified,
the following sources were used as light sources.

An LED light source (LEDB-SBOXH, manufactured by
OPTOCODE CORPORATION) was used to irradiate the
cultured cells with blue light in a CO, incubator. In blue light
illumination under a microscope (excluding the application
of patterned light), blue light was produced by a pE-2 LED
excitation system (CoolLED) with a 470 nm LAM. In order
to irradiate brain nerve cells with blue light (465 nm), blue
light was delivered by a penlight (Handy Blue Pro Plus,
manufactured by RelyOn Ltd.) or PLEXBRIGHT® (manu-
factured by Plexon Inc).
<Application of Patterned Light>

A mosaic 3-pattern illuminator (Andor Instruments,
manufactured by Belfast) equipped with a blue light-emit-
ting diode (X-CITE® (registered trademark) 120 LED,
manufactured by Excelitas Technologies) was attached to a
microscope and used to supply light through an objective
lens.
<Luciferase Assay>

In the following experiments, unless otherwise specified,
the luciferase activity of lysed cells was assayed by using a
luciferase assay system (manufactured by Promega Corpo-
ration) according to the manufacturer’s protocol.
<Luciferase Activity Monitoring in Live Cells>

In the following experiments, unless otherwise specified,
luciferase activity in live cells was monitored as follows.

Population-level luminescence signals were recorded by a
live cell monitoring system (CL24B-LIC/B, manufactured
by Churitsu FElectric Corporation) equipped with a high-
sensitivity photomultiplier tube (PMT) and an LED blue
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light source (LEDB-SBOXH, manufactured by OPTO-
CODE CORPORATION). Cells were seeded in a black
24-well plate containing 1 mM luciferin-containing
medium, and photon counting was carried out.
<Estimation of Activation and Inactivation Reaction Rate of
PA-Tet-Controlled Gene Expression>

The half-life of the switch-on/off reaction rate of PA-Tet-
controlled gene expression in the PA-Tet-OFF system and
the PA-Tet-ON system was determined through the follow-
ing three steps.

First, in order to eliminate the linear trend of activity
independent of photo stimulation, each waveform was deter-
mined. In the detrending process, linear regression was
performed using data points less than the median absolute
deviation of the waveform, and the values predicted by the
regression were subtracted from all points in the waveform.
Second, the event epoch induced by photo stimulation was
estimated by comparing each value of the waveform with a
stochastic threshold. At the stochastic threshold, random
numbers with the same waveform vector length were gen-
erated from the Gaussian distribution. The stochastic thresh-
old was generated by the same method in all assays. Each
value of the waveform was compared with the threshold at
the corresponding time point. This process was repeated 100
times, and the time point at which the probability that the
gene expression level will exceed the threshold is higher
than 50% was treated as an event (that is, PA-Tet-controlled
gene expression). Finally, the period from the start to the
peak of an event epoch was estimated as the value of ton,
and the period from the peak to the end of the event epoch
was estimated as the value of toff. The half-life of the
switch-on/off reaction rate of PA-Tet-controlled gene
expression was calculated using the values of Ton and Toff.
<Luciferase Imaging>

In the following experiments, unless otherwise specified,
luciferase imaging was carried out as follows.

Cells were seeded in a 35-mm glass-based dish at 50% to
60% confluency, and incubated at 37° C. in 5% CO,. Then,
1 mM luciferin was added to the medium. Bioluminescence
images were obtained using an upright microscope (IX83,
manufactured by Olympus Corporation) equipped with a
20x or 40x immersion objective lens. Digital images were
obtained using a cooled CCD camera (iKon-M DU934P-BV,
manufactured by Andor). Filters and cameras were auto-
matically controlled using software (METAMORPH® (reg-
istered trademark), manufactured by Universal Imaging
Corporation). Stray light was removed by turning off the
electric system. The imaging system was used in a dark-
room.
<Image Analysis and Quantification>

In the following experiments, unless otherwise specified,
image analysis and quantification were carried out as fol-
lows.

Image analysis was performed using the Imagel] software
and custom plug-ins (Non-Patent Literatures 2 and 22).
Custom code for the ImageJ plug-in used in this experiment
is available on request. In order to analyze bioluminescence
imaging sequence files, “spike noise filter” was applied to
the stack file so that the noise signals caused by cosmic rays
were removed. CCD readout noise was also removed by
“temporal background reduction filter”. In this normaliza-
tion procedure, the background intensity measured outside
the imaging region of each time frame was subtracted from
the signal intensity. Based on “circadian gene expression”
(CGE), individual cells were tracked, and the biolumines-
cence signals were quantified. Nuclear localization mCherry
was co-expressed and used to detect and track moving cells.
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The average signal intensity in the nucleus was measured
and analyzed with PRISM® (registered trademark) 5.0
software (manufactured by GraphPad Software.).
<Immunofluorescence Staining>

In the following experiments, unless otherwise specified,
immunofluorescence staining was carried out as follows.

Cells or tissues were washed with PBS and immobilized
with 4% paraformaldehyde/PBS for 20 minutes at room
temperature. The immobilized cells were washed with PBS,
blocked and permeabilized with 5% normal donkey serum
(NDS) and 0.1% TRITON-X-100®/PBS for 20 minutes at
room temperature, and incubated at 4° C. overnight together
with primary antibodies diluted with PBS containing 1%
NDS. The cells were then washed with PBS and incubated
at room temperature for 1 hour together with conventional
secondary antibodies bound to Alexa 405, Alexa 488, or
Alexa 594 (manufactured by Invitrogen). The stained cells
or tissues were imaged with an LSM510 or LSM780 con-
focal microscope (manufactured by ZEISS). The following
antibodies were used as primary antibodies: mouse mono-
clonal anti-MAP2 antibody (M4403, manufactured by
Sigma-Aldrich Co. LLC.), rabbit polyclonal anti-GFP anti-
body (A11122, manufactured by Thermo Fisher Scientific
Inc.), and mouse monoclonal anti-NeuN antibody
(MAB377, manufactured by Millipore Corporation).
<Evaluation of PA-Tet-OFF/ON Characteristics>

In the following experiments, unless otherwise specified,
the characteristics of PA-Tet-OFF/ON were evaluated as
follows.
(1) Functional Screening of PA-Tet-OFF Candidate Con-
structs

For functional screening of PA-Tet-OFF candidate con-
structs, HEK293T cells were seeded in a 24-well plate at 5
to 9x10* cells/well and cultured at 37° C. in 5% CO, for 24
hours. The cells were then transfected with LIPO-
FECTAMINE® (registered trademark) LTX (manufactured
by Invitrogen) or polyethyleneimine (manufactured by Poly-
sciences, Inc.) according to the manufacturer’s protocol.
Three plasmids, pEF-TetR (1-206) fused with the Cry2/CIB
variant, pEF-p65AD fused with the Cry2/CIB variant, and
the pTREtight-Ub-ELuc reporter, were subjected to co-
transfection at 25:25:8 (mass ratio). The total amount of
DNA was 0.58 ng/well. Forty-eight hours after transfection,
the cells were exposed to blue light (7.2 W/m?; pulsed for 2
seconds every minute) for 3 hours. Then, the cells were
lysed, and the luciferase activity thereof was measured with
a plate reader (ARVO X3, manufactured by PerkinElmer
Inc.). Control cells were transfected with plasmids and then
kept in a dark place. In order to analyze the constructs
having the T2A sequence, expression vectors, pBS (pBlue-
script plasmids), and reporters were mixed together at
25:25:8 (mass ratio) and subjected to co-transfection. By
using pBS, the total amount of DNA with which the cells
will be transfected was adjusted.
(2) Analysis on Relationship Between Irradiance and
Induced Gene Expression Level

In order to analyze the relationship between irradiance
and induced gene expression level, stable Eph4 cell clones
transduced with PA-Tet-OFF and a TRE3G-Ub-NLS-luc2-
Hesl 3'UTR lentiviral vector (FIG. 8(B)) were seeded in a
24-well plate at 5 to 9x10* cells/well, cultured for 24 hours,
and assayed in the same manner as in the candidate construct
screening. The cells were irradiated for 3 hours with blue
light (7.2 W/m?; pulsed for 2 seconds every minute) at
irradiance of 0, 1.7, 3.5, 5.5, and 7.0 W/m>.
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(3) Analysis on Relationship Between Dox Concentration
and Induced Gene Expression Level

In order to analyze the relationship between the Dox
concentration and the induced gene expression level,
HEK?293T cells were seeded in a 24-well plate at 5 to 9x10*
cells/well, transfected, and assayed in the same manner as in
candidate construct screening. Dox was applied to the cells
at concentrations of 0, 1, 7.5, 15, 20, 50, and 100 ng/ml. for
the PA-Tet-OFF constructs and at concentrations of 0, 10,
15, 20, 30, 35, 40, 50, 75, 100, and 250 ng/mL for the
PA-Tet-ON constructs. The cells were irradiated with blue
light (7.2 W/m?; pulsed for 2 seconds every minute) for 3
hours.
(4) Double-Controlled Analysis Using Light Intensity and
Dox Concentration

In order to carry out double-controlled analysis using light
intensity and Dox concentration, the stable cell clones
transduced with PA-Tet-ON and the TRE3G-Ub-NLS-luc2-
Hes1 3'UTR lentiviral vector were seeded in a 24-well plate
at 1x10° cells/well and cultured for 24 hours. Dox was
applied to the cells at concentrations of 0, 50, 75, 87.5, 92.5,
100, 250, and 500 ng/mL.. The cells were irradiated with blue
light (7.2 W/m?; pulsed for 2 seconds every minute) for 3
hours at irradiance of 0, 1.8, 3.6, 5.9, and 7.1 W/m>.
(5) Evaluation of Temporal Characteristics of PA-Tet-OFF/
ON

In order to investigate the temporal characteristics of
PA-Tet-OFF/ON, transfected HEK293T cells or lentivirus-
transduced Eph4 cells were used. The cells were seeded in
a black 24-well plate at 1x10* cells/well and exposed to blue
light (7.2 W/m?) for 1 to 2 minutes. Population-level lumi-
nescence signals were recorded using a live cell monitoring
system (CL24B-LIC/B, manufactured by Churitsu Electric
Corporation).
(6) Measurement of Ability of PA-Tet-OFF/ON System to
Spatially Control Gene Expression

In order to investigate the ability of the PA-Tet-OFF/ON
system to spatially control gene expression in target cells,
Eph4 cells transduced with lentivirus were seeded in a
35-mm glass-based dish (Cat #3910-035, manufactured by
IWAKI & CO., LTD.) at 50% to 60% confluency. Before
being irradiated with light, the cells were incubated at 37° C.
in 5% CO, on a chamber stage of a microscope. Patterned
light was generated by the MOSAIC 3 device and applied to
the cells. The light (10 ms pulse) was applied to the cells 50
times to obtain luminescence signals changing over time.
The power of the blue light source was set to 100%, and a
200x200 pixel area was observed through a 40x objective
lens (UApo 40x0Oil Iris3/340, manufactured by Olympus
Corporation) (NA was changed to 0.55). As a result, light
energy of 1.3 W/m? was measured.
<Statistical Analysis>

In the following experiments, unless otherwise specified,
statistical analysis was carried out using PRISM® (regis-
tered trademark) 5.0 or 6.0 software (manufactured by
GraphPad Software.). A P-value less than 0.05 was consid-
ered as significant
<Primary Neuronal Culture>

In the following experiments, unless otherwise specified,
primary neuronal culture was carried out as follows.

Hippocampal neurons were obtained from CA1/CA3/
dentate gyrus of the hippocampus of 1-day-old (P1) mouse
pups by a process devised by slightly modifying the methods
described in Non-Patent Literature 20 and Non-Patent Lit-
erature 21. To finish the culture, the dissociated cells were
seeded on a coverslip (Assistant, manufactured by Karl
Hecht GmbH & Co KG.) coated with MATRIGEL® (manu-
factured by Invitrogen), and cultured on a minimum essen-
tial medium supplemented with 1 mM GLUTAMAX®
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(trademark)-I, 25 pg/ml insulin, 2% GS21 neurotrophic
supplement (manufactured by GlobalStem, Inc.), and 5%
FBS (HYCLONE®, manufactured by Thermo Fisher Sci-
entific Inc.). Twenty-four to forty-eight hours after seeding,
4 uM cytosine arabinoside (manufactured by Sigma-Aldrich
Co. LLC.) was added to the medium so that the growth of
glial cells was suppressed.

<Production of Recombinant AAV>

In the following experiments, unless otherwise specified,
recombinant AAV was produced as follows.

Serotype DIJ/8 AAV was produced in HEK293T cells
co-transfected with an ITR-containing AAV vector, a pack-
aging vector pAAV-DJ/8, and pHelper (manufactured by
Cell Biolabs, Inc.). From the transfected cells, recombinant
AAV particles were collected using an extraction kit
(AAVpro extraction solution, manufactured by Takara Bio
Inc.). The collected AAV particles were further purified
using a discontinuous iodixanol gradient with ultracentrifu-
gation (OPTIPREP®, manufactured by Alere Technologies
AS) and concentrated in PBS by ultrafiltration. Viral titers of
the purified AAV were measured by gPCR and adjusted to
2 to 10x10'? genomic copies (gc/mL) per milliliter.
<Mouse Research>

All of the following animal experiments were approved
by the Animal Care Committee of Kyoto University and met
all relevant regulatory standards.

(1) Verification of PA-Tet-OFF/ON System in Neural Stem/
Progenitor Cells of Developing Mouse Brain

In order to verify the PA-Tet-OFF/ON system in neural
stem/progenitor cells of developing mouse brain, pEF-
mCherryNLS, pEF-PA-Tet-OFF, and the CSII-TRE3G-
NLS-Ub-luc2-Hesl 3'UTR plasmid were mixed together at
a ratio of 1:2:2 (mass ratio), and E14.5 dorsal telencephalic
progenitor cells were co-transfected with these plasmids by
ex utero electroporation (Non-Patent Literatures 2 and 23).
In order to deliver the plasmid DNA (2.5 pg/ul.) into the
telencephalic ventricle by microinjection and to transfect the
neural stem/progenitor cells on the surface of the neocortical
ventricle with the plasmids, ex utero electroporation (6
pulses, 50 mV, square wave generator (CUY21, manufac-
tured by BEX CO., LTD.), 5 mm paddle electrode) was
performed. The brain was immediately dissected, embedded
in 3% low-melting-point agarose by the method described in
Non-Patent Literature 2 and Non-Patent Literature 23, cut
into 250 pum organotypic slices by using a vibratome
(VT1000, manufactured by LEICA), moved to a 12 mm well
culture insert (Millicell, PICM01250, manufactured by
Merck KGaA), and cultured in a slice culture medium. The
slices were incubated at 37° C. and in 5% CO, while being
periodically irradiated with blue light.

(2) Verification of PA-Tet-OFF/ON System in Adult Brain
Neurons

In order to verify the PA-Tet-OFF/ON system in adult
brain neurons, stereotaxic viral injection was performed on
mice by using a sharp glass micropipette as described in
Non-Patent Literature 18 and Non-Patent Literature 24. The
mice (10 to 14 weeks old) were anesthetized with 440 mg/kg
chloral hydrate (manufactured by Tokyo Chemical Industry
Co., Ltd.) by intraperitoneal injection. Petrolatum was
applied to both eyes to prevent dryness, and the scalp was
treated with a depilatory cream. The mice were then immo-
bilized on a small animal stereotaxic instrument (manufac-
tured by David Kopf Instruments). The scalp was cut at the
midline, and the periosteum was removed using a surgical
knife. The skull was thinned with a drill, and mini-cran-
iotomy was performed using a 27-gauge needle. The virus
was injected through a pulled glass micropipette connected
to a Hamilton syringe (Hamilton Company) pumped using a
syringe pumping device (manufactured by World Precision
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Instruments). The stereotaxic injection was performed on
the following tissue at appropriate coordinates: hippocampal
dentate gyrus (A/P: -1.94 mm from bregma, M/L: £1.3 mm
from bregma, D/V: -1.82 mm from surface of pia mater).
Two AAV vectors (AAV2-DJ/8 vector containing CAG-
FLAG-TetR (I194T, 1-206)-CIBN (-NLS)-T2A-mCher-
ryNLS construct and AAV2-DI/8 vector containing CAG-
NLS-attached Cry2 PHR (L.348F)-p65 AD N-terminal
fusion construct) were used for co-transfection at a ratio of
1:1 (titer ratio). The viral solution was injected at a volume
of' 0.5 to 1.5 pL at a rate of 0.1 pl./min. After the injection,
the pipette was kept at the injection site for 10 more minutes
before being removed. After the removal of the micropi-
pette, the skin incision site was sutured, treated with an
antibiotic cream, and a painkiller was injected subcutane-
ously to relieve postoperative pain. The animals having
undergone injection were usually bred for 2 weeks before
exposure to blue light. For AAV transduction into cortical
neurons, custom headplates were adhered and fixed to the
skull. A cranial incision (about 3.5 mm) was made over the
visual cortex area. Three AAV vectors (AAV2-DJ/8 vector
containing a CAG-FLAG-TetR (11947, 1-206)-CIBN
(-NLS)-T2A-mCherryNLS construct, AAV2-DJ/8 vector
containing a CAG-NLS-attached Cry2 PHR (L348F)-p65
AD N-terminal fusion construct, and an AAV2-DJ/8 vector
containing a TRE3G-luc2-Hes1 3'UTR construct) were used
for co-transfection at a ratio of 1:1:1 (titer ratio).

(3) Photo Stimulation after AAV Transduction

Photo stimulation was started 14 days after the AAV
transduction.

For irradiating the cortex with light, custom headplates
and chronic cranial windows were implanted, and the mice
were immobilized under blue penlights. The dorsal cortex
was irradiated with blue light (100 W/m?; pulsed for 3
minutes every 30 minutes) for 6 hours.

For irradiating the adult mouse hippocampus with light,
by using a blue LED (PLEXBRIGHT®, manufactured by
Plexon Inc) connected to an optical implant through a fiber
patch cable and a rotary joint, freely moving awake mice
were treated for 12 hours at an intensity of 85.6 W/m? in a
duty cycle of 1.6% (pulsed for 1 second at 0.016 Hz). After
being irradiated with blue light, the mice were immediately
sacrificed and perfused. The incised brain was subjected to
immunohistochemistry.

For irradiating the brains of mouse pups with light,
anesthetized mice were stimulated through an optical fiber
using a blue LED (PLEXBRIGHT®, manufactured by
Plexon Inc). After being irradiated with blue light (40 W/m*;
pulsed for 1 second every 15 seconds; continued for 3
hours), the mice were immediately sacrificed, the right brain
irradiated with blue light was immediately extracted and
lysed, and the luciferase activity thereof was measured.
(4) Dox Treatment

The mice were treated with Dox. For long-term Dox
administration, drinking water containing 1 mg/mL Dox in
a 5% by mass sucrose solution was given to the mice. For
Dox pulse treatment, the mice were given Dox by intrap-
eritoneal injection at a single dose of 0.1 mg/g (body
weight).

(5) Analysis in Subcutaneous Tissue

First, stable cell clones of Eph4 cells transduced with
PA-Tet-OFF by using a lentiviral vector were transplanted
into the subcutaneous tissue of the dorsal skin of adult mice.
The stable cell clones were transplanted at 2 to 5x10° cells
into the subcutaneous tissue by injection. Twenty-four hours
after the injection of Eph4 cells, luciferin was additionally
given to the mice at 200 mg/g (body weight) by intraperi-
toneal, subcutaneous, and intramuscular injection, and the
mice were imaged using a CCD camera (iXon3, manufac-
tured by ANDOR). The mice were anesthetized, then the



US 12,338,443 B2

29

transplantation area of the dorsal skin of the mouse was
irradiated with blue light (200 W/m?; for 1 minute), and the
luciferase signals generated due to the change in the
Iuciferin substrate in the mice were measured. For perform-
ing a Dox treatment, Dox (0.1 mg/g (body weight)) was
given by intraperitoneal injection 1 hour before the irradia-
tion with blue light. To correct the change of the luciferase
signals, the Eph4 cells transfected with the pEF-luc2 expres-
sion vector were independently transplanted into the mice.
These control mice were imaged along with the mice
transplanted with Eph4 cells transfected with PA-Tet-OFF.
Luminescence data from the control mice was used to
correct the light-induced transcription in the transplanted
Eph4 cells transfected with PA-Tet-OFF. The average inten-
sity of the luminescence signals measured for 30 to 60
minutes after the blue light irradiation was plotted on a bar
graph.

Example 1

As an attempt to construct a PA-Tet-OFF system that
induces the expression of target genes by light irradiation
and a Tet-based compound, a Cry2/CIB1-PA binding switch
was incorporated into the Tet-OFF system. For constructing
the system, HEK293T cells as an immortalized human
embryonic kidney cell line were used, and a PA-Tet gene
expression system optimal for mammalian cells was inves-
tigated. Specifically, a reporter plasmid (pTREtight-Ub-
ELuc reporter) containing an expression cassette having a
Tet operator, a promoter which is positioned downstream of
the Tet operator and controlled by the Tet operator, and a
Ub-Eluc gene which is positioned downstream of the pro-
moter and of which the expression is controlled by the
promoter, a plasmid containing an expression cassette for a
fusion protein obtained by fusing TetR with one of Cry2 and
CIB1, and a plasmid containing an expression cassette for a
fusion protein obtained by fusing a p65AD protein with the
remaining other one of Cry2 and CIB1 were introduced into
the HEK293T cells, thereby obtaining transformed cells.
These cells were irradiated with blue light in the absence of
a Tet-based compound, and the relative expression level of
Ub-ELuc was investigated.

FIG. 1 is a view schematically showing the used PA-Tet-
OFF candidate constructs. In FIG. 1, “PHR” represents a
photolyase homology region, and “NLS” represents a
nuclear localization signal. As TetR, a point mutant (repre-
sented as “TetR (11947, 1-206)”) obtained by substituting
the 194th isoleucine residue in TetR (1-206) with a threonine
residue was used.

FIG. 1(A) is a view schematically showing amino acid
sequences of Cry2 and variants thereof. FIG. 1(B) is a view
schematically showing amino acid sequences of CIB1 and
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variants thereof. In FIG. 1(B), “(without NLS)” means an
NLS deletion variant, which is a variant obtained by sub-
stituting all of the 93rd lysine, the 94th arginine, the 106th
lysine, and the 107th lysine in the NLS sequence of CIB1
(region consisting of the 93rd to 107th amino acids) with
alanine. All of the used Cry2, Cry2 variants, CIB1, and CIB1
variants were subjected to codon optimization for efficient
expression in mammalian cells.

FIGS. 1(C) to 1(F) are views schematically showing the
combination of the TetR-containing fusion protein and the
p65AD protein-containing fusion protein used in each test.
FIG. 1(C) shows the combination of a TetR (1194T, 1-206)-
Cry2 variant fusion construct and a p65AD-CIB1 variant
fusion construct. FIG. 1(D) shows the combination of a TetR
(I194T, 1-206)-Cry2 variant fusion construct and a CIB1
variant-p65AD N-terminal fusion construct. FIG. 1(E)
shows the combination of a TetR (I194T, 1-206)-CIB1
variant fusion construct and a p65AD-Cry2 variant fusion
construct. FIG. 1(F) shows the combination of a TetR
(I194T, 1-206)-CIB1 variant fusion construct and a Cry2
variant-p65AD N-terminal fusion construct.

The light-dependent transcriptional activity of each of the
candidate constructs was assayed. Blue light irradiation was
performed by exposing the cells to pulsed blue light (for
example, pulsed for 2 seconds every 1 minute) only 3 hours
before the cell lysis. All experiments were performed in 3
independent trials (3 batches) to obtain consistent results.
The results are shown in Tables 1 to 4. Table 1 shows the
results obtained from the candidate construct shown in FIG.
1(C). Table 2 shows the results obtained from the candidate
construct shown in FIG. 1(D). Table 3 shows the results
obtained from the candidate construct shown in FIG. 1(E).
Table 4 shows the results obtained from the candidate
construct shown in FIG. 1(F). In Tables 1 to 4, “linker” in the
column of “Element #1” represents the amino acid sequence
of a linker that links TetR (I194T, 1-206) to the Cry2 variant
or CIB1 variant to be fused with the C-terminal side of TetR.
In addition, the column of “An initial construct screening
result” shows the result of the first one batch. In this column,
“Dark” and “Light” each represents a relative value (the
luminescence signal intensity of Negative Control under
dark conditions is regarded as 1) of luminescence signal
intensity (relative expression level of Ub-ELuc) quantified
through image analysis by performing luciferase assay under
dark conditions or under blue-light irradiation conditions,
and “Light/Dark” represents a ratio therebetween. In the
column of “Three independent data sets to confirm repro-
ducibility, “Average of the Light/Dark ratio” represents the
average of “Light/Dark” ratio of three independent batches,
and “S.D. of the Light/Dark ratio” is the standard deviation
thereof.

TABLE 1
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting  light-interacting screening result Light/Dark  Light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
Negative 1194T SPKKK None (TetR None (p65 AD only) 1.0 1.3 1.3 1.2 0.4
control only)
T1 1194T SPKKK Cry2 PHR  p65 AD-CIB1 full 1.1 1.8 1.6 1.4 0.2
T2 1194T SPKKK Cry2 PHR  p65 AD-CIBI1 full no 1.1 2.0 1.8 2.1 1.0

NLS
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TABLE 1-continued
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting  light-interacting screening result Light/Dark  Light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
T3 1194T SPKKK Cry2 PHR  p65 AD-CIBN 1.0 1.1 1.1 1.0 0.1
T4 1194T SPKKK Cry2 PHR  p65 AD-CIBN no NLS 0.9 1.1 1.2 1.0 0.1
T5 1194T SPKKK Cry2 PHR  NLSx2-p65 AD-CIBN no 1.0 1.1 1.2 1.4 0.7
NLS
T6 1194T SPKKK Cry2 PHR  p65 AD-CIB81 1.0 1.2 1.2 1.3 0.3
T7 1194T SPKKK Cry2 PHR  p55 AD-CIBI full 1.0 1.5 1.5 1.4 0.3
(L348F)
T8 1194T SPKKK Cry2 PHR  p65 AD-CIBI full no 1.1 1.4 14 1.3 0.3
(L348F) NLS
T9 1194T SPKKK Cry2 PHR  p65 AD-CIBN 1.1 1.1 1.0 0.8 0.2
(L348F)
T10 1194T SPKKK Cry2 PHR  p65 AD-CIBN no NLS 1.1 1.1 1.0 0.8 0.1
(L348F)
T11 1194T SPKKK Cry2 PHR  NLSx2-p65 AD-CIBN no 1.1 1.1 1.0 0.9 0.1
(L348F) NLS
T12 1194T SPKKK Cry2 PHR  p65 AD-CIB81 1.2 1.1 1.0 0.9 0.1
(L348F)
T13 1194T SPKKK Cry2 535 p65 AD-CIB1 full 1.6 1.1 0.7 0.8 0.1
T14 1194T SPKKK Cry2 535 p65 AD-CIB1 full no 1.6 1.1 0.7 0.8 0.1
NLS
T15 1194T SPKKK Cry2 535 p65 AD-CIBN 1.4 11 0.8 0.8 0.0
T16 1194T SPKKK Cry2 535 p65 AD-CIBN no NLS 1.4 11 0.8 0.8 0.1
T17 1194T SPKKK Cry2 535 NLSx2-p65 AD-CIBN no 1.4 11 0.8 0.8 0.0
NLS
T18 1194T SPKKK Cry2 535 p65 AD-CIB81 1.3 1.2 0.9 0.8 0.1
T19 1194T SPKKK Cry2 535 p65 AD-CIB1 full 1.4 13 0.9 0.9 0.0
(L348F)
T20 1194T SPKKK Cry2 535 p55 AD-CIB1 full no 1.4 11 0.8 0.9 0.1
(L348F) NLS
T21 1194T SPKKK Cry2 535 p65 AD-CIBN 1.3 1.1 0.9 0.9 0.1
(L348F)
T22 1194T SPKKK Cry2 535 p65 AD-CIBN no NLS 1.2 1.1 0.9 0.9 0.1
(L348F)
T23 1194T SPKKK Cry2 535 NLSx2-p65 AD-CIBN no 1.2 1.1 0.9 0.9 0.1
(L348F) NLS
T24 1194T SPKKK Cry2 535 p65 AD-CIB81 1.3 1.1 0.8 0.9 0.1
(L348F)
No — — — — 1.1 1.1 1.0 1.0 0.1
transfection
TABLE 2
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting  light-interacting screening result Light/Dark  light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
Negative 1194T SPKKK None (TetR  Nomne (p65 AD only) 1.0 1.1 1.1 1.0 0.1
control only)
T25 1194T SPKKK Cry2 PHR  CIBN-p65 AD 22 37 1.7 1.5 0.3
T26 1194T SPKKK Cry2 PHR  CIBN no NLS-p65 AD 1.1 2.2 2.0 1.5 0.5
T27 1194T SPKKK Cry2 PHR  CIBN-p65 AD-NLSx2 24 23 0.9 1.0 0.0
T28 1194T SPKKK Cry2 PHR  CIBN no NLS-p65 1.0 1.3 1.3 1.0 0.2
AD-NLSx2
T29 1194T SPKKK Cry2 PHR  CIBN-p65 AD 1.0 1.8 1.8 14 0.4
(L348F)
T30 1194T SPKKK Cry2 PHR  CIBN no NLS-p65 AD 0.8 1.0 14 1.1 0.3

(L348F)
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TABLE 2-continued
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting  light-interacting screening result Light/Dark  light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
T31 1194T SPKKK Cry2 PHR  CIBN-p65 AD-NLSx2 1.3 1.3 1.0 1.0 0.1
(L348F)
T32 1194T SPKKK Cry2 PHR  CIBN no NLS-p65 0.8 09 1.2 1.0 0.2
(L348F) AD-NLSx2
T33 1194T SPKKK Cry2 535 CIBN-p65 AD 0.9 1.1 1.3 09 0.3
T34 1194T SPKKK Cry2 535 CIBN no NLS-p65 AD 0.8 0.7 0.9 0.8 0.1
T35 1194T SPKKK Cry2 535 CIBN-p65 AD-NLSx2 1.2 1.0 0.8 0.8 0.1
T36 1194T SPKKK Cry2 535 CIBN no NLS-p65 08 07 0.8 0.8 0.1
AD-NLSx2
T37 1194T SPKKK Cry2 535 CIBN-p65 AD 0.8 1.0 14 1.0 0.3
(L348F)
T38 1194T SPKKK Cry2 535 CIBN no NLS-p65 AD 0.7 0.8 1.2 1.0 0.3
(L348F)
T39 1194T SPKKK Cry2 535 CIBN-p65 AD-NLSx2 1.1 1.0 1.0 09 0.1
(L348F)
T40 1194T SPKKK Cry2 535 CIBN no NLS-p65 0.8 0.8 1.0 09 0.2
(L348F) AD-NLSx2
No — — — — 07 07 1.0 0.8 0.1
transfection
TABLE 3
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting light-interacting screening result Light/Dark  Light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
Negative 1194T SPKKK  None (TetR only) None (p65 AD only) 1.0 1.1 1.2 1.0 0.2
control
T41 1194T SPKKK  CIBI full p65 AD-Cry2 PHR 13.8 20.7 1.6 1.6 0.2
T42 1194T SPKKK  CIBI full p65 AD-Cry2 PHR (L348F) 8.3 17.2 2.2 1.7 0.5
T43 1194T SPKKK  CIBI full p65 AD-Cry2 535 4.3 8.7 2.1 2.1 0.9
T44 1194T SPKKK  CIBI full p65 AD-Cry?2 535 (L348F) 4.8 10.5 2.3 2.0 0.3
T45 1194T SPKKK  CIBI full NLSx2-p65 AD-Cry2 PHR 21.9 50.9 2.4 1.9 0.8
T46 1194T SPKKK  CIBI full NLSx2-p65 AD-Cry2 PHR 19.3 343 1.8 1.7 0.2
(L348F)
T47 1194T SPKKK  CIBI full no NLS p65 AD-Cry2 PHR 36.2 65.2 2.0 1.5 0.6
T48 1194T SPKKK  CIBI full no NLS p65 AD-Cry 2PHR (L348F) 33.0 47.9 1.6 1.4 0.2
T49 1194T SPKKK  CIBI full no NLS p65 AD-Cry2 535 10.4 31.8 33 2.0 1.2
750 1194T SPKKK  CIBI full no NLS p65 AD-Cry2 535 (L348F) 9.3 23.9 2.7 2.0 0.6
T51 1194T SPKKK  CIBI full no NLS NLSx2-p65 AD-Cry2 PHR 56.0 109.4 2.2 1.6 0.6
T52 1194T SPKKK  CIBI full no NLS NLSx2-p65 AD-Cry2 PHR 50.2 86.8 1.9 1.4 0.4
(L348F)
T53 1194T SPKKK  CIBN p65 AD-Cry2 PHR 0.6 34.8 64.7 42.1 19.7
T54 1194T SPKKK  CIBN p65 AD-Cry2 PHR (L348F) 0.5 1.8 3.7 3.9 2.3
T35 1194T SPKKK  CIBN p65 AD-Cry2 535 0.3 13.0 51.2 43.1 7.5
T56 1194T SPKKK  CIBN p65 AD-Cry?2 535 (L348F) 0.3 2.1 7.0 8.1 5.1
T57 1194T SPKKK  CIBN NLSx2-p65 AD-Cry2 PHR 1.4 65.7 47.6 39.1 204
T58 1194T SPKKK  CIBN NLSx2-p65 AD-Cry2 PHR 0.5 7.2 13.5 19.3 13.1
(L348F)
T59 1194T SPKKK  CIBN no NLS p65 AD-Cry2 PHR 0.8 20.2 40.8 27.3 14.0
T60 1194T SPKKK  CIBN no NLS p65 AD-Cry2 PHR (L348F) 0.9 6.1 7.6 8.3 4.0
T61 1194T SPKKK  CIBN no NLS p65 AD-Cry2 535 0.5 21.0 91.5 45.9 39.9
T62 1194T SPKKK  CIBN no NLS p65 AD-Cry?2 535 (L348F) 0.5 5.7 25.0 13.3 10.7
T63 1194T SPKKK  CIBN no NLS NLSx2-p65 AD-Cry2 PHR 24 1296 69.5 38.0 322
T64 1194T SPKKK  CIBN no NLS NLSx2-p65 AD-Cry 2PHR 1.7 21.0 12.5 14.3 4.8
(L348F)
T65 1194T SPKKK  CIB81 p65 AD-Cry2 PHR 777 2113 2.7 2.3 0.8
T66 1194T SPKKK  CIB81 p65 AD-Cry2 PHR (L348F) 61.2 3557 6.0 4.7 1.8
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TABLE 3-continued
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting light-interacting screening result Light/Dark  Light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
T67 1194T SPKKK  CIB81 p65 AD-Cry2 535 21.8 1714 7.9 6.0 3.1
T68 1194T SPKKK  CIB81 p65 AD-Cry?2 535 (L348F) 287 2125 7.4 6.1 1.6
T69 1194T SPKKK  CIB81 NLSx2-p65 AD-Cry2 PHR 322.6 6565 2.1 1.8 0.5
T70 1194T SPKKK  CIB81 NLSx2-p65 AD-Cry2 PHR 146.0 423.6 2.9 2.6 0.6
(L348F)
No — — — — 0.0 0.1 2.5 2.3 1.0
transfection
TABLE 4
Three independent
data sets to confirm
reproducibility
Element #1 Element #2 Average S.D.
Light- p65 AD and An initial construct of the of the
Construct TetR interacting light-interacting screening result light/Dark  Light/Dark
D mutation  Linker protein protein Dark Light Light/Dark ratio ratio
Negative 1194T SPKKK None (TetR None (p65 AD only) 1.0 1.0 1.0 0.8 0.2
control only)
T71 1194T SPKKK CIB1 full Cry2 PHR-p65 AD 24 41 1.7 1.5 0.2
T72 1194T SPKKK CIB1 full Cry2 PHR (L348F)-p65 27 43 1.6 1.6 0.4
AD
T73 1194T SPKKK CIB1 full Cry2 PHR-p65 20.1 16.6 0.8 0.9 0.2
AD-NLSx2
T74 1194T SPKKK CIB1 full Cry2 PHR (L348F)-p65 51 638 14 1.0 0.4
AD-NLSx2
T75 1194T SPKKK CIB1 fullno  Cry2 PHR-p65 AD 3.0 54 2.0 1.4 0.5
NLS
T76 1194T SPKKK CIB1 fullno  Cry2 PHR (L348F)-p65 48 7.2 1.5 1.2 0.3
NLS AD
T77 1194T SPKKK CIB1 fullno  Cry2 PHR-p65 30.1 252 0.9 0.9 0.1
NLS AD-NLSx2
T78 1194T SPKKK CIB1 fullno  Cry2 PHR (L348F)-p65 113 124 1.2 0.9 0.3
NLS AD-NLSx2
T79 1194T SPKKK CIBN Cry2 PHR-p65 AD 1.2 50 4.3 5.6 35
T80 1194T SPKKK CIBN Cry2 PHR (L348F)-p65 09 11.0 12.7 53.1 35.6
AD
T81 1194T SPKKK CIBN Cry2 PHR-p65 43 69 1.7 1.5 0.2
AD-NLSx2
T82 1194T SPKKK CIBN Cry2 PHR (L348F)-p65 09 7.0 7.4 11.4 6.7
AD-NLSx2
T83 1194T SPKKK CIBN no NLS Cry2 PHR-p65 AD 1.1 23 2.0 2.7 0.8
T84 1194T SPKKK CIBN no NLS Cry2 PHR (L348F)-p65 09 47 5.4 8.7 5.6
AD
T85 1194T SPKKK CIBN no NLS Cry2 PHR-p65 15 52 3.7 2.9 0.7
AD-NLSx2
T86 1194T SPKKK CIBN no NLS Cry2 PHR (L348F)-p65 1.0 84 8.4 10.7 3.7
AD-NLSx2
T87 1194T SPKKK CIB81 Cry2 PHR-p65 AD 4.8 107 2.3 1.4 0.7
T88 1194T SPKKK CIB81 Cry2 PHR (L348F)-p65 6.6 17.0 2.6 2.0 0.7
AD
T89 1194T SPKKK CIB81 Cry2 PHR-p65 130.2 737 0.6 0.8 0.2
AD-NLSx2
T90 1194T SPKKK CIB81 Cry2 PHR (L348F)-p65 37.1 348 1.0 1.2 0.3
AD-NLSx2
No — — — — 08 07 0.8 1.2 0.3

transfection
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As shown in Tables 1 to 4, it was revealed that in a case
where a construct (FIGS. 1(E) and 1(F)) constructed by
linking TetR (11947, 1-206) to the N-terminal side of CIB1
or a variant thereof is used, the ratio of Ub-Eluc expression
level under the light irradiation conditions to the Ub-Eluc
expression level under the dark conditions (value in the
column of “Average of the Light/Dark ratio” in the table) is
higher, and the expression of Ub-Eluc is more efficiently
induced by blue light irradiation, than in a case where a
construct (FIGS. 1(C) and 1(D)) constructed by linking TetR
(I194T, 1-206) to the N-terminal side of Cry2 or a variant
thereof is used. Particularly, the combination of the TetR
(I194T, 1-206)-CIB1 variant fusion construct and the
p65AD-Cry2 variant fusion construct (FIG. 1(E)) tended to
bring about a higher Light/Dark ratio and higher PA-Tet-
controlled expression efficiency, compared to the combina-
tion of the TetR (11947, 1-206)-CIB1 variant fusion con-
struct and the Cry2 variant-p65AD N-terminal fusion
construct (FIG. 1(F)). Especially, compared to other candi-
date constructs, the constructs (with construct ID of T53,
T55, T57, T59, T61, and T63) using CIBN (partial construct
consisting of residues 1 to 170 of CIB1) or CIBN (-NLS)
(construct obtained by removing the nuclear localization
signal by introducing a mutation into NLS of CIBN) as a
CIB1 variant and using Cry2 PHR (partial construct con-
sisting of residues 1 to 496 of Cry2) or Cry2 535 (partial
construct consisting of residues 1 to 535 of Cry2) as a Cry2
variant brought about markedly higher PA-Tet-controlled
expression efficiency. Furthermore, by the comparison
between the T59 construct and the T63 construct and the
comparison between the T60 construct and the T64 con-
struct, it was revealed that in a case where CIBN (-NLS) is
used as a CIB1 variant, by linking two nuclear localization
signals in tandem to the N-terminal side of p65AD (“NLSx
2” in the table), the PA-Tet-controlled expression efficiency
is further improved.

Example 2

By using the T86 construct (Element #1: SEQ ID NO: 5,
Element #2: SEQ ID NO: 6) confirmed to be the PA-Tet-
OFF construct in Example 1, the influence of the linker
sequence of TetR and a CIB1 derivative on the PA-Tet-
controlled expression efficiency and the influence of the
1194 amino acid substitution in TetR on the PA-Tet-con-
trolled expression efficiency were investigated. As a control,
the construct as “Negative control” shown in Table 4 (Ele-
ment #1: SEQ ID NO: 7, Element #2: SEQ ID NO: 8) was
used. In addition, a construct obtained by replacing TetR
(I194T, 1-206) in the T86 construct with wild-type TetR
(1-206) was also tested in the same manner, and the influ-
ence of the linker sequence was investigated.

FIG. 2(A) is a schematic view of the expression cassette
containing the T86 construct used in Example 1. FIG. 2(B)
is a schematic view of the Ub-Eluc expression cassette of the
pTREtight-Ub-ELuc reporter used in Example 1. FIG. 2(C)
is a schematic view of the expression cassette for a protein
[TetR  (I194T, 1-206)-CIB1 (-NLS)-T2A-Cry2 PHR
(L348F)-p65AD-NLSx2 fusion construct] (SEQ ID NO: 9)
in which TetR (1194T, 1-206)-CIB1 (-NLS) fusion construct
and Cry2 PHR (L348F)-p65AD-NLSx2 fusion construct are
linked to each other through a T2 A self-cleaving peptide. As
in Example 1, in a case where the plasmid containing the
expression cassette (SEQ ID NO: 12) for a TetR (1194T,
1-206)-CIB1  (-NLS)-T2A-Cry2 PHR (L348F)-p65ad-
NLSx2 fusion construct was expressed in cells, the T86
construct brought about higher PA-Tet-controlled expression
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efficiency, than in a case where the plasmid containing the
expression cassette (SEQ ID NO: 10) for a TetR (1194T,
1-206)-CIB1 (-NLS) fusion construct and the plasmid con-
taining the expression cassette (SEQ ID NO: 11) for a Cry2
PHR (L348F)-p65AD-NLSx2 fusion construct were co-
expressed in cells. Therefore, in order to verify the effect of
the linker sequence and to verity the effect of the 1194 amino
acid substitution in TetR, the TetR (11947, 1-206)-CIB1
(-NLS)-T2A-Cry2 PHR (L348F)-p65AD-NLSx2 fusion
construct was appropriately modified and used.

A plasmid containing an expression cassette for a gene
encoding the protein or a variant thereof shown in FIG. 3
was introduced into HEK293T cells together with the pTRE-
tight-Ub-ELuc reporter, thereby obtaining transformed cells.
These cells were irradiated with blue light in the absence of
a Tet-based compound, and the light-dependent transcrip-
tional activity of Ub-ELuc was investigated.

For the verification of the effect of the linker sequence of
TetR and a CIB1 derivative, as linker sequences, GP con-
sisting of 2 amino acids, SPKKK consisting of 5 amino acids
(SEQ ID NO: 13), TGNSADGGGGSGGSGGSGGGSTQG
consisting of 24 amino acids (SEQ ID NO: 14),
LEASPSNPGASNGSGT (SEQ ID NO: 15) consisting of 16
amino acids, GYPSHWRPLE consisting of 10 amino acids
(SEQ ID NO: 16), and LEASTGGSGT consisting of 10
amino acids (SEQ ID NO: 17) were used. For each con-
struct, luciferase assay was performed under dark conditions
(“Dark” in FIG. 3) and under blue-light irradiation condi-
tions (“Light” in FIG. 3), and the luminescence signal
intensity quantified by image analysis was measured. The
measurement results are shown in FIG. 4. The data in FIG.
4 represent meanzstandard deviation (n=3). In addition, all
the experiments were repeated 3 times to obtain consistent
results.

As shown in FIG. 3, it was revealed that compared to the
construct using TetR (1-206), the construct using TetR
(I194T, 1-206) induces a higher level of Ub-ELuc expres-
sion under the blue-light irradiation conditions and brings
about higher PA-Tet-controlled expression efficiency. Fur-
thermore, it was revealed that the type of the linker sequence
linking TetR (1194T, 1-206) to CIB1 (-NLS) affects the
PA-Tet-controlled expression efficiency. Particularly, in a
case where SPKKK was used as a linker sequence, Ub-ELuc
was sufficiently expressed to a high level under the blue-
light irradiation conditions while substantially not being
expressed under the dark conditions, and the PA-Tet-con-
trolled expression efficiency was especially excellent.

For the verification of the effect of the 1194 amino acid
substitution in TetR, variants obtained by substituting 1194
in TetR with the amino acids shown in FIG. 4 were used. For
each construct, luciferase assay was performed in the same
manner, and the luminescence signal intensity quantified by
image analysis was measured. The measurement results are
shown in FIG. 4. The data in FIG. 4 represent
meansstandard deviation (n=3). In addition, all the experi-
ments were repeated 3 times to obtain consistent results. As
a result, it was revealed that TetR (11947, 1-206) in which
1194 was substituted with threonine brings about markedly
excellent PA-Tet-controlled expression efficiency.

Example 3

By using the T86 construct confirmed to be the PA-Tet-
OFF construct in Example 1, an attempt was made to
construct a Tet-based compound-independent PA expression
control system (PA-Tet-independent system) and a PA-Tet-
ON system. Dox was used as a Tet-based compound.
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A construct of the PA-Tet-independent system was con-
structed by introducing H100Y (point mutation for substi-
tuting the 100th histidine residue with tyrosine, the same
shall be applied hereinafter) into TetR (I1194T, 1-206) in the
T86 construct shown in FIG. 2(C). In addition, a construct
of the PA-Tet-ON system was constructed by introducing 5
types of reverse phenotypic mutations (Reverse Tet muta-
tions) known for TetR into TetR (11947, 1-206) in the T86
construct shown in FIG. 2 (C): rtTA (E71K, D95N, L.101S,
and G102D), S2 (E19G, A56P, D148E, and H179R), M2
(S12G, E19G, A56P, DI48E, and H179R), V10 (E19G,
A356P, F67S, F86Y, D148E, R171K, and H179R), V16 (V9]
E19G, A56P, F678S, F86Y, D148E, R171K, and H179R). As
a comparison target, the T86 construct shown in FIG. 2(A)
was also used.

For each construct, a plasmid containing the expression
cassette was introduced into HEK293T cells together with a
pTREtight-Ub-ELuc reporter, thereby obtaining trans-
formed cells. These cells were irradiated with blue light in
the absence of Dox or in the presence of Dox, and the
light-dependent transcriptional activity of Ub-ELuc was
investigated. All experiments were performed in 3 indepen-
dent trials (3 batches) to obtain consistent results. FIG. 5
shows a measured value (A.U.) of the luminescence signal
intensity (relative expression level of Ub-ELuc) quantified
by image analysis after performing a luciferase assay under
dark conditions and under blue-light irradiation conditions.
In Table 5, the column of “An initial construct screening
result” shows the result of the first batch. In this column,
“Dark” and “Light” each represents a relative value (the
luminescence signal intensity of Negative Control of
Example 1 under dark conditions is regarded as 1) of
luminescence signal intensity (expression level of Ub-ELuc)
under dark conditions or under blue-light irradiation condi-
tions, and “Light/Dark” represents a Light/Dark ratio. The
column of “Three independent data sets to confirm repro-
ducibility” shows the average of Light/Dark ratios of three
independent batches and the standard deviations thereof.

TABLE 5

15

20

25

30

40

brought about by the blue light irradiation was markedly
higher than in a case where the T86 construct (“PA-Tet-OFF
(T86)” in FIG. 5) shown in FIG. 2(A) was used. The blue
light-dependent transcriptional activity of these constructs
disappeared in the presence of Dox. In the construct (PA-
Tet-H100Y) using TetR (1194T, H100Y, 1-206), Ub-Eluc
was expressed in both the presence of Dox and the absence
of Dox, and the expression of Ub-Eluc was induced by only
the blue light irradiation, which indicates that the expression
of Ub-Eluc is not affected by Dox. On the other hand, in all
the variants obtained by introducing the reverse phenotypic
mutation into TetR (1194T, 1-206), Ub-Eluc was not
expressed in the absence of Dox regardless of whether or not
the blue light irradiation was performed. However, in the
presence of Dox, the expression of Ub-Eluc was induced by
blue light irradiation in the M2 variant, the V10 variant, and
the V16 variant. Especially, in the V10 variant, Ub-ELuc
was sufficiently expressed to a high level under blue-light
irradiation conditions while substantially not being
expressed under dark conditions, which indicates that the
V10 variant brings about particularly excellent PA-Tet-
controlled expression efficiency.

Next, the PA-Tet-OFF/ON system and the conventional
Tet-OFF/ON system were compared with each other. As the
PA-Tet-OFF/ON system, a PA-Tet-OFF-T2A construct and a
PA-Tet-ON-T2A construct were used. As the conventional
Tet-OFF/ON system, a commercially available “tTA-Ad”
construct and a “Tet-ON 3G” construct (manufactured by
Clontech/Takara Bio Inc.) were used. For each construct, a
plasmid containing the expression cassette was introduced
into HEK293T cells together with a pTREtight-Ub-ELuc
reporter, thereby obtaining transformed cells. These cells
were irradiated with blue light in the absence of Dox or in
the presence of Dox, and the light-dependent transcriptional
activity of Ub-ELuc was investigated. Under the blue-light
irradiation conditions, cells were exposed to blue light
pulses (pulsed for 1 second every 30 seconds) for 36 hours.

Three independent
data sets to confirm
reproducibility

Average S.D.
An initial construct of the of the
Dox screening result Light/Dark  Light/Dark

Construct name and ID (ng/mL) Dark Light Light/Dark ratio ratio
PA-Tet-OFF (T86) 0 0.8 123 33.8 16.0 15.8
PA-Tet-OFF-T2A 0 4.0 76.7 36.2 19.0 15.0
PA-Tet + H100Y mutation 0 2.6 581 30.6 19.0 11.1
PA-Tet + rtTA mutation 0 0.2 0.5 3.5 3.2 0.8
PA-Tet + S2 mutation 0 0.2 0.5 3.1 2.2 0.7
PA-Tet + M2 mutation 0 0.3 0.3 1.1 14 0.6
PA-Tet-ON (V10 mutation) 0 0.2 0.2 1.1 1.3 0.6
PA-Tet + V16 mutation 0 0.2 0.3 1.6 1.5 0.7
PA-Tet-OFF (T86) 75 0.1 0.1 1.2 1.7 0.4
PA-Tet-OFF-T2A 75 0.1 0.1 0.9 1.1 0.2
PA-Tet + H100Y mutation 75 3.1 414 22.7 19.4 6.3
PA-Tet + rtTA mutation 75 0.1 0.4 3.4 22.5 173
PA-Tet + S2 mutation 75 0.2 0.7 3.1 17.0 12.8
PA-Tet + M2 mutation 75 03 127 38.4 31.6 8.1
PA-Tet-ON (V10 mutation) 75 1.2 517 42.7 32.8 11.5
PA-Tet + V16 mutation 75 59 767 26.4 15.8 10.5

As in Example 2, in the absence of Dox, in a case where
the T86 construct (“PA-Tet-OFF-T2A” in FIG. 5) shown in
FIG. 2(C) was used, the expression induction efficiency

65

All experiments were performed in 3 independent trials (3
batches) to obtain consistent results. FIG. 6 shows a mea-
sured value (A.U.) of the luminescence signal intensity
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(relative expression level of Ub-ELuc) quantified by image
analysis after performing a luciferase assay under dark
conditions and under blue-light irradiation conditions. In
Table 6, the column of “An initial construct screening result”
and the column of “Three independent data sets to confirm
reproducibility” are the same as those in Table 5. As a result,
the longer the cells were irradiated with blue light, the more
the luciferase reporter activity induced by the PA-Tet-OFF/
ON system was dramatically increased to an extent equiva-
lent to the luciferase reporter activity induced by a conven-
tional system controlled by only Tet.

TABLE 6
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thereby preparing stable expression strains of these systems.
The Dox concentration dependence and the blue light inten-
sity dependence of these strains were investigated.

FIG. 8(A) is a schematic view of an expression cassette
for a PA-Tet-OFF construct/PA-Tet-ON construct used for
preparing the PA-Tet-OFF/ON system stable expression
strains. FIG. 8(B) is a schematic view of a Ub-NLS-luc2
expression cassette in a TRE3G-Ub-NLS-luc2-Hes1 3'UTR
lentiviral vector. Eph4 cells were transduced with these
genes, thereby preparing a PA-Tet-OFF system stable strain
and a PA-Tet-ON system stable strain.

Three independent
data sets to confirm
reproducibility

Average S.D.

An initial construct of the of the
Construct name Dox screening result Light/Dark  Light/Dark
and ID (ng/mL) Dark Light  Light/Dark ratio ratio
PA-Tet-OFF-T2A 0 154 8090.9 525.3 2782.8 2091.4
tTA-Ad 0 8877.6 8116.2 0.9 1.1 0.2
(Clontech/TAKARA)
PA-Tet-ON-T2A 0 3.6 25.3 9.2 9.6 1.0
Tet-ON 3G 0 29.6 37.7 1.3 1.5 0.2
(Clontech/TAKARA)
PA-Tet-OFF-T2A 500 9.9 1.8 0.2 0.2 0.0
tTA-Ad 500 19.6 30.6 1.7 2.2 0.5
(Clontech/TAKARA)
PA-Tet-ON-T2A 500 22.8  9140.6 412.5 959.1 514.4
Tet-ON 3G 500  29839.8 28378.1 1.0 1.0 0.1

(Clontech/TAKARA)

In addition, for the PA-Tet-OFF system using the PA-Tet-
OFF-T2A construct and the PA-Tet-independent system
using the PA-Tet-H100Y construct, the influence of DOx
concentration on the PA-Tet-controlled expression efficiency
was investigated. The results are shown in FIG. 7(A).
Furthermore, for the PA-Tet-ON system using a construct
obtained by introducing a V10 mutation into the PA-Tet-
OFF-T2A construct (PA-Tet-ON-T2A construct), the influ-
ence of Dox concentration on the PA-Tet-controlled expres-
sion efficiency was investigated. The results are shown in
FIG. 7(B). The data represent meanzstandard deviation
(n=3) obtained from one experiment. In FIGS. 7(A) and
7(B), “*” means p<0.05 (paired student’s t-test).

In the PA-Tet-OFF system, Dox attenuated the PA-Tet-
controlled gene expression in a concentration-dependent
manner (FIG. 7(A)). Conversely, at a Dox concentration of
0 to 250 ng/ml, the PA-Tet-controlled gene expression
increased in correlation with the Dox concentration in the
PA-Tet-ON system (FIG. 7(B)). Particularly, even under the
conditions where the Dox concentration was extremely low
(1 ng/mL for the PA-Tet-OFF system and 10 ng/mlL for the
PA-Tet-ON system), the effect brought about by Dox was
observed in both systems. On the other hand, in the PA-Tet-
independent system, the Dox concentration dependence was
not confirmed. In the PA-Tet-ON system, the induced
luciferase activity was slightly reduced at a Dox concentra-
tion higher than 250 ng/ml., which indicates that there is an
optimal Dox concentration for gene expression. The Dox
concentration at which the gene expression is maximized
depends on the cell type and the gene delivery method.

Example 4

The PA-Tet-OFF system and the PA-Tet-ON system were
introduced into Eph4 cells by using a lentiviral vector,
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FIG. 9 shows the results of investigating the blue light
intensity dependence of the transcriptional activity of the
PA-Tet-OFF system stable strain. FIG. 10 shows the results
of investigating the blue light intensity dependence and the
Dox concentration dependence of the transcriptional activity
of the PA-Tet-ON system stable strain. The radiant energy
was varied in a range of 0 to 7.1 W/m?. The Dox concen-
tration was varied in a range of 0 to 500 ng/mL.. The data in
both drawings represent the meanzstandard deviation (n=3)
obtained from one experiment. It was confirmed that the
transcriptional activity increases in a light intensity-depen-
dent manner in all the stable strains, and the expression is
induced in a light intensity-dependent manner. In addition, it
was confirmed that in the PA-Tet-ON system stable strain,
the expression was induced in a Dox concentration-depen-
dent manner. As is evident from the results in FIG. 10,
particularly, as is evident from FIG. 10(C), in a case where
the PA-Tet-ON system is used, by appropriately adjusting
the blue light intensity and the concentration of a Tet-based
compound, it is possible to adjust the transcriptional activity
of a target gene to a desired level. That is, in the PA-Tet-
OFF/ON system, gene expression can be controlled by both
the light intensity and the concentration of a Tet-based
compound, which indicates that the PA-Tet-OFF/ON system
is useful especially for various biological experiments in
which a gene expression level needs to be strictly controlled.

Next, the PA-Tet-ON system stable strain was irradiated
with blue light (pulsed light) once a day for 6 days, and Dox
(1,000 ng/mL) was added to the medium only on the 1st, 3rd,
and 5th days. The timing of exposure to blue light (arrow-
head) and the timing of adding Dox to the medium are
shown in the upper part of FIG. 11, and the transcriptional
activity (luminescence signal intensity) of the PA-Tet-ON
system stable strain is shown in the lower part of FIG. 11.
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Most of PA-Tet-controlled gene expression systems are
activated by a small amount of light, and the transcriptional
activity is sufficiently activated by short exposure to indoor
lighting (Non-Patent Literatures 2, 13, and 25). Therefore,
the cells containing the PA-Tet-controlled gene expression
system should be kept in absolute darkness or under a
special red or far-red lighting device. In addition, before
being subjected to a light irradiation experiment, the cells
should be prepared under dark conditions for hours or days
in some cases. In contrast, the light-dependent activity of the
PA-Tet-OFF/ON system can be conditionally induced by
exposure to a Tet-based compound or washing the Tet-based
compound off. For example, in PA-Tet-ON system stable
strain, light-dependent gene expression did not persist in the
absence of Dox (FIG. 11). In contrast, by the introduction of
Dox immediately before the blue light irradiation, light-
dependent gene expression could be induced during one
week of experiment (FIG. 11). In this way, the control by a
Tet-based compound in the PA-Tet-OFF/ON system makes
it possible to prevent unwanted gene induction especially in
long-term experiments.

Example 5

Cry2 is rapidly activated by light irradiation and sponta-
neously dissociates from CIB1 with a half-life of about 5.5
minutes (Non-Patent Literature 9 and Non-Patent Literature
11). The dynamics of rapid activation and inactivation of the
Cry2/CIB1 system can result in dynamic change of target
gene expression positioned downstream of the PA-Tet-OFF/
ON system, such as periodic oscillation or stepwise increase
of gene expression patterns. Therefore, by irradiating the
PA-Tet-OFF/ON system stable strain with short pulsed light
(1 or 2 minutes) and monitoring the luciferase expression
level under the control of the TRE sequence in real time, the
temporal characteristics of the PA-Tet-OFF/ON system were
verified.

As the PA-Tet-OFF system stable strain, 2 strains, the
PA-Tet-OFF system stable strain prepared in Example 4
(using a TRE3G-Ub-NLS-Iuc2-Hes1 3'UTR lentiviral vec-
tor as a reporter construct, hereinafter, called “PA-Tet-OFF
stable strain (Ub-NLS-luc2 reporter)” in some cases)) and a
PA-Tet-OFF system stable strain (hereinafter, called “PA-
Tet-OFF stable strain (luc2 reporter)” in some cases))
obtained by transducing Eph4 cells with the PA-Tet-OFF
construct described in FIG. 8(A) and TRE3G-luc2-Hesl
3'UTR lentiviral vector, were used. Similarly, as the PA-Tet-
ON system stable strain, 2 strains, the PA-Tet-ON system
stable strain prepared in Example 4 (using a TRE3G-Ub-
NLS-luc2-Hes1 3'UTR lentiviral vector as a reporter con-
struct, hereinafter, called “PA-Tet-ON stable strain (Ub-
NLS-luc2 reporter)” in some cases)) and a PA-Tet-ON
system stable strain (hereinafter, called “PA-Tet-ON stable
strain (luc2 reporter)” in some cases)) obtained by transduc-
ing Eph4 cells with the PA-Tet-ON construct described in
FIG. 8(A) and the TRE3G-luc2-Hes1 3'UTR lentiviral vec-
tor, were used.

Each of the PA-Tet-OFF/ON system stable strains was
irradiated with short blue light pulses (for 1 or 2 minutes),
and the luminescence signal intensity was monitored in real
time. FIG. 12(A) shows the results obtained from the
PA-Tet-OFF stable strain (Ub-NLS-luc2 reporter), and FIG.
12(B) shows the results obtained from the PA-Tet-OFF
stable strain (luc2 reporter). In FIGS. 12(A) and 12(B), the
vertical dotted line represents a point in time when the cells
were irradiated with the pulsed light. The period from when
the blue light irradiation was started to when the lumines-
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cence signal intensity reached a peak was adopted as on-
phase, and the period from when the luminescence signal
intensity reached a peak to when the luminescence signal
intensity returned to the level exhibited before the blue light
irradiation was adopted as off-phase. As shown in FIG.
12(A), in the PA-Tet-OFF stable strain (Ub-NLS-luc2
reporter), the blue light pulse-induced luciferase activity was
observed about 1.1 hours after the irradiation with blue light
pulses and then returned to the background level within 3
hours. In addition, before the blue light irradiation, substan-
tially no luminescence signal was observed. On the other
hand, in the PA-Tet-OFF stable strain (luc2 reporter), lumi-
nescence signals were observed before the blue light irra-
diation, and both the on-phase and the off-phase were longer
than in the PA-Tet-OFF stable strain (Ub-NLS-luc2 reporter)
(FIG. 12(B)).

For each of the PA-Tet-OFF/ON system stable strains, the
half-life of the switch-on/off reaction rates of PA-Tet-con-
trolled gene expression in the PA-Tet-OFF/ON system was
determined by kymograph analysis based on the lumines-
cence signal intensity monitoring results. FIG. 13(A) shows
the results of the half-life of the switch-on reaction rate, and
FIG. 13(B) shows the results of the half-life of the switch-off
reaction rate. The data represent meantstandard deviation
(n=3). In FIGS. 13(A) and 13(B), “*” means p<0.05 (paired
student’s t-test).

The PA-Tet-OFF stable strain (Ub-NLS-luc2 reporter)
was repeatedly exposed to blue light pulses at intervals of 3
hours (FIG. 14(A)), 6 hours (FIG. 14(B)), 12 hours (FIG.
14(C)), and 24 hours (FIG. 14(D)), and the luminescence
signal intensity was monitored in real time. In FIGS. 14(A)
to 14(D), the point in time when the cells were irradiated
with blue light pulses is represented by a vertical dotted line.
The experiment was repeated at least 3 times to obtain
consistent results. As a result, the periodic exposure to the
blue light pulses induced strong oscillatory expression at the
same period as that of the blue light pulses. Even though the
cells were periodically irradiated with blue light pulses at
extremely short intervals, such as 3 hours, the accumulation
of the Ub-NLS-Iuc2 reporter was not observed, because the
destabilized luciferase reporter having the 3'UTR sequence
has a short half-life. This result indicates that a reporter
having a short half-life is essential for generating this short
ultradian rhythm. In contrast, a normal and stable luciferase
reporter is likely to be suitable for longer-term periodic gene
expression experiments that mimic the expression of typical
clock genes over circadian rhythms. In reality, as shown in
FIG. 13, in a PA-Tet-OFF/ON stable strain (luc2 reporter)
using a reporter construct exploiting normal and stable
luciferase, the half-life of the switch-on/off reaction rate of
PA-Tet-controlled gene expression was extended.

Example 6

Another great advantage of photocontrolled systems is the
ability to spatially limit the gene expression in target cells.
Therefore, the PA-Tet-OFF stable strain (Ub-NLS-luc2
reporter) was used to investigate the ability to spatially limit
the gene expression. In order to investigate the spatially
limited gene expression in target cells, a bioluminescence
imaging microscope equipped with a digital mirror device
(DMD) for generating spatial patterns of light was used.

A population of PA-Tet-OFF stable strain (Ub-NLS-luc2
reporter) was installed in a bioluminescent imaging micro-
scope with DMD and irradiated with patterned light gener-
ated by DMD. Specifically, different round cell populations
were sequentially activated at different timing. FIG. 15(A)
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shows the region of the PA-Tet-OFF stable strain (Ub-NLS-
luc2 reporter) irradiated with the patterned blue light and the
irradiation timing. In FIG. 15(A), “t” in each cell image
represents the elapsed time (hour and minute) from the start
of the experiment, and the region in a white circle represents
the region irradiated with blue light at the time point. The
patterned light was radiated to three regions of interest
(ROI-1 to ROI-3) at different timing. That is, ROI-1 was
irradiated with light 0 minutes (#1), 7 hours and 35 minutes
(#4), 9 hours and 50 minutes (#7), and 12 hours and 10
minutes (#8) after the start of the experiment. ROI-2 was
irradiated with light 2 hours and 30 minutes (#2), 8 hours
and 20 minutes (#5), and 12 hours and 10 minutes (#8) after
the start of the irradiation. ROI-3 was irradiated with light 5
hours (#3), 9 hours and 5 minutes (#6), and 12 hours and 10
minutes (#8) after the start of the irradiation.

FIG. 15(B) shows images of mCherry fluorescence sig-
nals (upper image) and luminescence signals (lower image)
occurring in each region of interest 13 hours and 20 minutes
after the start of irradiation. In addition, FIG. 15(C) shows
the results of monitoring the luminescence signal intensity in
each region of interest. The point in time when the cells were
irradiated with blue light pulses is represented by the vertical
dotted line. As shown in FIG. 15(B), PA-Tet-controlled
luciferase expression was observed only in cells included in
ROI-1 to ROI-3 irradiated with the blue light pulses. Fur-
thermore, as shown in FIG. 15(C), PA-Tet-controlled
luciferase expression was observed at the timing at which
the cells were irradiated with blue light pulses.

Next, only 10 target cells (cells represented by “1”” to “10”
in FIG. 16(A)) were simultaneously irradiated with blue
light pulses, and the light-induced reporter expression in
these cells was monitored. In FIG. 16(A), “t” represents the
elapsed time (hours and minutes) from the pulse irradiation,
the left images show the signals observed 0 minutes after the
pulse irradiation, the middle images show signals observed
1 hour and 5 minutes after the pulse irradiation, and the right
images show signals observed 4 hours after the pulse
irradiation. One hour and five minutes after the blue light
pulse irradiation, PA-Tet-controlled luciferase expression
was observed only in the 10 target cells irradiated with blue
light, and the expression of luciferase was not induced in the
adjacent unirradiated cells. In addition, after 4 hours, the
PA-Tet-controlled luciferase expression was terminated in
all target cells.

For 9 cells among the irradiated target cells except for the
target cell 9, the luminescence signal intensity was quanti-
fied and averaged. In the target cell 9, cell division occurred
during the time-lapse imaging experiment. Therefore, this
cell was excluded in averaging the luminescence signal
intensity. Similarly, from the unirradiated cells adjacent to
the target cells, 9 cells were randomly selected, and the
luminescence signal intensity thereof was quantified and
averaged. The results are shown in FIG. 16(B). The data
represent meansstandard deviation obtained from one
experiment. In FIG. 16(B), the solid line represents the
average, and the region surrounded by the dotted line is a
range of meansstandard deviation. The experiment was
repeated at least 3 times to obtain consistent results. From
these results, it was confirmed that with the PA-Tet-OFF/ON
system, by strictly controlling the region to be irradiated
with light, it is possible to induce the expression of a target
gene only in cells within a limited space.

Example 7

The PA-Tet-OFF/ON system was verified in a developing
mouse brain and an adult mouse brain.
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(1) Verification of PA-Tet-OFF System in Neural Stem/
Progenitor Cells of Developing Mouse Brain

By ex utero electroporation, the PA-Tet-OFF system was
introduced into neural stem/progenitor cells of a developing
mouse brain. The electroporated brain was immediately
extracted from the embryo, cut into slices, and placed on a
thin film for tissue culture. The slices were periodically
irradiated with blue light at intervals of 6 hours, and the
reporter activity was monitored. FIG. 17 shows images of
luminescence signals generated by the luciferase expression
in the slices (MZ: marginal zone, CP: cortical plate, VZ:
ventricle, SVZ: subventricular zone). FIG. 18 shows the
results of real-time monitoring of the luminescence signal
intensity of the slices. In FIG. 18, the point in time when the
cells were irradiated with blue light pulses is represented by
a vertical dotted line. One hour and twenty minutes after the
blue light irradiation, that is, 1 hour and 20 minutes, 7 hours
and 20 minutes, and 13 hours and 20 minutes after the start
of the blue light irradiation, PA-Tet-controlled luciferase
expression that appeared blue was observed in the neural
stem/progenitor cells in VZ and SVZ (FIG. 17). VZ and
SVZ are regions where neural stem/progenitor cells are
divided to produce neurons. All experiments were per-
formed in two independent trials to obtain consistent results.
(2) Verification of PA-Tet-OFF System in Primary Cultured
Neurons Derived from Hippocampus of Mouse Pups

By using the AAV vector, the PA-Tet-OFF system was
introduced into differentiated neurons.

FIG. 19 is a view schematically showing 2 constructs used
for introduction of the PA-Tet-OFF/ON system, which are a
CAG-FLAG-TetR (or rTetR)-CIBN (-NLS)-T2A-mCher-
ryNLS construct (“Virus 1” in FIG. 19) (SEQ ID NO: 18)
and a CAG-NLS-attached Cry2 PHR (L348F)-p65AD
N-terminal fusion construct (“Virus 2” in FIG. 19) (SEQ ID
NO: 19). FIG. 19 also schematically shows a TRE3G-Ub-
NLS-luc2-Hes1 3'UTR reporter (“Virus 3” in FIG. 19) (SEQ
ID NO: 20) and a TetO-GFP reporter (“Tg mouse” in FIG.
19) (Non-Patent Literature 26) expressed in a TetO-GFP
transgenic reporter mouse strain. As “TetR (or rTetR)” in
“Virus 1” construct in FIG. 19, TetR (1194T, 1-206) was
used in the PA-Tet-OFF system, and rTetR (I1194T, 1-206)
was used in the PA-Tet-ON system.

First, mouse hippocampus-derived neurons that had been
primary cultured for 3 days were transduced with an AAV
vector expressing the Virus 1 construct and an AAV vector
expressing the Virus 2 construct, and the obtained AAV-
transformed neurons were subjected to immunofluorescence
staining by using anti-Microtubule Associated Protein 2
(MAP2) antibodies. In most MAP2-positive neurons, fluo-
rescence of the transduction marker mCherry was observed.
Therefore, the neurons were confirmed to be transduced with
the introduced AAV vectors.

Next, the mouse hippocampus-derived neurons that had
been primary cultured for 3 days were transduced with an
AAV vector expressing the Virus 1 construct and an AAV
vector expressing the Virus 2 construct. Furthermore, on the
7th day of the primary culture, the neurons were transduced
with the Virus 3 reporter lentivirus. Then, on the 20th day of
the primary culture, the neurons were periodically irradiated
with blue light pulses every 3 hours, and the fluorescence
signals generated by the luciferase expression were inves-
tigated to monitor the reporter activity. Dox (500 ng/mL)
was added to the transformed neurons transfected with the
PA-Tet-ON system construct, and then the neurons were
periodically irradiated with blue light pulses every 3 hours.

FIG. 20 shows images of luminescence signals generated
by the luciferase expression in the transformed neurons
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transfected with the construct of the PA-Tet-OFF system.
The images show luminescence signals observed for 21
hours from the start of the blue light pulse irradiation (0
hours). In addition, FIG. 21 shows the results of measuring
the luminescence signal intensity over time that was induced
by luciferase expression in transformed neurons transfected
with the construct of the PA-Tet-OFF system. FIG. 22 shows
the results of measuring the luminescence signal intensity
over time that was induced in the presence of Dox by
luciferase expression in transformed neurons transfected
with the construct of the PA-Tet-ON system. In FIGS. 21 and
22, the timing of blue light pulse irradiation is indicated by
arrowheads. All experiments were performed in two inde-
pendent trials to obtain consistent results. As a result, it was
confirmed that even in primary cultured cells, it is possible
to control the expression of exogenous genes by light
irradiation and Dox by means of transducing the cells with
the PA-Tet-OFF/ON system.

(3) Verification of PA-Tet-OFF System in Adult Brain Neu-
rons

By using the AAV vector, the PA-Tet-OFF system was
introduced into differentiated neurons.

FIGS. 23 and 24 show the results of transducing the
hippocampus of a TRE-GFP transgenic mouse (Non-Patent
Literature 26) with an AAV vector expressing the Virus 1
construct and an AAV vector expressing the Virus 2 con-
struct. FIG. 23 is a view schematically showing the way the
blue light is radiated to hippocampal neurons after the AAV
transduction. FIG. 24 shows fluorescence images captured
12 hours after the start of exposure to blue light. In FIG. 24,
the images in the left column (“Dark™) show the region of
brain not being irradiated with the blue light, and the images
in the right column (“Light”) show the region of brain
irradiated with the blue light (scale bar: 100 um). In neurons
of the hippocampus (CA1) and dentate gyrus (DG) regions,
GFP reporter expression increased in a blue light-dependent
manner. In the hippocampus irradiated with blue light,
42.8+2.3% of hippocampal neurons and 36.7+£6.0% of den-
tate gyrus granule cells expressed GFP. In contrast, under
dark conditions, only 4.7+1.4% of hippocampal neurons and
4.4£1.6% of dentate gyrus neurons expressed GFP.

Next, Dox-dependent inhibition of transcriptional activity
of the PA-Tet-OFF system in brain neurons was analyzed.
Mice that had been subjected to AAV transduction within 1
day after birth were subjected to a blue light pulse irradiation
treatment on the 12th to 15th day after birth. In the light
irradiation treatment, the mCherry expression region in the
brain of each mouse placed on and fixed to a custom-made
stage was irradiated with blue light pulses for 3 hours at an
irradiance of 40 W/m® and a duty cycle of 7.1% (pulsed for
1 second at 0.071 Hz). The luminescence signal intensity
induced by the luciferase expression in the brain cells after
the light irradiation treatment was measured. Furthermore,
for mice treated with Dox (0.1 mg/g (body weight)) 1 hour
before the light irradiation treatment, the luminescence
signal intensity was also measured in the same manner. The
measurement results are shown in FIG. 25. In the mouse
brain neurons (represented by “Light” in FIG. 25) subjected
to the light irradiation treatment, luciferase expression was
activated, and the luminescence signal intensity increased.
In contrast, in the brain neurons treated with Dox 1 hour
before the light irradiation (represented by “Light+Dox” in
FIG. 25), the luminescence signal intensity was substantially
the same as the luminescence signal intensity in the brain
neurons not being irradiated with light (represented by
“Dark” in FIG. 25), that is, significantly attenuated to the
background level.
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By using the construct of the PA-Tet-ON system, Dox-
dependent inhibition of the transcriptional activity of the
PA-Tet-ON system in brain neurons was analyzed in the
same manner. The measurement results are shown in FIG.
26. In mouse brain neurons (“Light+Dox” in FIG. 26)
subjected to the light irradiation treatment 1 hour after the
Dox treatment (0.1 mg/g (body weight)), luciferase expres-
sion was activated, and the luminescence signal intensity
increased. On the other hand, in the brain neurons that were
subjected to the light irradiation treatment without the Dox
treatment (“Light” in FIG. 26), the activation of luciferase
expression was not observed as in the mouse brain neurons
that were not subjected to the light irradiation treatment 1
hour after the Dox treatment (“Dark+Dox” in FIG. 26). That
is, blue light-dependent transcription was observed only in
the presence of Dox.

Furthermore, the restoration of light-inducible transcrip-
tional activity after removal of Dox was analyzed in cells
transfected with the PA-Tet-OFF system. Specifically, mice
that had been subjected to AAV transduction within 1 day
after birth were subjected to the Dox treatment (0.1 mg/g
(body weight)) on the 12th to 15th day after birth. Then, the
mice were subjected to a blue light pulse irradiation treat-
ment 1 hour, 1 day, 2 days, 3 days, 4 days, and 5 days after
the Dox treatment. The luminescence signal intensity
induced by the luciferase expression in the brain cells after
the light irradiation treatment was measured. The Dox
treatment, the blue light pulse irradiation treatment, and the
measurement of luminescence signal intensity induced by
luciferase expression were carried out in the same manner as
described above. The measurement results are shown in
FIG. 27. The inhibition of light-induced luciferase expres-
sion persisted for 4 days after the single dosing of Dox, and
on the 5th day, the luciferase reporter activity was restored
substantially to the same level as the luciferase reporter
activity in Dox-untreated cells. These results indicate that
the PA-Tet-OFF/ON system is capable of controlling gene
expression by both light and Tet even in vivo.

Example 8

The PA-Tet-OFF/ON system in the mouse subcutaneous
tissue was verified.

First, the PA-Tet-OFF stable strain (Ub-NLS-luc2
reporter) (Eph4 cells stably transduced with the PA-Tet-OFF
system by using a lentiviral vector) obtained in Example 4
was transplanted into the subcutaneous tissue of the dorsal
skin of adult mice. A Dox treatment was performed 24 hours
after cell transplantation, and 1 hour after the Dox treatment,
a blue light irradiation treatment (200 W/m?; 1 minute) was
performed on the transplantation region of the dorsal skin of
the anesthetized mice. After the blue light irradiation treat-
ment, the mice were imaged with a CCD camera so that the
dynamic change of luciferase signals was visualized.

FIG. 28 shows the average of the luminescence signal
intensity in the Dox-untreated subcutaneous tissue under
dark conditions (“Dark™ in FIG. 28) and the average of the
luminescence signal intensity in the same tissue measured
for 30 to 60 minutes after the blue light irradiation (“Light”
in FIG. 28). Furthermore, FIG. 29 shows the average of the
luminescence signal intensity measured in the Dox-un-
treated subcutaneous tissue (“Light” in FIG. 29) after the
blue light irradiation and the average of the luminescence
signal intensity measured in the Dox-treated subcutaneous
tissue (“Light+Dox” in FIG. 29) after the blue light irradia-
tion. As a result, it was confirmed that in the absence of Dox,
the luciferase signals do not increase in the subcutaneous
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tissue under dark conditions but increase in the subcutane-
ous tissue irradiated with blue light (FIG. 28). In addition,
the luciferase signals activated by blue light irradiation
completely disappeared by the Dox treatment (FIG. 29).
From these results, it was confirmed that the PA-Tet-OFF/
ON system also functions in tissues including subcutaneous
tissue other than the brain.

50

fusion protein in which TetR is fused with one of Bphp1 and
Q-PAS], and a plasmid containing an expression cassette for
a fusion protein in which p65AD protein is fused with the
remaining other one of Bphp1 and Q-PAS1 were introduced
into HEK293T cells seeded in a 24-well plate coated with
poly L-lysine, thereby obtaining transformed cells. These
cells were irradiated with near-infrared light in the absence
of'a Tet-based compound, and a relative expression level of

Example 9 Ub-ELuc was investigated. After the plasmid transfection,
10 luciferase assay was performed in the same manner as in
As an attempt to construct a PA-Tet-OFF system that “Functional screening of PA-Tet-OFF candidate constructs”
induces the expression of target genes by light irradiation described above, except that the medium was replaced with
and a Tet-based compound, a Bphpl/Q-PAS1-PA binding a 25 uM BV-containing medium 6 hours after the transfec-
switch was incorporated into the Tet-OFF system. For tion, the cells were irradiated with near-infrared light (750
constructing the system, HEK293T cells were used, and the 15 nm, 4.0 mW/cm?) for 42 hours by being exposed to light for
PA-Tet gene expression system optimal for mammalian cells 30 seconds every 180 seconds, and a 750 nm LED
was investigated. (SMBB750D-1100, manufactured by Ushio Inc.) was used
Specifically, a reporter plasmid (pTREtight-Ub-ELuc as a light source. All experiments were performed in 3
reporter), a plasmid containing an expression cassette for a independent trials (3 batches) to obtain consistent results.
TABLE 7
Three independent
data sets to confirm
reproducibility
An initial construct Average S.D.
screening result of the of the
Construct Element #1 Element #2 Light/  Light/Dark  Light/Dark
D N-terminus  Linker C-terminus ~ N-terminus  Linker  C-terminus Dark Light Dark ratio ratio
Negative 1194T SPKKK- None p65SAD HMEF  None 1.0 0.9 10 12 0.2
control HMEF
QT1 1194T SPKKK- RpBph Q-PAS1 TSTR  p55AD 528 588 11 0.9 0.2
HMEF Pl
QT2 1194T SPKKK- RpBph Q-PAS1 TSTR  p6SAD- 226 334 16 1.5 0.3
HMEF Pl HMEF  2xNLS
QT3 1194T SPKKK- RpBph p65SAD Q-PAS1 0.7 17 24 2.7 0.9
HMEF Pl
QT4 1194T SPKKK- RpBph 2xNLS- HMEF  Q-PAS1 0.8 164 199 18.4 2.0
HMEF Pl p65SAD
QTs RpBph TSTR 1194T Q-PAS1 TSTR  p65AD 287.7 4787 19 14 0.5
P1
QT6 RpBph TSTR 1194T Q-PAS1 TSTR  p6SAD- 734 1451 21 2.3 0.6
P1 2xNLS
QT7 RpBph TSTR 1194T p65SAD HMEF  Q-PAS1 1.0 9.6 99 10.2 0.3
P1
QT8 RpBph TSTR 1194T 2xNLS- HMEF  Q-PAS1 64 1063 167 202 4.7
P1 p65SAD
QY 1194T SPKKK- RpBph RpBph TSTR  p65AD 2017.1  3297.3 1.8 1.8 0.1
HMEF Pl P1
QT10 1194T SPKKK- RpBph RpBph TSTR  p6SAD- 638.9  905.1 1.6 1.6 0.1
HMEF Pl P1 2xNLS
QT11 1194T SPKKK- RpBph p65SAD HMEF  RpBph 1297.1 2819.0 22 2.4 0.3
HMEF Pl P1
QT12 1194T SPKKK- RpBph 2xNLS- HMEF  RpBph 2625.3 54807 2.1 2.2 0.1
HMEF Pl p65SAD P1
QT13 RpBph TSTR 1194T RpBph TSTR  p65AD 2359 422.5 1.8 1.9 0.3
P1 P1
QT14 RpBph TSTR 1194T RpBph TSTR  p6SAD- 5334 11439 22 1.6 0.6
P1 P1 2xNLS
QT15 RpBph TSTR 1194T p65SAD HMEF  RpBph 1378 2099 16 1.5 0.2
P1 P1
QT16 RpBph TSTR 1194T 2xNLS- HMEF  RpBph 14492 13779 1.0 0.8 0.1
P1 p65SAD P1
No — — — — — — 0.6 0.8 13 1.6 0.8

transfection
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The results are shown in Table 7. In Table 7, “I1194T” in
the column of “Element #1” represents TetR (11947, 1-206).
Furthermore, “Dark”, “Light”, and “Light/Dark” in the
column of “An initial construct screening result” and “Aver-
age of the Light/Dark ratio”, “Light/Dark”, and “S.D. of the
Light/Dark ratio” in the column of “Three independent data
sets to confirm reproducibility” have the same definitions as
those in Table 1 or the like. As shown in Table 7, the
constructs with 1D QT4, QT7, and QT8 had a Light/Dark
ratio of 10 or higher and brought about PA-Tet-controlled
expression efficiency markedly higher than PA-Tet-con-
trolled expression efficiency in other candidate constructs.
As aresult, it was revealed that the combination of the fusion
protein in which BphP1 is linked to the N-terminal side or
C-terminal side of TetR and the fusion protein in which
Q-PAS1 is linked to the C-terminal side of p65AD brings
about excellent PA-Tet-controlled expression efficiency, and
that the PA-Tet-controlled expression efficiency is further
improved particularly in a case where 2 nuclear localization
signals are linked in tandem to the N-terminal side of
p65SAD.

The same constructs were created by changing the trans-
activation domain of p65 to the transactivation domain of
VP16 or VP64 widely used in the Tet system, and the
Light/Dark ratio was investigated. As a result, all of these
constructs brought about PA-Tet-controlled expression effi-
ciency lower than the PA-Tet-controlled expression effi-
ciency of the construct using p65. It was revealed that in the
PA-Tet system, the combination of TetR or rTetR and the
transactivation domain of p65 brings about the highest
PA-Tet-controlled expression efficiency.

For the constructs with ID QT4 (Element #1: SEQ ID NO:
26, Element #2: SEQ ID NO: 27), QT7 (Element #1: SEQ
ID NO: 28, Element #2: SEQ ID NO: 29), and QT8
(Element #1: SEQ ID NO: 28, Element #2: SEQ ID NO: 27),
the PA-Tet-controlled expression efficiency was investigated
by replacing the medium with a 25 uM BV-containing
medium or a BV-free medium 6 hours after transfection. The
results are shown in Table 8. In the table, “HEK293T(-)BV”
represents the result obtained from the cells for which the
medium was replaced with the BV-free medium, and
“HEK293T(+)BV” represents the result obtained from the
cells for which the medium was replaced with the B V-con-
taining medium. It was revealed that the PA-Tet-controlled
expression efficiency is improved in the cells that are cul-
tured in the BV-containing medium and transfected with
exogenous BV.

TABLE 8
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Next, for QT4, QT7 and QT8 constructs, the relationship
between Dox concentration and gene expression induction
was investigated. Specifically, the relationship was investi-
gated in the same manner as in “Functional screening of
PA-Tet-OFF candidate constructs” described above, except
that HEK293T cells were seeded in a 24-well plate at 6x10*
cells/well, the medium was replaced with a medium con-
taining 25 uM BV and having Dox concentration described
in Table 9 6 hours after transfection, the cells were irradiated
with near-infrared light (750 nm, 4.0 mW/cm?) for 42 hours
by being exposed to light for 30 seconds every 180 seconds,
and a 750 nm LED (SMBB750D-1100, manufactured by
Ushio Inc.) was used as a light source. All experiments were
performed in 3 independent trials (3 batches) to obtain
consistent results.

TABLE 9
Construct Dox An initial construct screening result
D (ng/mL) Dark Light Light/Dark
QT4 0.000 0.8 17.7 23.8
0.025 0.8 20.6 24.9
0.050 0.7 10.7 16.0
0.100 0.5 10.1 18.6
0.200 0.3 2.9 10.3
0.500 0.2 0.9 4.6
1.000 0.2 0.2 1.2
Negative control 0.000 1.0 1.2 1.2
QT7 0.0 2.8 537 20.2
1.0 2.9 299 10.5
2.0 2.7 347 13.1
3.0 1.9 25.0 13.6
4.0 1.3 17.6 13.9
5.0 1.6 16.4 10.9
10.0 0.3 3.7 11.2
Negative control 0.0 1.0 2.3 2.4
QT8 0.0 13.2 152.0 11.6
1.0 14.5 143.1 10.1
2.0 17.1 1122 6.8
3.0 16.0 108.7 6.9
4.0 15.1 86.8 6.0
5.0 15.2 63.9 4.4
10.0 3.1 7.2 2.4
Negative control 0.0 1.0 0.7 0.7

The results are shown in Table 9. In all three constructs,
the Light/Dark ratio decreased in a Dox concentration-
dependent manner even after the near-infrared light irradia-
tion. From these results, it was revealed that these three
constructs are useful as a PA-Tet-OFF system in which gene
expression is induced by near-infrared light irradiation in the
absence of Dox.

Three independent data sets
to confirm reproducibility

HEK293T(-)BV HEK293T(+)BV
Average S.D. Average S.D.
An initial construct screening result of the of the of the of the
Construct HEK293T(-)BV HEK293T(+)BV Light/Dark  Light/Dark  Light/Dark  Light/Dark
D Dark Light Light/Dark Dark Light Light/Dark ratio ratio ratio ratio
Negative 1.0 1.4 1.5 1.0 0.7 0.7 1.2 0.3 1.2 0.4
control
QT4 5.6 33.8 6.0 1.3 36.6 28.7 4.9 0.9 28.1 5.9
QT7 9.3  30.6 3.3 22 298 13.9 2.8 0.5 17.7 4.5
QT8 71.9 196.4 2.8 144 162.0 11.2 2.0 0.6 13.2 2.5
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SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 29

<210> SEQ ID NO 1

<211> LENGTH: 206

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: TetR

<400> SEQUENCE: 1

Met

1

Leu

Lys

Arg

Thr

65

Ala

Leu

Val
145
Pro

Phe

Ile

Ser Arg Leu Asp Lys Ser Lys Val
5

Asn Glu Val Gly Ile Glu Gly Leu
20 25

Leu Gly Val Glu Gln Pro Thr Leu
35 40

Ala Leu Leu Asp Ala Leu Ala Ile
His Phe Cys Pro Leu Glu Gly Glu
70

Asn Ala Lys Ser Phe Arg Cys 2la
85

Lys Val His Leu Gly Thr Arg Pro
100 105

Glu Asn Gln Leu Ala Phe Leu Cys
115 120

Ala Leu Tyr Ala Leu Ser Ala Val
130 135

Leu Glu Asp Gln Glu His Gln Val
150

Thr Thr Asp Ser Met Pro Pro Leu
165

Asp His Gln Gly Ala Glu Pro Ala
180 185

Ile Cys Gly Leu Glu Lys Gln Leu
195 200

<210> SEQ ID NO 2

<211> LENGTH: 267

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: pé65AD

<400> SEQUENCE: 2

Glu
1

Lys

Pro

Val

Tyr

65

Thr

Phe Gln Tyr Leu Pro Asp Thr Asp
5

Arg Lys Arg Thr Tyr Glu Thr Phe
20 25

Phe Ser Gly Pro Thr Asp Pro Arg
35 40

Pro Ser Arg Ser Ser Ala Ser Val
50 55

Pro Phe Thr Ser Ser Leu Ser Thr
70

Met Val Phe Pro Ser Gly Gln Ile
85

Ile

10

Thr

Tyr

Glu

Ser

Leu

90

Thr

Gln

Gly

Ala

Leu

170

Phe

Lys

Asp

10

Lys

Pro

Pro

Ile

Ser
90

Asn

Thr

Trp

Met

Trp

75

Leu

Glu

Gln

His

Lys

155

Arg

Leu

Cys

Arg

Ser

Pro

Lys

Asn

75

Gln

Ser

Arg

His

Leu

60

Gln

Ser

Lys

Gly

Phe

140

Glu

Gln

Phe

Glu

His

Ile

Pro

Pro

60

Tyr

Ala

Ala

Lys

Val

45

Asp

Asp

His

Gln

Phe

125

Thr

Glu

Ala

Gly

Ser
205

Arg

Met

Arg

Ala

Asp

Ser

Leu

Leu

30

Lys

Arg

Phe

Arg

Tyr

110

Ser

Leu

Arg

Ile

Leu

190

Gly

Ile

Lys

30

Arg

Pro

Glu

Ala

Glu

15

Ala

Asn

His

Leu

Asp

95

Glu

Leu

Gly

Glu

Glu

175

Glu

Glu

15

Lys

Ile

Gln

Phe

Leu
95

Leu

Gln

Lys

His

Arg

80

Gly

Thr

Glu

Cys

Thr

160

Leu

Leu

Glu

Ser

Ala

Pro

Pro

80

Ala
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Pro

Pro

Leu

Thr

145

Phe

Ala

Leu

Leu

Arg

225

Asn

Asp

<210>
<211>
<212>
<213>
<220>
<223>

<400>

Met

1

Ile

Phe

Gly

Gln
65

Tyr
Gly
145

Met

Ile

Ala

Ala

Ala

130

Gln

Asp

Val

Leu

Met

210

Pro

Gly

Phe

Lys

Glu

Pro

Arg

50

Ser

Thr

Val

Thr

Asn
130
Lys

Ser

Thr

Pro

Met

115

Pro

Ala

Asp

Phe

Asn

195

Glu

Pro

Leu

Ser

Met

Asp

Val

35

Ala

Leu

Ile

Val

Val

115

Gly

Pro

Ile

Ala

Pro

100

Val

Gly

Gly

Glu

Thr

180

Gln

Tyr

Asp

Leu

Ala

260

PRT

SEQUENCE :

Asp

Asn

20

Phe

Ser

Lys

Ser

Phe

100

Lys

Asp

Phe

Glu

Ala
180

Gln

Ser

Pro

Glu

Asp

165

Asp

Gly

Pro

Pro

Ser

245

Leu

SEQ ID NO 3
LENGTH:
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: Cry2

612

3
Lys

5

Pro

Ile

Arg

Ala

Ala

85

Asn

Glu

Leu

Thr

Ser

165

Ala

Val

Ala

Pro

Gly

150

Leu

Leu

Ile

Glu

Ala

230

Gly

Leu

Lys

Ala

Trp

Trp

Leu

70

Ile

His

Lys

Leu

Ser
150

Val

Glu

Leu

Leu

Gln

135

Thr

Gly

Ala

Pro

Ala

215

Pro

Asp

Ser

Thr

Leu

Cys

Trp

55

Gly

Leu

Leu

Leu

Tyr

135

Phe

Met

Ala

Pro

Ala

120

Ala

Leu

Ala

Ser

Val

200

Ile

Ala

Glu

Gln

Ile

Ala

Pro

40

Met

Ser

Asp

Tyr

Val

120

Glu

Asn

Leu

Ile

Gln

105

Gln

Val

Ser

Leu

Val

185

Ala

Thr

Pro

Asp

Ile
265

Val

Ala

Glu

Lys

Asp

Cys

Asp

105

Glu

Pro

Ser

Pro

Trp
185

Ala

Ala

Ala

Glu

Leu

170

Asp

Pro

Arg

Leu

Phe

250

Ser

Trp

10

Ala

Glu

Gln

Leu

Ile

Pro

Arg

Trp

Tyr

Pro
170

Ala

Pro

Pro

Pro

Ala

155

Gly

Asn

His

Leu

Gly

235

Ser

Ser

Phe

Ala

Glu

Ser

Thr

75

Arg

Val

Gly

Glu

Trp
155

Pro

Cys

Ala

Ala

Pro

140

Leu

Asn

Ser

Thr

Val

220

Ala

Ser

Arg

His

Gly

Leu

60

Leu

Val

Ser

Ile

Ile
140
Lys

Trp

Ser

Pro

Pro

125

Ala

Leu

Ser

Glu

Thr

205

Thr

Pro

Ile

Arg

Glu

Gln

45

Ala

Ile

Thr

Leu

Ser

125

Tyr

Lys

Arg

Ile

Ala

110

Val

Pro

Gln

Thr

Phe

190

Glu

Gly

Gly

Ala

Asp

Gly

Phe

His

Lys

Gly

Val

110

Val

Cys

Cys

Leu

Glu
190

Pro

Pro

Lys

Leu

Asp

175

Gln

Pro

Ala

Leu

Asp
255

Leu

15

Ser

Tyr

Leu

Thr

Ala

Arg

Gln

Glu

Leu

Met
175

Glu

Ala

Val

Pro

Gln

160

Pro

Gln

Met

Gln

Pro

240

Met

Arg

Val

Pro

Ser

His

80

Thr

Asp

Ser

Lys

Asp

160

Pro

Leu
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-continued

Gly Leu Glu Asn Glu Ala Glu Lys Pro Ser Asn Ala Leu Leu Thr Arg
195 200 205

Ala Trp Ser Pro Gly Trp Ser Asn Ala Asp Lys Leu Leu Asn Glu Phe
210 215 220

Ile Glu Lys Gln Leu Ile Asp Tyr Ala Lys Asn Ser Lys Lys Val Val
225 230 235 240

Gly Asn Ser Thr Ser Leu Leu Ser Pro Tyr Leu His Phe Gly Glu Ile
245 250 255

Ser Val Arg His Val Phe Gln Cys Ala Arg Met Lys Gln Ile Ile Trp
260 265 270

Ala Arg Asp Lys Asn Ser Glu Gly Glu Glu Ser Ala Asp Leu Phe Leu
275 280 285

Arg Gly Ile Gly Leu Arg Glu Tyr Ser Arg Tyr Ile Cys Phe Asn Phe
290 295 300

Pro Phe Thr His Glu Gln Ser Leu Leu Ser His Leu Arg Phe Phe Pro
305 310 315 320

Trp Asp Ala Asp Val Asp Lys Phe Lys Ala Trp Arg Gln Gly Arg Thr
325 330 335

Gly Tyr Pro Leu Val Asp Ala Gly Met Arg Glu Leu Trp Ala Thr Gly
340 345 350

Trp Met His Asn Arg Ile Arg Val Ile Val Ser Ser Phe Ala Val Lys
355 360 365

Phe Leu Leu Leu Pro Trp Lys Trp Gly Met Lys Tyr Phe Trp Asp Thr
370 375 380

Leu Leu Asp Ala Asp Leu Glu Cys Asp Ile Leu Gly Trp Gln Tyr Ile
385 390 395 400

Ser Gly Ser Ile Pro Asp Gly His Glu Leu Asp Arg Leu Asp Asn Pro
405 410 415

Ala Leu Gln Gly Ala Lys Tyr Asp Pro Glu Gly Glu Tyr Ile Arg Gln
420 425 430

Trp Leu Pro Glu Leu Ala Arg Leu Pro Thr Glu Trp Ile His His Pro
435 440 445

Trp Asp Ala Pro Leu Thr Val Leu Lys Ala Ser Gly Val Glu Leu Gly
450 455 460

Thr Asn Tyr Ala Lys Pro Ile Val Asp Ile Asp Thr Ala Arg Glu Leu
465 470 475 480

Leu Ala Lys Ala Ile Ser Arg Thr Arg Glu Ala Gln Ile Met Ile Gly
485 490 495

Ala Ala Pro Asp Glu Ile Val Ala Asp Ser Phe Glu Ala Leu Gly Ala
500 505 510

Asn Thr Ile Lys Glu Pro Gly Leu Cys Pro Ser Val Ser Ser Asn Asp
515 520 525

Gln Gln Val Pro Ser Ala Val Arg Tyr Asn Gly Ser Lys Arg Val Lys
530 535 540

Pro Glu Glu Glu Glu Glu Arg Asp Met Lys Lys Ser Arg Gly Phe Asp
545 550 555 560

Glu Arg Glu Leu Phe Ser Thr Ala Glu Ser Ser Ser Ser Ser Ser Val
565 570 575

Phe Phe Val Ser Gln Ser Cys Ser Leu Ala Ser Glu Gly Lys Asn Leu
580 585 590

Glu Gly Ile Gln Asp Ser Ser Asp Gln Ile Thr Thr Ser Leu Gly Lys
595 600 605

Asn Gly Cys Lys
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<210>
<211>
<212>
<213>
<220>
<223>

610

PRT

<400> SEQUENCE:

Met Asn Gly Ala

1

Ser

Phe

Gly

Met

65

Ser

Asp

Thr

Lys

145

Thr

Gly

Lys

Asp

Val

225

Ile

Glu

Leu

Met

Thr
305

Met

Val

Asp

Gly

50

Met

Pro

Thr

Arg

Glu

130

Ala

Lys

Gln

Ile

Lys

210

Gln

Val

Val

Ser

Val
290

Ser

Trp

Leu

Ser

35

Glu

Tyr

Glu

Glu

Asp

115

Gln

Lys

Glu

Ala

Ser

195

Ile

Ser

Asn

Ala

Gly

275

Asn

Ser

Asp

Glu

20

Pro

Met

Gly

Thr

Thr

100

Asp

Asn

Lys

Leu

Thr

180

Glu

Thr

Leu

Pro

Ser

260

Tyr

Ser

Asp

Ser

SEQ ID NO 4
LENGTH:
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: CIB1

335

4

Ile

5

Arg

Leu

Asp

Glu

Thr

85

Lys

Leu

Asn

Glu

Glu

165

Asp

Arg

Gly

Gln

Arg

245

Thr

Ser

Gly

Pro

His
325

<210> SEQ ID NO 5

<211> LENGTH:

<212> TYPE:

PRT

384

Gly

Gln

Ala

Ser

Thr

70

Leu

Asp

Val

Gly

Glu

150

Lys

Ser

Met

Lys

Arg

230

Pro

Pro

His

Tyr

Leu
310

Val

Gly

Arg

Gly

Tyr

55

Thr

Gly

Cys

Glu

Ser

135

Asn

Thr

His

Lys

Ala

215

Gln

Asp

Met

Glu

Leu
295

Ser

Gln

Asp

Ala

Phe

40

Leu

Val

Thr

Asn

Glu

120

Thr

Asn

Asp

Ser

Phe

200

Gly

Ile

Phe

Thr

Met

280

His

Cys

Asn

Leu

His

25

Phe

Ser

Glu

Gly

Glu

105

Gly

Lys

Phe

Tyr

Ile

185

Leu

Met

Glu

Asp

Val

265

Val

Val

Phe

Leu

Leu

10

Leu

Ala

Thr

Gly

Asn

90

Ala

Glu

Ser

Ser

Ile

170

Ala

Gln

Leu

Phe

Met

250

Val

His

Asn

Asn

Tyr
330

Leu

Lys

Asp

Ala

Asp

Phe

Ala

Glu

Ile

Asn

155

His

Glu

Asp

Asp

Leu

235

Asp

Pro

Ser

Pro

Asn
315

Gly

Asn

Tyr

Ser

Gly

60

Ser

Lys

Lys

Glu

Lys

140

Asp

Val

Arg

Leu

Glu

220

Ser

Asp

Ser

Gly

Met
300

Gly

Asn

Phe

Leu

Ser

45

Leu

Arg

Ala

Lys

Lys

125

Lys

Ser

Arg

Val

Val

205

Ile

Met

Ile

Pro

Tyr

285

Gln

Glu

Leu

Pro

Asn

30

Met

Asn

Leu

Ala

Met

110

Ser

Met

Ser

Ala

Arg

190

Pro

Ile

Lys

Phe

Glu

270

Ser

Gln

Ala

Gly

Asp

Pro

Ile

Leu

Ser

Lys

95

Thr

Lys

Lys

Lys

Arg

175

Arg

Gly

Asn

Leu

Ala

255

Met

Ser

Val

Pro

Val
335

Met

Thr

Thr

Pro

Ile

Phe

Met

Ile

His

Val

160

Arg

Glu

Cys

Tyr

Ala

240

Lys

Val

Glu

Asn

Ser
320
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<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Element #1 of T86 costruct
<400> SEQUENCE: 5

Met Ala Arg Leu Asp Lys Ser Lys Val Ile Asn Ser Ala Leu Glu Leu
1 5 10 15

Leu Asn Glu Val Gly Ile Glu Gly Leu Thr Thr Arg Lys Leu Ala Gln
20 25 30

Lys Leu Gly Val Glu Gln Pro Thr Leu Tyr Trp His Val Lys Asn Lys
Arg Ala Leu Leu Asp Ala Leu Ala Ile Glu Met Leu Asp Arg His His
50 55 60

Thr His Phe Cys Pro Leu Glu Gly Glu Ser Trp Gln Asp Phe Leu Arg
65 70 75 80

Asn Asn Ala Lys Ser Phe Arg Cys Ala Leu Leu Ser His Arg Asp Gly
85 90 95

Ala Lys Val His Leu Gly Thr Arg Pro Thr Glu Lys Gln Tyr Glu Thr
100 105 110

Leu Glu Asn Gln Leu Ala Phe Leu Cys Gln Gln Gly Phe Ser Leu Glu
115 120 125

Asn Ala Leu Tyr Ala Leu Ser Ala Val Gly His Phe Thr Leu Gly Cys
130 135 140

Val Leu Glu Asp Gln Glu His Gln Val Ala Lys Glu Glu Arg Glu Thr
145 150 155 160

Pro Thr Thr Asp Ser Met Pro Pro Leu Leu Arg Gln Ala Ile Glu Leu
165 170 175

Phe Asp His Gln Gly Ala Glu Pro Ala Phe Leu Phe Gly Leu Glu Leu
180 185 190

Ile Thr Cys Gly Leu Glu Lys Gln Leu Lys Cys Glu Ser Gly Ser Pro
195 200 205

Lys Lys Lys His Met Glu Phe Asn Gly Ala Ile Gly Gly Asp Leu Leu
210 215 220

Leu Asn Phe Pro Asp Met Ser Val Leu Glu Arg Gln Arg Ala His Leu
225 230 235 240

Lys Tyr Leu Asn Pro Thr Phe Asp Ser Pro Leu Ala Gly Phe Phe Ala
245 250 255

Asp Ser Ser Met Ile Thr Gly Gly Glu Met Asp Ser Tyr Leu Ser Thr
260 265 270

Ala Gly Leu Asn Leu Pro Met Met Tyr Gly Glu Thr Thr Val Glu Gly
275 280 285

Asp Ser Arg Leu Ser Ile Ser Pro Glu Thr Thr Leu Gly Thr Gly Asn
290 295 300

Phe Lys Ala Ala Lys Phe Asp Thr Glu Thr Lys Asp Cys Asn Glu Ala
305 310 315 320

Ala Lys Lys Met Thr Met Asn Arg Asp Asp Leu Val Glu Glu Gly Glu
325 330 335

Glu Glu Lys Ser Lys Ile Thr Glu Gln Asn Asn Gly Ser Thr Lys Ser
340 345 350

Ile Lys Lys Met Lys His Lys Ala Lys Lys Glu Glu Asn Asn Phe Ser
355 360 365

Asn Asp Ser Ser Lys Val Thr Lys Glu Leu Glu Lys Thr Asp Tyr Ile
370 375 380
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<210> SEQ ID NO 6

<211> LENGTH: 784

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Element #2 of T86 costruct

<400> SEQUENCE: 6

Met Lys Met Asp Lys Lys Thr Ile Val Trp Phe Arg Arg Asp Leu Arg
1 5 10 15

Ile Glu Asp Asn Pro Ala Leu Ala Ala Ala Ala His Glu Gly Ser Val
20 25 30

Phe Pro Val Phe Ile Trp Cys Pro Glu Glu Glu Gly Gln Phe Tyr Pro
35 40 45

Gly Arg Ala Ser Arg Trp Trp Met Lys Gln Ser Leu Ala His Leu Ser
50 55 60

Gln Ser Leu Lys Ala Leu Gly Ser Asp Leu Thr Leu Ile Lys Thr His
65 70 75 80

Asn Thr Ile Ser Ala Ile Leu Asp Cys Ile Arg Val Thr Gly Ala Thr
85 90 95

Lys Val Val Phe Asn His Leu Tyr Asp Pro Val Ser Leu Val Arg Asp
100 105 110

His Thr Val Lys Glu Lys Leu Val Glu Arg Gly Ile Ser Val Gln Ser
115 120 125

Tyr Asn Gly Asp Leu Leu Tyr Glu Pro Trp Glu Ile Tyr Cys Glu Lys
130 135 140

Gly Lys Pro Phe Thr Ser Phe Asn Ser Tyr Trp Lys Lys Cys Leu Asp
145 150 155 160

Met Ser Ile Glu Ser Val Met Leu Pro Pro Pro Trp Arg Leu Met Pro
165 170 175

Ile Thr Ala Ala Ala Glu Ala Ile Trp Ala Cys Ser Ile Glu Glu Leu
180 185 190

Gly Leu Glu Asn Glu Ala Glu Lys Pro Ser Asn Ala Leu Leu Thr Arg
195 200 205

Ala Trp Ser Pro Gly Trp Ser Asn Ala Asp Lys Leu Leu Asn Glu Phe
210 215 220

Ile Glu Lys Gln Leu Ile Asp Tyr Ala Lys Asn Ser Lys Lys Val Val
225 230 235 240

Gly Asn Ser Thr Ser Leu Leu Ser Pro Tyr Leu His Phe Gly Glu Ile
245 250 255

Ser Val Arg His Val Phe Gln Cys Ala Arg Met Lys Gln Ile Ile Trp
260 265 270

Ala Arg Asp Lys Asn Ser Glu Gly Glu Glu Ser Ala Asp Leu Phe Leu
275 280 285

Arg Gly Ile Gly Leu Arg Glu Tyr Ser Arg Tyr Ile Cys Phe Asn Phe
290 295 300

Pro Phe Thr His Glu Gln Ser Leu Leu Ser His Leu Arg Phe Phe Pro
305 310 315 320

Trp Asp Ala Asp Val Asp Lys Phe Lys Ala Trp Arg Gln Gly Arg Thr
325 330 335

Gly Tyr Pro Leu Val Asp Ala Gly Met Arg Glu Phe Trp Ala Thr Gly
340 345 350

Trp Met His Asn Arg Ile Arg Val Ile Val Ser Ser Phe Ala Val Lys
355 360 365

Phe Leu Leu Leu Pro Trp Lys Trp Gly Met Lys Tyr Phe Trp Asp Thr
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370 375 380

Leu Leu Asp Ala Asp Leu Glu Cys Asp Ile Leu Gly Trp Gln Tyr Ile
385 390 395 400

Ser Gly Ser Ile Pro Asp Gly His Glu Leu Asp Arg Leu Asp Asn Pro
405 410 415

Ala Leu Gln Gly Ala Lys Tyr Asp Pro Glu Gly Glu Tyr Ile Arg Gln
420 425 430

Trp Leu Pro Glu Leu Ala Arg Leu Pro Thr Glu Trp Ile His His Pro
435 440 445

Trp Asp Ala Pro Leu Thr Val Leu Lys Ala Ser Gly Val Glu Leu Gly
450 455 460

Thr Asn Tyr Ala Lys Pro Ile Val Asp Ile Asp Thr Ala Arg Glu Leu
465 470 475 480

Leu Ala Lys Ala Ile Ser Arg Thr Arg Glu Ala Gln Ile Met Ile Gly
485 490 495

Thr Ser Thr Arg Glu Phe Gln Tyr Leu Pro Asp Thr Asp Asp Arg His
500 505 510

Arg Ile Glu Glu Lys Arg Lys Arg Thr Tyr Glu Thr Phe Lys Ser Ile
515 520 525

Met Lys Lys Ser Pro Phe Ser Gly Pro Thr Asp Pro Arg Pro Pro Pro
530 535 540

Arg Arg Ile Ala Val Pro Ser Arg Ser Ser Ala Ser Val Pro Lys Pro
545 550 555 560

Ala Pro Gln Pro Tyr Pro Phe Thr Ser Ser Leu Ser Thr Ile Asn Tyr
565 570 575

Asp Glu Phe Pro Thr Met Val Phe Pro Ser Gly Gln Ile Ser Gln Ala
580 585 590

Ser Ala Leu Ala Pro Ala Pro Pro Gln Val Leu Pro Gln Ala Pro Ala
595 600 605

Pro Ala Pro Ala Pro Ala Met Val Ser Ala Leu Ala Gln Ala Pro Ala
610 615 620

Pro Val Pro Val Leu Ala Pro Gly Pro Pro Gln Ala Val Ala Pro Pro
625 630 635 640

Ala Pro Lys Pro Thr Gln Ala Gly Glu Gly Thr Leu Ser Glu Ala Leu
645 650 655

Leu Gln Leu Gln Phe Asp Asp Glu Asp Leu Gly Ala Leu Leu Gly Asn
660 665 670

Ser Thr Asp Pro Ala Val Phe Thr Asp Leu Ala Ser Val Asp Asn Ser
675 680 685

Glu Phe Gln Gln Leu Leu Asn Gln Gly Ile Pro Val Ala Pro His Thr
690 695 700

Thr Glu Pro Met Leu Met Glu Tyr Pro Glu Ala Ile Thr Arg Leu Val
705 710 715 720

Thr Gly Ala Gln Arg Pro Pro Asp Pro Ala Pro Ala Pro Leu Gly Ala
725 730 735

Pro Gly Leu Pro Asn Gly Leu Leu Ser Gly Asp Glu Asp Phe Ser Ser
740 745 750

Ile Ala Asp Met Asp Phe Ser Ala Leu Leu Ser Gln Ile Ser Ser Pro
755 760 765

Pro Lys Lys Lys Arg Lys Val Val Pro Pro Lys Lys Lys Arg Lys Val
770 775 780

<210> SEQ ID NO 7
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-continued

<211> LENGTH: 215

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Element #1 of Negative control costruct

<400> SEQUENCE: 7

Met Ala Arg Leu Asp Lys Ser Lys Val Ile Asn Ser Ala Leu Glu Leu
1 5 10 15

Leu Asn Glu Val Gly Ile Glu Gly Leu Thr Thr Arg Lys Leu Ala Gln
Lys Leu Gly Val Glu Gln Pro Thr Leu Tyr Trp His Val Lys Asn Lys
35 40 45

Arg Ala Leu Leu Asp Ala Leu Ala Ile Glu Met Leu Asp Arg His His
50 55 60

Thr His Phe Cys Pro Leu Glu Gly Glu Ser Trp Gln Asp Phe Leu Arg
65 70 75 80

Asn Asn Ala Lys Ser Phe Arg Cys Ala Leu Leu Ser His Arg Asp Gly

Ala Lys Val His Leu Gly Thr Arg Pro Thr Glu Lys Gln Tyr Glu Thr
100 105 110

Leu Glu Asn Gln Leu Ala Phe Leu Cys Gln Gln Gly Phe Ser Leu Glu
115 120 125

Asn Ala Leu Tyr Ala Leu Ser Ala Val Gly His Phe Thr Leu Gly Cys
130 135 140

Val Leu Glu Asp Gln Glu His Gln Val Ala Lys Glu Glu Arg Glu Thr
145 150 155 160

Pro Thr Thr Asp Ser Met Pro Pro Leu Leu Arg Gln Ala Ile Glu Leu
165 170 175

Phe Asp His Gln Gly Ala Glu Pro Ala Phe Leu Phe Gly Leu Glu Leu
180 185 190

Ile Thr Cys Gly Leu Glu Lys Gln Leu Lys Cys Glu Ser Gly Ser Pro
195 200 205

Lys Lys Lys His Met Glu Phe
210 215

<210> SEQ ID NO 8

<211> LENGTH: 272

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Element #2 of Negative control costruct

<400> SEQUENCE: 8

Met Glu Phe Gln Tyr Leu Pro Asp Thr Asp Asp Arg His Arg Ile Glu
1 5 10 15

Glu Lys Arg Lys Arg Thr Tyr Glu Thr Phe Lys Ser Ile Met Lys Lys
20 25 30

Ser Pro Phe Ser Gly Pro Thr Asp Pro Arg Pro Pro Pro Arg Arg Ile
35 40 45

Ala Val Pro Ser Arg Ser Ser Ala Ser Val Pro Lys Pro Ala Pro Gln
50 55 60

Pro Tyr Pro Phe Thr Ser Ser Leu Ser Thr Ile Asn Tyr Asp Glu Phe
65 70 75 80

Pro Thr Met Val Phe Pro Ser Gly Gln Ile Ser Gln Ala Ser Ala Leu
85 90 95

Ala Pro Ala Pro Pro Gln Val Leu Pro Gln Ala Pro Ala Pro Ala Pro
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100 105 110

Ala Pro Ala Met Val Ser Ala Leu Ala Gln Ala Pro Ala Pro Val Pro
115 120 125

Val Leu Ala Pro Gly Pro Pro Gln Ala Val Ala Pro Pro Ala Pro Lys
130 135 140

Pro Thr Gln Ala Gly Glu Gly Thr Leu Ser Glu Ala Leu Leu Gln Leu
145 150 155 160

Gln Phe Asp Asp Glu Asp Leu Gly Ala Leu Leu Gly Asn Ser Thr Asp
165 170 175

Pro Ala Val Phe Thr Asp Leu Ala Ser Val Asp Asn Ser Glu Phe Gln
180 185 190

Gln Leu Leu Asn Gln Gly Ile Pro Val Ala Pro His Thr Thr Glu Pro
195 200 205

Met Leu Met Glu Tyr Pro Glu Ala Ile Thr Arg Leu Val Thr Gly Ala
210 215 220

Gln Arg Pro Pro Asp Pro Ala Pro Ala Pro Leu Gly Ala Pro Gly Leu
225 230 235 240

Pro Asn Gly Leu Leu Ser Gly Asp Glu Asp Phe Ser Ser Ile Ala Asp
245 250 255

Met Asp Phe Ser Ala Leu Leu Ser Gln Ile Ser Ser His Met Glu Phe
260 265 270

<210> SEQ ID NO 9

<211> LENGTH: 1203

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: TetR({I194T,1-206)-CIB1(-NLS)-T2A-Cry2
PHR (L348F) -p65AD-NLS~2 fusion construct

<400> SEQUENCE: 9

Met Asp Tyr Lys Asp Asp Asp Asp Lys Ala Arg Leu Asp Lys Ser Lys
1 5 10 15

Val Ile Asn Ser Ala Leu Glu Leu Leu Asn Glu Val Gly Ile Glu Gly
20 25 30

Leu Thr Thr Arg Lys Leu Ala Gln Lys Leu Gly Val Glu Gln Pro Thr
35 40 45

Leu Tyr Trp His Val Lys Asn Lys Arg Ala Leu Leu Asp Ala Leu Ala
50 55 60

Ile Glu Met Leu Asp Arg His His Thr His Phe Cys Pro Leu Glu Gly
65 70 75 80

Glu Ser Trp Gln Asp Phe Leu Arg Asn Asn Ala Lys Ser Phe Arg Cys
Ala Leu Leu Ser His Arg Asp Gly Ala Lys Val His Leu Gly Thr Arg
100 105 110

Pro Thr Glu Lys Gln Tyr Glu Thr Leu Glu Asn Gln Leu Ala Phe Leu
115 120 125

Cys Gln Gln Gly Phe Ser Leu Glu Asn Ala Leu Tyr Ala Leu Ser Ala
130 135 140

Val Gly His Phe Thr Leu Gly Cys Val Leu Glu Asp Gln Glu His Gln
145 150 155 160

Val Ala Lys Glu Glu Arg Glu Thr Pro Thr Thr Asp Ser Met Pro Pro
165 170 175

Leu Leu Arg Gln Ala Ile Glu Leu Phe Asp His Gln Gly Ala Glu Pro
180 185 190
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Ala Phe Leu Phe Gly Leu Glu Leu Ile Thr Cys Gly Leu Glu Lys Gln
195 200 205

Leu Lys Cys Glu Ser Gly Ser Pro Lys Lys Lys His Met Glu Phe Asn
210 215 220

Gly Ala Ile Gly Gly Asp Leu Leu Leu Asn Phe Pro Asp Met Ser Val
225 230 235 240

Leu Glu Arg Gln Arg Ala His Leu Lys Tyr Leu Asn Pro Thr Phe Asp
245 250 255

Ser Pro Leu Ala Gly Phe Phe Ala Asp Ser Ser Met Ile Thr Gly Gly
260 265 270

Glu Met Asp Ser Tyr Leu Ser Thr Ala Gly Leu Asn Leu Pro Met Met
275 280 285

Tyr Gly Glu Thr Thr Val Glu Gly Asp Ser Arg Leu Ser Ile Ser Pro
290 295 300

Glu Thr Thr Leu Gly Thr Gly Asn Phe Lys Ala Ala Lys Phe Asp Thr
305 310 315 320

Glu Thr Lys Asp Cys Asn Glu Ala Ala Lys Lys Met Thr Met Asn Arg
325 330 335

Asp Asp Leu Val Glu Glu Gly Glu Glu Glu Lys Ser Lys Ile Thr Glu
340 345 350

Gln Asn Asn Gly Ser Thr Lys Ser Ile Lys Lys Met Lys His Lys Ala
355 360 365

Lys Lys Glu Glu Asn Asn Phe Ser Asn Asp Ser Ser Lys Val Thr Lys
370 375 380

Glu Leu Glu Lys Thr Asp Tyr Ile Thr Arg Glu Gly Arg Gly Ser Leu
385 390 395 400

Leu Thr Cys Gly Asp Val Glu Glu Asn Pro Gly Pro Ala Thr Thr Thr
405 410 415

Ser Ser Arg Met Lys Met Asp Lys Lys Thr Ile Val Trp Phe Arg Arg
420 425 430

Asp Leu Arg Ile Glu Asp Asn Pro Ala Leu Ala Ala Ala Ala His Glu
435 440 445

Gly Ser Val Phe Pro Val Phe Ile Trp Cys Pro Glu Glu Glu Gly Gln
450 455 460

Phe Tyr Pro Gly Arg Ala Ser Arg Trp Trp Met Lys Gln Ser Leu Ala
465 470 475 480

His Leu Ser Gln Ser Leu Lys Ala Leu Gly Ser Asp Leu Thr Leu Ile
485 490 495

Lys Thr His Asn Thr Ile Ser Ala Ile Leu Asp Cys Ile Arg Val Thr
500 505 510

Gly Ala Thr Lys Val Val Phe Asn His Leu Tyr Asp Pro Val Ser Leu
515 520 525

Val Arg Asp His Thr Val Lys Glu Lys Leu Val Glu Arg Gly Ile Ser
530 535 540

Val Gln Ser Tyr Asn Gly Asp Leu Leu Tyr Glu Pro Trp Glu Ile Tyr
545 550 555 560

Cys Glu Lys Gly Lys Pro Phe Thr Ser Phe Asn Ser Tyr Trp Lys Lys
565 570 575

Cys Leu Asp Met Ser Ile Glu Ser Val Met Leu Pro Pro Pro Trp Arg
580 585 590

Leu Met Pro Ile Thr Ala Ala Ala Glu Ala Ile Trp Ala Cys Ser Ile
595 600 605

Glu Glu Leu Gly Leu Glu Asn Glu Ala Glu Lys Pro Ser Asn Ala Leu
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610 615 620

Leu Thr Arg Ala Trp Ser Pro Gly Trp Ser Asn Ala Asp Lys Leu Leu
625 630 635 640

Asn Glu Phe Ile Glu Lys Gln Leu Ile Asp Tyr Ala Lys Asn Ser Lys
645 650 655

Lys Val Val Gly Asn Ser Thr Ser Leu Leu Ser Pro Tyr Leu His Phe
660 665 670

Gly Glu Ile Ser Val Arg His Val Phe Gln Cys Ala Arg Met Lys Gln
675 680 685

Ile Ile Trp Ala Arg Asp Lys Asn Ser Glu Gly Glu Glu Ser Ala Asp
690 695 700

Leu Phe Leu Arg Gly Ile Gly Leu Arg Glu Tyr Ser Arg Tyr Ile Cys
705 710 715 720

Phe Asn Phe Pro Phe Thr His Glu Gln Ser Leu Leu Ser His Leu Arg
725 730 735

Phe Phe Pro Trp Asp Ala Asp Val Asp Lys Phe Lys Ala Trp Arg Gln
740 745 750

Gly Arg Thr Gly Tyr Pro Leu Val Asp Ala Gly Met Arg Glu Phe Trp
755 760 765

Ala Thr Gly Trp Met His Asn Arg Ile Arg Val Ile Val Ser Ser Phe
770 775 780

Ala Val Lys Phe Leu Leu Leu Pro Trp Lys Trp Gly Met Lys Tyr Phe
785 790 795 800

Trp Asp Thr Leu Leu Asp Ala Asp Leu Glu Cys Asp Ile Leu Gly Trp
805 810 815

Gln Tyr Ile Ser Gly Ser Ile Pro Asp Gly His Glu Leu Asp Arg Leu
820 825 830

Asp Asn Pro Ala Leu Gln Gly Ala Lys Tyr Asp Pro Glu Gly Glu Tyr
835 840 845

Ile Arg Gln Trp Leu Pro Glu Leu Ala Arg Leu Pro Thr Glu Trp Ile
850 855 860

His His Pro Trp Asp Ala Pro Leu Thr Val Leu Lys Ala Ser Gly Val
865 870 875 880

Glu Leu Gly Thr Asn Tyr Ala Lys Pro Ile Val Asp Ile Asp Thr Ala
885 890 895

Arg Glu Leu Leu Ala Lys Ala Ile Ser Arg Thr Arg Glu Ala Gln Ile
900 905 910

Met Ile Gly Thr Ser Thr Arg Glu Phe Gln Tyr Leu Pro Asp Thr Asp
915 920 925

Asp Arg His Arg Ile Glu Glu Lys Arg Lys Arg Thr Tyr Glu Thr Phe
930 935 940

Lys Ser Ile Met Lys Lys Ser Pro Phe Ser Gly Pro Thr Asp Pro Arg
945 950 955 960

Pro Pro Pro Arg Arg Ile Ala Val Pro Ser Arg Ser Ser Ala Ser Val
965 970 975

Pro Lys Pro Ala Pro Gln Pro Tyr Pro Phe Thr Ser Ser Leu Ser Thr
980 985 990

Ile Asn Tyr Asp Glu Phe Pro Thr Met Val Phe Pro Ser Gly Gln Ile
995 1000 1005

Ser Gln Ala Ser Ala Leu Ala Pro Ala Pro Pro Gln Val Leu Pro Gln
1010 1015 1020

Ala Pro Ala Pro Ala Pro Ala Pro Ala Met Val Ser Ala Leu Ala Gln
1025 1030 1035 1040
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76

Ala Pro Ala Pro Val Pro Val Leu

1045

Ala Pro Pro Ala Pro Lys Pro Thr

1060

Glu Ala Leu Leu Gln Leu Gln Phe

1075

1080

Leu Gly Asn Ser Thr Asp Pro Ala

1090

1095

Asp Asn Ser Glu Phe Gln Gln Leu
1105 1110

Pro His Thr Thr Glu Pro Met Leu

1125

Arg Leu Val Thr Gly Ala Gln Arg

1140

Leu Gly Ala Pro Gly Leu Pro Asn

1155

1160

Phe Ser Ser Ile Ala Asp Met Asp

1170

1175

Ser Ser Pro Pro Lys Lys Lys Arg
1185 1190

Arg Lys Val

<210> SEQ ID NO 10
<211> LENGTH: 2632
<212> TYPE: DNA

Ala Pro Gly
1050

Gln Ala Gly
1065

Asp Asp Glu

Val Phe Thr

Leu Asn Gln

1115

Met Glu Tyr
1130

Pro Pro Asp
1145

Gly Leu Leu

Phe Ser Ala

Lys Val Val
1195

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: TetR(I194T,1-206)-CIB1(-NLS)

<220> FEATURE:

<221> NAME/KEY: promoter
<222> LOCATION: (1).. (1207
<223> OTHER INFORMATION: hEFla promoter

<220> FEATURE:

<221> NAME/KEY: mat_peptide
<222> LOCATION: (1236)..(1868)
<223> OTHER INFORMATION: TetR

<220> FEATURE:
<221> NAME/KEY: CDS

<222> LOCATION: (1881)..(2387)
<223> OTHER INFORMATION: Human optimized CIBN -ATG-stop NO NLS

<220> FEATURE:

<221> NAME/KEY: polyA_site
<222> LOCATION: (2408)..(2632)
<223> OTHER INFORMATION: pA

<400> SEQUENCE: 10

tctaggtett gaaaggagtyg

cgcecacagt ccccgagaag

ggtggcgegg ggtaaactgg

gtgggggaga accgtatata

ttgcecgecag aacacaggta

gttatggcce ttgegtgect

ccgagetteg ggttggaagt

cgeetegtge ttgagttgag

ggcacctteg cgectgtete

gacctgetge gacgettttt

ggaattggcet

ttggggggag

gaaagtgatg

agtgcagtag

agtgcegtgt

tgaattactt

gggtgggaga

gectggecty

getgettteg

ttctggcaag

ceggtgeceyg

gggtcggcaa

tcgtgtactg

tcgecgtgaa

gtggttceey

ccacctgget

gttegaggece

ggcgetgggy

ataagtctct

atagtcttgt

Pro Pro Gln
Glu Gly Thr
107

Asp Leu Gly
1085

Asp Leu Ala
1100

Gly Ile Pro

Pro Glu Ala

Pro Ala Pro
115

Ser Gly Asp
1165

Leu Leu Ser
1180

Pro Pro Lys

tcagtgggea
ttgaaccggt
getecgectt
cgttettttt
cgggccetgge
gcagtacgtyg
ttgcgettaa
cegeegegty
agccatttaa

aaatgcgggce

Ala Val
1055

Leu Ser
o]

Ala Leu

Ser Val

Val Ala
1120

Ile Thr
1135

Ala Pro
o]

Glu Asp

Gln Ile

Lys Lys
1200

gagcgcacat
gectagagaa
tttccegagy
cgcaacgggt
ctctttacgg
attcttgate
ggagccectt
cgaatctggt
aatttttgat

caagatctge

fusion construct

60

120

180

240

300

360

420

480

540

600
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acactggtat ttecggttttt ggggccgegg geggcgacgyg ggceccgtgeg tceccagegea 660
catgttegge gaggcgggge ctgcgagege ggccaccgag aatcggacgg gggtagtete 720
aagctggecg gectgetetyg gtgectggee tegegecgee gtgtategee cecgecctggy 780
cggcaaggcet ggccceggteg gcaccagttg cgtgagegga aagatggcecg ctteceggece 840
ctgctgecagyg gagctcaaaa tggaggacgce ggcgeteggyg agagegggceyg ggtgagtcac 900
ccacacaaag gaaaagggcce ttteecgtect cagecgtege ttcatgtgac tccacggagt 960
accgggegcece gtccaggcac ctcgattagt tctecgagett ttggagtacg tcegtctttag 1020
gttgggggga ggggttttat gcgatggagt ttccccacac tgagtgggtg gagactgaag 1080
ttaggccage ttggcacttg atgtaattct ccttggaatt tgcccttttt gagtttggat 1140
cttggttcat tctcaagcct cagacagtgg ttcaaagttt ttttcttcecca tttcaggtgt 1200
cgtgagttaa ttaattatcg atacgtcgac ccaccatgge tagattagat aaaagtaaag 1260
tgattaacag cgcattagag ctgcttaatg aggtcggaat cgaaggttta acaacccgta 1320
aactcgeccca gaagctaggt gtagagcagce ctacattgta ttggcatgta aaaaataagc 1380
gggctttget cgacgcctta gccattgaga tgttagatag gcaccatact cacttttgece 1440
ctttagaagg ggaaagctgg caagattttt tacgtaataa cgctaaaagt tttagatgtg 1500
ctttactaag tcatcgcgat ggagcaaaag tacatttagg tacacggcct acagaaaaac 1560
agtatgaaac tctcgaaaat caattagcct ttttatgcca acaaggtttt tcactagaga 1620
atgcattata tgcactcagc gctgtggggce attttacttt aggttgcgta ttggaagatc 1680
aagagcatca agtcgctaaa gaagaaaggg aaacacctac tactgatagt atgccgcecat 1740
tattacgaca agctatcgaa ttatttgatc accaaggtgc agagccagcc ttcecttattceg 1800
gccttgaatt gatcacatgce ggattagaaa aacaacttaa atgtgaaagt gggtcgccaa 1860
aaaagaagca tatggaattc aatggggcaa taggaggtga tctgttgctc aactttcecccg 1920
acatgagcgt gctcgaaagg caacgcgcac atctgaagta cctgaatccc acctttgaca 1980
gtccattgge aggcttctte gccgacagca gcatgatcac aggaggcgag atggacagtt 2040
atctgagcac tgctgggctc aacttgccca tgatgtacgg tgaaacaact gtcgagggtg 2100
attccaggct ttccatctca ccggaaacga cccttggaac tggcaatttt aaggctgcga 2160
agtttgacac cgagactaaa gattgcaacg aggcagccaa gaagatgacc atgaatcggg 2220
acgatctggt ggaagaaggg gaagaggaga aatccaagat taccgaacag aacaatggca 2280
gtaccaagtc aatcaagaag atgaagcaca aagccaagaa ggaagaaaac aacttcagca 2340
atgactctag caaagtgaca aaagagctgg agaaaacgga ctacatctaa ggatccatcg 2400
cggccgecca gacatgataa gatacattga tgagtttgga caaaccacaa ctagaatgca 2460
gtgaaaaaaa tgctttattt gtgaaatttg tgatgctatt gcectttatttg taaccattat 2520
aagctgcaat aaacaagtta acaacaacaa ttgcattcat tttatgtttc aggttcaggg 2580
ggaggtgtgg gaggtttttt aaagcaagta aaacctctac aaatgtggta tg 2632

<210> SEQ ID NO 11
<211> LENGTH: 3829

<212> TYPE:

DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Cry2 PHR(L348F)-p65AD-NLS?~2 fusion construct
<220> FEATURE:
<221> NAME/KEY: promoter

<222> LOCATION:

(1) ..(1207)

<223> OTHER INFORMATION: hEFla promoter
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<220> FEATURE:
<221> NAME/KEY: CDS

<222> LOCATION: (1239)..(2723)
<223> OTHER INFORMATION: Human optimized Cry2 PHR L348F -ATG-stop

<220> FEATURE:

<221> NAME/KEY: mat_peptide
<222> LOCATION: (2736)..(3536)
<223> OTHER INFORMATION: Human pé5 AD

<220> FEATURE:

<221> NAME/KEY: gig peptide
<222> LOCATION: (3537)..(3560)
<223> OTHER INFORMATION: NLS

<220> FEATURE:

<221> NAME/KEY: gig peptide
<222> LOCATION: (3564)..(3587)
<223> OTHER INFORMATION: NLS

<220> FEATURE:

<221> NAME/KEY: polyA_site
<222> LOCATION: (3605)..(3829)
<223> OTHER INFORMATION: pA

<400> SEQUENCE: 11

tctaggtett gaaaggagtyg

cgcecacagt ccccgagaag

ggtggcgegg ggtaaactgg

gtgggggaga accgtatata

ttgcecgecag aacacaggta

gttatggcce ttgegtgect

ccgagetteg ggttggaagt

cgeetegtge ttgagttgag

ggcacctteg cgectgtete

gacctgetge gacgettttt

acactggtat ttcggttttt

catgttecgge gaggegggygce

aagetggeeg gectgetetyg

cggcaaggcet ggeceggteg

ctgetgecagg gagctcaaaa

ccacacaaag gaaaagggcc

accgggegee gtecaggeac

gttgggggga ggggttttat

ttaggccage ttggecacttyg

cttggtteat tctcaagect

cgtgagttaa ttaattatcg

tgtggttecag gagggatctyg

aagggagtgt gttteeggtyg

gacgagcaag tcgetggtgg

ceecttggete tgatctcace

gecattcegegt cacaggtgeg

tggtcegtga tcacacegtyg

acaacgggga tctgetgtac

ggaattggcet

ttggggggag

gaaagtgatg

agtgcagtag

agtgcegtgt

tgaattactt

gggtgggaga

gectggecty

getgettteg

ttctggcaag

dgggecegegy

ctgcgagege

gtgectggee

gcaccagttyg

tggaggacgc

ttteegtect

ctcgattagt

gcgatggagt

atgtaattct

cagacagtgg

atacgtcgac

agaatcgagg

ttecatttggt

atgaaacagt

ctgatcaaga

acgaaagtgg

aaagagaaac

gaaccetggyg

ceggtgeceyg

gggtcggcaa

tcgtgtactg

tcgecgtgaa

gtggttceey

ccacctgget

gttegaggece

ggcgetgggy

ataagtctct

atagtcttgt

gcggegacgy

ggccaccgag

tegegecgee

cgtgagcgga

ggcgetceggg

cagccgtege

tctegagett

ttccccacac

ccttggaatt

ttcaaagttt

ccaccatgaa

ataatccege

gtccagagga

cecctggecca

cgcataatac

ttttcaacca

tggtagagag

agatttactg

tcagtgggea

ttgaaccggt

getecgectt

cgttettttt

cgggcctggc

gcagtacgtyg

ttgcgettaa

cegeegegty

agccatttaa

aaatgcgggce

ggCCCgthg

aatcggacgg

gtgtatcgee

aagatggeceg

agagegggeg

ttcatgtgac

ttggagtacg

tgagtgggtg

tgccettttt

ttttctteca

aatggacaag

cctegecgea

agaggggcag

tctgteteag

aatctcegea

cctgtatgat

aggcattagt

cgaaaagggt

gagcgcacat

gectagagaa

tttccegagy

cgcaacgggt

ctctttacgg

attcttgatce

ggagccectt

cgaatctggt

aatttttgat

caagatctge

tcccagegea

gggtagtctce

cegecctggy

ctteceggec

ggtgagtcac

tccacggagt

tegtetttag

gagactgaag

gagtttggat

tttcaggtgt

aaaaccatcg

getgetcacy

ttctaccetyg

agcctcaagg

attctcgatt

ccagtttecac

gtgcagagct

aagccattta

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680
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-continued
ctagcttcaa ttcctattgg aagaaatgtce tggacatgtce aatcgagagc gtgatgcetgce 1740
ctccaccatg gcgactcatg cccataactg ctgectgctga agcegatttgg gcctgcteca 1800
ttgaggagtt gggccttgag aatgaggcgg agaagcccag taatgctcectg ctgaccaggg 1860
catggagtcc aggatggtca aatgccgaca aactcctgaa tgagttcata gagaaacagc 1920
tgattgacta tgccaagaac tccaagaagg ttgtgggtaa ctcaacctct cttetcagcece 1980
cctatctgca ctttggggag ataagcgtcce ggcatgtgtt ccagtgtgcg cggatgaagce 2040
agatcatttg ggcgagggat aagaacagcg agggagagga atccgcagac ttgttcctgce 2100
ggggcatcgg gctcecgcgaa tatageccggt atatctgcett taacttccect tttactcacyg 2160
agcagagcct tctgagceccat ctgecgcttcet tteccttggga tgcagacgtg gacaaattta 2220
aggcttggcg tcaaggtagg accggctatce cactggtcga tgccggcatg agagaatttt 2280
gggccactgg gtggatgcac aaccggatta gggtgatcgt atcttcecttt geccgtcaagt 2340
ttetgttgtt gcecctggaaa tggggcatga agtacttttg ggataccctg ttggacgecg 2400
atctggaatg cgacatcctt ggttggcaat acataagtgg ctcaataccc gacggccatg 2460
agctggatag acttgacaat ccggctcectge aaggggctaa gtacgacccce gaaggagaat 2520
acatcagaca gtggctccce gaattggcca gactccccac agagtggatt caccaccctt 2580
gggacgcace tctgacagtt ctcaaagcca gcggagtaga actgggcact aactacgcca 2640
agccgatagt ggacattgac acagctcggg aactgttgge caaagcaatc tctegcacac 2700
gagaagccca gatcatgatc ggaactagta cgcgtgagtt ccagtacctg cccgacaccyg 2760
acgaccggca ccggatcgag gaaaagcgga ageggaccta cgagacattce aagagcatta 2820
tgaagaagtc ccccttcage ggccccaccg accccagace cccacctaga agaatcgecy 2880
tgcccagecag atccagegece agcegtgccaa agectgceccee ccagecctac cecttcacca 2940
gcagcctgag caccatcaac tacgatgagt tccccacaat ggtgttcecce agcggccaga 3000
tttectcagge ctectgetetg gceccccagece ctceccacaggt gctgccacag gcecectgete 3060
cagcteccectge ccctgetatg gtgtctgece tggcccagge tccagctect gtgectgtge 3120
tggctectgg acctccacag gcecgtggece ctecagecee aaaacctaca caggccggeyg 3180
agggcacact gagcgaagcce ctgctccage tecagttega cgacgaggat ctgggegecce 3240
tgctgggcaa cagcaccgac cctgeegtgt tcaccgacct ggecagegtyg gacaacageg 3300
agttccagca gctcctgaac cagggcatcce cegtggcetece acacaccacce gagcccatge 3360
tgatggaata ccccgaggcec atcacceggce tggtcacagg cgctcagagg cctectgatce 3420
ctgccccage tecactggga gcecectggece tgectaatgg cetgetgage ggcgacgagyg 3480
acttcagcte tatcgccgac atggacttct ccgeccctget gteccagatc agcagcecectce 3540
caaaaaagaa gagaaaggta gtacctccaa aaaagaagag aaaggtataa aagcttgegg 3600
ccgcccagac atgataagat acattgatga gtttggacaa accacaacta gaatgcagtg 3660
aaaaaaatgc tttatttgtg aaatttgtga tgctattgct ttatttgtaa ccattataag 3720
ctgcaataaa caagttaaca acaacaattg cattcatttt atgtttcagg ttcaggggga 3780
ggtgtgggag gttttttaaa gcaagtaaaa cctctacaaa tgtggtatg 3829

<210> SEQ ID NO 12
<211> LENGTH: 5086

<212> TYPE:

DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: TetR({I194T,1-206)-CIB1(-NLS)-T2A-Cry2
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84

<220>
<221>
<222>
<223>
<220>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<222>
<223>
<220>
<221>
<222>
<223>

<400>

PHR (L348F) -p65AD-NLS?~2 fusion construct

FEATURE:

NAME/KEY: promoter

LOCATION: (1)..(1207

OTHER INFORMATION: hEFla promoter
FEATURE:

LOCATION: (1236)..(1238)

OTHER INFORMATION: initiation codon
FEATURE:

NAME/KEY: mat_peptide

LOCATION: (1239)..(1262)

OTHER INFORMATION: FLAG tag
FEATURE:

NAME/KEY: mat_peptide

LOCATION: (1263)..(1892)

OTHER INFORMATION: TetR (no AD) + I194T + SPKKK

FEATURE:

NAME/KEY: CDS

LOCATION: (1905)..(2411)

OTHER INFORMATION: Human optimized CIBN -ATG-stop NO NLS
FEATURE:

NAME/KEY: sig_peptide

LOCATION: (2418)..(2471
OTHER INFORMATION: T2A
FEATURE:

NAME/KEY: CDS

LOCATION: (2493)..(3980

OTHER INFORMATION: Human optimized Cry2 PHR L348F -ATG-stop
FEATURE:
NAME/KEY: mat_peptide

LOCATION: (3998)..(4793)
OTHER INFORMATION: Human pé5 AD
FEATURE:

NAME/KEY: sig peptide
LOCATION: (4794)..(4817)
OTHER INFORMATION: NLS
FEATURE:

NAME/KEY: sig peptide
LOCATION: (4821)..(4844)
OTHER INFORMATION: NLS
FEATURE:

LOCATION: (4845)..(4847)
OTHER INFORMATION: STOP codon
FEATURE:

NAME/KEY: polyA_site
LOCATION: (4862)..(5086)

OTHER INFORMATION: pA

SEQUENCE: 12

tctaggtett gaaaggagtyg ggaattgget ceggtgeccg tcagtgggca gagegcacat

cgcecacagt ccccgagaag ttggggggag gggtcggcaa ttgaacceggt gectagagaa

ggtggcegegyg ggtaaactgg gaaagtgatg tegtgtactg getcegectt ttteccgagyg

gtgggggaga accgtatata agtgcagtag tcgecgtgaa cgttettttt cgcaacgggt

ttgcegecag aacacaggta agtgcegtgt gtggttceeg cgggcectgge ctetttacgg

gttatggcce ttgegtgect tgaattactt ccacctgget gecagtacgtg attcttgatce

ccgagetteg ggttggaagt gggtgggaga gttegaggee ttgcgettaa ggageccctt

cgectegtge ttgagttgag gectggectyg ggegetgggyg cegccegegtyg cgaatctggt

ggcacctteg cgectgtete getgettteg ataagtctet agecatttaa aatttttgat

gacctgetge gacgettttt ttetggcaag atagtettgt aaatgeggge caagatctge

acactggtat tteggttttt ggggccgegg geggcegacgg ggceccegtgeg teccagegcea

catgttegge gaggegggge ctgcgagege ggccaccgag aatcggacgg gggtagtete

aagetggeeg gectgetetyg gtgectggee tegegecgee gtgtategee cegecctggg

cggcaagget ggcceggteg gcaccagttg cgtgagegga aagatggecg ctteceggece

ctgetgecagg gagctcaaaa tggaggacge ggcegeteggg agagcegggceg ggtgagtcac

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900



85

US 12,338,443 B2

86

-continued
ccacacaaag gaaaagggcce ttteecgtect cagecgtege ttcatgtgac tccacggagt 960
accgggegcece gtccaggcac ctcgattagt tctecgagett ttggagtacg tcegtctttag 1020
gttgggggga ggggttttat gcgatggagt ttccccacac tgagtgggtg gagactgaag 1080
ttaggccage ttggcacttg atgtaattct ccttggaatt tgcccttttt gagtttggat 1140
cttggttcat tctcaagcct cagacagtgg ttcaaagttt ttttcttcecca tttcaggtgt 1200
cgtgagttaa ttaattatcg atacgtcgac ccaccatgga ctacaaggac gacgatgaca 1260
aggctagatt agataaaagt aaagtgatta acagcgcatt agagctgctt aatgaggtcg 1320
gaatcgaagg tttaacaacc cgtaaactcg cccagaagct aggtgtagag cagcctacat 1380
tgtattggca tgtaaaaaat aagcgggctt tgctcgacgce cttagccatt gagatgttag 1440
ataggcacca tactcacttt tgccctttag aaggggaaag ctggcaagat tttttacgta 1500
ataacgctaa aagttttaga tgtgctttac taagtcatcg cgatggagca aaagtacatt 1560
taggtacacg gcctacagaa aaacagtatg aaactctcga aaatcaatta gcctttttat 1620
gccaacaagg tttttcacta gagaatgcat tatatgcact cagcgctgtg gggcatttta 1680
ctttaggttg cgtattggaa gatcaagagc atcaagtcgce taaagaagaa agggaaacac 1740
ctactactga tagtatgccg ccattattac gacaagctat cgaattattt gatcaccaag 1800
gtgcagagcce agccttcectta ttcecggecttg aattgatcac atgcggatta gaaaaacaac 1860
ttaaatgtga aagtgggtcg ccaaaaaaga agcatatgga attcaatggg gcaataggag 1920
gtgatctgtt gctcaacttt cccgacatga gcgtgctcecga aaggcaacgce gcacatctga 1980
agtacctgaa tcccaccttt gacagtccat tggcaggctt cttegcecgac agcagcatga 2040
tcacaggagg cgagatggac agttatctga gcactgctgg gctcaacttg cccatgatgt 2100
acggtgaaac aactgtcgag ggtgattcca ggctttceccat ctcaccggaa acgacccttg 2160
gaactggcaa ttttaaggct gcgaagtttg acaccgagac taaagattgc aacgaggcag 2220
ccaagaagat gaccatgaat cgggacgatc tggtggaaga aggggaagag gagaaatcca 2280
agattaccga acagaacaat ggcagtacca agtcaatcaa gaagatgaag cacaaagcca 2340
agaaggaaga aaacaacttc agcaatgact ctagcaaagt gacaaaagag ctggagaaaa 2400
cggactacat cacgcgtgag ggcagaggaa gtctgctaac atgeggtgac gtcgaggaga 2460
atcctggcece agccacaacc actagttcta gaatgaaaat ggacaagaaa accatcgtgt 2520
ggttcaggag ggatctgaga atcgaggata atcccgccect cgccgcaget gcectcacgaag 2580
ggagtgtgtt tccggtgttce atttggtgtc cagaggaaga ggggcagttc taccctggac 2640
gagcaagtcg ctggtggatg aaacagtccc tggcccatct gtctcagage ctcaaggecce 2700
ttggctctga tctcaccctg atcaagacgce ataatacaat ctceccgcaatt ctcecgattgcea 2760
ttegegtcac aggtgcgacg aaagtggttt tcaaccacct gtatgatcca gtttcactgg 2820
tcegtgatca caccgtgaaa gagaaactgg tagagagagg cattagtgtg cagagctaca 2880
acggggatct gctgtacgaa ccctgggaga tttactgcga aaagggtaag ccatttacta 2940
gcttcaattce ctattggaag aaatgtctgg acatgtcaat cgagagcgtg atgctgectce 3000
caccatggcg actcatgcce ataactgctg ctgctgaage gatttgggcec tgctccattg 3060
aggagttggg ccttgagaat gaggcggaga agcccagtaa tgctctgectg accagggcat 3120
ggagtccagg atggtcaaat gccgacaaac tcctgaatga gttcatagag aaacagctga 3180
ttgactatgc caagaactcc aagaaggttg tgggtaactc aacctctcectt ctcagccect 3240
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atctgcactt tggggagata agcgtccgge atgtgttcca gtgtgcgegg atgaagcaga 3300
tcatttgggce gagggataag aacagcgagg gagaggaatc cgcagacttg ttecctgeggg 3360
gcatcgggcet ccgcgaatat agccggtata tctgectttaa cttecctttt actcacgage 3420
agagccttcet gagccatctg cgcttcettte cttgggatge agacgtggac aaatttaagg 3480
cttggcgtca aggtaggacc ggctatccac tggtcgatge cggcatgaga gaattttggg 3540
ccactgggtg gatgcacaac cggattaggg tgatcgtatce ttectttgec gtcaagttte 3600
tgttgttgce ctggaaatgg ggcatgaagt acttttggga taccctgttg gacgccgatce 3660
tggaatgcga catccttggt tggcaataca taagtggctce aatacccgac ggccatgagce 3720
tggatagact tgacaatccg gctctgcaag gggctaagta cgaccccgaa ggagaataca 3780
tcagacagtg gctccececgaa ttggccagac tccccacaga gtggattcac cacccttggg 3840
acgcacctcet gacagttcte aaagccagceg gagtagaact gggcactaac tacgccaagce 3900
cgatagtgga cattgacaca gctcgggaac tgttggccaa agcaatctct cgcacacgag 3960
aagcccagat catgatcgga actagtacgce gtgagttcca gtacctgeccc gacaccgacg 4020
accggcaccyg gatcgaggaa aagcggaagce ggacctacga gacattcaag agcattatga 4080
agaagtccce cttcagegge cccaccgace ccagacccecece acctagaaga atcgceegtge 4140
ccagcagatce cagcgccage gtgccaaagce ctgcccceca gecctaccee ttcaccagea 4200
gcctgagcac catcaactac gatgagttcc ccacaatggt gttccccage ggccagattt 4260
ctcaggecte tgctctggece ccagceccecte cacaggtgct gccacaggcece cctgctecag 4320
ctecetgeccee tgctatggtg tcetgccetgg cceccaggctcee agetcectgtg cctgtgetgg 4380
cteetggace tcecacaggece gtggecccte cagecccaaa acctacacag gecggcegagyg 4440
gcacactgag cgaagccectyg ctecagetece agttcgacga cgaggatctyg ggcegecctge 4500
tgggcaacag caccgaccct gccgtgttca cegacctgge cagegtggac aacagcgagt 4560
tccagcaget cctgaaccag ggcatcccceg tggetccaca caccaccgag cccatgetga 4620
tggaataccc cgaggccatc accecggcetgg tcacaggcge tcagaggcect cctgatcectg 4680
ccecagetee actgggagece cctggectge ctaatggect getgagegge gacgaggact 4740
tcagctctat cgccgacatg gacttctcececg cectgctgte ccagatcagce agccctcecaa 4800
aaaagaagag aaaggtagta cctccaaaaa agaagagaaa ggtataaaag cttgcggecg 4860
cccagacatg ataagataca ttgatgagtt tggacaaacc acaactagaa tgcagtgaaa 4920
aaaatgcttt atttgtgaaa tttgtgatgce tattgcttta tttgtaacca ttataagctg 4980
caataaacaa gttaacaaca acaattgcat tcattttatg tttcaggttc agggggaggt 5040
gtgggaggtt ttttaaagca agtaaaacct ctacaaatgt ggtatg 5086

<210> SEQ ID NO 13
<211> LENGTH: 5

<212> TYPE:

PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 13

Ser Pro Lys Lys Lys

1

5

<210> SEQ ID NO 14
<211> LENGTH: 24

<212> TYPE:

PRT
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<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 14

Thr Gly Asn Ser Ala Asp Gly Gly Gly Gly Ser Gly Gly Ser Gly Gly
1 5 10 15

Ser Gly Gly Gly Ser Thr Gln Gly
20

<210> SEQ ID NO 15

<211> LENGTH: 16

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 15

Leu Glu Ala Ser Pro Ser Asn Pro Gly Ala Ser Asn Gly Ser Gly Thr
1 5 10 15

<210> SEQ ID NO 16

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 16

Gly Tyr Pro Ser His Trp Arg Pro Leu Glu
1 5 10

<210> SEQ ID NO 17

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 17

Leu Glu Ala Ser Thr Gly Gly Ser Gly Thr
1 5 10

<210> SEQ ID NO 18

<211> LENGTH: 4350

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: CAG-FLAG-TetR-CIBN(-NLS)-T2A-mCherryNLS
construct (Virus 1)

<220> FEATURE:

<222> LOCATION: (1)..(133)

<223> OTHER INFORMATION: ITR

<220> FEATURE:

<221> NAME/KEY: promoter

<222> LOCATION: (196)..(1132)

<223> OTHER INFORMATION: pCAG

<220> FEATURE:

<222> LOCATION: (1186)..(1188)

<223> OTHER INFORMATION: initiation codon

<220> FEATURE:

<221> NAME/KEY: mat_peptide

<222> LOCATION: (1189)..(1212)

<223> OTHER INFORMATION: FLAG tag

<220> FEATURE:

<221> NAME/KEY: mat_peptide

<222> LOCATION: (1213)..(1842)

<223> OTHER INFORMATION: TetR (no AD) + I194T + SPKKK

<220> FEATURE:

<221> NAME/KEY: CDS
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92

<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<222>
<223>
<220>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<222>
<223>

<400>

LOCATION: (1855)..(2361)

OTHER INFORMATION: Human optimized CIBN -ATG-stop NO NLS
FEATURE:

NAME/KEY: sig_peptide

LOCATION: (2368)..(2421

OTHER INFORMATION: T2A
FEATURE:

NAME/KEY: mat_peptide
LOCATION: (2437)..(3141

OTHER INFORMATION: mCherry (no STOP)
FEATURE:

NAME/KEY: sig_peptide
LOCATION: (3142)..(3165)
OTHER INFORMATION: NLS
FEATURE:

NAME/KEY: sig_peptide
LOCATION: (3169)..(3192)
OTHER INFORMATION: NLS
FEATURE:

LOCATION: (3196)..(3198)
OTHER INFORMATION: STOP codon
FEATURE:

LOCATION: (3293)..(3901)
OTHER INFORMATION: WPRE
FEATURE:

NAME/KEY: polyA_site
LOCATION: (3931)..(4050)
OTHER INFORMATION: SV40 early pA
FEATURE:

LOCATION: (4217)..(4350)

OTHER INFORMATION: ITR

SEQUENCE: 18

cagetgegeg ctegeteget cactgaggece gecegggeaa ageccegggeg tegggegace

tttggtegee cggectcagt gagcgagcga gegegcagag agggagtgge caactcecate

actaggggtt ccttgtagtt aatgattaac cegecatget acttatctac gtagecatge

tctaggaaga tcgtaccatt gacgtcaata atgacgtatg ttcccatagt aacgecaata

gggactttce attgacgtca atgggtggag tatttacggt aaactgccca cttggcagta

catcaagtgt atcatatgcc aagtacgccce cctattgacg tcaatgacgg taaatggecce

gectggeatt atgcccagta catgacctta tgggacttte ctacttggca gtacatctac

gtattagtca tcgctattac catggtcgag gtgagcccca cgttetgett cactctecec

atctecceccee ccotecccace cccaattttg tatttattta ttttttaatt attttgtgeca

gegatggggg ©999999999 99999ggcgc gegccaggceyg gggeggygcyg gggcegagggy

cggggcgggyg cgaggcggag aggtgcggcg gcagccaatc agagcggcgce gctccgaaag

tttectttta tggegaggcey geggceggegg cggecctata aaaagcgaag cgegeggegg

gegggagteg ctgcgacget gecttegece cgtgeccege teegecgeceg cctegegeey

ccegeceegg ctetgactga cegegttact cecacaggtyg agegggceggg acggecctte

tccteecggge tgtaattage gettggttta atgacggett gtttetttte tgtggetgeg

tgaaagectt gaggggctce gggagggece tttgtgeggyg gggagegget cggggetgte

cgcgggggga cggctgectt cgggggggac ggggcaggge ggggttegge ttctggegtg

tgacecggegg ctctagagec tctgctaace atgttecatge cttettettt ttectacage

tcectgggeaa cgtgetggtt attgtgetgt ctcatcattt tggcaaagaa ttggatccett

aattaagcta gectcgaggt cgacgtatcg ataccttaag ccaccatgga ctacaaggac

gacgatgaca aggctagatt agataaaagt aaagtgatta acagcgcatt agagctgett

aatgaggtcg gaatcgaagg tttaacaacc cgtaaactcg cccagaagcet aggtgtagag

cagcctacat tgtattggca tgtaaaaaat aagegggett tgctcgacge cttagecatt

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380
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gagatgttag ataggcacca tactcacttt tgccctttag aaggggaaag ctggcaagat 1440
tttttacgta ataacgctaa aagttttaga tgtgctttac taagtcatcg cgatggagca 1500
aaagtacatt taggtacacg gcctacagaa aaacagtatg aaactctcga aaatcaatta 1560
gcctttttat geccaacaagg tttttcacta gagaatgcat tatatgcact cagcgcectgtg 1620
gggcatttta ctttaggttg cgtattggaa gatcaagagc atcaagtcgc taaagaagaa 1680
agggaaacac ctactactga tagtatgccg ccattattac gacaagctat cgaattattt 1740
gatcaccaag gtgcagagcc agccttctta ttcecggecttg aattgatcac atgcggatta 1800
gaaaaacaac ttaaatgtga aagtgggtcg ccaaaaaaga agcatatgga attcaatggg 1860
gcaataggag gtgatctgtt gctcaacttt cccgacatga gcgtgctcecga aaggcaacgce 1920
gcacatctga agtacctgaa tcccaccttt gacagtccat tggcaggctt cttcgecgac 1980
agcagcatga tcacaggagg cgagatggac agttatctga gcactgctgg gctcaacttg 2040
cccatgatgt acggtgaaac aactgtcgag ggtgattcca ggctttceccat ctcaccggaa 2100
acgacccttg gaactggcaa ttttaaggct gcgaagtttg acaccgagac taaagattgce 2160
aacgaggcag ccaagaagat gaccatgaat cgggacgatc tggtggaaga aggggaagag 2220
gagaaatcca agattaccga acagaacaat ggcagtacca agtcaatcaa gaagatgaag 2280
cacaaagcca agaaggaaga aaacaacttc agcaatgact ctagcaaagt gacaaaagag 2340
ctggagaaaa cggactacat cacgcgtgag ggcagaggaa gtctgctaac atgcggtgac 2400
gtegaggaga atcctggecce agcecacaacce actagtgtga gcaagggcga ggaggataac 2460
atggccatca tcaaggagtt catgcgcttce aaggtgcaca tggagggctc cgtgaacggce 2520
cacgagttcg agatcgaggg cgagggcgag ggccgcecect acgagggcac ccagaccgec 2580
aagctgaagg tgaccaaggg tggcccectg cecttegect gggacatcct gtecccctecag 2640
ttcatgtacg gctccaaggce ctacgtgaag caccccgcecg acatccccga ctacttgaag 2700
ctgteccttee ccgagggctt caagtgggag cgcgtgatga acttcgagga cggcggegtg 2760
gtgaccgtga cccaggactce ctccectgcag gacggcgagt tcatctacaa ggtgaagetg 2820
cgeggecacca acttccecte cgacggecce gtaatgcaga agaagaccat gggctgggag 2880
gectecteeg ageggatgta ccccgaggac ggcgcecectga agggcgagat caagcagagg 2940
ctgaagctga aggacggegg ccactacgac gectgaggtca agaccaccta caaggccaag 3000
aagccegtge agetgcecegg cgcectacaac gtcaacatca agttggacat cacctceccac 3060
aacgaggact acaccatcgt ggaacagtac gaacgcgeceg agggccgcca ctccaccegge 3120
ggcatggacg agctgtacaa gcctccaaaa aagaagagaa aggtagtacc tccaaaaaag 3180
aagagaaagg tagtctaggc ggccgaaagce ttgataagta atgtcgagga ccgceggtggce 3240
gcgectgata tcagecggecg ccaccgceggt ggagcectceccga attcgatatce aagcttatceg 3300
ataatcaacc tctggattac aaaatttgtg aaagattgac tggtattctt aactatgttg 3360
ctecettttac gctatgtgga tacgctgctt taatgccttt gtatcatget attgettece 3420
gtatggcttt cattttctce tceccttgtata aatcctggtt getgtcectcett tatgaggagt 3480
tgtggcecegt tgtcaggcaa cgtggcecgtgg tgtgcactgt gtttgctgac gcaaccccca 3540
ctggttgggg cattgccacc acctgtcage tcecttteegg gacttteget tteccectece 3600
ctattgccac ggcggaactc atcgccgect gecttgecceccg ctgctggaca ggggcteggce 3660
tgttgggcac tgacaattcc gtggtgttgt cggggaaatc atcgtccttt ccttggetgce 3720
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tcgectgtgt tgccacctgg attctgegeg ggacgtectt ctgctacgtce cctteggece 3780
tcaatccage ggaccttect tccegcecggece tgctgcegge tcectgeggect cttecgegte 3840
ttegectteg ccectcagacg agtcggatct cectttggge cgectcececcg catcgatace 3900
gtcgacccgg gecggecgett cgagcagaca tgataagata cattgatgag tttggacaaa 3960
ccacaactag aatgcagtga aaaaaatgct ttatttgtga aatttgtgat gctattgectt 4020
tatttgtaac cattataagc tgcaataaac aagttaacaa caacaattgc attcatttta 4080
tgtttcaggt tcagggggag atgtgggagg ttttttaaag caagtaaaac ctctacaaat 4140
gtggtaaaat cgataaggat cttcctagag catggctacg tagataagta gcatggcggg 4200
ttaatcatta actacaagga acccctagtg atggagttgg ccactccctce tctgegeget 4260
cgetegetcea ctgaggecgg gcgaccaaag gtegeccgac gecegggett tgcccgggey 4320
gcctcagtga gcgagcgage gcgcagcetge 4350
<210> SEQ ID NO 19
<211> LENGTH: 4578
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: CAG-NLS-attached Cry2 PHR(L348F)-p65AD N
terminal fusion construct (Virus 2)
<220> FEATURE:
<222> LOCATION: (1)..(133)
<223> OTHER INFORMATION: ITR
<220> FEATURE:
<221> NAME/KEY: promoter
<222> LOCATION: (196)..(1132)
<223> OTHER INFORMATION: pCAG
<220> FEATURE:
<222> LOCATION: (1164)..(11l66)
<223> OTHER INFORMATION: initiation codon
<220> FEATURE:
<221> NAME/KEY: CDS
<222> LOCATION: (1167)..(2651
<223> OTHER INFORMATION: Human optimized Cry2 PHR L348F -ATG-stop
<220> FEATURE:
<221> NAME/KEY: mat_peptide
<222> LOCATION: (2664)..(3464)
<223> OTHER INFORMATION: Human pé5 AD
<220> FEATURE:
<221> NAME/KEY: gig peptide
<222> LOCATION: (3465)..(3488)
<223> OTHER INFORMATION: NLS
<220> FEATURE:
<221> NAME/KEY: gig peptide
<222> LOCATION: (3492)..(3515)
<223> OTHER INFORMATION: NLS
<220> FEATURE:
<222> LOCATION: (3516)..(3518)
<223> OTHER INFORMATION: STOP codon
<220> FEATURE:
<222> LOCATION: (3525)..(4129)
<223> OTHER INFORMATION: WPRE
<220> FEATURE:
<221> NAME/KEY: polyA_site
<222> LOCATION: (4159)..(4278)
<223> OTHER INFORMATION: SV40 early pA
<220> FEATURE:
<222> LOCATION: (4445)..(4578
<223> OTHER INFORMATION: ITR
<400> SEQUENCE: 19
cagetgegeg ctegeteget cactgaggcece geccgggcaa ageccgggeg tegggegace 60
tttggtegee cggectcagt gagcgagcga gegegcagag agggagtgge caactccatce 120
actaggggtt ccttgtagtt aatgattaac ccgccatget acttatctac gtagccatge 180
tctaggaaga tcgtaccatt gacgtcaata atgacgtatg ttcccatagt aacgccaata 240
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gggactttee attgacgtca atgggtggag tatttacggt aaactgccca cttggcagta 300
catcaagtgt atcatatgcc aagtacgccce cctattgacyg tcaatgacgg taaatggecce 360
gectggeatt atgcccagta catgacctta tgggacttte ctacttggea gtacatctac 420
gtattagtca tcgctattac catggtcgag gtgagcccca cgttetgett cactctecce 480
atctccecccee cctececcace cccaattttg tatttattta ttttttaatt attttgtgcea 540
gegatggggg ©999999999 99999ggcgc gegccaggceyg gggeggygcyg gggcegagggy 600
cggggegggy cgaggcggag aggtgeggceg geagccaatce agageggcege getccgaaag 660
tttectttta tggcgaggeyg gceggeggegg cggecctata aaaagcgaag cgcgcggegy 720
gegggagteg ctgcgacget gecttegece cgtgceccge teegecgeceyg cctegegecg 780
ccegeceegyg ctetgactga ccegegttact cecacaggtyg agegggeggg acggecctte 840
tcetecggge tgtaattage gettggttta atgacggett gtttetttte tgtggetgeg 900
tgaaagcctt gaggggctcee gggagggece tttgtgeggyg gggagegget cggggetgte 960
cgcgggggga cggctgectt cgggggggac ggggcaggge ggggttegge ttctggegtg 1020
tgaccggcegg ctctagagcec tctgctaacce atgttcatge cttettettt ttectacagce 1080
tcetgggcaa cgtgctggtt attgtgetgt ctcatcattt tggcaaagaa ttggatcctt 1140
aattaagcta gcctcgacce accatgaaaa tggacaagaa aaccatcgtg tggttcagga 1200
gggatctgag aatcgaggat aatccecgccc tcecgecgcage tgctcacgaa gggagtgtgt 1260
ttceggtgtt catttggtgt ccagaggaag aggggcagtt ctaccctgga cgagcaagtce 1320
gctggtggat gaaacagtcce ctggcccatce tgtctcagag cctcaaggece cttggetetg 1380
atctcaccct gatcaagacg cataatacaa tctccgcaat tctecgattgce attcgegtca 1440
caggtgcgac gaaagtggtt ttcaaccacc tgtatgatce agtttcactg gtccgtgatce 1500
acaccgtgaa agagaaactg gtagagagag gcattagtgt gcagagctac aacggggatc 1560
tgctgtacga accctgggag atttactgcg aaaagggtaa gccatttact agcttcaatt 1620
cctattggaa gaaatgtctg gacatgtcaa tcgagagcgt gatgctgect ccaccatggce 1680
gactcatgcce cataactgct gctgctgaag cgatttggge ctgctccatt gaggagttgg 1740
gccttgagaa tgaggcggag aagcccagta atgctcectget gaccagggca tggagtccag 1800
gatggtcaaa tgccgacaaa ctcctgaatg agttcataga gaaacagctg attgactatg 1860
ccaagaactc caagaaggtt gtgggtaact caacctctct tctcagcccce tatctgcact 1920
ttggggagat aagcgtccgg catgtgttce agtgtgcgcg gatgaagcag atcatttggg 1980
cgagggataa gaacagcgag ggagaggaat ccgcagactt gttectgcegg ggcatceggge 2040
tcegegaata tagecggtat atctgcttta acttccecttt tactcacgag cagagcectte 2100
tgagccatct gcgettettt ccttgggatg cagacgtgga caaatttaag gcttggegtce 2160
aaggtaggac cggctatcca ctggtcgatg ccggcatgag agaattttgg gccactgggt 2220
ggatgcacaa ccggattagg gtgatcgtat cttectttge cgtcaagttt ctgttgttge 2280
cctggaaatg gggcatgaag tacttttggg ataccctgtt ggacgccgat ctggaatgceg 2340
acatccttgg ttggcaatac ataagtggct caatacccga cggccatgag ctggatagac 2400
ttgacaatcc ggctctgcaa ggggctaagt acgaccccga aggagaatac atcagacagt 2460
ggctcececga attggccaga ctcecccacag agtggattca ccacccttgg gacgcacctce 2520
tgacagttct caaagccagc ggagtagaac tgggcactaa ctacgccaag ccgatagtgg 2580
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acattgacac agctcgggaa ctgttggcca aagcaatcte tcegcacacga gaagcccaga 2640
tcatgatcgg aactagtacg cgtgagttcce agtacctgce cgacaccgac gaccggcacce 2700
ggatcgagga aaagcggaag cggacctacyg agacattcaa gagcattatg aagaagtccc 2760
ccttecagegyg ceccaccgac cccagacccee cacctagaag aatcgecgtg cccagcagat 2820
ccagegecag cgtgccaaag cctgecccce agecctaccee cttecaccage agectgagea 2880
ccatcaacta cgatgagttc cccacaatgg tgttccccag cggccagatt tctcaggect 2940
ctgctectgge cccageccct ccacaggtgce tgccacaggce ccctgcteca gctectgece 3000
ctgctatggt gtctgcectg gcecccaggcte cagectcectgt gectgtgetg gcectectggac 3060
cteccacagge cgtggceccect ccagecccaa aacctacaca ggecggcgag ggcacactga 3120
gcgaagecct gctcecagete cagttcgacyg acgaggatct gggecgccctyg ctgggcaaca 3180
gcaccgacce tgcegtgtte accgacctgg ccagegtgga caacagcgag ttccagcage 3240
tcctgaacca gggcatccee gtggetccac acaccaccga geccatgetg atggaatacce 3300
ccgaggecat caccceggetg gtcacaggceg ctcagaggece tectgatcct gecccagetce 3360
cactgggagc ccctggectg cctaatggcece tgctgagegg cgacgaggac ttcagctcta 3420
tcgecgacat ggacttetec geecctgetgt cccagatcag cagccctcecca aaaaagaaga 3480
gaaaggtagt acctccaaaa aagaagagaa aggtataaaa gcttatcgat aatcaacctc 3540
tggattacaa aatttgtgaa agattgactg gtattcttaa ctatgttgct ccttttacgc 3600
tatgtggata cgctgcttta atgcctttgt atcatgctat tgcttccegt atggctttca 3660
ttttctecte cttgtataaa tcectggttge tgtcectcettta tgaggagttg tggcccegttg 3720
tcaggcaacg tggcgtggtg tgcactgtgt ttgctgacge aacccccact ggttggggca 3780
ttgccaccac ctgtcagcte ctttccggga ctttcecgettt ccccctecect attgeccacgg 3840
cggaactcat cgccgectge cttgcceget gectggacagg ggctcecggetg ttgggcactg 3900
acaattccgt ggtgttgtcecg gggaaatcat cgtecctttce ttggctgectce gecetgtgttg 3960
ccacctggat tctgcgeggg acgtccttcet gctacgtecce tteggccctce aatccagegg 4020
accttectte ccgeggectg ctgeccggcte tgcggcectcet tecegegtett cgecttegece 4080
ctcagacgag tcggatctcee ctttgggccg cctecccecgca tcgataccgt cgacccecgggce 4140
ggcegcetteg agcagacatg ataagataca ttgatgagtt tggacaaacc acaactagaa 4200
tgcagtgaaa aaaatgcttt atttgtgaaa tttgtgatgc tattgcttta tttgtaacca 4260
ttataagctg caataaacaa gttaacaaca acaattgcat tcattttatg tttcaggttc 4320
agggggagat gtgggaggtt ttttaaagca agtaaaacct ctacaaatgt ggtaaaatcg 4380
ataaggatct tcctagagca tggctacgta gataagtage atggcgggtt aatcattaac 4440
tacaaggaac ccctagtgat ggagttggcce actccctcecte tgcegegectceg ctegetcact 4500
gaggccggge gaccaaaggt cgcccgacge ccgggetttg ceegggegge ctcagtgage 4560
gagcgagcgce gcagctge 4578
<210> SEQ ID NO 20
<211> LENGTH: 2977
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: TRE3G-Ub-NLS-luc2-Hesl 3?f UTR reporter (Virus

3)
<220> FEATURE:
<222> LOCATION: (1)..(141)

<223>

OTHER INFORMATION: ITR
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<220>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<222>
<223>

<400>

-continued
FEATURE:
LOCATION: (191)..(558)
OTHER INFORMATION: TRE3GsS
FEATURE:
NAME/KEY: CDS
LOCATION: (569) .. (2221
OTHER INFORMATION: luc2
FEATURE:
NAME/KEY: 3'UTR
LOCATION: (2227)..(2758
OTHER INFORMATION: Hesl 3'UTR
FEATURE:
LOCATION: (2837)..(2977

OTHER INFORMATION: ITR

SEQUENCE: 20

cctgeaggea getgegeget cgctegetcea ctgaggeege ccgggcaaag cccgggegte

gggcgacctt tggtegeceg gectcagtga gegagegage gegcagagag ggagtggeca

actccatcac taggggttce ttgtagttaa tgattaacce gccatgetac ttatctacat

cgeggecgee gagtttacte cctatcagtg atagagaacg tatgaagagt ttactcecta

tcagtgatag agaacgtatg cagactttac tccctatcag tgatagagaa cgtataagga

gtttactcce tatcagtgat agagaacgta tgaccagttt actccctatc agtgatagag

aacgtatcta cagtttactc cctatcagtg atagagaacg tatatccagt ttactcecta

tcagtgatag agaacgtata agctttgett atgtaaacca gggcgcctat aaaagagtge

tgattttttg agtaaacttc aattccacaa cacttttgte ttataccaac tttecegtacce

acttectace ctegtaaage tagccaccat ggaagatgece aaaaacatta agaagggecce

agcgecatte tacccactcg aagacgggac cgceeggcgag cagctgcaca aagcecatgaa

gegetacgee ctggtgeceg gecaccatcge ctttaccgac gcacatatceg aggtggacat

tacctacgece gagtacttceg agatgagegt teggetggeca gaagctatga agegetatgg

gctgaataca aaccatcgga tegtggtgtg cagcegagaat agettgcagt tcettcatgec

cgtgttgggt gecctgttca teggtgtgge tgtggeccca gctaacgaca tctacaacga

gegegagetyg ctgaacagea tgggcatcag ccageccace gtegtatteg tgagcaagaa

agggctgcaa aagatcctca acgtgcaaaa gaagctaccg atcatacaaa agatcatcat

catggatage aagaccgact accagggcett ccaaagcatg tacacctteg tgacttecca

tttgeccacce ggcttcaacyg agtacgactt cgtgcccgag agettcgacce gggacaaaac

catcgeectg atcatgaaca gtagtggcag taccggattg cccaagggeg tagecectace

gecaccgcace gcttgtgtee gattcagtca tgcccgegac cccatctteg gcaaccagat

catcececegac accgcetatce tcagegtggt gecatttcac cacggetteg geatgttcac

cacgetggge tacttgatct geggettteg ggtegtgete atgtacceget tegaggagga

getattettyg cgcagettge aagactataa gattcaatct gecctgetgg tgcccacact

atttagette ttecgctaaga gcactctcat cgacaagtac gacctaagca acttgcacga

gatcgecage ggceggggege cgcetcagcaa ggaggtaggt gaggecgtgg ccaaacgett

ccacctacca ggcatcegee agggctacgg ccetgacagaa acaaccageg ccattcetgat

caccececgaa ggggacgaca agcctggege agtaggcaag gtggtgecct tettegagge

taaggtggtg gacttggaca ccggtaagac actgggtgtyg aaccagegeg gegagetgtg

cgteegtgge cccatgatca tgageggeta cgttaacaac cccgaggcta caaacgetcet

catcgacaag gacggctgge tgcacagegg cgacatcgece tactgggacg aggacgagca

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860
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cttettecate gtggaccgge tgaagagcct gatcaaatac aagggctacc aggtagceccce 1920
agccgaactyg gagagcatce tgctgcaaca ccccaacate ttegacgceceg gggtcegeegyg 1980
cctgecegac gacgatgecg gcgagetgcee cgecgcagte gtegtgetgg aacacggtaa 2040
aaccatgacc gagaaggaga tcgtggacta tgtggccage caggttacaa ccgccaagaa 2100
gctgegeggt ggtgttgtgt tecgtggacga ggtgcctaaa ggactgaccg gcaagttgga 2160
cgcecgeaag atccgcgaga ttctcattaa ggccaagaag ggceggcaaga tcgccgtgta 2220
aacgcgtcect caggccactg ctacccgtaa agtccctage ccacctcectcet cttetgacgg 2280
acactaaaaa cgaacttgga ttttaggaga gacttttata atttggtggt tattttgttg 2340
ctttttttaa ttctaaaaag ttactttttg tagagagctg tattaagtga ctgaccatgc 2400
actgcatttg tatatatttt atatgttcat attggattgc gcctttgtat tataaaagtt 2460
gagatgacat ttcgtttttt acacgagatt tcttttttta tgtgatgcca aagatgtttg 2520
aaaatgctct taaaatatct tcctttgggg aagtttattt gagaaaatat aataaaagag 2580
tgaaggcttt tatgtcttag aactgattat ttcaaaattt gtaaaaaaaa aaaagtggtg 2640
gggcttgaaa ttcatgtagt ttggcaattc agaaatagga tgtatttttt aaagttttaa 2700
acaggaacca tcaaaccttt cagcaacact caatgatcta agaagaccta atttatgaga 2760
attegtttcg aagcgtcegac tctceccggatt aattaagatg tagataagta gcatggeggg 2820
ttaatcatta actacaagga acccctagtg atggagttgg ccactccctce tctgegeget 2880
cgetegetea ctgaggecge ccgggcaaag cecgggegte gggegacctt tggtcegeceg 2940
gcctcagtga gecgagcgage gcgcagctge ctgcagg 2977
<210> SEQ ID NO 21

<211> LENGTH: 731

<212> TYPE: PRT

<213> ORGANISM: Rhodopseudomonas palustris

<220> FEATURE:

<223> OTHER INFORMATION: RpBphP1l

<400> SEQUENCE: 21

Met Val Ala Gly His Ala Ser Gly Ser Pro Ala Phe Gly Thr Ala Asp
1 5 10 15

Leu Ser Asn Cys Glu Arg Glu Glu Ile His Leu Ala Gly Ser Ile Gln
20 25 30

Pro His Gly Ala Leu Leu Val Val Ser Glu Pro Asp His Arg Ile Ile
35 40 45

Gln Ala Ser Ala Asn Ala Ala Glu Phe Leu Asn Leu Gly Ser Val Leu

Gly Val Pro Leu Ala Glu Ile Asp Gly Asp Leu Leu Ile Lys Ile Leu
65 70 75 80

Pro His Leu Asp Pro Thr Ala Glu Gly Met Pro Val Ala Val Arg Cys
85 90 95

Arg Ile Gly Asn Pro Ser Thr Glu Tyr Asp Gly Leu Met His Arg Pro
100 105 110

Pro Glu Gly Gly Leu Ile Ile Glu Leu Glu Arg Ala Gly Pro Pro Ile
115 120 125

Asp Leu Ser Gly Thr Leu Ala Pro Ala Leu Glu Arg Ile Arg Thr Ala
130 135 140

Gly Ser Leu Arg Ala Leu Cys Asp Asp Thr Ala Leu Leu Phe Gln Gln
145 150 155 160

Cys Thr Gly Tyr Asp Arg Val Met Val Tyr Arg Phe Asp Glu Gln Gly
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106

Phe

Leu

Pro

225

Asp

Tyr

Val

Arg

Ala

305

Ser

Thr

Ile

Gln

Ile

385

Ala

Ala

Leu

Asp

Pro

465

Asp

Thr

Ala

Gln

Asp
545

Leu

Gly

Gly

Tyr

210

Val

Met

Leu

Gly

Phe

290

Ile

Glu

Arg

Leu

Ile

370

Ala

Ser

Ser

Met

Pro

450

Arg

Pro

Val

Arg

Pro
530
Ser

Asp

Val

Glu

Asn

195

Glu

Pro

Ser

Lys

Gly

275

Ile

Ala

Leu

Glu

Gln

355

Arg

Gly

Leu

Gly

Trp

435

Lys

Arg

Trp

Ala

Glu

515

Val

Phe

Asp

Ala

Val

180

Arg

Arg

Leu

Gly

Asn

260

Lys

His

Thr

Phe

Gly

340

Pro

Thr

Trp

Gly

Val

420

Phe

Lys

Ser

Thr

Asp

500

Gln

Leu

Arg

Leu

Glu
580

165

Phe

Tyr

Gln

Glu

Cys

245

Met

Leu

Phe

Arg

Val

325

Asp

Leu

Ile

Leu

Leu

405

Val

Arg

Pro

Phe

Ala

485

Ile

Tyr

Ile

Asp

Ala
565

Leu

Ser

Pro

Arg

Pro

230

Phe

Gly

Trp

Glu

Ile

310

Gln

Trp

His

Gly

Asp

390

Asp

Ala

Pro

Phe

Ala

470

Ala

Val

Glu

Thr

Met
550

Gly

Ile

170 175

Glu Arg His Val Pro Gly Leu Glu Ser
185 190

Ser Ser Asp Ile Pro Gln Met Ala Arg
200 205

Val Arg Val Leu Val Asp Val Ser Tyr
215 220

Arg Leu Ser Pro Leu Thr Gly Arg Asp
235

Leu Arg Ser Met Ser Pro Ile His Leu
250 255

Val Arg Ala Thr Leu Val Val Ser Leu
265 270

Gly Leu Val Ala Cys His His Tyr Leu
280 285

Leu Arg Ala Ile Cys Glu Leu Leu Ala
295 300

Thr Ala Leu Glu Ser Phe Ala Gln Ser
315

Arg Leu Glu Gln Arg Met Ile Glu Ala
330 335

Arg Ala Ala Ile Phe Asp Thr Ser Gln
345 350

Ala Asp Gly Cys Ala Leu Val Tyr Glu
360 365

Asp Val Pro Ser Thr Gln Asp Val Arg
375 380

Arg Gln Pro Arg Ala Ala Val Thr Ser
395

Val Pro Glu Leu Ala His Leu Thr Arg
410 415

Ala Pro Ile Ser Asp His Arg Gly Glu
425 430

Glu Arg Val His Thr Val Thr Trp Gly
440 445

Thr Met Gly Asp Thr Pro Ala Asp Leu
455 460

Lys Trp His Gln Val Val Glu Gly Thr
475

Asp Leu Ala Ala Ala Arg Thr Ile Gly
490 495

Leu Gln Phe Arg Ala Val Arg Thr Leu
505 510

Gln Phe Ser Ser Gln Val His Ala Ser
520 525

Asp Ala Glu Gly Arg Ile Leu Leu Met
535 540

Leu Pro Ala Gly Ser Pro Ser Ala Val
555

Phe Phe Val Glu Ser Asn Asp Phe Leu
570 575

Asp His Gly Arg Gly Trp Arg Gly Glu
585 590

Tyr

Arg

Gln

Leu

240

Gln

Val

Pro

Glu

Gln

320

Ile

Ser

Asp

Glu

Thr

400

Met

Phe

Gly

Ser

Ser

480

Gln

Ile

Met

Asn

His
560

Arg

Val
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108

Leu

Asp

Phe

625

Phe

Ser

Arg

Ala
705

Ser

<210>
<211>
<212>
<213>
<220>
<223>

<400>

Leu

Pro

610

Ser

Gln

Lys

Ala

Ile

690

Glu

Asp

Arg

595

Val

Asp

Glu

Ser

Gln

675

Ala

Val

Ser

Gly

Thr

Ala

Gly

Asp

660

Leu

Glu

Leu

Ser

PRT

SEQUENCE :

Met Pro Glu Phe

1

Arg

Arg

Ala

Arg

65

Leu

Ala

Ser

Gly

Thr
145

Val

Asp

<210>
<211>
<212>
<213>
<220>

Leu

Glu

Val

Ala

Ala

Val

Val

Ser

130

Pro

Ala

Ile

Leu

35

Met

Ala

Gly

Arg

Leu

115

Leu

Val

Ser

Ala

20

Glu

Ile

Val

Arg

Asp

100

Val

Met

Thr

Ala

SEQ ID NO
LENGTH: 4
TYPE :
ORGANISM:
FEATURE:

PRT

Ala

Arg

Thr

Ile

645

Leu

Ala

Leu

Gly

Ser
725

SEQ ID NO 22
LENGTH:
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION: RpQ-PAS1

177

22

Gly

5

Ala

Thr

Val

Asn

Asp

85

Met

His

Ser

Thr

Ala
165

23

Gly

Thr

Asp

630

Leu

Leu

Ala

Leu

His

710

Asn

Lys

Gln

Arg

Ser

Ala

70

Phe

Leu

Leu

Ser

Thr
150

Asp

Asn Arg Pro Leu Pro Leu Ala Val Arg
600 605

Glu Asp Gln Ser Leu Gly Phe Val Leu
615 620

Arg Arg Thr Ala Asp Ala Ala Arg Thr
635

Ala Ser Ala Arg Pro Gly Val Arg Leu
650 655

His Glu Lys Leu Leu Ser Ala Leu Val
665 670

Leu Glu Ile Thr Tyr Gly Val Glu Thr
680 685

Glu Gly Val Arg Gln Ser Met Leu Arg
695 700

Leu Val Gln His Ala Ala Arg Thr Ala
715

Gly Ser Gln Asn Lys
730

Asn Met Gln Ala Val Thr Glu Leu His
10 15

Gln Ala Met Glu Arg Asp Tyr Trp Arg
25 30

Tyr Arg Leu Val Phe Asp Ala Ala Ala
40 45

Ala Gly Asp Met Arg Ile Val Glu Ala
55 60

Ile Ser Arg Val Glu Arg Gly Asn Asp
75

Leu Ala Glu Val Ala Ala Ala Asp Arg
90 95

Ala Gln Val Arg Gln Arg Gly Thr Ala
105 110

Gly Arg Tyr Asp Arg Ala Trp Met Leu
120 125

Glu Arg Arg Gln Val Phe Leu Leu His
135 140

Pro Ala Ile Asp Asp Asp Asp Lys Gly
155

Gly Ala Glu Gly Ala Ser Asp Asp Ala
170 175

Artificial Sequence

Ala

Ile

Arg

640

Asp

Glu

Gly

Thr

Gly
720

Ser

Leu

Asp

Asn

Asp

80

Asp

Leu

Arg

Phe

Val
160

Glu
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<223> OTHER INFORMATION: Linker
<400> SEQUENCE: 23

His Met Glu Phe

<210> SEQ ID NO 24

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 24

Thr Ser Thr Arg

<210> SEQ ID NO 25

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

<223> OTHER INFORMATION: Linker

<400> SEQUENCE: 25

Ser Pro Lys Lys Lys His Met Glu Phe
1 5

<210> SEQ ID NO 26

<211> LENGTH: 2838

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: TetR(I194T,1-206)-SPKKKHMEF-codon humanized
BphPl -ATG+Stop fusion construct

<220> FEATURE:

<221> NAME/KEY: mat_peptide

<222> LOCATION: (1)..(618)

<223> OTHER INFORMATION: TetR({I194T,1-206)

<220> FEATURE:

<221> NAME/KEY: CDS

<222> LOCATION: (619)..(645)

<223> OTHER INFORMATION: SPKKKHMEF

<220> FEATURE:

<221> NAME/KEY: CDS

<222> LOCATION: (646) .. (2835

<223> OTHER INFORMATION: codon humanized BphPl -ATG

<220> FEATURE:

<222> LOCATION: (2836)..(2838)

<223> OTHER INFORMATION: STOP codon

<400> SEQUENCE: 26

atggctagat tagataaaag taaagtgatt aacagcgcat tagagctget taatgaggte 60
ggaatcgaag gtttaacaac ccgtaaactc geccagaage taggtgtaga gcagcctaca 120
ttgtattgge atgtaaaaaa taagcgggcet ttgetegacg ccttagecat tgagatgtta 180
gataggcacc atactcactt ttgcccttta gaaggggaaa gctggcaaga ttttttacgt 240
aataacgcta aaagttttag atgtgcttta ctaagtcatc gcgatggagce aaaagtacat 300
ttaggtacac ggcctacaga aaaacagtat gaaactctcg aaaatcaatt agecttttta 360
tgccaacaag gtttttcact agagaatgca ttatatgcac tcagcgetgt ggggeatttt 420
actttaggtt gegtattgga agatcaagag catcaagtcg ctaaagaaga aagggaaaca 480
cctactactg atagtatgcc gccattatta cgacaagceta tcgaattatt tgatcaccaa 540
ggtgcagage cagcecttett attcggectt gaattgatca catgeggatt agaaaaacaa 600

cttaaatgtg aaagtgggtc gccaaaaaag aagcatatgg aattcgttge tggtcatget 660
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tctggtagee cggetttegg gacggeggat cttagtaact gtgaacggga agaaattcat 720
cttgctgget ctattcagece tcacggagcece ttgetggteg tttecagagece tgatcacagy 780
attatccagg cgtctgctaa cgccgecgag ttectcaace teggatcagt getceggggtt 840
cceettgety agatagacgg agacttgetce attaagatce tccctcatct ggacccgaca 900
geegaaggaa tgccagttge agtgagatgt cgaataggca atccgtcaac cgagtacgac 960
gggctecatge atcggecgece agagggagge ctcatcattg aacttgagag agcagggceca 1020
ccgattgatt tgtctggtac actggcgccg gcecgctggage ggataaggac cgcecggatca 1080
ttgcgagett tgtgcgacga tacggcectt ctecttceccage agtgcactgg ctacgatcegg 1140
gtaatggtat ataggttcga tgaacaagga cacggggagg tgtttagcga aaggcatgtt 1200
ccgggecteg aatcttactt cggcaaccge tatccaagcet cagatatacc ccagatggca 1260
cggagactgt acgaaagaca gagggtgcgce gtattggtcg atgtgtccta tcagcccgtce 1320
cctttggage ctcgactgte tccecctgace ggacgggace tcgacatgag cggatgtttt 1380
ctgcggtcaa tgtcaccaat ccatcttcag tacttgaaga atatgggagt gagagccacc 1440
ctegtegtet ctetggtggt cggagggaag ctgtggggtce tggttgecctg ccatcactac 1500
cttececceggt tcattcactt cgaactgcge gctatttgeg aactgcttgce tgaggccata 1560
gccacaagaa ttactgcctt ggagagtttt gctcaatccc aaagtgaget gttcgtacag 1620
aggcttgaac agcgaatgat tgaagcaatc accagagagyg gcgattggceg ggcagcgata 1680
ttcgacacat cccaaagcat cctgcagcca ctgcatgccg acgggtgcgce tcttgtatat 1740
gaggatcaga ttcggacaat tggcgacgtg ccaagcacgc aggatgtaag ggaaatcget 1800
gggtggettyg accgacaacc acgggccgcet gtgacaagta ccgcaagect gggacttgac 1860
gtceccagage tggcgcatct gactagaatg gcatccggtg tecgtagegge accaatttca 1920
gatcataggg gagagtttct gatgtggttc cgacctgaaa gagttcacac cgtgacgtgg 1980
ggcggegace cgaagaaacce cttcactatg ggagatacce cggecgacct cagtccgcga 2040
agatcattcg ctaaatggca ccaggttgtc gagggcacta gcgatccttg gactgcggca 2100
gatttggctg cggcacggac tattggacag actgtggccg atatagtact gcaattcagg 2160
gcggtcagga ccctcatage gagagagcag tatgagcaat ttagtagtca ggttcatgece 2220
agcatgcaac ctgtcctcat aaccgatgcce gaaggtcgca ttcecttctgat gaacgactca 2280
tttcgagata tgctgectge aggctcacca tcagccgtce acctcgatga tcectggcaggce 2340
ttecttegtag agtccaacga ttttcectecge aacgttgecg aactcattga tcatggecgce 2400
gggtggagag gcgaggtcct cttgcggggce gccggaaaca gacctttgece attggcagtce 2460
cgggcagacc cagttacacg aacggaagac caaagcctgg ggtttgtecct tatattttca 2520
gatgcaacgg accgacgcac ggcggatgca gectceggacta gattccagga aggaatactg 2580
gccagegecce gecceggggt tagactcgat tctaagtceeg atctgcttca tgagaagetce 2640
ttgtctgcac tcgtcgagaa tgcgcaattg gcecggcectttgg aaatcactta cggggtggaa 2700
acaggcagaa tagctgaact gctggaaggce gtcagacaga gcatgttgag aacagctgag 2760
gttcttggac atctggtgca gcacgcggct cggactgcgg gtagcgattce ttcttcecaat 2820
ggctcacaga ataagtga 2838

<210> SEQ ID NO 27
<211> LENGTH: 1401
<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
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<220> FEATURE:

<223> OTHER INFORMATION: NLSx2 pé5 AD - HMEF - Q-PAS1 +Stop fusion
construct

<220> FEATURE:

<221> NAME/KEY: gig peptide

<222> LOCATION: (7)..(30)

<223> OTHER INFORMATION: NLS

<220> FEATURE:

<221> NAME/KEY: gig peptide

<222> LOCATION: (34)..(57)

<223> OTHER INFORMATION: NLS

<220> FEATURE:

<221> NAME/KEY: mat_peptide

<222> LOCATION: (58)..(858)

<223> OTHER INFORMATION: Human pé5 AD

<220> FEATURE:

<221> NAME/KEY: CDS

<222> LOCATION: (859)..(870)

<223> OTHER INFORMATION: HMEF

<220> FEATURE:

<221> NAME/KEY: CDS

<222> LOCATION: (871).. (1398

<223> OTHER INFORMATION: codon humanized Q-PAS1 -ATG

<220> FEATURE:

<222> LOCATION: (1399)..(1401)

<223> OTHER INFORMATION: STOP codon

<400> SEQUENCE: 27

atggtacctce caaaaaagaa gagaaaggta gtacctccaa aaaagaagag aaaggtagag 60
ttccagtace tgcccgacac cgacgaccgg caccggatceg aggaaaagceg gaageggace 120
tacgagacat tcaagagcat tatgaagaag tcccccttca geggccccac cgaccccaga 180
cccecaccta gaagaatcege cgtgcccage agatccageg ccagegtgece aaagectgece 240
ccececagecct accecttcac cagcagectg agcaccatca actacgatga gttecccaca 300
atggtgttee ccageggceca gatttctcag gectetgete tggccccage ccctecacag 360
gtgctgecac aggccectge tccagetect gecectgeta tggtgtetge cetggeccag 420
getccagete ctgtgectgt getggetcect ggacctecac aggeegtgge cectccagec 480
ccaaaaccta cacaggccgg cgagggcaca ctgagegaag ccectgctceca getecagtte 540
gacgacgagg atctgggege cctgetggge aacagcacceg accctgecgt gttcaccgac 600
ctggecageg tggacaacag cgagttccag cagetectga accagggcat cecegtgget 660
ccacacacca ccgageccat getgatggaa tacccegagg ccatcacceg getggtcaca 720
ggcgctcaga ggectectga tectgeccca getecactgg gageccctgg cetgectaat 780
ggcctgetga geggegacga ggacttcage tcetategeeg acatggactt cteegecctg 840
ctgtecccaga tcagcagcca tatggaatte cecgagtttyg gtaagaacat geaggetgtt 900
acagagttgce actcaagatt gattgcgget caacaggcca tggaacgcga ttactggagg 960

ctgcgcgaat tggaaactcg ataccgectg gtectttgatg cagcggctga cgcggtaatg 1020

attgtgtccg caggcgacat gaggattgtg gaagccaatc gagctgcggt taacgcgatt 1080

tccagagtgg aacggggaaa tgatgacctt gcaggaaggg attttctecgce cgaagtcgcece 1140

getgecgaca gggacgeggt ccgggacatg cttgeccagg tteggcageg gggaacggec 1200

ctgtcagtge tggtccacct ggggagatac gaccgcgcegt ggatgctgag aggcagectg 1260

atgtcttctg agagaagaca agtgttcctg ctgcacttca ccccagtgac cacaacacca 1320

gcaatagacg atgacgataa aggtgtggtg gccagegcag cagacggage cgagggcegec 1380

agtgatgatg ccgaggattg a 1401

<210> SEQ ID NO 28
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116

<211>
<212>
<213>
<220>
<223>

<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<222>
<223>

<400>

LENGTH: 2838

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: codon humanized BphPl-stop - TSTR -
TetR(I194T,1-206) -ATG +Stop fusion construct

FEATURE:
NAME/KEY: CDS
LOCATION: (1)..(2193)

OTHER INFORMATION: codon humanized Q-PAS1 -ATG
FEATURE:
NAME/KEY: CDS

LOCATION: (2194)..(2205)

OTHER INFORMATION: TSTR

FEATURE:

NAME/KEY: mat_peptide

LOCATION: (2206)..(2835)

OTHER INFORMATION: TetR(I194T,1-206)
FEATURE:

LOCATION: (2836)..(2838)

OTHER INFORMATION: STOP codon

SEQUENCE: 28

atggttgetg gtcatgette tggtageceg gettteggga cggcggatcet tagtaactgt

gaacgggaag aaattcatct tgectggetcet attcagecte acggagectt getggtegtt

tcagagectg atcacaggat tatccaggeg tetgctaacyg ccgccgagtt cctcaaccte

ggatcagtge tcggggttee ccttgctgag atagacggag acttgctcat taagatcctce

ccteatetgg accegacage cgaaggaatg ccagttgcag tgagatgtceg aataggcaat

cecgtcaaceg agtacgacgg gctcatgeat cggecgecag agggaggect catcattgaa

cttgagagag cagggccacc gattgatttg tetggtacac tggcgeegge getggagegg

ataaggaccg ccggatcatt gegagetttg tgcgacgata cggcccttet cttecageag

tgcactgget acgatcgggt aatggtatat aggttegatg aacaaggaca cggggaggtg

tttagcgaaa ggcatgttce gggectcgaa tettactteg gcaaccgcta tccaagetca

gatataccce agatggcacg gagactgtac gaaagacaga gggtgcgcegt attggtcgat

gtgtcctate agecegtece tttggagect cgactgtete cectgaccgg acgggaccte

gacatgagcg gatgttttet geggtcaatg tcaccaatce atcttcagta cttgaagaat

atgggagtga gagccaccct cgtegtetet ctggtggteg gagggaaget gtggggtetg

gttgcctgee atcactacct tccceggtte attcactteg aactgcgege tatttgegaa

ctgettgetg aggccatage cacaagaatt actgecttgg agagttttge tcaatcccaa

agtgagetgt tegtacagag gcttgaacag cgaatgattg aagcaatcac cagagagggce

gattggceggg cagcgatatt cgacacatcc caaagcatce tgcagccact gcatgecgac

gggtgcgete ttgtatatga ggatcagatt cggacaattg gegacgtgec aagcacgcag

gatgtaaggg aaatcgetgg gtggettgac cgacaaccac gggecgetgt gacaagtacce

gcaagcctgg gacttgacgt cccagagetg gegeatctga ctagaatgge atceggtgte

gtagcggcac caatttcaga tcatagggga gagtttctga tgtggttceg acctgaaaga

gttcacaccg tgacgtgggg cggcgacceg aagaaaccct tcactatggg agataccceeg

gecgacctca gtcecgegaag atcatteget aaatggecace aggttgtcga gggcactage

gatccttgga ctgcggeaga tttggetgeg geacggacta ttggacagac tgtggecgat

atagtactgce aattcagggc ggtcaggacc ctcatagega gagagcagta tgagcaattt

agtagtcagg ttcatgccag catgcaacct gtcctcataa ccgatgccga aggtegeatt

cttetgatga acgactcatt tcgagatatg ctgectgcag gctcaccatce agecgtecac

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680
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ctcgatgate tggcaggctt cttegtagag tccaacgatt ttetccgcaa cgttgecgaa

ctcattgate atggecgegyg gtggagagge gaggtectcet tgeggggege cggaaacaga

cctttgecat tggcagtceg ggcagaccca gttacacgaa cggaagacca aagcectgggg

tttgtectta tattttcaga tgcaacggac cgacgcacgg cggatgcage tcggactaga

ttccaggaag gaatactgge cagcgcccge cecggggtta gactcegatte taagtecegat

ctgettecatg agaagcetctt gtetgcacte gtecgagaatyg cgcaattgge ggetttggaa

atcacttacg gggtggaaac aggcagaata gctgaactgce tggaaggcgt cagacagagce

atgttgagaa cagctgaggt tcttggacat ctggtgcage acgcggcteg gactgegggt

agcgattett ctteccaatgg ctcacagaat aagactagta cgegtgctag attagataaa

agtaaagtga ttaacagcgc attagagctg cttaatgagg tcggaatcga aggtttaaca

accecgtaaac tegeccagaa gctaggtgta gagcagecta cattgtattg geatgtaaaa

aataagecggg ctttgctcega cgecttagece attgagatgt tagataggca ccatactcac

ttttgecectt tagaagggga aagctggcaa gattttttac gtaataacgce taaaagtttt

agatgtgcett tactaagtca tcgcgatgga gcaaaagtac atttaggtac acggectaca

gaaaaacagt atgaaactct cgaaaatcaa ttagectttt tatgccaaca aggtttttca

ctagagaatg cattatatgc actcageget gtggggcatt ttactttagg ttgegtattg

gaagatcaag agcatcaagt cgctaaagaa gaaagggaaa cacctactac tgatagtatg

ccgecattat tacgacaage tatcgaatta tttgatcace aaggtgcaga gecagectte

ttatteggee ttgaattgat cacatgcgga ttagaaaaac aacttaaatg tgaaagtggg

tcgccaaaaa agaagtaa

<210>
<211>
<212>
<213>
<220>
<223>

<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<222>
<223>

<400>

SEQ ID NO 29

LENGTH: 1347

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: pé5 AD - HMEF - Q-PAS1 -ATG+Stop fusion
construct

FEATURE:

NAME/KEY: mat_peptide
LOCATION: (1)..(804)
OTHER INFORMATION: Human pé5 AD
FEATURE:

NAME/KEY: CDS

LOCATION: (805)..(81e6)
OTHER INFORMATION: HMEF
FEATURE:

NAME/KEY: CDS

LOCATION: (817)..(1344)

OTHER INFORMATION: codon humanized Q-PAS1 -ATG
FEATURE:

LOCATION: (1345)..(1347

OTHER INFORMATION: STOP codon

SEQUENCE: 29

atggagttece agtacctgcce cgacaccgac gaccggcace ggatcgagga aaagcggaag

cggacctacg agacattcaa gagcattatg aagaagtcce ccttcagegg ccccaccgac

cccagaccee cacctagaag aatcgeegtg cccagecagat ccagegecag cgtgecaaag

cctgececee ageectacce cttcaccage agectgageca ccatcaacta cgatgagtte

cccacaatgg tgttccccag cggccagatt tetcaggect ctgctetgge cccagecect

ccacaggtge tgccacagge ccctgeteca getectgece ctgctatggt gtetgeccetg

1740

1800

1860

1920

1980

2040

2100

2160

2220

2280

2340

2400

2460

2520

2580

2640

2700

2760

2820

2838

60

120

180

240

300

360
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-continued
geecaggete cagcetectgt gectgtgetyg getectggac ctecacagge cgtggecect 420
ccagccecaa aacctacaca ggccggcgag ggcacactga gcgaagecct getccagetce 480
cagttcgacyg acgaggatct gggegecctg ctgggcaaca gcaccgacce tgeccgtgtte 540
accgacctgg ccagcegtgga caacagcgag ttcecagcage tcectgaacca gggcatccece 600
gtggctccac acaccaccga gcccatgetyg atggaatace ccgaggccat cacceggetg 660
gtcacaggeg ctcagaggece tectgatcecet gecccagete cactgggage ccctggectg 720
cctaatggece tgctgagegg cgacgaggac ttcagctcta tegecgacat ggacttetece 780
geectgetgt cccagatcag cagecatatg gaattcecceg agtttggtaa gaacatgcag 840
gectgttacag agttgcactce aagattgatt gcggctcaac aggccatgga acgcgattac 900
tggaggctge gcgaattgga aactcgatac cgectggtet ttgatgcage ggctgacgeg 960
gtaatgattg tgtccgcagg cgacatgagg attgtggaag ccaatcgagc tgcggttaac 1020
gcgatttcecca gagtggaacg gggaaatgat gaccttgcag gaagggattt tctcgeccgaa 1080
gtegecgetyg ccgacaggga cgeggtcecgg gacatgettyg cecaggtteyg gcagegggga 1140
acggccctgt cagtgetggt ccacctgggg agatacgacce gcgecgtggat gctgagaggce 1200
agcctgatgt cttcectgagag aagacaagtg ttcctgctge acttcacccc agtgaccaca 1260
acaccagcaa tagacgatga cgataaaggt gtggtggcca gcegcagcaga cggagcecgag 1320
ggcgccagtg atgatgccga ggattga 1347

What is claimed is:

1. A photoactivatable tetracycline gene expression control

system, comprising:

a target gene expression cassette including a tetracycline
response element having a TetO sequence, a promoter
which is positioned downstream of the tetracycline
response element and controlled by the tetracycline
response element, and a target gene which is positioned
downstream of the promoter and of which expression is
controlled by the promoter;

a first fusion protein expression cassette including a gene
which encodes a first fusion protein containing a Tet
repressor protein or a reverse Tet repressor protein and
a first protein; and

a second fusion protein expression cassette including a
gene which encodes a second fusion protein containing
a transactivation domain of a transactivation element
p65 and a second protein,

wherein the first protein and the second protein bind to
each other and form a heterodimer only in a state of
being irradiated with light at a specific wavelength, and

wherein the first protein is CIB1 or a variant thereof and
the second protein is Cry2 or a variant thereof, or

wherein the first protein is Cry2 or a variant thereof and
the second protein is CIB1 or a variant thereof, and

wherein the Tet repressor protein or the reverse Tet
repressor protein has a threonine residue as an amino
acid residue corresponding to the 194th isoleucine of a
wild-type Tet repressor protein of Escherichia coli.

2. The photoactivatable tetracycline gene expression con-

trol system according to claim 1,

wherein in the first fusion protein, the Tet repressor
protein or the reverse Tet repressor protein is linked to
the first protein through a peptide linker consisting of
an amino acid sequence represented by SPKKK.

35

40

55

60

3. The photoactivatable tetracycline gene expression con-
trol system according to claim 1,
wherein the first protein is CIB1 or a variant thereof, and
the second protein is Cry2 or a variant thereof.
4. The photoactivatable tetracycline gene expression con-
trol system according to claim 3,
wherein Cry2 or a variant thereof contained in the second
fusion protein is a C-terminal deletion variant having
an N-terminal photolyase homology region or a variant
obtained by substituting an amino acid residue in the
C-terminal deletion variant with phenylalanine, and the
amino acid residue corresponds to the 348th leucine of
wild-type Cry2 of Arabidopsis thaliana.
5. The photoactivatable tetracycline gene expression con-
trol system according to claim 1,
wherein in the first fusion protein, CIB1 or a variant
thereof is linked to a C-terminal side of the Tet repres-
sor protein or the reverse Tet repressor protein.
6. The photoactivatable tetracycline gene expression con-
trol system according to claim 1,
wherein the CIB1 or avariant thereof contained in the first
fusion protein is a C-terminal deletion variant of CIB1
that consists of a partial protein corresponding to a
region consisting of the 1st to 170th amino acids of
wild-type CIB1 of Arabidopsis thaliana or a variant
that is obtained by deleting a nuclear localization signal
from the C-terminal deletion variant of CIB1.
7. The photoactivatable tetracycline gene expression con-
trol system according to claim 6,
wherein CIB1 or a variant thereof contained in the first
fusion protein is a variant obtained by deleting a
nuclear localization signal from a C-terminal deletion
variant of CIB1 consisting of a partial protein corre-
sponding to a region consisting of the Ist to 170th
amino acids of wild-type CIB1 of Arabidopsis thali-
ana, and
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the second fusion protein contains a nuclear localization
signal on the N-terminal or the C-terminal.

8. The photoactivatable tetracycline gene expression con-
trol system according to claim 1, further comprising, in
addition to the target gene expression cassette:

an expression cassette for a protein in which the first
fusion protein and the second fusion protein are linked
to each other through a T2A self-cleaving peptide; or

an expression cassette for bicistronically expressing the
first fusion protein and the second fusion protein.

9. The photoactivatable tetracycline gene expression con-

trol system according to claim 1,

wherein the target gene is a gene that encodes a protein
modified with ubiquitin.

10. A method for controlling target gene expression,

comprising:

controlling expression of the target gene in a cell com-
prising the photoactivatable tetracycline gene expres-
sion control system according to claim 1 by adjusting
conditions so that the cell is irradiated or not irradiated
with blue light or near-infrared light and treated or not
treated with a tetracycline-based compound.

11. A kit for a photoactivatable tetracycline gene expres-

sion control system, comprising:

a target gene expression vector including a tetracycline
response element having a TetO sequence, a promoter
which is positioned downstream of the tetracycline
response element and controlled by the tetracycline
response element, and a multicloning site which is
positioned downstream of the promoter and into which
a target gene will be inserted, and

an expression vector including an expression cassette for
a protein in which the first fusion protein and the
second fusion protein are linked to each other through
a T2A self-cleaving peptide, or an expression cassette
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for bicistronically expressing the first fusion protein
and the second fusion protein,

wherein the first fusion protein in which a Tet repressor
protein or a reverse Tet repressor protein is linked to
CIB1 or a variant thereof, and

wherein the second fusion protein in which a transacti-
vation domain of a transactivation element p65 is
linked to Cry2 or a variant thereof, and

wherein the Tet repressor protein or the reverse Tet
repressor protein has a threonine residue as an amino
acid residue corresponding to the 194th isoleucine of a
wild-type Tet repressor protein of Escherichia coli.

12. A kit for a photoactivatable tetracycline gene expres-

sion control system, comprising:

a target gene expression vector including a tetracycline
response element having a TetO sequence, a promoter
which is positioned downstream of the tetracycline
response element and controlled by the tetracycline
response element, and a multicloning site which is
positioned downstream of the promoter and into which
a target gene will be inserted;

a first expression vector including a first fusion protein
expression cassette containing a gene that encodes a
first fusion protein in which a Tet repressor protein or
a reverse Tet repressor protein is linked to CIB1 or a
variant thereof, and

a second expression vector including a second fusion
protein expression cassette containing a gene that
encodes a second fusion protein in which a transacti-
vation domain of a transactivation element p65 is
linked to Cry2 or a variant thereof,

wherein the Tet repressor protein or the reverse Tet
repressor protein has a threonine residue as an amino
acid residue corresponding to the 194th isoleucine of a
wild-type Tet repressor protein of Escherichia coli.

#* #* #* #* #*
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