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Acinar, ductal and islet cells appeared histologically normal in
ApcP–/– fetuses and young adults (1-4 months old; see Fig. S1 in
the supplementary material), yet the islets of Langerhans appeared
diluted (i.e. more scarce within a hyperplastic exocrine
compartment). Cell density was comparable in control and ApcP–/–

young adults (data not shown), indicating that pancreatomegaly
was due to acinar cell hyperplasia, rather than to acinar cell
enlargement (hypertrophy). Cell proliferation and differentiation

were normal in fetal pancreata but, from birth until 6 months of
age, acinar cells had an increased proliferation rate (Fig. 1E); the
rates of cell proliferation were normal in ducts and islets (data not
shown).

Exocrine and endocrine functions of ApcP–/– pancreata were
normal. Absolute pancreatic amylase activity was normal despite
acinar hyperplasia (see Fig. S2A,B in the supplementary material),
suggesting a decreased amylase content per cell. This could result
from adaptation to an excessive acinar cell mass or from defective
acinar cell differentiation. Of particular interest, compared with
controls, ApcP–/– mice were hyperamylasemic (see Fig. S2C in the
supplementary material), suggesting that plasma amylase might be a
good indicator of the functional pancreatic mass.

Although adult islet density was reduced, the absolute �-cell mass
in ApcP–/– animals was unaffected, as were total pancreatic insulin
and glucagon contents, and glucose homeostasis (see supplementary
Fig. S1B and Fig. S3 in the supplementary material).

Altogether, these observations indicate that only acinar cells are
sensitive to Apc loss and that the endocrine-to-exocrine tissue ratio
[1-99% (Orci, 1982)] is not crucial in long-term pancreas
homeostasis.

Sensitivity of acinar cells to �-catenin signaling is
restricted to a postnatal competence period
Apc inactivation is expected to induce the accumulation of
unphosphorylated �-catenin (Staal et al., 2002). Surprisingly,
despite the efficient inactivation of Apc in ApcP–/– fetuses (E15.5),
the expression and distribution of �-catenin was not changed
compared to controls (Fig. 2A,B); accordingly, expression of
�-catenin target genes was not, or only slightly, upregulated
(Table 1). By contrast, in the postnatal pancreas, Apc loss elicited
the nuclear accumulation of �-catenin in acinar cells from
birth (Fig. 2A). This unexpected difference confirms the
compartmentalization of the effects of Apc loss to postnatal acinar
lineages.

To analyze the basis of acinar cell hyperplasia in ApcP–/– mice, we
examined the expression profile of different �-catenin target genes,
such as c-myc, c-jun (Jun) and cyclin D2 (Ccnd2) (Table 1)
(Hurlstone and Clevers, 2002). These transcripts were markedly
increased in 2-month-old ApcP–/– total pancreatic extracts; by
contrast, this was not the case in islets isolated from 1-month-old
ApcP–/– animals (data not shown).

In young adult ApcP–/– mice, and more markedly in aged animals,
�-catenin accumulation was apparent in a fraction of ductal and islet
cells, and was diffuse, both cytoplasmic and nuclear (Fig. 2A,B).
The refractoriness of islet cells to �-catenin signaling was further
established with mice bearing the Apc inactivation exclusively in
islets through the use of a Pax6-Cre transgene (Ashery-Padan et al.,
2004; Herrera et al., 2002) (ApcloxP/loxP;Pax6-Cre+/–). In these
mutants, no islet dysplasia or hyperplasia was observed (see Fig.
S4A in the supplementary material). Despite the efficient
downregulation of Apc transcripts (80%) in ApcloxP/loxP;Pax6-Cre+/–

islets, the expression of �-catenin target genes, such as in ApcP–/–

islets, was not augmented (see Fig. S4B in the supplementary
material).

In conclusion, these results reveal a precise spatiotemporal pattern
in the pancreas for �-catenin signaling: it remains low or inactive
during pancreas development but, after birth, is activated in acinar
cells only.

Interestingly, �-catenin signaling (i.e. ‘activation’ of �-catenin, or
its nuclear translocation) can occur in the absence of Wnt signaling
via other mechanisms (Harris and Peifer, 2005; Willert and Jones,
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Fig. 2. �-catenin accumulates in ApcP–/– acinar cells. (A) Anti-pan �-
catenin immunofluorescence at E15.5, birth (P1), 1 month (confocal
pictures are shown for this stage) and 12 months of age. In control mice
(left column), �-catenin staining is found in cell membranes at all stages
analyzed. By contrast, in adult ApcP–/– mice (right column) staining for �-
catenin is mainly nuclear in acinar cells from P1 (open arrows) but
remains peripheral in most islet and ductal cells, as in controls. Notice
that some islet cells display a cytoplasmic �-catenin staining (small
arrow) in old ApcP–/– mice. (B) Western blot of total protein extracts from
E15.5 and adult pancreata (50 �g per lane) using anti-unphosphorylated
�-catenin antibody and anti-�-catenin-(phospho Y142) antibody.
Unphosphorylated �-catenin accumulates only in pancreatic extracts
from ApcP–/– adult mice and is always undetectable in isolated islets
(right). �-catenin-(phospho Y142) is abundant in adult acini, but
undetectable in developing primordia or in isolated islets (1-month-old),
whether control or ApcP–/–. �-tubulin and actin (lower row) show equal
loading. d, duct; i, islet. Scale bars: 20 �m. 
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2006). �-catenin-(phospho Y142) is an indicator of Wnt-
independent �-catenin signals (Brembeck et al., 2004).
Phosphorylation of �-catenin at tyrosine 142, mediated by
hepatocyte growth factor (Hgf) receptors (Met), has been shown to
occur in murine hepatomegaly (Apte et al., 2006), human
hepatoblastomas (Ranganathan et al., 2005) and human colorectal
carcinoma cells (Rasola et al., 2006). In the pancreas, we found that
�-catenin-(phospho Y142) levels were undetectable in pancreatic
primordia and in isolated islets, but high in acinar cells, whether
control or ApcP–/– (Fig. 2B). This expression pattern correlates with
that of unphosphorylated nuclear �-catenin in ApcP–/– pancreata.

Taken together, these observations suggest that Wnt-dependent
and -independent �-catenin signaling are intrinsically facilitated in
adult acinar cells.

Deletion of c-myc is sufficient to abolish the
ApcP–/– phenotype
To test whether the increased c-myc expression observed in ApcP–/–

mutants is required for the acinar overexpansion, we performed the
double inactivation of Apc and c-myc using mice bearing, in
addition to the two loxP-flanked Apc alleles, two loxP-flanked
c-myc alleles (Trumpp et al., 2001). Remarkably, mice
simultaneously lacking Apc and c-myc (ApcP–/–;c-mycP–/–) in
pancreas displayed a complete reversal of the ApcP–/– phenotype,
with no pancreatomegaly in spite of the accumulation of nuclear �-
catenin in acinar cells (Fig. 3A-C). These mice showed normal
relative �-cell area (Fig. 3D) and pancreatic insulin content at 
2 months of age.

Together, these results indicate that the proliferative effect of �-
catenin on acinar cells after Apc loss requires increased c-myc
activity. This is the first evidence, together with two reports on Apc
inactivation in the intestine (Ignatenko et al., 2006; Sansom et al.,
2007), which appeared while this work was under evaluation for
publication, for an in vivo molecular mechanism (mediated by c-myc
inactivation) involved in the reversal of a ‘Wnt gain-of-function’ (i.e.
Apc deficiency) phenotype.

ApcP–/– pancreata become ‘resistant’ to �-catenin
signaling and escape tumorigenesis
Mice bearing the same Apc mutation in liver, colon or kidney
(Andreu et al., 2005; Colnot et al., 2004; Sansom et al., 2005;
Shibata et al., 1997) always develop tumors. Similarly, continued

overexpression of c-myc in acinar cells under the control of an
elastase promoter is tumorigenic (Sandgren et al., 1991), and human
pancreatic cancer cells have high levels of c-myc expression
(Buchholz et al., 2006). However, contrary to these observations,
tumor formation was prevented in ApcP–/– pancreata, despite the high
levels of �-catenin.

In ApcP–/– animals, pancreatomegaly remained stable and, up to 1
year of age, mice were in good health, had unchanged pancreatic
mass and normal endocrine function (see Fig. S3D in the
supplementary material). In 1-year-old mice, hypertrophic acinar
cells, with dysplastic nuclei, were observed focally (Fig. 2A; and see
below and Fig. S5 in the supplementary material). However, E-
cadherin expression was always normal (data not shown) and no
tumors developed.

The absence of pancreatic tumors was further explored in mice
lacking, simultaneously, Apc and Smad4 in the pancreas. Smad4, a
central transducer of signals conveyed by Tgf� ligands, is often
mutated or deleted in colorectal cancer and pancreatic carcinoma
(Bardeesy et al., 2006; Hahn et al., 1996; Hua et al., 2003; Shattuck-
Brandt and Dubois, 1999; Tang et al., 2002). However, mice lacking
Smad4 in the pancreas have no pancreatic tumors (Simeone et al.,
2006). In the present study, we analyzed the cumulative effect of the
concurrent loss of both Apc and Smad4, and no spontaneous
pancreatic tumor developed during the first year of life.

Whereas nuclear �-catenin in acinar cells persisted in 1-year-old
mice (Fig. 2A), the expression of c-myc and other genes that are
upregulated in young pancreata returned to normal levels in mature
animals (Table 1), indicating the acquisition of ‘resistance’ to
signaling via �-catenin. This correlates with the normalization of
acinar cell proliferation after 5 months of age in ApcP–/– animals, and
the absence of tumorigenesis (Fig. 1E and see Fig. S6 in the
supplementary material).

The first months of life thus represent a competence window, a
sensitive period during which acinar cells may undergo �-catenin-
induced proliferation. The spontaneous downregulation of �-catenin
signaling in the exocrine pancreas in aged mice, despite the
persistent presence of abundant nuclear �-catenin, defines the
beginning of a �-catenin-unresponsive phase (summarized in Fig.
S6 in the supplementary material). Our observations indeed suggest
a mechanism of tumor suppression, or rather of signal adaptation,
after Apc loss: a resetting of the threshold upon continuous signaling
by �-catenin. A similar negative-feedback mechanism after
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Fig. 3. Pancreatomegaly is c-myc dependent.
(A) Freshly dissected pancreata from 2-month-old ApcP–/–

and ApcP–/–;c-mycP–/– mice. Pancreatomegaly does not
appear in the absence of the two c-myc alleles. (B) Anti-
�-catenin immunofluorescence on 2-month-old ApcP–/–

and ApcP–/–;c-mycP–/– pancreatic sections. Notice the
nuclear localization of �-catenin in acinar cells of mice of
both genotypes (open arrows). Islets are depicted with a
dashed line. Paraffin sections were 5 �m thick. Small
arrows show cytoplasmic �-catenin in islets and ducts (d).
(C) Western blot of total protein extracts from adult
pancreas (50 �g per lane) using anti-unphosphorylated
�-catenin antibody. Unphosphorylated �-catenin
accumulates in the pancreas of ApcP–/–;c-mycP–/– mice, as
in ApcP–/– animals. �-tubulin shows equal loading. 
(D) �-cell area in ApcP–/–;c-mycP–/– mice is similar to that
of controls, whereas it is lower in ApcP–/– animals. A total
of three mice were analyzed per group; *P<0.01.
d, duodenum (A), duct (B); p, pancreas; sp, spleen. Scale
bar: 0.5 cm in A; 20 �m in B.
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inactivation of another tumor suppressor gene, NF1 (whose
malfunction underlies the familial cancer syndrome neuro -
fibromatosis type I), was recently reported (Courtois-Cox et al.,
2006).

The refractoriness of islet cells to convey growth signals through
�-catenin might also help understand why insulinomas, which very
often display a loss of APC protein expression (Arnold et al., 2007),
are largely benign tumors (Gonzalez-Gonzalez and Recio-Cordova,
2006), and why �-cells do not transdifferentiate into ductal cells in
pancreatic metaplastic lesions (Strobel et al., 2007).

The blockade of �-catenin/TCF activity, revealed by the
persistence of nuclear �-catenin in acini without increased c-myc
expression or cell proliferation, possibly results from the activity of
�-catenin competitors [i.e. ICAT (also known as Ctnnbip1 – Mouse
Genome Informatics) and Duplin (also known as Chd8 – Mouse
Genome Informatics)], TCF repressors [Groucho (Tle1), Hbp1,
CtBP1], or from TCF post-translational modifications (Kikuchi et
al., 2006). Among the negative modulators of �-catenin that we
analyzed, we found that ICAT (inhibitor of �-catenin and Tcf4),
which prevents the binding of �-catenin to TCF (Gottardi and
Gumbiner, 2004b; Tago et al., 2000), has a pancreatic expression
pattern consistent with the observed spatial and temporal oscillations
of c-myc expression: islet cells maintain high levels of ICAT
throughout life; in acinar cells, ICAT is downregulated in mature
mice, but not in ApcP–/– animals (see Fig. S5 in the supplementary
material). Whether ICAT or other repressors are involved in this �-
catenin blockade will be addressed in further studies.

In conclusion, using an in vivo system in which endogenous �-
catenin signaling is allowed or favored (i.e. the ablation of Apc), we
report that early pancreatic progenitor cells, and islet cells, exhibit
strong inhibition of excessive �-catenin signaling (see Fig. S6B in
the supplementary material). Others have shown that forced
excessive or defective �-catenin signaling disrupts normal acinar
organogenesis (Dessimoz et al., 2005; Heiser et al., 2006; Murtaugh
et al., 2005; Papadopoulou and Edlund, 2005; Wells et al., 2007).
Later in life, upregulation of �-catenin inhibitors/competitors,
leading to impaired �-catenin/TCF activity, would block signaling
in acini (see supplementary material Fig. S6B).

Whether �-catenin signaling does play a role during pancreas
development, growth and maturation remains to be clearly
determined. Here, we have demonstrated that, at least in a
favorable situation for �-catenin signaling (such as after Apc
loss), the definitive size of the pancreas at complete maturation
appears to be intrinsically determined by the progressive
unresponsiveness to �-catenin signaling in acinar cells; in
addition, this endogenous constraint probably explains why tumor
formation is prevented in pancreas but not in liver, colon or kidney
bearing the same Apc mutation (Andreu et al., 2005; Colnot et al.,
2004; Sansom et al., 2005; Shibata et al., 1997), and might be of
therapeutic relevance.
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