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Recent studies suggest a possible link between calcification and ischemia–reperfusion injury following liver
transplantation. Histological staining, immunolabeling, and biochemical and electron microscopy analyses
were applied to assess the possible mechanism(s) of calcification in liver tissue. Although light microscopy
studies did not reveal the presence of large necrotic or apoptotic areas, electron microscopy showed the
presence of membrane-bound vacuolar structures in hepatocytes, indicative of cell damage. Myofibroblasts
were abundant in regions surrounding and within calcification. In these precalcified and calcified areas,
myofibroblasts expressed bone-specific matrix proteins, such as osteopontin, type 1 collagen and bone
sialoprotein. In addition, transforming growth factor beta (TGFb)-1 and BMP2, two growth factors implicated in
osteoblast differentiation, and Runx2 and Msx2, two transcription factors targets of TGFb-1 and BMP2, were
also expressed in these myofibroblasts. These data suggest that liver calcification following transplantation
may be a consequence of precipitation of hydroxylapatite emanating from necrotic or apoptotic hepatocytes
associated with proliferation of myofibroblasts expressing bone-specific matrix proteins.
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Cases of pathological liver calcification have been
reported following a wide spectrum of injuries such
as inflammatory states as well as primary benign or
malignant neoplasm.1 Furthermore, clinical reports
have documented diffuse hepatic calcification de-
veloping after extensive ischemia2 or metastasis.3 In
all cases, calcification was a consequence of massive
necrosis. In addition to necrosis, liver cell apoptosis
may also predispose to calcification as previously
described.4 Both necrosis and apoptosis have been
shown to be massively triggered during experimen-

tal ischemia–reperfusion performed in pig liver,5

thus suggesting a potential link between ischemia–
reperfusion and the observed calcifications. In spite
of small patient number, calcification was found in
60% of liver disfunctions following human liver
transplantation.6

Ectopic calcification is characterized by the
pathological formation of hydroxyapatite crystals
in nonskeletal tissues. Pathological calcifications
can be subdivided into (i) ‘metastatic calcification’
occurring in undamaged tissues when calcium and
phosphate serum levels are elevated and (ii) ‘dys-
trophic calcification’ occurring in injured tissue
when the levels of calcium and phosphate in serum
are normal.7 Dystrophic calcifications have many
features similar to physiological bone mineraliza-
tion such as the deposition of hydroxyapatite in
organic matrix containing type I collagen and
noncollagenous proteins. Bone mineralization is
regulated by noncollagenous proteins present in
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bone organic matrix such as osteopontin, bone
sialoprotein and osteocalcin.8 These bone-specific
genes are activated during osteogenic differentiation
by several growth factors such as transforming
growth factor beta (TGFb)-1 and BMP2, which are
able to activate the specific transcription factors,
Msx2 and Runx2.9,10 Runx2 can cooperate with
TGFb- and BMP-specific Smads and stimulate
transcription of the target genes required for osteo-
genesis.11,12

We previously reported two cases of graft calcifi-
cation following liver transplantation,6,13 in which
patients had developed massive dystrophic liver
calcification after normal ischemia–reperfusion per-
iods. In the present study, we have used a combined
approach involving histological staining, immuno-
labeling, electron microscopy and biochemical
analysis to assess the involvement of the necrosis–
apoptosis and the osteogenesis in the process of
liver calcification.

Materials and methods

Tissue Collection

Calcified liver was obtained as previously described
by Tzimas et al,13 macroscopically divided into
noncalcified, precalcified and calcified parts and
snap frozen in less than 5min. Three samples from
each region were dissected and used for biochemical
and morphological studies. Control livers were
obtained from biopsies collected in the operating
room in accordance with the McGill University
Health Centre ethics regulations (ERB 05-003).

Histology

Hematoxylin and eosin staining and von Kossa
staining were carried out following the procedure
described by Miao and Scutt14 and Xue et al,15

respectively. Masson–Goldner trichrome staining
was performed as previously described.16 Hematox-
ylin and eosin, von Kossa and Masson–Goldner
trichrome were performed on paraffin-embedded
sections. For Alizarin red S staining, 8mm frozen
sections were fixed with 10% formalin, partly
decalcified in 10mM ethylenediaminetetraacetic
acid (EDTA, five washes of 2min) and stained with
40mM Alizarin red S (Sigma) for 5min at room
temperature. The sections were then washed three
times with PBS and counterstained with hematox-
ylin (Vector Laboratories).

Immunohistochemistry

Frozen sections (8 mm) were fixed with 4% parafo-
maldehyde in PBS (pH 7.4) and partly decalcified
with 10mM EDTA (five washes of 2min). Sections
were incubated in 3% hydrogen peroxide to quench
endogenous peroxidases and blocked with 1%

Bovine Serum Albumin (BSA, Sigma) in PBS. The
sections were then incubated with specific primary
antibodies for 1 h at 371C in blocking solution.
Mouse monoclonal antibodies against alpha smooth
muscle actin (a-SMA, clone 1A4, Dako, 1:1000),
Keratin 18 (Labvision Corporation, 1:500), human
CD31 (Chemicon International, 1:1000), TGFb-1
(clone1D11, R&D Systems, 1:50) or rabbit sera
against Runx2 (Santa Cruz, 1:50), Msx2 (Santa Cruz,
1:50), BMP2 (Santa Cruz, 1:50) and Ki-67 (1:200)
were used. After three washes in PBS, sections were
incubated with Envision amplification system Dako
(Cytomation EnvisionþSystem labeled polymer-
HRP anti-mouse or anti-Rabbit) for 30min at room
temperature and then washed three additional
times. Sections were stained with diaminobenzidine
(DAB, Dako) as chromogen and counterstained
with hematoxylin. Paraffin-embedded sections
(5 mm) were prepared for type I collagen (goat anti-
human type I collagen antibody, Southern Biotech-
nology Associates), osteocalcin (goat anti-mouse
osteocalcin, Biomedical Technologies), osteopontin
(rabbit anti-osteopontin, LF-123) and bone sialopro-
tein (rabbit anti-human bone sialoprotein, LF-6)
detections following procedure described.17 After
overnight incubation at room temperature, incuba-
tion with specific biotinylated rabbit anti-goat IgG or
goat anti-rabbit IgG (Sigma) and incubation with the
Vectastain ABC-AP kit (Vector Laboratories, Inc.,
Ontario, Canada), red pigmentation was produced
by a 10- to 15-min treatment with Fast Red TR/
Naphthol AS-MX phosphate (Sigma; containing
1mM levamisole as endogenous alkaline phospha-
tase inhibitor). After washing with distilled water,
the sections were counterstained with methyl green
and mounted with Kaiser’s glycerol jelly. In all
experiments, the specificity of the staining was
controlled by omitting the primary antibody.

Cell Apoptosis Assay

Terminal-deoxynucleotidyl transferase-mediated
nick-end labeling (TUNEL) staining of apoptotic
cells was performed on 8mm frozen sections accord-
ing to the manufacturer’s instruction (Roche) as
described previously.18

Transmission Electron Microscopy

Approximately 0.02 cm3 tissue specimens were
fixed with 2.5% glutaraldehyde in 0.1M cacodylate
buffer, washed with cacodylate buffer and post-fixed
with 1% OsO4. The fixed material was then
dehydrated in graded concentrations of alcohol,
and embedded in Epon resin. Ultrathin sections
were prepared by ultramicrotomy using a diamond
knife. To distinguish between mineralized and
nonmineralized cellular structures, lead citrate-
and uranium acetate-stained and nonstained sec-
tions were imaged in transmission electron micro-
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scopy using a JEOL JEM 2000FX transmission
electron microscope (Tokyo, Japan) operated at
80 kV. The chemical composition of the mineral
phases was determined by energy dispersive spec-
troscopy (Quartz XOne).

Immunoblot Analyses

Liver tissues (1–2 g) were homogenized in 1ml of
PBS containing 1� protease inhibitor cocktail
(Roche), 5mM NaF, 1mM EDTA and 1mM Na3VO4

with an Ultra-Turrax T25. Tissue remnants were
removed by centrifugation at 1500 g for 20min at
41C. Membrane proteins were solubilized by addi-
tion of TX-100 to a 1% final concentration. After
incubation on ice for 1 h, insoluble material was
removed by centrifugation for 1h at 100 000 g.
Protein concentrations were determined using the
Bradford reagent. Samples were immunoblotted as
previously described19 using antibody dilutions
as follow: 1/200 (Runx2, Msx2 and BMP2), 1:500

(osteopontin, bone sialoprotein and collagen I) and
1:1000 (TGFb-1).

Results

Characterization of Liver Calcifications

Calcified livers were collected 15 days post-trans-
plantation as previously described.13 All tissue
sections and proteins analyzed originated from
these livers. The presence of calcification within
the liver tissues was evident by histochemical
analysis using three different methods. Von Kossa
staining showed the presence of phosphate as
indicated black silver precipitation within liver
cells, most likely hepatocytes (Figure 1, top panels,
von Kossa), whereas Alizarin Red S staining
indicated the presence of calcium (Figure 1, middle
panels, Alizarin Red S). The co-existence of calcium
and phosphate suggests the precipitation of a
calcium phosphate phase within the calcified tissue.
Goldner–Masson trichrome staining (Figure 1,

Figure 1 Characterization of liver calcification. Von Kossa (top panels), alizarin red S (middle panels) and Goldner–Masson trichrome
(bottom panels) staining of calcified, precalcified and noncalcified liver tissue sections. Top panels, black staining indicates the presence
of phosphate precipitate. Middle panels, dark grey staining indicates the presence of Ca2þ precipitate. Bottom panels, light grey staining
indicates the presence of collagen. Magnification �20.
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bottom panels, Goldner–Masson) confirmed the
presence of collagen-containing matrix in the calci-
fied areas, as indicated by the light grey precipitates.

Tissue Necrosis and Apoptosis

Pathological calcifications have previously been
reported to be associated with necrosis and apopto-
sis.4 To assess the presence of necrotic areas in
calcified liver, we first stained liver sections with
hematoxylin and eosin. Unexpectedly, necrosis
was not detected in any of the sections including
noncalcified (Figure 2a), precalcified (Figure 2a) or
calcified tissues (not shown). Similarly, TUNEL
staining showed labeling of only a small proportion
of cell nuclei (Figure 2b, arrows) but did not reveal
massive apoptosis in any areas of the livers (Figure
2b). On the contrary, in precalcified region of the
liver, many cells were positively stained with the
anti-Ki-67 antibodies, indicating their proliferative
state (Figure 2c, arrows). Although light microscopy
studies did not reveal massive necrosis/apoptosis,
electron microscopy analysis of the precalcified
sections showed the presence of membrane-bound
vacuolar structures, most likely altered mitochon-
dria in hepatocytes (Figure 3c), indicative of cell
damage.20,21 Furthermore, a significant number of
intact hepatocytes within the calcified area showed
the presence of intracellular calcium phosphate
precipitates (Figure 3a and d), confirming the results
of von Kossa staining (Figure 1). Calcium phosphate
precipitates were found in the cytosol and were

not associated to an organelle such as vacuole-like
or mitochondria (this study and that of Tzimas
et al6). Chemical analysis by energy-dispersive
spectroscopy and high-resolution transmission elec-
tron microscopy imaging indicated the presence of
hydroxyapatite crystals similar to those observed in
bone as well as hydroxyapatite formed in athero-
sclerosis.22 Additional hydroxyapatite precipitates
were also present in association with extracellular
filamentous structures, suggesting a ‘classical’, ex-
tracellular matrix-associated calcification process
(Figure 3b).

Identification of Major Cell Populations in Calcified
Liver

The presence of at least two major cell populations
in precalcified areas was evident by hematoxylin
and eosin staining (Figure 2a). To further character-
ize these cells, immunohistolabeling experiments
were carried out on noncalcified and precalcified
liver sections. Antibody against Keratin 18, a
specific marker of hepatocytes, showed a predomi-
nant labeling in the parenchyma of noncalcified
regions (Figure 4a; top panel). Interestingly, Keratin
18-positive hepatocytes were not present in large
numbers in the area adjacent to the calcified tissue
where, at least, another cell type was predominant
(Figure 4a; bottom panel). Immunostaining with
anti-aSMA antibodies specific for myofibroblasts
and smooth muscle cells demonstrated the presence
of significant numbers of immunostained cells at the

Figure 2 Characterization of necrotic, apoptotic and proliferative states. Hematoxylin and eosin staining (a), TUNEL staining (b) and Ki-
67 immunostaining (c) of liver sections obtained from noncalcified or calcified regions. Arrows show apoptotic nuclei (b) or cells in
proliferation (c). Magnification � 20 (a), �40 (b–c). In Ki-67 control experiment, no labeling was observed.
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periphery of blood vessels in noncalcified regions
(Figure 4b; top panel), indicating the presence of
smooth muscle cells. Remarkably, a large number of
cells at the edge of and within calcified areas (Figure
4b; bottom panel and not shown, respectively) also
expressed aSMA, suggesting the proliferation of
myofibroblasts in these regions in response to liver
damage.23 Finally, as endothelial cell proliferation
has been reported to be associated with fibrosis,24

liver sections were labeled using an antibody against
CD31, a specific endothelium marker. No differ-

ences were observed, however, in any of the sections
obtained from different regions (Figure 4b). These
results provide evidence for a massive proliferation
of myofibroblasts in both precalcified and calcified
regions.

Expression of Specific Bone Markers in Calcified Liver

Physiological and dystrophic calcification is a
highly regulated process involving the synthesis

Figure 3 Electron microscopy analyses. Calcified (a) and fibrotic (b) regions were analyzed by transmission electron microscopy. The
presence of dilated mitochondria was detected in numerous hepatocyte-like cells (c) as well as hydroxyapatite deposits within cell
cytoplasms (d). Bars indicate either 5 mm (a–c), 1 mm (b) or 2 mm (d).
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and secretion of collagenous and noncollagenous
proteins forming the bone matrix. To test whether
bone matrix proteins played a role in liver calcifica-
tion, we first examined their presence in the
different regions of the calcified livers using im-
munolabeling using antibodies against type 1 col-
lagen and other noncollagenous proteins such as
osteopontin, osteocalcin and bone sialoprotein.
Osteopontin, a secreted glycoprotein with the ability
to bind to Ca2þ was expressed in myofibroblasts
in both calcified and precalcified areas (Figure 5a,
osteopontin). In contrast, osteocalcin, a highly
abundant noncollagenous protein of bone matrix,
was only faintly expressed in myofibroblasts and
hepatocytes in all three regions (data not shown).
The expression of type I collagen, the main organic
compartment of bone but also an extracellular
matrix component during fibrosis, was restricted to
myofibroblasts in both precalcified and calcified
regions of the livers (Figure 5a, type 1 collagen).
Finally, bone sialoprotein, a promoter of osteoblast
differentiation and a potential nucleator of hydro-
xyapatite crystals, was expressed by both hepato-
cytes and myofibroblasts (Figure 5a, bone
sialoprotein). The results of immunohistochemistry
were confirmed by immunoblot analyses (Figure
5b). Indeed, the expression of both osteopontin
and type I collagen increased in precalcified and
calcified regions of the liver relative to noncalcified
areas. We were unable to detect bone sialoprotein

by immunoblot. These results confirmed the pre-
sence of osseous extracellular matrix components
that may reflect an important fibrogenic process.
They also suggest that an active bone-forming
process may operate simultaneously to myofibro-
blast proliferation.

TGFb Superfamily and Liver Calcification

The results presented above suggest a correlation
between the presence of collagenous and noncolla-
genous bone-forming matrix proteins and myofibro-
blast proliferation associated with the deposition of
hydroxyapatite minerals. It is well established that
the TGFb superfamily represents a common denomi-
nator to both fibrosis induction and bone formation.
As a consequence, we analyzed the expression and
localization of two major members of the TGFb
superfamily, namely TGFb-1 and BMP2 in noncal-
cified and in precalcified sections. Interestingly,
while TGFb-1 immunostaining labeled both myofi-
broblasts and hepatocytes (Figure 6a), BMP2 was
detected predominately in myofibroblasts and in
rare cases in hepatocytes (Figure 6a). These results
were confirmed by immunoblot analysis on proteins
extracted from the three regions of the liver. Indeed,
both BMP2 and TGFb-1 protein expression levels
were increased in protein extracts from both
precalcified and calcified regions (Figure 6b).

Figure 4 Characterization of the different cell populations in noncalcified (top panels) and precalcified (bottom panels) regions.
Immunostaining was performed with antibodies against the hepatocyte marker Keratin 18 (a), the myofibroblast marker aSMA (b) and the
endothelial cell marker CD31 (c). Magnification �40. In control experiments, no labeling was observed; moreover, all three antibodies
are mouse monoclonal from the same isotype and showed different labeling.
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To further confirm these observations and assess
their functional significance, we evaluated the
expression of specific transcription factors whose
expression is regulated by TGFb-1 or BMP2 and
which have been implicated in osteoblast differen-
tiation and calcified matrix synthesis. Two of these
transcription factors Runx2 (Figure 6a) and Msx2
(Figure 6a) were selected based on their previously
reported dependence on TGFb-1 and BMP2.25 These
two transcription factors were mainly immunode-
tected in myofibroblasts present in precalcified

regions (Figure 6a), whereas in noncalcified areas
only cells surrounding blood vessels were stained
(Figure 6a). These results were confirmed by
immunoblot analysis, with enhanced expression of
Msx2 and Runx2 in protein extracts from precalci-
fied and calcified areas (Figure 6b). These data
confirm the presence of TGFb-1 and BMP2 with
their targets Runx2 and Msx2 in myofibroblasts.
Although the overall calcification pattern in liver
appears to be distinct, the expression of these
proteins suggests that myofibroblasts may also

Figure 5 Bone matrix protein expression in the liver. Immunostaining (a) of calcified (top panels), precalcified (middle panels) and
noncalcified (bottom panels) tissue sections was carried out using antibodies against osteopontin, or type 1 collagen or bone
siaoloprotein. Magnification �20. In control experiments, no labeling was observed. In (b), Western blot analysis of calcified,
precalcified and noncalcified tissue extracts were carried out using antibodies against osteopontin or type 1 collagen. Antibody against b-
actin was used as a control.
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undergo specific osteoblastic transformation leading
to the synthesis of calcified matrix similar to that
observed in pathological aortic calcification.25

Discussion

Patients undergoing liver transplantation occasion-
ally develop complications such as calcifications
which may in turn lead to graft dysfunction.13

Frequently, microcalcifications are detected in

transplanted livers and are attributed to ischemia–
reperfusion injury.2 On some occasions, however,
the development of macrocalcifications has been
observed, leading to graft nonfunction and the
requirement of a new transplantation.13 Unfortu-
nately, the mechanism of pathological calcification
is poorly understood, particularly in the case of liver
calcification. This study represents the first attempt
to characterize the events leading to liver calcifica-
tion obtained from partially calcified transplanted
livers.

Figure 6 TGFb family growth factor and osteoblastic transcription factor expression. Immunostaining (a) of precalcified (right panels)
and noncalcified (left panels) liver tissue sections was carried out using antibodies raised against TGFb-1, BMP2, Runx2 or Msx2.
Magnification � 40. In control experiments, no labeling was observed; moreover, BMP2, Runx2 and Msx2 are polyclonal rabbit
antibodies and they showed distinct labeling patterns, especially in noncalcified sections. In (b), Western blot analysis of calcified,
precalcified and noncalcified tissue extracts were carried out using antibodies against TGFb-1, BMP2, Msx2 or Runx2. Antibody against
b-actin was used as a control.
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Characterization of Liver Injury

The results of von Kossa, Alizarin red S staining,
transmission electron microscopy and energy-dis-
persive spectroscopy analyses provide clear evi-
dence that liver calcification is due to precipitation
of crystalline hydroxyapatite (Figure 1). Considering
that the liver was removed 15 days after the initial
transplant, no sign of liver necrosis was detectable
by hematoxylin and eosin staining. In contrast,
transmission electron microscopy images showed
the presence of degenerating cells containing dilated
mitochondria, indicative of significant cell injury
(Figure 3c). It is possible that hematoxylin and eosin
staining may not be sufficient to completely identify
necrotic tissues. Furthermore, the paucity of TU-
NEL-positive cells at the periphery of calcified
regions suggested that massive apoptosis may not
have occurred at the initial stage of liver calcifica-
tion. In a pig model of liver ischemia–reperfusion,
sinusoidal cell and hepatocyte apoptosis has been
shown to increase over time and to almost return
to background level after 24 h of reperfusion.5 In
addition, more than 35% of hepatocytes have been
found to undergo necrosis.5 As our samples were
collected 15 days post reperfusion, it cannot be
excluded that a massive apoptosis occurred shortly
after transplantation and therefore may have been at
the origin of the calcification process. A large
number of Ki-67-positive proliferating hepatocytes
was observed (Figure 2c), which suggested that a
regeneration process may have been occurred after
injury as has previously been reported.26 These data
are in agreement with the increased phosphoryla-
tion of ERK1/2 in proteins extracted from the
precalcified and calcified regions (data not shown),
suggesting a growth factor-activated regeneration
process as previously described.27 In addition, the
presence of abundant proliferating myofibroblasts
(aSMA-positive cells), as shown by Ki-67 staining
(Figure 2c), suggests the existence of mitogens in
their microenvironment.

Possible Mechanisms of Calcification

Histological Von Kossa and Alizarin red S staining
suggested an intracellular accumulation of calcium
phosphate in damaged hepatocytes (Figure 1). Based
on high-resolution transmission electron micro-
scopy imaging and energy-dispersive spectroscopy
analysis, the structure and composition of the
calcium phosphate is consistent with hydroxyapa-
tite. Morphological features characteristic for
phagocytosis and endocytosis of hydroxyapatite
precipitates were not observed in both myofibro-
blasts and hepatocytes. Transmission electron
microscopy shows the presence of hydroxyapatite
within fibrotic regions similar to the pattern
observed in arterial calcification.28 The detection
of osteopontin, osteocalcin, bone sialoprotein and

collagen I, four proteins found in calcified osseous
matrix, leads to the assumption that activated
myofibroblasts may synthesize and secrete these
proteins. Indeed, it has been shown that osteopontin
produced locally by the smooth muscle cells
may serve as an inducible inhibitor of vascular
calcification.29

Among the growth factors implicated in the
mechanisms triggering myofibroblasts-dependent
calcification, TGFb-1 and BMP2 are strong osteo-
inducers.30 Moreover, TGFb-1 is known to induce
type 1 collagen production in osteoblastic cells31

and to participate in type 1 collagen synthesis by
myofibroblasts and in calcium deposition in fibrotic
areas. These growth factors were mainly expressed
in myofibroblasts (Figure 6) of the liver samples
consistent with our findings on the production of
osseous matrix proteins by these cells. Msx29 and
Runx210 are two transcription factors implicated in
osteoblast differentiation and in arterial calcifica-
tion. They are known targets of TGFb-1 and BMP2.25

These transcription factors were highly expressed in
myofibroblasts present in precalcified and calcified
areas. This correlated with the expression of
osteopontin, osteocalcin, bone sialoprotein and
type I collagen (this study and that of Otto et al10).
Taken together, these data suggest that besides
the contribution of hydroxyapatite deposition
within necrotic hepatocytes, myofibroblast-depen-
dent calcification may also occur in the calcified
liver by a mechanism which is dependent on
TGFb-1 and BMP2 and their downstream transcrip-
tional targets.

In conclusion, in this study we have demonstrated
that liver macrocalcification following transplanta-
tion may be the consequence of a generalized
response to injury involving osteoblast-like differ-
entiation of activated myofibroblasts. In addition,
we have demonstrated the presence of intracellular
accumulation of hydroxyapatite deposits in hepato-
cytes, which may be associated with their ischemia/
reperfusion-induced injury. We believe that these
two mechanisms may both contribute to the
process of liver calcification and its pathological
consequences. Inhibition of at least one of these
mechanisms may, therefore, prevent massive liver
calcification and improve organ recovery following
injury.
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