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Description

BACKGROUND OF THE INVENTION

[0001] Transgenic and knockout technologies have
made possible simulation of human genetic mutations in
laboratory animals such as mice. However, it is a time-
consuming process to generate complex disease models
containing multiple genetic mutations due to the need for
mating various animal strains to obtain the desired allele
combinations in one non human animal. There is a need
for rapid production of non human animals that harbor
multiple genetic mutations in a substantial number of their
cells and so as to be prone to diseases such as cancer.

SUMMARY OF THE INVENTION

[0002] It has been discovered that it is possible to make
more than two genetic alterations in a non human mam-
malian embryonic stem (ES) cell while maintaining the
pluripotency of the ES cell. In addition, it has been dis-
covered that when non human embryonic stem cells con-
taining a recombinant oncogene are injected into an early
stage non human embryo, the resulting chimeric non hu-
man mammal is a useful in vivo cancer model. Such chi-
meric non human animals provide certain advantages
over conventional non human transgenic animals that
contain the same genetic modification(s) present in the
genetically modified cells of said chimeric animal.
[0003] The invention provides a method of making a
chimeric mouse cancer model, comprising:

a) providing a mouse ES cell comprising a mutation
that deletes or inactivates a tumor suppressor gene,
b) transfecting the ES cell with

(i) a first vector comprising a recombinant onco-
gene operably linked to an inducible promoter
that includes a response element whose activity
depends on a transactivator, and
(ii) a second vector encoding the transactivator
gene operably linked to a tissue specific promot-
er,

c) injecting the ES cell into a mouse embryo, and
d) transferring the embryo into a mouse surrogate
mother.

[0004] Described herein is a chimeric non human
mammal, some of whose cells, but not all of whose cells,
contain a recombinant oncogene. The recombinant on-
cogene, e.g., an activated oncogene, is operably linked
to an inducible promoter. The cells containing a recom-
binant oncogene also contain a genetic mutation that
causes the non human mammal to have greater suscep-
tibility to cancer than a non human mammal not contain-
ing the genetic mutation. The non human mammal is a
mouse.

[0005] Examples of recombinant oncogenes useful in
the metod of the invention include HER2, K-RAS, and
EGFR. The genetic mutation useful for causing the
mouse to have an increased susceptibility to cancer is a
mutation that deletes or inactivates a tumor suppressor
gene. Examples of tumor suppressor genes that can be
deleted or inactivated in the method of the invention are
Ink4a, P53 and PTEN. According to the invention, the
inducible promoter includes a response element whose
activity depends on a transactivator encoded by a trans-
activator gene operably linked to a tissue specific pro-
moter. An example of such an inducible promoter is a
TetO (tetracycline operator) promoter.
[0006] Also described herein is a murine ES cell con-
taining a genome comprising a recombinant oncogene
operably linked to an inducible promoter; and a genetic
mutation that causes a mouse containing cells descend-
ed from the ES cell to have greater susceptibility to cancer
than a mouse not containing cells descended from the
ES cell. The ES cell is a mouse ES cell.
[0007] Disclosed herein is a method for obtaining a chi-
meric non human mammal, some of whose cells, but not
all of whose cells, contain a genome comprising: (a) a
recombinant oncogene operably linked to an inducible
promoter; and (b) a genetic mutation that causes the
mammal to have greater susceptibility to cancer than a
mammal not containing the genetic mutation. The meth-
od according the invention includes: (a) providing a
mouse ES cell containing a genome comprising a recom-
binant oncogene operably linked to an inducible promot-
er; and a genetic mutation that causes a mouse contain-
ing cells descended from the ES cell to have greater sus-
ceptibility to cancer than a mouse not containing cells
descended from the ES cell; (b) introducing the ES cell
into a host mouse embryo, e.g., by injection, thereby pro-
ducing a manipulated embryo, and (c) implanting the ma-
nipulated embryo into a surrogate mother.
[0008] Unless otherwise defined, all technical and sci-
entific terms used herein have the same meaning as com-
monly understood by one of ordinary skill in the art to
which this invention belongs. Exemplary methods and
materials are described below, although methods and
materials similar or equivalent to those described herein
can also be used in the practice or testing of the present
invention.
[0009] The materials, methods, and examples are il-
lustrative only and not intended to be limiting. Throughout
this specification and claims, the word "comprise," or var-
iations such as "comprises" or "comprising" will be un-
derstood to imply the inclusion of a stated integer or group
of integers but not the exclusion of any other integer or
group of integers. Other features and advantages of the
invention are described in the following detailed descrip-
tion.

BRIEF DESCRIPTION OF THE DRAWINGS

[0010]
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FIG. 1 is a graph of data showing the regression of
two tumors from a breast Her2 model mouse (mouse
#259) after doxycycline withdrawal from the drinking
water. Squares represent the tumor that arose in the
left fourth mammary gland. Circles represent the tu-
mor that arose in the right fourth mammary gland.
The mouse had been on doxycycline for 6 weeks.
Day 1 represents the first measurement of the tu-
mors. After measuring the tumor size, doxycycline
was withdrawn from the drinking water. Tumors were
measured every day for two weeks. Doxycycline
withdrawal resulted in complete regression of the tu-
mors.

FIG. 2 is a graph of data showing the regression of
two tumors from a breast Her2 model mouse (mouse
#331) after doxycycline withdrawal from the drinking
water. Squares represent the tumor that arose in the
right fourth mammary gland. Circles represent the
tumor that arose in the left fourth mammary gland.
The mouse was on doxycycline for 7 weeks. Day 1
represents the first measurement of the tumors. On
day 7, after measuring the tumor size, doxycycline
was withdrawn from the water. Tumors were meas-
ured every day for 23 days. Doxycycline withdrawal
resulted in the complete regression of one tumor and
the near complete regression of the other tumor dur-
ing the study period.

DETAILED DESCRIPTION OF THE INVENTION

[0011] Described herein are methods of studying the
role of a given protein in disease development (e.g., tu-
mor development), the context-dependent oncogenicity
of a genetic mutation, the toxicity of a given protein in
organ development (including survival). Cells useful in
these methods are e.g., non human ES cells having more
than two (e.g., three, four, five, six, seven or eight) re-
combinant (i.e., not naturally occurring) genetic altera-
tions in their genomes. Also described herein is a chi-
meric non human mammal some of whose cells differ
genetically from other cells in the mammal and derive
from such ES cells. This non human animal is produced
from a multicellular, early-stage embryo, e.g., a blasto-
cyst, into which the non human ES cells are injected.
Said chimeric animal may be disease-prone and may
develop a disease such as cancer. When the ES cells
and the blastocyst into which they are injected are derived
from the same non human animal strain, the chimeric
non human mammal is also called a mosaic mammal. In
addition to the above ES cell injection method, a mosaic
non human animal also can be developed from an em-
bryo that has been infected with viral constructs contain-
ing the desired genetic elements.
[0012] The invention provides a method of making a
chimeric mouse cancer model, comprising:

a) providing a mouse ES cell comprising a mutation

that deletes or inactivates a tumor suppressor gene,
b) transfecting the ES cell with

(i) a first vector comprising a recombinant onco-
gene operably linked to an inducible promoter
that includes a response element whose activity
depends on a transactivator, and
(ii) a second vector encoding the transactivator
gene operably linked to a tissue specific promot-
er,

c) injecting the ES cell into a mouse embryo, and
d) transferring the embryo into a mouse surrogate
mother.

[0013] While preserving the same genetic design as a
germline transgenic model, the chimeric model obtained
by the method of this invention provides new advantages
for studying diseases involving multiple genes. The prior
art addresses the same problem by using avian retroviral
vectors to introduce multiple transgenes (Fisher et al.,
Oncogene 18:5253-5260 (1999)), or discusses multiple
breeding steps to obtain a similar disease model (Ci-
chowski et al., Science 286:2172-2176 (1999)). As alter-
native to these multiple breeding steps, the use of lenti-
viral vectors or tetraploid embryo complementation are
mentioned in a review published in 2002 (Jackson-Grus-
by et al., Oncogene 21:5504-5514 (2002)). The chimeric
model as described has significantly improved the speed
and flexibility of disease model development. For exam-
ple, to generate a transgenic melanoma model described
in Chin et al., Nature 400:468-472 (1999), one would
have to breed three animal lines with four respective ge-
netic alterations - a homozygous INK4a null mutation
(i.e., null mutations on both INK4a alleles), a Tyr-rtTA
transgene, and a tetO-H-ras transgene - to obtain a trans-
genic animal with all four genetic alterations. This re-
quires a large amount of time. In contrast, a chimeric
melanoma model obtained by the method of this inven-
tion requires no breeding. One only needs to establish
mouse ES cells with all four genetic alterations and inject
them into a blastocyst, which develops into an intact
mouse upon transplantation into the uterus of a surrogate
mother. The average time saved can be as much as one
year. To establish mouse models for a different disease,
one needs only to introduce into ES cells different sets
or combinations of genetic mutations.
[0014] The chimeric model obtained by the method of
this invention further allows the study of genes important
in early development, because the chimeric model pro-
vides qualitative correlation between the degree of chi-
merism and mouse viability. The chimeric model also pro-
vides a vehicle for testing anti-cancer therapeutics.
[0015] The present invention has overcome a major
hurdle in ES cell technology. Before this invention, it was
widely believed that ES cells subjected to more than two
genetic alterations through recombinant DNA technology
were prone to differentiation and loss of pluripotency.
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I. GENETICALLY ALTERED ES CELLS

[0016] A non human ES cell line described herein con-
tains more than two recombinant genetic alterations in
its genome. The non human ES cell line can be estab-
lished by introducing more than two nucleic acid con-
structs into an ES cell concurrently or sequentially, where
each construct may contain one or more genetic ele-
ments that will cause genetic alterations of the host ge-
nome. These genetic elements can also be inserted into
one single vector, e.g., a BAC, PAC, YAC or MAC vector.
[0017] Exemplary genetic elements include onco-
genes, RNA interference constructs, selectable marker
genes (e.g., drug selection marker genes and genes en-
coding fluorescent or luminescent proteins), and knock-
out constructs targeting an endogenous disease-pre-
venting gene (e.g., tumor suppressor genes). A desired
genetic element can be incorporated into the genome
randomly or at a targeted location.
[0018] Targeted genetic alterations can introduce a de-
sired change to a specific location in an endogenous
gene involved in a genetic disease, such as neurodegen-
erative diseases (e.g., the APP gene in Alzheimer’s dis-
ease and the SOD-1 gene in Lou Gehrig’s disease), heart
diseases (e.g., the TBX-1 or -5 gene in heart diseases
and Velo-Cardio-Facial Syndrome), diabetes (e.g., the
AKT gene in Type II), and autoimmune diseases. Exam-
ples of the changes include a null (knock out) mutation
to a tumor suppressor gene or an activating mutation
(knock in) to a cellular oncogene. For instance, one can
replace a coding or regulatory region of a tumor suppres-
sor gene with a selectable marker gene flanked by a pair
of LoxP sites; or insert a dominant negative mutation into
a tumor suppressor gene; or replace the native promoter
of a cellular oncogene with a constitutive or inducible
promoter; or inserting an activating mutation into a cel-
lular oncogene (see, e.g., Johnson et al., Nature 410:
1111-6 (2001)). Such a genetic alteration can be accom-
plished by homologous recombination. In a nucleic acid
construct used for homologous recombination, the ge-
netic alteration to be introduced into the host genome is
flanked by sequences homologous to the targeted ge-
nomic region.
[0019] Oncogenes useful in establishing the chimeric
disease model according to the method of this invention
include, without limitation, those encoding K-RAS, H-
RAS, N-RAS, epidermal growth factor receptor (EGFR),
MDM2, TGF-β, RhoC, AKT family members, myc (e.g.,
c-myc), β-catenin, PDGF, C-MET, PI3K-CA, CDK4, cy-
clin B1, cycline D1, estrogen receptor gene, progester-
one receptor gene, Her2 (also known as neu or ErbB2),
other ErbB genes (including ErbB1, ErbB3, and ErbB4),
genes in the MAPK and PI3K-AKT signal transduction
pathways, TGFα, ras-GAP, Shc, Nck, Src, Yes, Fyn, Wnt,
and Bc12 anti-apoptotic family members (e.g., Bc12) as
well as their activated forms, and viral proteins such as
PyV MT and SV40 T antigens. Activating mutations of
these oncogenes (e.g., Her2V664E, K-RasG12D, and β-

cateninΔ131) can also be used.
[0020] Tumor suppressor genes whose inactivation is
useful in establishing the chimeric disease model accord-
ing to the method of the invention include, without limi-
tation, Rb, P53, INK4a, PTEN, LATS, Apaf1, Caspase
8, APC, DPC4, KLF6, GSTP1, ELAC2/HPC2 or NKX3.1.
Other examples of tumor suppressor genes are those
involved in DNA damage repair (e.g., ATM, CHK2, ATR,
BRCA1, BRCA2, MSH2, MSH6, PMS2, Ku70, Ku80,
DNA/PK, XRCC4 or MLH1), and cell signaling and dif-
ferentiation (e.g., Neurofibromatosis Type 1, Neurofi-
bromatosis Type 2, Adenomatous Polyposis Coli, the
Wilms tumor-suppressor protein, Patched or FHIT). In
addition to targeted mutation, tumor suppressor genes
(or any other disease-preventing genes) can be inacti-
vated by an antisense RNA, RNA interference (RNAi),
or ribozyme agent expressed from a construct stably in-
tegrated into the host genome.
[0021] According to the method of this invention, the
chimeric disease model is developed from mouse ES
cells that contain an introduced active oncogene as well
as one or more inactivated endogenous tumor suppres-
sor gene(s). For example, the ES cells can contain ge-
netic alterations that result in the expression of an acti-
vated form of EGFR (designated as EGFR*) in combina-
tion with reduced p16INK4a or p19ARF expression (e.g.,
genetic alterations that produce an EGFR*+ and
rNK4a/ARF-/- genotype); genetic alterations that result in
PDGF expression in combination with reduced p53 ex-
pression (e.g., genetic alterations that produce a PDGF+

and pS3-/- genotype); genetic alterations that result in
TGF-α expression in combination with reduced p53 ex-
pression (e.g., genetic alterations that produce a TGFα+

and p53-/- genotype); and genetic alterations that result
in reduced PTEN expression and reduced p16INK4a or
p19ARF expression (e.g., genetic alterations that produce
a PTEN-/- and INK4a/ARF-/- genotype).
[0022] An example of suitable set of genetic modifica-
tions for production of a lung cancer model is TetO-
EGFR* CCSP-rtTA, p53-/-, TetO-luciferase and PGK-
puromycin (selectable antibiotic resistance marker). An
example of a suitable set of genetic modifications for pro-
duction of a colon cancer model is TetO-K-RAS, villin-
rtTA, APC-/-, TetO-luciferase and PGK-puromycin. An
example of a suitable set of genetic modifications for pro-
duction of a glioblastoma cancer model is TetO-EGFR*,
Nestin-rtTA, p53-/-, TetO-luciferase and PGK-puromy-
cin. An example of a suitable set of genetic modifications
for production of a prostate cancer model is TetO-AKT1,
probasin-rtTA, Rb-/-, TetO-luciferase and PGK-puromy-
cin. An example of a suitable set of genetic modifications
for production of a liver cancer model is TetO-β catenin,
ApoE-rtTA, NF1-/-, TetO-luciferase and PGK-puromycin.
[0023] Various vectors can be used to make the nucleic
acid constructs for use in the method of this invention.
These vectors can be based on plasmids or viruses such
as retroviruses, adenoviruses, and lentiviruses. The vec-
tors can be introduced into mouse ES cells via a variety

5 6 
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of methods, including but not limited to, cell fusion (e.g.,
spheroplast fusion), liposome fusion (transposomes),
conventional nucleic acid transfection methods (such as
calcium phosphate precipitation, electroporation, micro-
injection), and infection by viral vectors. A variety of meth-
ods can be used to screen for mouse ES cells that have
stably incorporated the desired genetic alterations. Such
methods include, without limitation, detection of drug re-
sistance where a drug selection marker gene (e.g., a ne-
omycin-resistant gene, a puromycin-resistant gene, or a
hygromycin-resistant gene) is co-introduced; detection
of fluorescence/bioluminescence emission where a flu-
orescent/bioluminescent marker gene (e.g., a gene en-
coding a green, yellow, blue or red fluorescent protein,
and Luciferase genes) is co-introduced; polymerase
chain reaction ("PCR"); and Southern blot analysis.
[0024] The mouse ES cells can be genetically altered
to contain a nucleic acid sequence that is regulated in an
inducible manner. For example, an introduced oncogene
or RNA interference sequence can be placed under the
control of an inducible promoter such as the tetracycline-
regulated promoter system described in e.g., WO
01/09308. In this case, administering the inducing agent
(e.g., tetracycline or doxycycline) via food or drinking wa-
ter to a chimeric animal, in which at least some cells orig-
inate from these genetically altered mouse ES cells, can
result in expression of the oncogene or RNAi product.
Other inducible promoters include, without limitation, a
metallothionine promoter, the IPTG/lacI promoter sys-
tem, the ecdysone promoter system, and the "lox stop
lox" system for irreversibly deleting inhibitory sequences
for translation or transcription. Instead of inducible pro-
moters, the expression of a disease-causing gene can
also be inducibly switched on or off by fusing the gene’s
polypeptide product to, e.g., an estrogen receptor
polypeptide sequence, where administration of estrogen
or an estrogen analog (e.g., hydroxytamoxifen) will allow
the correct folding of the polypeptide into a functional
protein.
[0025] The introduced polypeptide-encoding or inter-
fering RNA-encoding sequence can also be placed under
a general, constitutively active promoter, e.g., a cytome-
galovirus (CMV) promoter, EF1α, retroviral LTRs, and
SV40 early region. Alternatively, the coding sequence
can be placed under the control of a tissue-specific pro-
moter, such as a tyrosinase promoter or a TRP2 promoter
in the case of melanoma cells and melanocytes; an
MMTV or WAP promoter in the case of breast cells and/or
cancers; a Villin or FABP promoter in the case of intestinal
cells and/or cancers; a PDX promoter in the case of pan-
creatic cells; a RIP promoter in the case of pancreatic
beta cells; a Keratin promoter in the case of keratinoc-
ytes; a Probasin promoter in the case of prostatic epithe-
lium; a Nestin or GFAP promoter in the case of central
nervous system (CNS) cells and/or cancers; a Tyrosine
Hydroxylase, S100 promoter or neurofilament promoter
in the case of neurons; the pancreas-specific promoter
described in Edlund et al. Science 230:912-916 (1985);

a Clara cell secretory protein promoter in the case of lung
cancer; and an Alpha myosin promoter in the case of
cardiac cells.
[0026] Developmentally regulated promoters may also
be selected. They include, without limitation, the murine
hox promoters (Kessel and Gruss, Science 249:374-379
(1990)) and the α-fetoprotein promoter (Campes and
Tilghman, Genes Dev. 3:537-546 (1989)).
[0027] Any mouse ES cell line that provides adequate
chimerism can be used in this invention. The cell lines
include, without limitation, E14.1, WW6, CCE, J1, and
AB 1. See also Alex Joyner, Ed., Gene Targeting, A Prac-
tical Approach, Chapter 4 (Virginia Papaioannou), Ox-
ford Press, 2nd Ed., (2000). In some embodiments, the
ES cell lines provide 10% or higher chimerism. In some
embodiments, the ES cell lines provide 90% or higher
chimerism.

II. CHIMERIC NON HUMAN ANIMALS

[0028] As used herein, "chimeric" means chimeric in
terms of ontogeny. Accordingly, a chimeric non human
mammal is an animal that has grown, i.e., developed,
directly from a multicellular embryo into which at least
one genetically modified non human ES cell has been
injected or aggregated. A chimeric mouse obtained by
the method of the invention is to be distinguished from a
morphologically developed mouse that has received a
xenograft, e.g., an organ graft, a tissue graft, or a tumor
graft from another mouse.
[0029] As used herein, "non human mammal" means
any mammal other than a human, e.g. a rat, a mouse, a
hamster or a guinea pig.
[0030] A chimeric non human mammal can be gener-
ated by introducing non human ES cells into a host em-
bryo. This can be done, for example, by blastocyst injec-
tion or aggregation with earlier stage pre-implantation
embryos (e.g., eight-cell embryo). The embryo is subse-
quently transferred into a surrogate mother for gestation.
Chimerism in the born non human animal can be deter-
mined by phenotype (such as fur color, if the host embryo
and the ES cells are derived from animal strains of dif-
ferent fur colors), PCR, Southern blot analysis, or bio-
chemical or molecular analysis of polymorphic genes
(such as glucose phosphate isomerase). To facilitate
identification of chimeric non human animals having a
desired genetic alteration, one can co-introduce a detect-
able reporter gene and the desired genetic alteration into
the non human ES cells. Exemplary reporter genes in-
clude those that encode a fluorescent protein such as a
green fluorescent protein, a yellow fluorescent protein, a
blue fluorescent protein, or a luminescent protein such
as luciferase or β-galactosidase.
[0031] To increase the contribution of introduced non
human ES cells to a specific tissue, one can use a host
non human embryo that is deficient in generating that
tissue. This can be accomplished by any suitable meth-
od, including inducible expression of a toxin gene, e.g.,
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diphtheria toxin, in a specific cell type, or tissue-specific
deletion of genes needed for generating this cell type. In
such a complementation system, all or most of the cells
of the desired cell type or tissue will be derived from the
introduced ES cells.
[0032] The non human mammals may be immunocom-
promised or immunodeficient. Diseases may develop
sooner and/or faster in such animals. To develop such
animals, one can use blastocysts derived from, for ex-
ample, an X-linked SCID animal, or a RAG1-/- or RAG2-/-
animal.
[0033] The chimeric mice obtained by the method of
this invention provide efficient models to develop diseas-
es that originate from introduced ES cells. In an inducible
cancer model obtained by the method of this invention,
the mouse may develop cancer within a few months of
the induction of oncogene expression. The mouse may
also be treated with carcinogens, e.g., 9,10-dimethyl-1,2-
benzanthracene or ENU, to expedite this process.
[0034] The chimeric mouse models obtained by the
method of this invention provide flexibility in developing
models of different diseases. For example for use in a
method according to the invention murine ES cell lines
may be established for different cancer models by knock-
ing out a tumor suppressor gene (e.g., p53) and intro-
ducing a reporter gene (e.g., luciferase), a tissue-specific
reverse tetracycline transactivator gene (i.e., MMTV-rt-
TA) and an oncogene of choice (e.g., Akt, Her2V664E,
Her2, Bcl2, K-Ras and Cyclin D1) under the control of a
promoter regulated by reverse tetracycline transactivator
(rtTA). These cancer models allow the comparison study
of cancers of different etiology, and comparison study of
different oncogenes in cancer development.

III. EXEMPLARY USES

[0035] The chimeric mice obtained by the method of
this invention and diseased cells derived from the mice
can be used to delineate the initiation, progression, main-
tenance, regression, minimal residual disease, recur-
rence, or any other developmental stages of a specific
disease such as a cancer. They can also be used for
drug target identification, target validation, and efficacy
testing during drug development.

A. Identification of new cancer related genes

[0036] The chimeric cancer models obtained by the
method of this invention can be used to examine the on-
cogenicity of any gene, and to identify new cancer related
genes. For instance, a candidate oncogene and a null
mutation of an endogenous tumor suppressor gene (or
an RNAi construct targeting the tumor suppressor gene)
may be co-introduced into ES cells. A higher incidence
rate, or shorter latency, of cancer originating from the ES
cells in a resulting chimeric mouse, as compared to that
originating from ES cells containing only the null mutation
in a control mouse, indicates that the candidate gene is

an oncogene.
[0037] In addition, a gene expression profile for a chi-
meric mouse having cancer due to the expression of an
introduced oncogene via ES cells can be established.
Then, comparisons of gene expression profiles at differ-
ent stages of cancer development can be performed to
identify genes whose expression patterns are altered. ;
Techniques used to establish gene expression profiles
include the use of suppression subtraction (in cell cul-
ture), differential display, proteomic analysis, serial anal-
ysis of gene expression (SAGE) and comparative ge-
nomic hybridization (CGH). To allow high throughput pro-
filing, cDNA and/or oligonucleotide microarrays can be
used.
[0038] Gene expression profiles in separate mouse
models that contain different genetic alterations predis-
posing them to the same type of cancer can be compared
to identify tumor-related genes. For instance, overex-
pression of any one of Akt, Her2, Bcl-2, K-ras and cycline
D1, or activating mutations of any of these genes (e.g.,
Her2V664E) can cause breast cancer. By comparing
gene expression profiles in breast cancer tissues isolated
from different chimeric mice each containing mutations
in one of these genes, one can obtain information as to
the different pathways involved in the development (in-
cluding initiation, maintenance and regression) of breast
cancer. This information will be valuable in determining
therapeutic regimen for breast cancer caused by different
genetic lesions.

B. Identification of surrogate biomarkers

[0039] The chimeric mice obtained by the method, of
the invention also can be used to identify surrogate bi-
omarkers for diagnosis or to follow disease progression
in a mouse. The biomarkers can be identified based on
the differences between the expression profiles for a chi-
meric mouse that has developed a disease and one that
has not developed the disease. Blood, urine or other body
fluids from the mice can be tested with ELISAs or other
assays to determine which biomarkers are released from
the diseased tissue into circulation during genesis, main-
tenance, progression or regression of the disease. Such
diagnosis may involve detecting the expression or activity
level of the biomarker, wherein an abnormally high level
relative to control (e.g., at least about 50%, 100%, 150%,
200%, 250%, or 300% higher) is indicative of an abnor-
mal condition. These biomarkers are particularly useful
clinically in following disease progression post disease
therapy. These biomarkers can also be used clinically to
assess the toxicity of any disease therapy.

C. Identification of therapeutic agents

[0040] The chimeric mice obtained by the method of
the invention can be used to screen therapeutic agents
to treat a disease. One such method involves adminis-
tering a candidate compound to a mouse that has devel-
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oped a cancer. Then one can observe the effect of the
compound, if any, on the cancer. One can measure, e.g.,
tumor size, metastasis, or angiogenesis. Alternatively,
one can observe the effect of the compound on the ex-
pression or activity level of a biomarker for the cancer.

D. Identification of genes crucial for organ survival 
or function

[0041] To identify a gene crucial for organ survival or
function, one can evaluate regeneration in an organ con-
taining cells having a genetic alteration in a candidate
gene. A genetic alteration of a candidate gene can be
introduced into a murine ES cell line so that the expres-
sion of the candidate gene is inhibited or stimulated
through an inducible mechanism. In a resulting chimeric
mouse, the expression of the candidate gene in the chi-
meric cells may be induced by an inducer molecule or
inhibited by RNA interference. Upon induction or inhibi-
tion, the degree of chimerism may change in the organ.
For example, the percentage of chimeric cells may
change in a liver after induction of the expression of a
candidate gene. If loss or overexpression of the candi-
date gene product is detrimental to liver cell survival, chi-
meric cells will die upon induction, and the chimerism in
the liver will decrease.

E. Study of differentiation potential of murine ES 
cells

[0042] One can study differentiation potential of such
murine ES cells in vivo in the context of tumorigenesis.
A chimeric mouse having cells that originate from ES
cells containing certain genetic alterations may be more
prone to develop tumors in certain tissues. A comparison
of tumor development in different tissues of the chimeric
mice will thus provide insight into which genetic altera-
tions preferentially cause tumors in which tissues.

F. Study of cell/cell interactions in tumor formation

[0043] The chimeric mice obtained by the method of
the invention may be used to study the contribution of
cell/cell interaction to tumor formation. The cell/cell inter-
action may involve cells having different genetic back-
grounds that originate from mouse ES cells having dif-
ferent genetic alterations, or from mouse cells derived
from two different sources, e.g., the introduced ES cells
and the host blastocyst cells.
[0044] By way of example, the host blastocyst for ES
cell injection is genetically modified to allow studies of
stromal contribution to tumor development. The host
blastocyst can be derived from, e.g., a transgenic mouse
that produces elevated levels of a growth factor or cy-
tokine in a specific tissue; thus one can study the effect
of this growth factor or cytokine on the development of
tumors arising from cellular progeny of the introduced ES
cells in that tissue. The host blastocyst can also be de-

rived from, e.g., a transgenic mouse that is deficient in a
certain cellular product (e.g., an adhesion molecule, an
angiogenesis factor, a receptor, or a signaling molecule)
in a specific tissue; thus one can study the role of this
cellular product in providing stromal support for tumor
development in that tissue.
[0045] In another example, mouse ES cells from two
ES cell lines having different genetic alterations are co-
introduced into blastocysts and the resulting chimeric
mice may develop a tumor that originates from both ES
cell lines. Tumor formation in such chimeric mice can be
compared with chimeric mice containing tumor cells orig-
inating from only one of the two ES cell lines. Such a
comparison will provide insight into the effect of interac-
tions between cells having the different genetic altera-
tions on tumor formation.

G. Study of toxicity of a genetic element

[0046] The chimeric mice obtained by the method of
this invention can be used to measure quantitatively the
toxicity of a genetic element, e.g., a gene introduced into
a cell (e.g., an inducible oncogene), an overexpressed
endogenous gene, an RNAi construct against an endog-
enous gene (e.g., a tumor suppressor gene), a construct
that knocks out an endogenous gene, etc. To do this,
one can generate a chimeric mouse from a host blasto-
cyst that has been injected with ES cells containing the
test genetic element, wherein the host blastocyst itself
does not contain this test genetic element. He can then
compare the chimerism of the mouse with that of a control
mouse, e.g., a chimeric mouse developed with control
ES cells that do not contain the genetic element, or a
chimeric mouse developed with the same ES cells but
the test genetic element in those cells or progeny thereof
are not expressed (e.g., induced). A lower degree of chi-
merism indicates that the test genetic element affects
development negatively. A higher degree of chimerism
indicates the opposite.
[0047] A variety of methods can be used to determine
the degree of chimerism. For instance, a biopsy of the
organ can be obtained and analyzed by biochemical
methods. Alternatively, the host embryo and the ES cell
are engineered to express a different fluorescent protein
(e.g., one of GFP, RFP, and YFP), and the ratio of the
two fluorescent signals, which is indicative of chimerism,
is analyzed by in vivo imaging.

H. Mammalian Second Site Suppressor (MaSS) 
Screen

[0048] The chimeric mice obtained by the method of
this invention can be used in a MaSS screen to identify
cancer-related genes. In general, a MaSS screen in-
volves: (a) maintaining cells in which tumorigenicity de-
pends on the expression of an inducible oncogene under
conditions in which the expression of the oncogene is
not induced; (b) introducing into the cells a nucleic acid
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molecule, e.g., a retrovirus, that integrates into the ge-
nomes of the cells, thereby tagging the loci at which it
integrates; (c) identifying cells in which tumorigenicity has
been induced by integration of the nucleic acid molecule;
and (d) identifying genes that have been tagged by the
integrated nucleic acid molecule. Methods and materials
for performance of a MaSS screen are described in WO
02/079419.

IV. EXAMPLES

[0049] The invention is further illustrated by the follow-
ing examples. The examples are provided for illustrative
purposes only.

Example 1: HER2 Lung Cancer Model

[0050] The frequency of HER2/neu overexpression in
lung cancer has mostly been studied in non-small cell
lung cancer, and the reported frequencies of HER2/neu
overexpression range from 5 to 59%. The patients with
HER2/neupositive tumors have significantly shorter sur-
vival. HER2/neu overexpression has also been shown
to contribute to tumorigenesis in lung tumor cell lines.
See, e.g., Hirsch et al., Lung Cancer 36:263-4 (2002);
and Gatzemeier et al., Annals of Oncology 15:19-27
(2004). However, anti-HER2/neu antibodies (trastuzum-
ab or HERCEPTIN®) do not seem efficacious in treating
HER2-positive non-small cell lung cancer in humans.
Gatzemeier et al., supra.
[0051] Chimeric mice that inducibly overexpress
HER2/neu in their lungs and develop lung cancer shortly
after induction were produced. These mice were used to
show a cause-effect relationship between HER2/neu and
lung cancer. Since a human HER2/neu coding sequence
was used in making the mice, the mice are useful for,
inter alia, developing lung cancer therapeutics that target
HER2/neu in human patients and for testing the anti-lung
cancer efficacy of known HER2/neu drugs. The mice
were made as follows.
[0052] An INK4a-/- ES cell line was first co-transfected
with two expression constructs. The first construct (CC-
SP-rtTA) contained a reverse tetracycline transactivator
(rtTA) coding sequence linked operably to a Clara cell
secretory protein (CCSP) promoter (Fisher et al., Genes
& Development 15:3249-62 (2001)). The second con-
struct (TetO-luc) contained a luciferase (luc) coding se-
quence linked operably to a minimal-fos promoter con-
taining a tetracycline operator sequence (TetO). ES cell
lines containing both CCSP-rtTA and TetO-luc were es-
tablished by co-transfection of these two constructs to-
gether with PGK-puromycin. Puromycin resistant cells
were clonally isolated and genotyped by PCR and South-
ern Blot for the presence of both CCSP-rtTA and Te-
tOLuc. Fifteen of these resultant cell lines were injected
into blastocysts to generate chimeric mice, to assess the
relative performance of the cell lines. Inducibility of the
luciferase reporter gene in the lung was studied in vitro

by comparison of luminescent signals of lung samples
dissected from chimeras that had or had not been ex-
posed to doxycycline.
[0053] Two of the cell lines that passed the inducibility
analysis were further transfected with a third construct
containing a human HER2/neu coding sequence linked
operably to TetO. The HER2/neu polypeptide product
contained a V664E/Neu mutation (i.e., substitution of
glutamic acid for valine at position 664) along with PGK-
hygromycin.659). Thus, in a chimeric mouse containing
cells descended from these engineered ES cells, the ex-
pression of the HER2/neu gene was under the control of
the rtTA and tetracycline or a tetracycline analog (e.g.,
doxycycline). And since the rtTA was under the control
of the lung-specific CCSP promoter, the HER/neu onco-
gene would be expressed inducibly only in the lungs.
[0054] Then, twelve of these ES cell lines were injected
into mouse blastocysts from C57/BL6 females. The in-
jected blastocysts were transferred to surrogate mothers
for gestation. As assessed qualitatively (by coat color),
approximately 5% to greater than 90% of the resulting
animals’ body developed in mosaic fashion from the en-
gineered ES cells. The mice were then given doxycy-
cline-containing drinking water (2 mg/ml) at week four.
The lung tissues from the chimeric mice were analyzed
by RT-PCR and immunohistochemistry. Lung adenomas
were observed within seven weeks after the treatment
started. Within two to five months, invasive adenocarci-
noma developed in the lungs. Thus, these data demon-
strated that HER2/neu can initiate lung cancer.
[0055] The chimeric HER2/neu mice offered several
advantages over conventional transgenic lung cancer
models containing the same genetic modifications. In
transgenic mice that inducibly expressed HER2/neu in
the lungs, severe hyperplasia developed throughout the
lungs within two to three weeks of induction. The lungs
became nonfunctional, resulting in death before any tu-
mor had a chance to develop. Similarly, in transgenic
mice that inducibly expressed K-ras in the lungs (Fisher
et al., supra), the tumor loads were so high that the ani-
mals died before the tumors had a chance to become
invasive. In the chimeric HER2/neu mice, in contrast,
there was enough healthy lung tissue left to support sur-
vival after hyperplasia developed. As a result, trans-
formed lung cells had time to progress into more malig-
nant, invasive tumors. Therefore, the chimeric mice al-
lowed more detailed studies of tumor development.

Example 2: HER2 Breast Cancer Model

[0056] Ink4a homozygous null ES cells were co-trans-
fected with the following four constructs, as separate
fragments: MMTV-rtTA, TetO-Her2V664Eneu, TetO-luci-
ferase and PGK-puromycin. Puromycin-resistant cells
were genotyped by PCR and Southern blot. Inducibility
of the oncogenes in ES cells was analyzed by northern
blot. The transfected ES cells were injected into C57BL/
6 blastocysts, which were transplanted into pseudo-preg-
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nant female mice for gestation leading to birth of the chi-
meric mice.
[0057] The mouse mammary tumor virus long terminal
repeat (MMTV) is used to drive breast-specific expres-
sion of the reverse tetracycline transactivator (rtTA). The
rtTA provides for breast-specific expression of the HER2
activated oncogene when doxycycline is provided to the
mice, e.g., in their drinking water.
[0058] Inducibility of the HER2 oncogene and luci-
ferase was confirmed by RT-PCR and luciferase assay
(respectively), using cultured cells derived from the
mouse. Mammary glands were removed from chimeric
mice and digested with collagenase. Half of the orga-
noids collected were cultured in the presence of doxycy-
cline, and the other half was cultured without doxycycline.
After five days in culture, the cells were trypsinized, and
one tenth of the cells were used for luciferase assay, and
the rest were used for RNA extraction.
[0059] The histology analysis of tumors harvested from
HER2 breast cancer model mice showed invasive ade-
nocarcinomas. Two major patterns were distinguished.
They were a solid sheet growth pattern, and a nested
growth pattern with necrotic centers.
[0060] Immunohistochemistry analysis of mammary
tumors from HER2 breast cancer model mice revealed
two cell types within the tumors. The first cell type was
epithelial origin (cytokeratin positive), and showed HER2
expression and strong proliferation. The second cell type
was mesenchymal origin with fibroblast-like appearance.
These cells were collagen positive. These cells did not
show strong proliferation, and they displayed stromal
function. Apoptosis was seen in the necrotic centers of
the epithelial part of the tumors.
[0061] Tumor regression studies were performed us-
ing the HER2 breast cancer model mice. Two mice, each
carrying more than two doxycycline-induced tumors,
were selected. The tumor size of two tumors each was
measured using calipers before and after doxycycline
was withdrawn from the drinking water. Doxycycline was
withdrawn at day six. Tumor size was measured daily.
The tumor size measurements were used to calculate
the tumor volume. Results were plotted and the regres-
sion of the tumors was determined. All tumors regressed,
displaying doxycycline-dependence (FIGS. 1 and 2). Im-
munohistochemistry analysis of tumor regression con-
firmed doxycycline-dependent HER2 expression. Thus,
growth and maintenance of the tumors were shown to
depend on HER2 expression.

Example 3: K-RAS Breast Cancer Model

[0062] Ink4a homozygous null ES cells were co-trans-
fected with the following four constructs, as separate
fragments: MMTV-rtTA, TetO-K-RASGI2V, TetO-luci-
ferase and PGK-puromycin. Puromycin-resistant cells
were genotyped by PCR and Southern blot. Inducibility
of the oncogenes in ES cells was analyzed by northern
blot. The transfected ES cells were injected into C57BL/

6 blastocysts, which were transplanted into pseudo-preg-
nant female mice for gestation leading to birth of the chi-
meric mice.
[0063] Inducibility of the K-RAS oncogene and luci-
ferase was confirmed by RT-PCR and luciferase assay
(respectively), using cultured cells derived from the
mouse. Mammary glands were removed from chimeric
mice and digested with collagenase. Half of the orga-
noids collected were cultured in the presence of doxycy-
cline, and the other half was cultured without doxycycline.
After five days in culture, the cells were trypsinized, and
one tenth of the cells were used for luciferase assay, and
the rest were used for RNA extraction.
[0064] The histology analysis of tumors harvested from
K-RAS breast cancer model mice showed hyperplasia in
the epithelial ducts of the mammary gland after 2 months
on doxycycline. This hyperplasia is observed until the
end of the observation period (6 month on doxycycline).

Example 4: K-RAS Lung Cancer Model

[0065] Ink4a homozygous null ES cells were co-trans-
fected with the following four constructs, as separate
fragments: CCSP-rtTA, TetO-K-RASG12V, TetO-luci-
ferase and PGK-puromycin. Puromycin-resistant cells
were genotyped by PCR and Southern blot. Inducibility
of the oncogenes in ES cells was analyzed by northern
blot. The transfected ES cells were injected into C57BL/
6 blastocysts, which were transplanted into pseudo-preg-
nant female mice for gestation leading to birth of the chi-
meric mice.
[0066] Inducibility of the K-RAS oncogene and luci-
ferase was confirmed by RT-PCR, Northern blot and lu-
ciferase assay (respectively), using tissue derived from
the mouse lungs. Lungs were removed from chimeric
mice and homogenized. Homogenized material from
mice on and off Doxycycline was compared in Luciferase
assays and RNA expression analysis.
[0067] The histological analysis of lungs from the mice
on doxycycline revealed multiple adenocarcinomas in
the lung. The adenocarcinomas can be seen as early as
3 month on doxycycline. Chimeras with a low percentage
of ES-cells showed a longer latency for tumor develop-
ment with an overall decreased tumor burden. The tu-
mors derive from type II pneumocytes as analyzed by
immunohistochemistry using antibodies against the SPC
and CC10 antigens.

Claims

1. A method of making a chimeric mouse cancer model,
comprising:

a) providing a mouse ES cell comprising a mu-
tation that deletes or inactivates a tumor sup-
pressor gene,
b) transfecting the ES cell with
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(i) a first vector comprising a recombinant
oncogene operably linked to an inducible
promoter that includes a response element
whose activity depends on a transactivator,
and
(ii) a second vector encoding the transacti-
vator gene operably linked to a tissue spe-
cific promoter,

c) injecting the ES cell into a mouse embryo, and
d) transferring the embryo into a mouse surro-
gate mother.

2. The method of claim 1, wherein the recombinant on-
cogene is selected from the group consisting of: K-
RAS, H-RAS, N-RAS, EGFR, MDM2, RhoC, AKT1,
AKT2, c-myc, n-myc, β-catenin, PDGF, C-MET,
PI3K-CA, CDK4, cyclin B1, cyclin D1, estrogen re-
ceptor gene, progesterone receptor gene, Her2,
ErbB1, ErbB3, ErbB4, TGFα, TGF-β, ras-GAP, Shc,
Nck, Src, Yes, Fyn, Wnt, Bcl2 PyV MT, and SV40 LT.

3. The method of claim 2, wherein the recombinant on-
cogene is HER2, K-RAS or EGFR.

4. The method of any one of the preceding claims,
wherein the mutation involves a pair of tumor sup-
pressor null alleles selected from the group consist-
ing of Rb, P53, INK4a, PTEN, LATS, Apaf1, Caspase
8, APC, DPC4, KLF6, GSTP1, ELAC2/HPC2 or
NKX3.1, ATM, CHK2, ATR, BRCA1, BRCA2, MSH2,
MSH6, PMS2, Ku70, Ku80, DNA/PK, XRCC4 or
MLH1, NF1, NF2, APC, WT, Patched, and FHIT.

5. The method of claim 4, wherein the pair of tumor
suppressor null alleles is a pair of Ink4a null alleles.

6. The method of any one of the preceding claims,
wherein the inducible promoter is a TetO promoter.

7. The method of any one of the preceding claims,
wherein the transactivator gene operably linked to a
tissue specific promoter is MMTV-rtTA or CCSP-rt-
TA.

Patentansprüche

1. Verfahren zur Herstellung eines chimären Maus-
Krebsmodells, umfassend:

a) Bereitstellen einer Maus-ES Zelle umfassend
eine Mutation, die ein Tumorsuppressor-Gen
deletiert oder inaktiviert,
b) Transfizieren der ES-Zelle mit:

(i) einem ersten Vektor umfassend ein re-
kombinantes Onkogen, das funktionell mit

einem induzierbaren Promotor verknüpft
ist, der ein Response-Element umfasst,
dessen Aktivität von einem Transaktivator
abhängt, und
(ii) einem zweiten Vektor, der das mit einem
gewebespezifischen Promoter funktionell
verknüpfte Transaktivatorgen kodiert,

c) Injizieren der ES-Zelle in einen Maus-Em-
bryo; und
d) Überführen des Embryos in eine Maus-Sur-
rogat-Mutter.

2. Verfahren nach Anspruch 1, wobei das rekombinan-
te Onkogen ausgewählt ist aus der Gruppe beste-
hend aus: K-RAS, H-RAS, N-RAS, EGFR, MDM2,
RhoC, AKT1, AKT2, c-myc, n-myc, β-Catenin,
PDGF, C-MET, PI3K-CA, CDK4, Cyclin B1, Cyclin
D1, Östrogenrezeptor-Gen, Progesteronrezeptor-
Gen, Her2, ErbB1, ErbB3, ErbB4, TGFα, TGF-β, ras-
GAP, Shc, Nck, Src, Yes, Fyn, Wnt, Bcl2 PyV MT,
und SV40 LT.

3. Verfahren nach Anspruch 2, wobei das rekombinan-
te Onkogen Her2, K-RAS oder EGFR ist.

4. Verfahren nach einem der vorhergehenden Ansprü-
che, wobei die Mutation ein Paar von Tumorsuppres-
sor-Null-Allelen umfasst, die ausgewählt sind aus
der Gruppe bestehend aus Rb, P53, INK4a, PTEN,
LATS, Apaf1, Caspase 8, APC, DPC4, KLF6,
GSTP1, ELAC2/HPC2 oder NKX3.1, ATM, CHK2,
ATR, BRCA1, BRCA2, MSH2, MSH6, PMS2, Ku70,
Ku80, DNA/PK, XRCC4 oder MHL1, NF1, NF2,
APC, WT, Patched und FHIT.

5. Verfahren nach Anspruch 4, wobei das Paar von Tu-
morsuppressor-Null-Allelen ein Paar von Ink4a-Null-
Allelen ist.

6. Verfahren nach einem der vorhergehenden Ansprü-
che, wobei der induzierbare Promotor ein TetO-Pro-
motor ist.

7. Verfahren nach einem der vorhergehenden Ansprü-
che, wobei das mit einem gewebespezifischen Pro-
moter funktionell verknüpfte Transaktivatorgen
MMTV-rtTA oder CCSP-rtTA ist.

Revendications

1. Procédé de réaliser un modèle de souris chimérique
de cancer comprenant les étapes suivantes:

a) fournir une cellule souches embryonnaire
(ES) de souris comprenant une mutation qui
supprime ou inactive un gène suppresseur de
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tumeur,
b) transfecter la cellule ES avec

(i) un premier vecteur comprenant un onco-
gène recombinant lié d’une manière fonc-
tionnelle à un promoteur inductible qui com-
prend un élément de réponse l’activité du-
quel dépend d’un transactivateur, et
(ii) un deuxième vecteur codant le gène
transactivateur lié d’une manière fonction-
nelle à un promoteur tissu-spécifique,

c) injecter la cellule ES dans un embryon de sou-
ris, et
d) transférer l’embryon dans une mère de souris
surrogate.

2. Procédé selon la revendication 1, dans lequel l’on-
cogène recombinant est sélectionné parmi le groupe
consistant en : K-RAS, H-RAS, N-RAS, EGFR,
MDM2, RhoC, AKT1, A K T 2 , c-myc, n-myc, ß-ca-
ténine, PDGF, C-MET, PI3K-CA, CDK4, cycline B1,
cycline D1, le gène de récepteur oestrogénique, le
gène de récepteur progestéronique, Her2, ErbB1,
ErbB3, ErbB4, TGFα, TGF-ß, ras-GAP, Shc, Nck,
Src, Yes, Fyn, Wnt, Bcl2 PyV MT, et SV40 LT.

3. Procédé selon la revendication 2, dans lequel l’on-
cogène recombinant est HER2, K-RAS ou EGFR.

4. Procédé selon l’une des revendications précéden-
tes, dans lequel la mutation comprend une paire d’al-
lèles nuls suppresseurs de tumeur sélectionnés par-
mi le groupe consistant en Rb, P53, INK4a, PTEN,
LATS, Apaf1, Caspase-8, APC, DPC4, KLF6,
GSTP1, ELAC2/HPC2 ou NKX3.1, ATM, CHK2,
ATR, BRCA1, BRCA2, MSH2, MSH6, PMS2, Ku70,
Ku80, DNA/PK, XRCC4 ou MHL1, NF1, NF2, APC,
WT, Patched et FHIT.

5. Procédé selon la revendication 4, dans lequel la pai-
re d’allèles nuls suppresseurs de tumeur est une pai-
re d’allèles nuls Ink4a.

6. Procédé selon l’une des revendications précéden-
tes, dans lequel le promoteur inducible est un pro-
moteur TetO.

7. Procédé selon l’une des revendications précéden-
tes, dans lequel le gène transactivateur lié d’une ma-
nière fonctionnelle à un promoteur tissu-spécifique
est MMTV-rtTA ou CCSP-rtTA.
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