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ABSTRACT

The site-speci®c recombinase Cre has often been
used for on/off regulation of expression of trans-
genes introduced into the mammalian chromosome.
However, this method is only applicable to the
regulation of a single gene and cannot be used to
simultaneously regulate two genes, because site-
speci®c recombination occurs from the target loxP
sequence of one regulating unit to the loxP
sequence of any other unit and would eventually
disrupt the structure of both regulating units. We
previously reported a mutant loxP sequence with a
two base substitution called loxP V (previously
called loxP 2272), with which wild-type loxP cannot
recombine but with which the identical mutant loxP
recombines ef®ciently. In the present study we isol-
ated cell lines bearing two regulating units on a
chromosome containing a pair of wild-type loxP
sequences or mutant loxP V sequences. After infec-
tion with Cre-expressing recombinant adenovirus
AxCANCre, expression of a gene in each regulating
unit was simultaneously turned on and off.
Southern analyses showed that both regulating
units were processed simultaneously and independ-
ently, even after infection with a limited amount of
AxCANCre. The results showed that simultaneous
regulation of gene expression on a mammalian
chromosome mediated by Cre can be achieved by
using mutant loxP V and wild-type loxP. This
method may be a useful approach for conditional
transgenic/knockout animals and investigation of
gene function involving two genes simultaneously.
Another possible application is for preparation of a

new packaging cell line of viral vectors through
simultaneous production of toxic viral genes.

INTRODUCTION

Methods of regulating the genes introduced into mammalian
cell chromosomes have recently been attracting greater
attention in ®elds involved with elucidation of gene function
by using established cell lines and the transgenic/knockout
mouse approach as well as gene therapy. The site-speci®c
recombinase Cre (1), derived from bacteriophage P1, has been
widely applied to the activation and inactivation of transgenes
located on mammalian chromosomes in cell lines (for reviews
see 2±5). This strategy includes conditional activation or
knockout of mouse genes mediated by a Cre-expressing
recombinant adenovirus (rAd) (6,7). Cre-mediated gene
regulation in these applications is affected by precise excision
of `stuffer' DNA or target cDNA ¯anked by a pair of 34 nt
loxP target sequences in the regulation unit, and since it
enables quite strict regulation with a very low level of
background expression, it is sometimes referred to as `on/off
switching' rather than `induction' of gene expression.
Although this strategy allows any type of promoter to be
used, for example an authentic promoter of the target gene in a
conditional knockout strategy (7±11) or a very potent and
constitutive CAG or CMV promoter (6,12±15), only a single
regulation unit in each study has been used to date. A clear
drawback of this strategy is that two or more regulation units
cannot be used simultaneously. When two regulation units,
each containing a pair of loxP sequences, are located on the
same chromosome, Cre-mediated recombination between
the loxP sequences will occur not only within a single
unit but between the units, and as a result will eventually
disrupt both regulation units. Even when the two units are
located on different chromosomes, Cre-mediated recombina-
tion will cause chromosome rearrangement (16,17), making
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interpretation complex. However, experiments using two
regulation units are sometimes desirable to simultaneously
conditionally knockout two genes with related or homologous
function.

`Exclusive' or `non-compatible' loxP mutants have been
identi®ed as a means of solving this problem. Ideally, such
loxP mutants would not recombine with wild-type loxP, but
would exclusively and ef®ciently recombine with the identical
loxP mutant. Thus, one regulation unit containing a pair of
wild-type loxP sites and the other bearing a pair of the mutant
loxP sites would be expected to function independently and
simultaneously. loxP 511, which contains a one base substi-
tution within the central eight base region of the 34 nt loxP
sequence, was ®rst described as a candidate for such an
`exclusive' loxP mutant (18±21), however, we reported
®nding that mutant loxP sequences with a one base substitu-
tion, including loxP 511, slightly but reproducibly recombined
with wild-type loxP in our in vitro recombination (22). Most
mutant loxP sites with a two base substitution exhibited high
®delity against wild-type loxP but low ef®ciency of recombi-
nation with the identical mutant loxP. A loxP mutant with high
®delity and ef®ciency, loxP 2272 (renamed loxP V in this
paper; V denoting transversion mutation), was newly identi-
®ed among mutant loxP sequences having a two base
substitution (22), but simultaneous gene regulation using
both a wild-type loxP unit and a mutant loxP unit on
mammalian chromosomes has never been characterized. In
addition, it was unknown whether the mutant loxP unit could
be successfully processed in the same way as the wild-type
loxP unit, because recombination ef®ciency between the
mutant loxP sites with the two base substitution, even loxP V,
has been reported to be lower than between wild-type loxP
sites in vitro (22).

In this study we used an adenovirus vector expressing Cre
(23) and demonstrated simultaneous regulation with the wild-
type loxP unit and mutant loxP V unit on a mammalian
chromosome.

MATERIALS AND METHODS

Cell lines and rAd

Human embryo kidney cell line 293 (24) and monkey kidney
cell line CV1 were cultured in Dulbecco's modi®ed Eagle's
medium (DMEM) supplemented with 10% fetal calf serum
(FCS). The 293 cells constitutively express adenoviral E1
genes and support replication of E1-substituted rAds. After
infection with rAds, the 293 cells were maintained in DMEM
supplemented with 5% FCS. CV1 cell lines were isolated and
maintained in DMEM supplemented with 10% FCS plus 10
and 7.5 mg/ml Geneticin, respectively. Typically, 4.5 3 106

cells of an established cell line were infected with a diluted
virus solution of prescribed multiplicity of infection (MOI).
The virus solution was removed after adsorption for 1 h and
infected cells were maintained in DMEM supplemented with
5% FCS. The Cre-expressing rAd AxCANCre (23) was
generated by the COS-TPC method (25). The Cre recombinase
gene (1) used here has an initiation codon that complies with
Kozak's rule (26) and the coding sequence of the nuclear
localization signal (NLS) from SV40 T antigen (23). The Cre
gene is expressed under the control of a CAG promoter (27)

consisting of the cytomegalovirus IE enhancer, chicken b-
actin promoter and rabbit b-globin poly(A) signal (GpA).

Construction of target plasmids

pBS-CALNLZ (Fig. 1A, upper) is a pBluescript II SK(±)
(Stratagene) vector containing a wild-type loxP (referred to as
the L sequence) unit CALNLZ derived from plasmid
pCALNLZ (23). The L unit consists of the CAG promoter,
®rst L sequence, neo resistance gene, SV40 early region
poly(A) signal (SpA), second L sequence, a LacZ coding
sequence and GpA, in that order. pEFVGV (Fig. 1A, lower) is
a plasmid containing a mutant loxP V (referred to as the V
sequence) unit EFVGV consisting of the human polypeptide
elongation factor 1a (EF1a) promoter (28), ®rst V sequence,
green ¯uorescent protein (GFP) gene, second V sequence and
SpA, in that order. The mutant loxP V is identical to loxP 2272
(22) and has two transversion mutations within the eight
base spacer region ATGTATGC of wild-type loxP: T®A
at the second base and G®C at the seventh base.
The V sequence was derived from a synthesized DNA of
56 nt (5¢-AAATcgtacg[BsiWI]ATAACTTCGTATAAAGTA-
TCCTATACGAAGTTATcttaag[A¯II]AAAT-3¢), where the
34 nt functional loxP V (underlined) was ¯anked by BsiWI and
A¯II sites (lower case letters). A head-to-tail dimer of this
sequence was cloned at the SmaI site of pUC19 (named
pUVwV) and used as a donor of the V sequence for the above
plasmid construction. The sequence was veri®ed by nucleotide
sequencing. The GFP gene (29) was derived from Enhanced
GFP (Clontech). pEFVGV-CALNLZ (Fig. 2A, upper) con-
tains the V unit derived from pEFVGV and the L unit from
pBS-CALNLZ, in that order. pVEFGV-CALNLZ (Fig. 2A,
lower) contains another V unit consisting of the ®rst V
sequence, the EF1a promoter, the GFP gene, SpA and the
second V sequence, followed by the L unit from pBS-
CALNLZ, in that order. A 5 mg sample of these two plasmids
was transfected into 1.5 3 106 CV1 cells after linearization
with ScaI using CellPhect transfection kit (Amersham
Biosciences).

In vitro recombination assay

Cre lysate was prepared as described previously (22). Brie¯y,
2 3 107 293 cells were infected with AxCANCre at a MOI
(plaque forming units/cell) of 5 and cells were collected 20 h
later. The cell pellet was resuspended with 1 ml of Cre storage
buffer (30) (50% glycerol, 20 mM Tris±HCl, pH 7.5, 300 mM
NaCl, 1 mM EDTA) and was then sonicated and immediately
centrifuged. The supernatant was stored at ±80°C. The
recombination reaction was initiated by mixing either
HindIII-linearized pBS-CALNLZ or PstI-linearized
pEFVGV with the Cre lysate and incubation for 30 min at
37°C in 50 ml Cre reaction buffer (30) (50 mM Tris±HCl,
pH 7.5, 10 mM MgCl2, 100 mg/ml DNase-free bovine serum
albumin, 1 mM phenylmethylsulfonyl ¯uoride, 5 mg/ml
aprotinin). The reaction was terminated by phenol/chloroform
extraction followed by two cycles of chloroform extraction
and ethanol precipitation. The DNA recovered after RNase
treatment was digested with NcoI and visualized by ethidium
bromide staining after agarose gel electrophoresis.
Recombination ef®ciency was calculated by quantifying the
density of the DNA bands on the photograph based on the
densities of the quantitation standard DNA digests on the same

e76 Nucleic Acids Research, 2003, Vol. 31, No. 14 PAGE 2 OF 10



gel as described previously (22,29). The bands with high
recombination ef®ciency were re-quanti®ed precisely based
on the band density of a one-®fth dilution of the sample.

Detection and quantitative determination of GFP and
LacZ gene expression

A ¯uorescence microscope (IX70; Olympus) was used to
observe GFP expression. Before infection and 7 days after
infection, cells were washed twice with Hank's balanced salt
solution and the ¯uorescence intensity of GFP was quanti®ed
with Fluoroskan Ascent FL (Labsystems). Before infection
and 3 days after infection, LacZ-expressing cells were stained
by washing twice with Ca2+, Mg2+-free phosphate-buffer
saline [PBS(±)], ®xing with 0.25% glutaraldehyde and stain-
ing with 0.1% 5-bromo-4-chloro-3-indolyl-b-D-galactopyra-
noside (X-gal) (31). To quantify b-galactosidase activity, 3 3
105 cells were disrupted by sonication and the lysate was
subjected to a color reaction with chlorophenyl red b-D-
galactopyranoside (CPRG) using a high sensitivity b-gal assay
kit (Stratagene).

Southern blotting analyses

Before and 3 days after infection, total cell DNAs were
prepared from a 6 cm dish according to the method described
by Saito et al. (32). After SacI digestion, the DNA was
electrophoresed on a 0.6% agarose gel at 35 V for 17 h. Before
alkaline treatment, the gel was exposed to 0.1 N HCl for
partial depurination (33) and the DNA was then transferred to
a Hybond-N nylon membrane (Amersham Biosciences) by the
capillary transfer method (34). Speci®c DNA was detected
with a DIG DNA Labeling and Detection Kit (Roche
Diagnostics). A 1.9 kb BamHI±SacI fragment of the LacZ
gene was labeled with digoxigenin-UTP as a probe for the
DNA and speci®c DNA was detected by autoradiography with
chemiluminescence of CDP-Star (Roche Diagnostics).

Polymerase chain reaction (PCR) analysis

The 5¢ primer used for the PCR analysis was the 30 nt
sequence 5¢-TCT CGA GCT TTT GGA GTA CGT CGT CTT
TAG-3¢, 243 nt upstream from the 3¢ end of the EF1a
promoter fragment, and the 3¢ primer was the 30 nt sequence
5¢-TAC GCC AGC TGG CGA AAG GGG GAT GTG CTG-

3¢, 78 nt downstream from the initiation codon of the LacZ
gene. The following conditions were used for ampli®cation:
95°C for 1.5 min, 58°C for 1.5 min and 72°C for 2 min. A 2 mg
sample of total cell DNA used in the Southern blot analysis
was ampli®ed for 35 cycles with Taq DNA polymerase
(Amersham Biosciences) in a 25 ml volume. A 10 ml sample of
reaction mixture was subjected to electrophoresis on a 2%
agarose gel containing ethidium bromide. The control reaction
was carried out with pEFVLacZ (8.8 kb) containing the EF1a
promoter, V sequence and the LacZ coding sequence, in that

Figure 1. In vitro recombination assay for comparison between the L target
unit and V target unit. (A) Structure of substrate plasmids. (Top) Plasmid
pBS-CALNLZ, substrate for L-L recombination. The Cre-mediated
excisional deletion between a pair of L sequences removes both a neo
resistance gene (neor) and SV40 early region poly(A) signal (pA) in the
form of a circular DNA molecule. As a result of Cre recombination, a 5.1 kb
band derived from outside the pair of L sequences and a 1.2 kb band
derived from the NcoI-linearized circular molecule were detected. (Bottom)
Plasmid pEFVGV, substrate for V-V recombination. The Cre-mediated
excisional deletion between a pair of V sequences removes GFP cDNA in
the form of a circular DNA molecule. As a result of Cre recombination, a
1.8 kb band derived from outside the pair of V sequences and a 0.8 kb band
derived from the NcoI-linearized circular molecule were detected. N, NcoI;
H, HindIII; P, PstI. See Figure 2 for the other abbreviations on the line of
plasmid DNA. (B) Quantitation of in vitro recombination products. M
(lanes 1 and 8), 1 kb Ladder Marker (Gibco BRL). Above the gel, amounts
of Cre lysate are shown, and ± indicates the negative control. After adding
10 ml of the Cre lysate to the reaction mixture, phenol/chloroform extraction
was carried out to inactivate the Cre and the substrate DNA was added. S,
substrate; i, intermediate; P, product.
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order, as a quantitation standard. The amount of pEFVLacZ
DNA added was 1.05 pg, so the molar ratio would be
equivalent to 1 copy/cell pEFVGV-CALNLZ (12.9 kb)
present in 2 mg total cell DNA containing 1 copy EFVGV-
CALNLZ/cell. The other quantitation standards used are
10-fold stepwise dilutions of the 1 copy/cell solution.

RESULTS

Recombination ef®ciency of loxP sites in vitro

To compare the Cre-mediated recombination ef®ciency of
wild-type loxP (L) with mutant loxP V (V), an in vitro
recombination assay was carried out as described previously

(22) by using Cre recombinase produced by Cre-expressing
rAd AxCANCre. HindIII-digested pBS-CALNLZ (Fig. 1A,
upper) containing the L target unit (see below) was mixed with
Cre lysate and incubated for 30 min at 37°C. When the DNA
recovered from the reaction mixture was digested with NcoI,
the substrate yielded fragments of 2.0 and 4.3 kb, whereas the
recombined products were detected as 5.1 and 1.2 kb
fragments [excised neor and poly(A) sequence] (Fig. 1A,
top, ±Cre and +Cre; Fig. 1B, lanes 4±7). In addition, PstI-
digested pEFVGV (Fig. 1A, lower) containing the V target
unit as substrate DNA was incubated with Cre lysate. After
digestion with NcoI, the substrate yielded fragments of 0.4 kb
(data not shown) and 2.2 kb, whereas the recombination
products were detected as 1.8 and 0.8 kb fragments (excised
GFP cDNA) (Fig. 1A, bottom, ±Cre and +Cre; Fig. 1B, lanes
12±14). The recombination ef®ciency was calculated by
quantifying the density of the DNA band based on densities
of the quantitation standard DNA. The results showed that the
maximum rate of recombination ef®ciency of both the L target
unit and the V target unit was achieved with 2.5 ml of the
lysate, and the ef®ciencies were ~60% (Fig. 1B, lane 5) and
~40% (lane 12). Although the ef®ciency may be in¯uenced by
the adjacent sequence or by the distance between the loxP
sites, the result showed that V-V recombination was slightly
less ef®cient than L-L recombination in these particular
constructs.

Simultaneous gene regulation on a mammalian
chromosome

To determine whether gene expression of two independent
units could be regulated simultaneously with two `exclusive'
loxP sites despite their different recombination ef®ciencies,
two different plasmids containing both the L and V target units
in a single molecule (Fig. 2A) were constructed and cell lines
containing each of the plasmids were isolated by G418
selection. One plasmid, pEFVGV-CALNLZ (Fig. 2A, top),
initially expresses both GFP under control of the EF1a
promoter and the neo resistance gene under control of the
CAG promoter (Fig. 2B, top). After Cre recombinase is
supplied via an adenovirus vector, expression of the GFP and
neo resistance genes is turned off by excisional deletion and
expression of the LacZ gene is simultaneously switched on, as
a result of independent recombination of L and V (Fig. 2B,
lower). The other plasmid, pVEFGV-CALNLZ (Fig. 2A,
lower), was constructed to contain the identical L target unit
and a modi®ed V target unit so that the entire GFP expression
unit instead of GFP cDNA was ¯anked by a pair of V sites in
order to determine whether a similar ef®ciency of V-V
recombination would be obtained. Each of the two plasmids
was transfected into CV1 cells, and 15 and 9 neo-resistant
clones with GFP expression were selected, respectively. After
infection of AxCANCre, b-galactosidase expression was
detected by X-gal staining in ®ve and two of the clones,
respectively, whereas the other cell lines contained a truncated
and de®cient LacZ gene (data not shown). The cell lines
containing the intact unit for simultaneous gene regulation
were then screened by Southern blot analyses (data not shown)
and cell lines E-13 and E-14, containing one copy of the
EFVGV-CALNLZ unit, cell line V-9, containing one copy of
the VEFGV-CALNLZ unit, and cell line E-7, containing about

Figure 2. Strategy for simultaneous gene regulation of the GFP gene and
LacZ gene on mammalian chromosomes. EF, EF1a promoter; GFP, GFP
cDNA; pA, polyadenylation signal; CAG, CAG promoter; neor, neo
resistance gene; LacZ, b-galactosidase gene of E.coli; V, mutant loxP V; L,
wild-type loxP; Ap, ampicillin resistance gene. (A) Structure of plasmids
for simultaneous gene regulation. Each plasmid contains two Cre
recombinase target units, the V unit and the L unit, respectively. Two
different plasmids contain the identical L target unit containing the CAG
promoter, a stuffer sequence ¯anked by a pair of L sequences, the LacZ
gene and pA, in that order, while pEFVGV-CALNLZ (top) has a V target
unit containing the EF1a promoter, GFP cDNA ¯anked by a pair of V
sequences and pA, in that order, pVEFGV-CALNLZ (bottom) has the other
V target unit containing a GFP expression unit ¯anked by a pair of V
sequences. (B) Structure of a cell line containing the EFVGV-CALNLZ
unit and the strategy of simultaneous gene regulation on mammalian
chromosomes mediated by AxCANCre. Wavy line, cell chromosomal DNA.
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®ve intact copies (data not shown) of the EFVGV-CALNLZ
unit, were identi®ed.

Simultaneous gene regulation was analyzed using the above
four cell lines. Each clone was infected with AxCANCre at a
MOI of 3 and expression of GFP and LacZ was detected by
¯uorescence microscopy (Fig. 3, top) and X-gal staining
(Fig. 3, bottom), respectively. Almost 100% of the cells in cell
line E-13 exhibited GFP ¯uorescence before infection (Fig. 3c,
left), but the ¯uorescence gradually decreased thereafter and
became undetectable by 7 days after infection (Fig. 3c, right).
Although no X-gal staining was detected before infection
(Fig. 3d, left), almost 100% of the cells stained 3 days after
infection (Fig. 3d, right). Similar results were obtained for cell
lines E-14 and V-9, although the GFP and LacZ expression
levels varied from line to line (Fig. 3e±h). Cell line E-7, which
contained about ®ve copies of the simultaneous regulation
unit, showed much higher GFP expression before infection
(Fig. 3a, left) and some cells with faint GFP ¯uorescence
remained after infection (Fig. 3a, right). This ®nding suggests
that a MOI of 3 may not have been enough to recombine all
loxP sites in cell line E-7 in this experiment, because no such
cells in cell line E-7 exhibited GFP ¯uorescence after
AxCANCre infection at a MOI of 10 (data not shown). The
GFP and LacZ gene expression levels were quanti®ed by
measuring ¯uorescence intensity and b-galactosidase activity
(Fig. 4). GFP ¯uorescence intensity in all clones was
signi®cantly decreased after infection, with the intensity in
the cell lines containing one copy of the regulation unit
diminishing to almost the background level (Fig. 4A). No
b-galactosidase activity was detected in any of the cell lines
before infection, but high level activity was detected after
infection (Fig. 4B), suggesting that expression of both marker
genes was correctly regulated in the cultured mammalian
cells. However, it was noted that while the level of LacZ
expression increased sharply, the level of GFP expression
decreased only gradually (see Discussion).

Structure of the Cre-mediated mammalian chromosome
based on Southern blot analysis

To obtain direct evidence that the expression of both marker
genes was regulated by Cre-mediated recombination, as
shown in Figure 2B, total DNA was prepared from the cell
lines infected with AxCANCre at a MOI of 3 and the DNA
structure was investigated by Southern blot analysis (Fig. 5).
After SacI digestion, the 6.5 kb band extending from the 3¢
side of the EF1a promoter to the 5¢ side of the LacZ gene
(Fig. 5A, lanes 4, 6 and 8; Fig. 5C, upper, ±Cre) had shifted to
the 4.5 kb band in cell lines E-7, E-13 and E-14 (Fig. 5A, lanes
5, 7 and 9; Fig. 5C, upper, +Cre) after AxCANCre infection.
Also, the 6.4 kb band extending from the 3¢ side of the EF1a
promoter to the 5¢ side of the LacZ gene (Fig. 5A, lane 10;
Fig. 5C, lower, ±Cre) had shifted to the 3.9 kb band in cell line
V-9 (Fig. 5A, lane 11; Fig. 5C, lower, +Cre). These results
strongly suggest that both GFP deletion by V-V recombination
and 1.2 kb stuffer [neo gene + poly(A)] deletion by L-L
recombination occurred accurately. They also show that both
the V-V and L-L recombinations were complete 3 days after
infection at a MOI of 3, even in cell line E-7, which contains
multiple copies of the regulation units and yielded very dense
bands. Not only were no unrecombined structures detected in
this particular experiment, but no partially recombined
structures were found either. Because the V-V recombination
in cell line V-9 was complete, as in other cell lines, there
seemed to be no difference in recombination ef®ciency due to
the different positions of V.

As described above, V-V recombination was less ef®cient
than L-L recombination according to the result of assays
in vitro (Fig. 1), suggesting that after AxCANCre infection a
partial recombination product might arise having a deletion
within the L unit while containing an unprocessed V unit.
However, the putative 5.3 kb band expected from such a
structure with only a 1.2 kb deletion was not detected
(Fig. 5A). To investigate this in greater detail, cell line E-7,

Figure 3. Cre-mediated simultaneous GFP and LacZ gene regulation on mammalian chromosomes. Analysis of cell lines E-7 (a and b), E-13 (c and d), E-14
(e and f) and V-9 (g and h). (Top) (a, c, e and g) GFP portraits obtained by ¯uorescence microscopy. (Bottom) (b, d, f and h) X-gal staining. Cre ± and Cre +
refer to pre- and post-infection with AxCANCre, respectively. GFP and X-gal staining was performed 7 and 3 days after infection, respectively.

PAGE 5 OF 10 Nucleic Acids Research, 2003, Vol. 31, No. 14 e76



which contains multiple copies of the units, was infected with
AxCANCre at MOIs of 0±10 and their cellular DNAs were
analyzed (Fig. 5B). The results showed that the unprocessed
6.5 kb band had shifted to a fully processed 4.5 kb band at

MOIs of 0.3±3 (lanes 2±4). Unexpectedly, however, the
putative 5.3 kb band was not detected at any of the MOIs used,
and this observation was reproducible in three independent
experiments. These results showed that L-L recombination
and V-V recombination occur equally on the mammalian
chromosome when infected with AxCANCre, even at a very
low MOI.

Analysis of putative recombination between L and V

We previously reported that no recombination between loxP V
and wild-type loxP was detected in an in vitro assay (22). To
investigate whether L-V recombination occurred or not when
located on a mammalian chromosome, we performed PCR
analysis (Fig. 6) using cellular DNAs derived from cell lines
E-7 and E-13 infected with AxCANCre and a pair of primers
detecting the L-V recombination product as a 0.4 kb band. The
result showed that no such band was detected with either cell
line (Fig. 6A, lanes 9 and 10), even under conditions in which
a positive control equivalent to 0.01 copies/cell was detected
(lane 4). On the other hand, using a combination of a primer
near the 3¢ end of the CAG promoter and the 3¢ primer of this
experiment, a 0.3 kb fragment containing an L sequence was
detected by parallel PCR analysis, even when a 1/1000 sample
of the infected E-13 DNA used in lane 10 was analyzed (data
not shown). Therefore, the ef®ciency of L-V recombination on
the mammalian chromosome seems to be very low, no more
than 1/100, if there is any at all, showing that the L and V units
were processed independently in cultured mammalian cells.

DISCUSSION

The results of this study show that both the wild-type loxP unit
and the loxP V unit can be processed simultaneously and
independently in virtually 100% of cultured mammalian cells
when mediated by Cre-expressing adenovirus. It is noteworthy
that these two regulation units in our experiments are located
very near each other, because that strongly suggests that
independent processing will also occur when the two units are
far apart or located on different chromosomes. Therefore, the
approach described here is expected to be capable of being
applied to conditional and simultaneous knockout of two
functionally related genes.

Our in vitro recombination assay showed that the
recombination ef®ciency between a pair of loxP V sequences
was lower than between wild-type loxP sequences, although
recombination reactions in vitro are known to not necessarily
re¯ect the reactions in mammalian cells. For example, in vitro
recombination reactions are apparently reversible and their
ef®ciency reaches a plateau level of ~50% in the later
processing phase (22,35). In contrast, excision is overwhelm-
ingly dominant (>99%) on both mammalian chromosomes
(36) and the adenovirus genome (23) when a suf®cient amount
of Cre is supplied to mammalian cells by adenovirus
expression vector. Although a difference was evident in the
later processing phase, the low ef®ciency of loxP V in in vitro
recombination in the early processing phase suggested the
possibility of incomplete or retarded processing of the loxP V
unit in mammalian cells. Our results, however, showed no
incomplete processing of the loxP V unit, even when a cell line
containing about ®ve copies of the unit per cell and a very
limited amount of AxCANCre was infected (Fig. 5). Even

Figure 4. Quantitation of the expressed GFP ¯uorescence and b-galactosi-
dase activity. (A) GFP expressed in each cell line was quanti®ed before
infection (±Cre) and 7 days post-infection with AxCANCre (+Cre). The
¯uorescence intensity (relative ¯uorescence units, RFU) of GFP was meas-
ured with Fluoroskan Ascent FL (Labsystems). (B) Expressed b-galactosi-
dase activity was quanti®ed before infection (±Cre) and 3 days post-
infection with AxCANCre (+Cre). b-Galactosidase activity was quanti®ed
using CPRG and averages of three wells in a 24-well plate are shown. The
lines on the graph are standard deviations.
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under infection conditions of a MOI of 0.3, under which some
cells do not receive any viral particles and the rest receive only
one or a few, all of the DNAs detected were unprocessed or
completely processed. One possible explanation for this is that
the recombination ef®ciency of loxP V being equal to that of
wild-type loxP in mammalian cells is a matter of chance.
However, this does not seem plausible, because, if it were the
case, a mixture of two different partial products with only one
of the two units unprocessed should have resulted. A more
plausible explanation is that infection of a cell by a single virus
particle provides enough Cre enzyme to process all ®ve copies
of each mutant and wild-type unit in the cell within the
sensitivity of Southern analysis. Our in vitro recombination
assay showed that V-V recombination was only slightly less
ef®cient than L-L recombination in our substrate. Processing
by one AxCANCre particle was previously observed in which
AxCANCre infection at a MOI of 0.1 mediated activation of
the LacZ expression unit in 20% of the cultured cells (23).
Thus, the results suggest that partial or incomplete processing
does not cause a problem in simultaneous regulation as long as
loxP V is used with AxCANCre, which expresses Cre tagged
with a nuclear localization signal under the control of a very
potent CAG promoter (27). However, it may be possible to
observe partial recombination by using a promoter whose
activity is weaker than that of the CAG promoter.

Fidelity is an important factor in addition to ef®ciency. A
mutant loxP 511 has been reported as the ®rst identi®ed
`exclusive' loxP mutant (18). However, we and others
observed that loxP 511 recombines with wild-type loxP with
low but signi®cant ef®ciency (22,37). loxP V, on the other
hand, showed a recombination ef®ciency similar to that of
loxP 511 without detectable recombination with wild-type
loxP in both an in vitro assay (22) and in an E.coli system
using M13 phagemid (37). In the present study, PCR assays
did not detect any recombination product between loxP V and
wild-type loxP at all, or at most 0.01 copy/cell (Fig. 6) or
0.001 copy/cell (S. Kondo, unpublished data), con®rming the
®delity of loxP V even when located on a mammalian
chromosome. The superior ®delity of loxP V was also noted
when applied to the Cre recombinase-mediated cassette
exchange (RMCE) method (38,39). Because we have found
that loxP S (the new name for loxP 5171), which bears a two
base transition substitution and is incompatible with either

wild-type loxP or loxP V (22), up to three genes could be
regulated simultaneously. However, the adjacent sequences of
the mutant loxP sites including loxP V may have an in¯uence
on ®delity, because it is reported that the presence of an
arti®cial palindromic con®guration of DNA around loxP V
in¯uences the ®delity of loxP V and wild-type loxP (40).

Figure 5. Simultaneous recombination at gene regulation units on
mammalian chromosomes. (A) Southern blot analysis of four cell lines
before infection (±) and 3 days post-infection with AxCANCre at a MOI of
3 (+). M (lane 1) and M¢ (lane 2) represent l phage DNA digested with
MscI and EcoRI + HindIII, respectively, as size markers. A faint extra band
below the 6.5 kb band in lane 4 was derived from the region outside the
detection area of the transfected plasmid DNA and was attributable to DNA
contamination when preparing the probe. (B) Autoradiogram of the E-7
genome containing about ®ve copies of regulation unit infected with
AxCANCre at the MOIs indicated at the top of the gel. (C) A map of
simultaneous Cre-mediated recombination at gene regulation units. The
6.5 kb band in cell lines E-7, E-13 and E-14 (top) before infection (±Cre)
had shifted to a 4.5 kb band after infection (+Cre) because of the 0.8 and
1.2 kb deletion by V-V and L-L recombination, respectively. In cell line
V-9 (lower), the 6.4 kb band before infection (±Cre) had shifted to a 3.9 kb
band after infection (+Cre), because of a 1.2 kb deletion as a result of L-L
recombination, a 3.2 kb deletion as a result of V-V recombination and 1.9 kb
annexation due to the skipped SacI site. The position of the probe is shown
as a closed bar. S, SacI.
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After infection with AxCANCre, LacZ expression sharply
turned on, changing from an undetectable level to a very high
level over a 3 day period (Fig. 4B) (23,36). However, GFP
expression did not switch off sharply, but persisted over as
much as a 7 day period (Fig. 4A). The prolonged expression
after off regulation is probably attributable to the GFP protein
synthesized before switching off being quite stable and
persisting for a long period. This explanation is supported
by the data showing that processing of both regulation units
at the DNA level is simultaneously completed 3 days
after infection. Therefore, it seems important to take into
consideration the stability of the protein to be turned off and
that it is better to choose a protein with a short half-life when
quick switching off is desirable. The integrated DNA was
ampli®ed in cell line E-7 together with its ¯anking cellular
DNA (data not shown). Although its detailed structure is
unknown, the recombination processing and expression
switching occurred as expected in E-7 cells, as in the one
copy integrated cell lines.

The methods of simultaneous regulation of gene expression
reported previously have involved the use of the internal
ribosome entry site (IRES) of RNA viruses (41) and the
tetracyclin (Tet)-induced gene activation/inactivation system
(42,43). Since both genes are controlled under the same
regulatable promoter in the IRES system, regulation of the two
genes is not independent. With the Tet-induced system, a
single Tet-regulating promoter (42) or both Tet-on and Tet-off
promoters (43) are used for expression of two genes. The Tet
system has been widely applied to conditional transgenic
approaches because it is simple to use and reversible. The
method involving Cre-expressing adenovirus and mutant loxP
V described in this report has the following special features.
(i) Any promoter can be chosen for either expression unit,
including authentic, inducible or very potent promoters.
(ii) The locations of the two regulation units are rather
¯exible, they can be very close to each other, far apart from

each other or even on different chromosomes. (iii) The method
allows not only simultaneous switching on or off of two genes
but `alternative switching', as described here, i.e. turning one
gene off and at the same time turning the other gene on. Such
regulation may be useful for functional examination and
comparison of two structurally related genes. Because the
adenovirus vector provides highly ef®cient gene expression,
the method can be used in animal experiments as well as in
cultured mammalian cells. The expression-off state before
switching on is quite strict and, hence, the method is especially
useful for functional studies of genes associated with
apoptosis (44) and genes essential for cell growth. For
example, this method will probably prove useful in establish-
ing packaging cell lines that ef®ciently produce a viral vector,
where two or more toxic viral genes should be expressed
ef®ciently and simultaneously.

This method currently involves Cre-mediated excision, an
irreversible reaction in mammalian cells without drug selec-
tion, and therefore can switch gene expression only once.
However, we have recently established a gene regulation
system that uses an adenovirus vector expressing FLP
recombinase (45). Combination of the Cre and FLP systems
will enable a methodology that provides not only simultaneous
but also stepwise regulation. The study is currently underway.
AxCANCre and plasmids containing two copies of wild-type
loxP (pULwL), loxP V (pUVwV) and loxP S (pUSwS) will be
available from the Riken DNA Bank (http://www.rtc.riken.
go.jp). The sequences pEFVGV-CALNLZ and pVEFGV-
CALNLZ will be available from our homepage (http://
www.ims.u-tokyo.ac.jp/idenshi/hpmain.html) and the Riken
DNA Bank (http://www.rtc.riken.go.jp).
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