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Abstract

features in the elemental lateral distribution.

Background: Occupational or environmental exposure to asbestos fibres is associated with pleural and
parenchymal lung diseases. A histopathologic hallmark of exposure to asbestos is the presence in lung
parenchyma of the so-called asbestos bodies. They are the final product of biomineralization processes resulting in
deposition of endogenous iron and organic matter (mainly proteins) around the inhaled asbestos fibres. For
shedding light on the formation mechanisms of asbestos bodies it is of fundamental importance to characterize at
the same length scales not only their structural morphology and chemical composition but also to correlate them
to the possible alterations in the local composition of the surrounding tissues. Here we report the first correlative
morphological and chemical characterization of untreated paraffinated histological lung tissue samples with
asbestos bodies by means of soft X-ray imaging and X-Ray Fluorescence (XRF) microscopy, which reveals new

Results: The X-ray absorption and phase contrast images and the simultaneously monitored XRF maps of tissue
samples have revealed the location, distribution and elemental composition of asbestos bodies and associated
nanometric structures. The observed specific morphology and differences in the local Si, Fe, O and Mg content
provide distinct fingerprints characteristic for the core asbestos fibre and the ferruginous body. The highest Si
content is found in the asbestos fibre, while the shell and ferruginous bodies are characterized by strongly
increased content of Mg, Fe and O compared to the adjacent tissue. The XRF and SEM-EDX analyses of the
extracted asbestos bodies confirmed an enhanced Mg deposition in the organic asbestos coating.

Conclusions: The present report demonstrates the potential of the advanced synchrotron-based X-ray imaging

and microspectroscopy techniques for studying the response of the lung tissue to the presence of asbestos fibres.
The new results obtained by simultaneous structural and chemical analysis of tissue specimen have provided clear
evidence that Mg, in addition to Fe, is also involved in the formation mechanisms of asbestos bodies. This is the

first important step to further thorough investigations that will shed light on the physiopathological role of Mg in

tissue response to the asbestos toxicity.

Background

Asbestos is the generic name of a variety of widely used in
the past mineral silicates, which have been a subject of
extensive epidemiological studies, since it turned out that
the exposure to asbestos causes pulmonary diseases and
malignant mesothelioma [1]. Asbestos fibers can enter the
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body by inhalation and manifest their toxicity after many
years of persistence. Although since 1990 the commerciali-
zation and industrial use of asbestos have been limited and
it is almost abolished today, the long latency (20-40 years)
of asbestos makes the related diseases and particularly
mesothelioma still an ongoing public health issue. In fact,
it is predicted that the maximal number of mesothelioma
cases in the world will be reached in the next ten years [2].
Northeastern Italy (provinces of Trieste and Gorizia)
where massive occupational exposure to asbestos occurred
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in the past, is considered as one of hyperendemic for
mesothelioma regions [3].

The toxicity, fibrogenicity, and carcinogenicity of
asbestos have been studied for more than 50 years, but
it is still unclear what are the reaction mechanisms gov-
erning the lung burden and subsequent development of
fibrosis or cancer following fibre inhalation. Thus most
of the aspects in the pathogenesis of asbestos-related
diseases remain still undefined, preventing the develop-
ment of therapeutic and prophylactic treatments.

One of the histopathological hallmarks of exposure to
asbestos is the presence of asbestos bodies in the spu-
tum or in the lung parenchyma. The asbestos body con-
sists of an optically transparent asbestos fiber core,
surrounded by a golden-brown coat containing iron-rich
proteins such as ferritin and hemosiderin. The overall
diameter of the body is usually from 2-5 pm and the
length is typically in the range of 20-50 pm. The coating
is almost never uniform and may appear segmented
along the fiber into spaced spherical or rectangular units
with ends that are usually knobbed.

In general, the penetration and deposition depth of
inhaled fibres is determined by their length, width, shape
and density. However, although fibre size and geometry are
known to influence the probability of deposition and reten-
tion in the distal lung, being thus considered for carcino-
genic potential [1,4], the composition and surface properties
are the ones that play the major role in biological activities.
The presence of transition metals in the fibres and/or their
ability to absorb them is the first mechanism suggested for
explaining the toxic and carcinogenic effects of asbestos.
The presence of surface redox-active iron, which can
be present in both ferrous (Fe**) and ferric (Fe**) forms, is
supposed to be greatly responsible for the genotoxic and
cytotoxic effects of amphibole asbestos fibres [5-10] by
generating oxygen reactive species.

Among the commercially used asbestos fibres, the
iron-rich crocidolite and amosite asbestos (containing
20-30% iron by weight), are considered the most carci-
nogenic [10-12] and are the ones most often found in
lung tissues as ferruginous bodies with rare naked fibres.
The presence of iron in the fibres seems to be also a key
factor for the formation of the asbestos bodies via
deposition of iron containing proteins (as ferritin). It is
believed that the shell that is formed isolates the fibre
from the tissue and reduces its damaging effect [11,13].

The formation of the asbestos body has been consid-
ered as a protective mechanism of the host to diminish
the fiber toxicity. However, the precise mechanisms of
this process have not been well defined and more impor-
tant, it is not clear whether the propensity to originate
asbestos bodies correlates with the established carcino-
genic potential of a particular fiber type [1,11]. For exam-
ple, for explaining the asbestos-mediated pathogenesis
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possible link between the aggregation of iron-rich pro-
teins around the asbestos fibers and the increase of iron
mediated ROS production, DNA damage and apoptosis
resistance have been suggested [5,9,12].

In order to unravel the chemical and molecular
mechanisms of asbestos toxicity many techniques have
already been used to detect, quantify and understand the
composition of asbestos bodies, but each of them has cer-
tain limitations. Optical and electron microscopies are
most often used to locate and characterize the asbestos
fibers [14-17]. In histological examinations, conventional
optical microscopy detects the presence of ferruginous
bodies but not that of the naked fibres, since most of
them are too thin and their detection requires transmis-
sion or scanning electron microscopes [15]. Unfortu-
nately, most of these microscopies require special pre-
treatments of the samples that can introduce artefacts,
particularly affecting the chemical investigation.

The chemical composition of asbestos bodies has
mostly been investigated on digested material after extir-
pative procedures by different analytical techniques.
A recent work, for instance, reports the use of inductively
coupled mass spectrometry (ICP-MS) on extracted and
multi-step digested material where among about forty-
four major and trace elements associated with ferrugi-
nous bodies is even radium [18].

The composition of asbestos in histological samples
has been reported for the first time recently, using parti-
cle-induced X-ray emission (PIXE) imaging [19] with a
modest spatial resolution of a few micrometers.

X-ray microscopes [20], operated at the synchrotron
facilities offer not only better spatial resolution but also
they provide simultaneously morphological information,
through absorption and phase contrast imaging, and che-
mical information based on X-ray Fluorescence (XRF) or
X-ray absorption (XAS) microspectroscopy. The advan-
tage of the higher penetration depth of X-rays compared
to electrons has opened unique opportunities for investi-
gating biological samples with submicrometer lateral
resolution [21-24]. Here we report the first synchrotron-
based X-ray microscopy (XRM) results obtained with
paraffin embedded lung tissue sections containing asbes-
tos, which evidence participation of Mg in the formation
of the asbestos bodies. The asbestos bodies formed in the
tissue were examined using the TwinMic instrument
operated with soft X-rays (400-2200 eV) at the Elettra
synchrotron laboratory [25-28]. In addition, X-ray micro-
scopy and SEM-EDX measurements of extracted asbestos
bodies were performed and compared.

Methods

Patients and histological sample preparation

Human samples derived from post-mortem examination
of two patients with a similar history of exposure to
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asbestos were selected from the pathological files of the
Unit of Pathology of the St. Polo Hospital of Monfal-
cone (Italy). Both patients were affected by pulmonary
asbestosis, and one had also pleural mesothelioma. Both
patients had a high content of asbestos bodies in their
pulmonary parenchyma according to asbestos bodies
count performed on digested lung tissue described
below. For X-ray imaging and XRF analyses, 10 pm
thick sections were cut from paraffin-embedded samples
of non-neoplastic lung tissue, mounted on TEM gold
grid (200 meshes) and air-dried. The asbestos bodies of
consecutive 3 pm thick sections stained with hematoxy-
lin and eosin according to the standard protocol were
identified by a light microscope (Leica Microsystems,
Germany), as shown in the Figures A1 and A2 of the
additional file 1: histological examination of lung tissue
of a patient with diagnosis of asbestosis.

Asbestos body extraction

The extraction and count of the asbestos bodies were
performed using a routine method [29] with some mod-
ifications. For each preparation, two samples (1-2 g)
were excised from the basal side of right lung lobe,
avoiding tumoral lesions, and were rapidly fixed in for-
malin 10%. One sample was used for asbestos extraction
and the other one for calculating the wet on dry weight
ratio after dehydrating procedure at 40°C for 24 hrs. For
the extraction, the sample was ground, placed in 150 ml
of sodium hypochlorite (20%) and left to digest at 40°C
for 24 hrs. The sediment was recovered, re-suspended
in 15 ml of chloroform and ethanol (50%) (1:1) and cen-
trifuged at 800 rpm for 10 min. The supernatant liquid
was aspirated, leaving about 1 ml of liquid covering the
pellet that was then resuspended with ethanol and sub-
sequently washed several times with water. The final
residue was aliquoted for subsequent counting of asbes-
tos bodies and analytical microscopy. For fiber counting,
a quantified aliquot was vacuum filtered through a
nitrocellulose membrane (White SM/WP 5 um, 19 mm,
Millipore, Milan, Italy). The dried filter was mounted on
a glass slide and the number of asbestos bodies was
counted under phase contrast optical microscope (40x).
Counts are reported as number of bodies per gram of
dry tissue. The counts for the two tissues in this study
ranged from 50 x 10% to 500 x 10% bodies per gram (dry
tissue).

SEM-EDX analysis

The samples for SEM-EDX analyses were prepared as
previously reported [13] with some modifications.
Briefly, the water diluted suspension of isolated asbestos
bodies was let to adhere for 60 min to glass cover-slips,
followed by rapidly drying in CO, ambient, and sputter-
coated with gold in an Edwards S150A apparatus
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(Edwards High Vacuum, Crawley, West Sussex, UK).
The imaging of the asbestos bodies was performed by
using a Carl Zeiss XB1450 cross beam composed by an
electron-beam Gelmini column allowing images at
1.1 nm spatial resolution when used at an accelerating
voltage of 20 keV and at a working distance of 15-17
mm. The instrument is equipped with a SEM-EDX
(FIB-Carl Zeiss) that allowed performing the chemical
characterization. EDX spectra were acquired on the
selected regions at a spot size of 100 nm* and 10 keV
beam energy.

Soft X-ray microscopy and XRF at TwinMic
The absorption and differential phase contrast images
obtained with scanning transmission X-ray microscopy
(STXM) [25,26] outline the morphological features of
the specimen, whereas the simultaneous low energy
XRF mapping [27,28] correlates the elemental distribu-
tion to the morphology. For the present experiments we
selected X-ray energies to excite and get optimal emis-
sion conditions for elements of major interest, namely
Fe, Si and Mg and other lighter elements, in particular
O, relevant to the formation mechanisms of the asbestos
body. The sample was raster-scanned with respect to the
microprobe provided by focusing the X-ray beam using
zone plate optics. Both the transmitted X-rays and the
emitted XRF photons can be collected simultaneously
by means of a CCD camera [26] and Silicon drift detec-
tors optimised for low energy XRF [27,28]. The images
were acquired with a spot size ranging from of 100 to
500 nm with dwell time varied between 2 s and 20 s.
The elemental distribution was obtained by processing
the XRF spectra using the PyMCA software [30].

Results

SEM-EDX and XRM-XRF analyses of extracted

asbestos bodies

Prior to examining the asbestos-containing tissue sam-
ples, some asbestos bodies extracted from archive tissues
were analysed by SEM and XRM for the sake of com-
parison. Figure 1 shows representative SEM results of
an asbestos body of length ~45 um (panel A) containing
a region (panel B) with almost denudated fibre (around
0.4 pum in diameter), possibly as a consequence of the
extractive procedure. The EDX spectra from two
100 nm? areas of the nude fibre (panel C) and the coat-
ing (panel D) show the corresponding elemental compo-
sition. Considering the low penetration depth of the
electron beam and the different densities of the analyzed
regions, the EDX peak intensities should be considered
only as relative. However, the EDX spectra confirm the
much higher Fe content in the coating most likely as
oxide, which accounts for the increased O intensity as
well. From the other elements it is important to denote



Pascolo et al. Particle and Fibre Toxicology 2011, 8:7
http://www.particleandfibretoxicology.com/content/8/1/7

Page 4 of 11

H 100nm

1.7
1.3 -
KCnt

0.3

0.4

[
Mo k'\v\.m o Fe
M A

T T T T T T T T T
1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 9.00 1

Figure 1 SEM-EDX analyses of an extracted asbestos body. Panel A: SEM image of an asbestos body placed on a glass support. In panel B
higher magnification of the denudated part of the asbestos body, indicated by arrow in panel A. Panels C and D: EDX spectra acquired on the
selected regions, indicated in panel B as points C and D respectively. The Cr signal originates from the glass support and should be ignored.
Electron microprobe size of 100 nm? (see material and methods for instrument details).
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that comparable amounts of Mg are found both in the
fibre and the coating spectra. The co-localization of Mg
and Fe and the absence of Ca in the EDX spectrum from
the naked fibre (panel C) suggest that it is amosite asbes-
tos [9,14,16]. Spectra similar to that in panel C were
obtained by investigating the denudated internal core of
most of the analysed asbestos bodies after different pre-
parations: they showed similar spectra, but some of them,
as previously reported [13], showed also the presence of
crocidolite. The EDX spectra from the coating (panel D)
show the presence of elements, mainly resulting from
endogenous tissue reactions. As expected, the relative
peak heights confirm the much higher Fe content in the
coating with respect to the naked fibre. In the coating
also some Ca and Na are present, whereas Si should be
contribution from the fibre and/or the glass support.

The XRM-XRF results of the extracted asbestos bodies
in Figure 2 are in general agreement with SEM-EDX ana-
lyses but apparently the XRF analysis provides more com-
plete quantitative chemical information, since it can reveal
the presence of buried matter, thanks to the much higher
probing depth of the X-rays compared to electrons.
Another very important advantage demonstrated by the
results in Figure 2 is that the lateral chemical composition
can be directly correlated to the morphology of the asbes-
tos body. The absorption image (panel A) shows the
strongly absorbing structure of the asbestos body, where
the darkest regions clearly identify the extremes at the top,
bottom and central part. The corresponding XRF elemen-
tal maps, where the brighter parts indicate the highest ele-
mental concentration, reveal the lateral distribution of the
elements under consideration. The Si XRF map clearly
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Figure 2 Soft X-ray microscopy and XRF analyses on an extracted asbestos body. The images show the analyses of an extracted asbestos
body deposited on a SisN,, window. Panel A: X-ray absorption image acquired at 1.935 keV (40x 48 pm? area, 20 ms dwell time, 500 nm spot
size). Panel SEM: SEM image of the same asbestos body. Panels Mg, Si, Fe, N, O and C: XRF maps acquired at 1.935 keV with 6 s/pixel dwell time
(Si and Mg) and at 0.9 keV (Fe, N and O) with 4 s/pixel dwell time, both with 500 nm spot size. Panel D and E: XRF spectra collected on the
points indicated in panel A at 2 keV and 1.4 keV respectively (30 s acquisition time).
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evidences the location of the asbestos fibre buried inside
the body, confirmed by the XRF spectra taken in the
selected central spots, a and c. One can see that the high-
est brightness in the Si map is concentrated only inside
the central part of the body outlining the fibre appearance.
Note that the high brightness in the Si and N maps out-
side the body is due to the XRF emission from the SizN,
window supporting the specimen. The SizN,; window
emission is strongly suppressed within the dense body
region, where only the emission from the thin asbestos
fibre inside is clearly seen. The other XRF elemental maps
indicate similar lateral distribution of Mg, Fe, N and O.

It should be noticed that the aggregation of organic
matter containing Fe and Mg around the fibre is more
pronounced at the two ends of the fibre, whereas the

material along the fibre walls is relatively thinner. An
increased density and a larger material deposition at the
extremities is a frequent characteristic of the asbestos
bodies, possibly related to the increased reactivity and
damaging effect of the fibre tips [31]. Close inspection
of the Mg and Fe maps also reveals very small differ-
ences, in particular the central part seems a bit thinner
in the Mg map. The C and N maps are indicators of the
presence of organic matter, whereas the O map is a
mixed contribution from the organic matter and Fe, Mg
and other elements that are usually present as oxygen
containing compounds. These results are in agreement
with previously reported high presence of proteins and
other organic materials in the coating of asbestos bodies
[11,13]. In accordance with SEM-EDX analyses, some
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presence of Na in the extracted bodies is also detected
in the XRF spectra (panel E). The Na maps, reported in
supporting information (additional file 2), show uniform
Na distribution.

Soft X-ray microscopy and XRF of human lung tissue
containing asbestos

Figure 3 shows simultaneously acquired transmission
X-ray images, outlining the morphology of a histological
tissue with a strongly absorbing asbestos body, and the
corresponding XRF maps. The X-ray images provide
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much more detailed morphology information compared
to the optical microscope image (panel A). The absorp-
tion contrast (panel B) clearly reveals the presence of
very strongly absorbing periodically assembled segments
of ~1-2 pmz, the edges of which are well defined in the
phase contrast map (panel C). The segments appear sepa-
rated along the fibre and surrounded by a dense, but less
absorbing organic matter. The Si map in Figure 3 out-
lines the asbestos fibre located inside the segmented area,
with intensity variations along the fibre. Close inspection
of the variations in the Si content, reveals that there is
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Figure 3 Soft X-ray microscopy and XRF analyses of an asbestos body in human lung tissue. Panel A: visible light image of the tissue
with the asbestos body. Panels B and C: absorption and phase contrast images respectively acquired at a photon energy of 2018 eV (25 x

40 umz size, 30 ms dwell time, 415 nm spot size). Panels Fe, Si and Mg: elemental distribution (25 x 35 pmz size, 30 s/pixel dwell time, T um
spot size) among the area of panels B and C, acquired at 2 keV, (Si and Mg), and at 1,3 keV (Fe). Panel D and E: XRF spectra collected in the
points a and b (see panel B) at 1.3 keV (D) and at 2 keV (E) with 180 s acquisition time).
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not full correspondence between the darkest areas in the
absorption maps and the highest Si signal in the Si map.
This is confirmed by the XRF spectra in Figure 3, panel
D and E, taken in the selected spots (a and b). They
clearly show that Si is almost absent at the two ends of
the body, where the Fe content appears very high. This
observation is in fair agreement with the results in Figure
2, obtained for the isolated body. This also suggests that
apparently, there is no direct correlation between the
dimensions and shape of the deposited coating and those
of the original asbestos fibre.

The Mg map shows significant aggregation of this ele-
ment around the asbestos fibre. Interestingly, the highest
Mg content is present in some tissue areas in close vici-
nity of the body, which apparently accounts for the cor-
responding darker areas, visible in panels B and C.

The Fe map shows that the high content of this ele-
ment is at the two edges of the body appearing dark in
the transmission image, since Fe is strongly absorbing.
On the other hand the Mg concentration at the two
edges is lower, as confirmed by the microspot spectra in
panels D and E, which highlight the quantitative differ-
ences between the central and edge parts of the body.
In addition, Fe appears not present in the Mg-rich tissue
areas in the closest proximity of the body. The Na dis-
tribution appears rather featureless, not showing specific
aggregation in any structure of the imaged area. (Figure
3 in supporting information file 2).

Figure 4 shows another set of data for a tissue section
containing a larger number of ferruginous bodies of dif-
ferent shapes, as verified by the optical microscope (panel
A). The morphology of the asbestos body together with
other ferruginous formations not clearly connected to
fibre-like structures are seen in the absorption and differ-
ential phase contrast images (panels B and C). The edge
enhancement of the phase contrast image (panel B)
allows identifying inside the asbestos body the presence
of a fibre with apparent diameter of about 1 pum, connect-
ing the strongly adsorbing segments. The images also
contain some other very strongly absorbing regions with
distinct morphology and boundaries and other nano and
micrometric formations of variable absorbing power,
indicative of a different local density and/or chemical
content. Comparing the Si, Mg, Fe and O XRF maps one
can immediately see that almost all features in the Fe,
Mg and O maps can be correlated to the segments and
other stronger absorbing structures in the transmission
images. The co-localization of O, Mg and Fe also indi-
cates that both Mg and Fe are present as O-containing
compounds. The Si image evidences better the location
and the appearance of the asbestos fibre inside the asbes-
tos body and some less specific particulates. It outlines
the irregular shape of the fibre and other fibre fragments
or particulates present in some ‘dark’ regions of the
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transmission image. Both Mg and Fe distributions can be
correlated to Si, but again there are distinct areas in the
vicinity of the asbestos body with high Mg content where
no Si is present. Closer inspection of the Si, Fe and Mg
maps also reveals that in the regions where the three ele-
ments are colocalized, Mg and Fe signal levels are more
uniform indicating that these two elements are more
abundant in the coating of the asbestos fibre. It appears
that Mg and Fe are present in all the red-brown nodules
of the tissue section (see optical image), with maximal
signal in some strongly absorbing regions. However the
signal of these two elements is reduced in the central
part of the asbestos body where the strong absorbing
dense material is present (Figure 4, panel B). This sug-
gests the presence of some masking absorbing material in
the central part of the fibre, containing other heavier ele-
ments or other dense formations that attenuate mainly
the lower energy Fe and O (705 eV and 525 eV) emission,
compared to the more energetic Si one (1740 eV). Com-
paring the Mg and Fe maps again the relative local Mg
and Fe content in the well defined body in the centre of
the image does not change in concert: the highest Fe
concentration is at the edges, beyond the Si fibre,
whereas the Mg concentration appears a bit lower. The
Na map (additional file 3) does not indicate an enhanced
presence of this element in the asbestos body. Very simi-
lar results were obtained examining other two tissue
samples from other two patients (data not shown).

Discussion

As noted above, most of the studies consider the fibre
coating as a result of mineralization mechanisms that
involve proteins as ferritin and albumin [11,13], organic
acids as oxalate [32], and recently the presence of about
forty chemical elements has been supposed to be
involved [18]. These conclusions were based on in vitro
experiments, mainly analyzing the composition of the
asbestos body after digestive extraction from lung tissue
specimens. Our X-ray microscopy results compared to
the SEM-EDX analyses of extracted bodies clearly pro-
vide additional morphological and chemical information
confirming the active participation of Mg in the forma-
tion mechanisms. In particular, they showed rather uni-
form Mg distribution in the asbestos bodies, not limited
to the internal core as expected for Mg containing
asbestos fibres (Figure 1, panel A).

However, since the analysed samples were isolated
from the tissue by acidic and moderately aggressive che-
mical procedures, the synchrotron XRF and SEM-EDX
results might be affected by possible chemical modifica-
tions and element loss and/or addition. For this reason,
less ambiguous conclusions can be drawn from the
results obtained for tissues containing asbestos bodies in
Figures 3 and 4, which is the best approach to shed
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Figure 4 Soft X-ray microscopy and XRF analyses of asbestos and ferruginous bodies in human lung tissue. Panel A: visible light image
of the analysed asbestos body. Panel B and C: phase contrast (B) and absorption (C) images respectively acquired at photon energy of 1.3 keV
(50 x 50 umz size, 10 ms dwell time, 250 nm spot size). Other panels (50 x 50 umz, 7 s/pixel dwell time, 500 nm spot size): XRF maps acquired
on the region showed in panel C, at 1.3 keV (Fe and O) and at 1.93 keV (Mg and Si). Panel Si-Fe: colocalization of Si (in green) and Fe (in red).
Panel Fe-O: colocalization of Fe (in green) and O (in red). Panel D and E: XRF spectra acquired in points a, b and ¢ (see panel B) at 1.3 keV (D)

T

light on the formation mechanisms, excluding the possi-
ble errors that can be introduced by the body extraction
procedure.

The potential of X-ray imaging and elemental mapping
has allowed unambiguous recognition of the constituents

in the asbestos bodies with submicrometric resolution
and may be considered as a new methodological
approach to advance histological investigations. The cor-
relation between the morphology and lateral distribution
of Si, Fe and Mg has evidenced the trend of the organic
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matter containing more strongly absorbing elements, (Fe,
Mg, etc) to surround and isolate the asbestos fibre. Addi-
tional important information concerns the weaker
absorbing organic matter: homogeneous accumulation of
additional organic material surrounding the asbestos
body is clearly evidenced in the X-ray images (particu-
larly in Figure 3, panels B and C). Another finding is that
the Mg and Fe spatial distribution and the appearance of
the body in the tissue are not fully identical to those
obtained for the extracted asbestos bodies (Figures 1 and
2). Although quantitative analyses were not performed,
the presence of these elements in the asbestos bodies
appears more abundant in tissue sections.

A very interesting feature in analyzing the tissues is
that the Fe and Mg accumulation is not only correlated
to the location of the fibre (Si), but an increased content
of these two elements, in particular Mg, can be found in
tissue areas in the vicinity of the body (Figures 4). In
fact, the Fe and Mg presence in the ‘unspecific ferrugi-
nous bodies’ may appear as a lateral spreading of the
inflammatory events [33]. Indeed, the most intriguing
result of the present study is that Mg is found not only
within asbestos bodies, co-localized mainly with Fe and
O, but it also appears accumulated alone in some
regions of the lung tissue in proximity of the asbestos
and other ferruginous bodies. This result suggests that
Mg should be considered as an active participant in the
biochemical process building the coating to isolate the
asbestos fibres from the surrounding tissue, and not as a
constituent of the asbestos fibres, as proposed in [19].

Another mechanism suggested by in vitro experiments is
that the asbestos fibres may release Mg and Fe in the med-
ium with percentages that vary according with fibre com-
position and particularly when in contact with animal cells
[34]. The sole contribution of this mechanism to explain
Mg distribution in tissues around asbestos is also ruled
out by our results, since the XRF Mg and Fe maps in
Figures 3 and 4 clearly show that the concentration of Fe
and Mg is much higher in the parts outside the fibre core.
While Fe clearly should derive from iron-storage proteins
such as ferritin and hemosiderin, concurrent mechanisms
of mineralization and different material stratifications
could be proposed for explaining the Mg aggregation.

Mg is a microelement with many physiological func-
tions, participating in numerous enzymatic reactions. It
has been demonstrated that an enhanced Mg content is
a feature of inflammatory tissues and certain cancer dis-
eases [35,36]. Other experimental findings showed that
Mg modulates cellular events involved in inflammation
and tissue repair [37,38]. The high presence of lympho-
cytes and macrophages in the areas surrounding the
analyzed asbestos bodies (Figures A1l and A2 of the
additional file 1) could indicate that Mg presence is
linked to inflammation responses.
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It was reported that Mg is involved in the visceral cal-
cification associated with the metastatic calcification
metabolic disorder [39], and it was suggested that the
presence of Mg in calcifications (whitlockite) increases
the stability and persistence of calcium precipitates com-
pared to those in calciphylaxis (calcifications without
Mg), with concomitant reduced inflammatory reactions.
From these concepts, it could be speculated that the
presence of Mg in asbestos coating is a result of some
peculiar calcification mechanisms that may be the rea-
son of the insolubility and the long persistence of asbes-
tos bodies [31,33].

Another recent concept is that Mg participates in
many mechanisms of the antioxidant defences of the
body [40,41]. Although the entire picture has not been
understood yet, one can suppose that its presence in
regions with high iron content contributes to counteract
the oxidative stress reactions that may be evoked.

Our present investigations cannot disclose the
mechanisms resulting in Mg aggregation around asbes-
tos fibres and the reason for the laterally enlarged accu-
mulation in the surrounding tissue areas, but they
strongly point to a new mechanisms to be in-depth
investigated and that could have important physico-
pathological implications. The possible participation of
other chemical elements (particularly Ca and heavier
metals) remains to be elucidated by complementary
techniques, particularly higher energy XRF microscopy.

Conclusions

The present results on Mg participation to tissue reac-
tion to asbestos fibres in lung and the first use of syn-
chrotron X-ray microscopies for chemical and
morphological analyses in this field open a route to
further in-depth investigations on the molecular
mechanism of asbestos toxicity. Due to the central role
of Mg in many cell and tissue mechanisms, particularly
oxidative stress defence and inflammatory conditions,
significant future discernment is expectable from our
observations. An increased number of analyses with the
presented techniques, using samples from patients with
different exposure history, is also claimed in order to
shed light on the role of fibre composition, shape and
structure. The involvement of specific Mg-triggered
molecular mechanisms, as well as the participation of
other chemical elements, remains to be elucidated by
complementary techniques.

Finally, it is also worth noting that some engineered
nanomaterials considered also for biomedical applica-
tions, e.g. C nanotubes, have morphology, bio-durability
and persistent presence in the human organs resembling
those of the asbestos fibres [42-45]. Thus addressing
and understanding the mechanisms of the asbestos toxi-
city will provide general knowledge about potential
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health hazards triggered by nanoparticles with similar
properties.

Additional material

Additional file 1: Histological examination of human lung tissue.
Figure A1 and A2 are microphotographs from the histological sections
used for the study, colored in hematoxilin and eosin. For the diagnosis
of asbestosis we have to see in lung tissue a diffuse interstitial fibrosis
away from tumor zones or other lesions, associated with asbestos bodies.
In Figure A1 diffuse fibrosis, ferruginous bodies and asbestos bodies are
evident. There were sparse leucocytes and macrophages. In Figure A2 at
higher magnification two asbestos bodies (arrows) are visible in a
background of fibrosis.

Additional file 2: Supporting information for Figure 2 and Figure 3.
Figures display absorption and XRF Na distribution of the extracted
asbestos body of Figure 2, and a comparison of Si, Mg and Na elemental
maps of the tissue section of Figure 3. See Figure 2 and 3 legends for
technical details.

Additional file 3: Supporting information for Figure 4. Figures show
phase contrast and Na distribution (XRF map) related to Figure 4. Spectra
depict the low intensity signal from Na, compared to Mg (see XRF
spectrum). See Figure 4 legend for technical details.

Acknowledgements
The authors acknowledge grants from Friuli Venezia Giulia Region 2009
(Nanotox 0060 and Commissione Amianto FVG).

Author details

'Sincrotrone Trieste S.Cpa, Area Science Park, Basovizza 34149, Trieste, Italy.
2Unit of Pathology, ASS n. 2 “Isontina"Department of Anatomical Pathology,
Hospital of Monfalcone, 34074 Monfalcone, Gorizia, Italy. 3Departmem of
Anatomical Pathology, Department of Pathology and Forensic Medicine,
University of Trieste, 34127 Trieste, Italy. “Dipartimento Elettronica e
Informazione, Politecnico di Milano, 20133 Milano, Italy. °IRCCS Burlo
Garofolo, Trieste, Italy.

Authors’ contributions

LP designed and coordinated the study, was substantially involved in
acquisition, analysis and interpretation of results, and drafted the manuscript.
AG was substantially involved in data acquisition at TwinMic and analyses
and revised the manuscript regarding the methodological aspects. BK
supervised data acquisition and analyses at TwinMic revising critically the
manuscript. CR was substantially involved in designing and coordinating all
the clinical aspects of the study, she revised the manuscript with clinical
interpretation of the results. MS was involved in human sample selection
and diagnosis, revising also the manuscript. CB contributed in the technical
aspects of treatment of human samples and was responsible for asbestos
body isolation and counting. MP provided SEM-EDX analyses and
interpretation, contributing in revising the manuscript. MK actively
contributed to data interpretation and critical and thorough revision of the
manuscript. AL provided his expertise in XRF detection systems supervising
data analyses and custom developed software. MM directed the work
providing, as expert in diagnosis of asbestos-related diseases, the rational
interpretation of the study, he revised critically the manuscript. All authors
have read and approved the final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 7 September 2010 Accepted: 7 February 2011
Published: 7 February 2011

References
1. Sanchez VC, Pietruska JR, Miselis NR, Hurt RH, Kane AB: Biopersistence and
potential adverse health impacts of fibrous nanomaterials: what have

17.

20.

21.

22.

23.

24.

25.

Page 10 of 11

we learned from asbestos? Wiley Interdiscip Rev Nanomed Nanobiotechnol
2009, 1:511-529.

Brims FJ: Asbestos-a legacy and a persistent problem. J R Nav Med Serv
2009, 95:4-11.

Bianchi C, Brollo A, Ramani L, Zuch C: Asbestos-related mesothelioma in
Monfalcone, Italy. Am J Ind Med 1993, 24:149-160.

Baan R, Grosse Y, Straif K, Secretan B, El Ghissassi F, Bouvard V, Benbrahim-
Tallaa L, on behalf of the WHO International Agency for Research on
Cancer Monograph Working Group: A review of human carcinogens-Part
C: metals, arsenic, dusts, and fibres. Lancet Oncol 2009, 10(5):453-454.
Fubini B, Mollo L: Role of iron in the reactivity of mineral fibers.
Toxicology Letters 1995, 82-83:951-960.

Kane A B: Asbestos bodies: clues to the mechanism of asbestos toxicity?
Human Pathology 2003, 34:735-736.

Pezerat H, Guignard J, Cherrie. JW: Man-made mineral fibers and lung
cancer: an hypothesis. J Toxicol Ind Health 1992, 8:77-87.

Kamp DW: Asbestos-induced lung diseases: an update. Trans/ Res 2009,
153:143-152.

Lund LG, Williams MG, Dodson RF, Aust AE: Iron associated with asbestos
bodies is responsible for the formation of single strand breaks in phi
X174 RFI DNA. Occup Environ Med 1994, 51:200-204.

Jaurand MC: Observations on the carcinogenicity of asbestos fibers. Ann
N'Y Acad Sci 1991, 643:258-270.

Ghio AJ, Stonehuerner J, Richards J, Devlin RB: Iron homeostasis in the
lung following asbestos exposure. Antioxid Redox Signal 2008, 10:371-377.
Hardy JA, Aust AE: The effect of iron binding on the ability of crocidolite
asbestos to catalyze DNA single-strand breaks. Carcinogenesis 1995,
16:319-325.

Borelli V, Brochetta C, Melato M, Rizzardi C, Polentarutti M, Busatto C, et al:
A procedure for the isolation of asbestos bodies from lung tissue by
exploiting their magnetic properties: a new approach to asbestos body
study. J Toxicol Environ Health A 2007, 70:1232-1240.

Dodson RF, Hammar SP, Poye LW: A technical comparison of evaluating
asbestos concentration by phase-contrast microscopy (PCM), scanning
electron microscopy (SEM), and analytical transmission electron
microscopy (ATEM) as illustrated from data generated from a case
report. Inhal Toxicol 2008, 20:723-732.

Tuomi T: Fibrous minerals in the lungs of mesothelioma patients:
comparison between data on SEM, TEM, and personal interview
information. Am J Ind Med 1992, 21:155-162.

Dodson RF, Williams MG Jr, O'Sullivan MF, Corn CJ, Greenberg SD, Hurst GA:
A comparison of the ferruginous body and uncoated fiber content in
the lungs of former asbestos workers. Am Rev Respir Dis 1985,
132:143-147.

Rinaudo C, Croce A, Musa M, Fornero E, Allegrina M, Trivero P, et al: Study
of Inorganic Particles, Fibers, and Asbestos Bodies by Variable Pressure
Scanning Electron Microscopy with Annexed Energy Dispersive
Spectroscopy and Micro-Raman Spectroscopy in Thin Sections of Lung
and Pleural Plaque. Appl Spectroscopy 2010, 6:571-577.

Nakamura E, Makishima A, Hagino K, Okabe K: Accumulation of radium in
ferruginous protein bodies formed in lung tissue: association of
resulting radiation hotspots with malignant mesothelioma and other
malignancies. Proc Jon Acad Ser B Phys Biol Sci 2009, 85:229-239.

Shimizu Y, Dobashi K, Kusakbe T, Nagamine T, Oikawa M, Satoh T, et al: In-
air micro-particle induced X-ray emission analysis of asbestos and
metals in lung tissue. Int J Immunopathol Pharmacol 2008, 21:567-576.
Kaulich B, Thibault P, Gianoncelli A, Kiskinova M: Transmission and
emission X-ray microscopy: operation modes, contrast mechanisms and
applications. J Phys Condensed Matter .

Kirz J, Jacobsen C, Howells M: Soft x-ray microscopes and their biological
applications. 1995, 28:33-130.

|de-Ektessabi A: Applications of Synchrotron Radiation: Microbeams in
Cell Micro Biology and Medicine. Springer Verlag Berlin Heidelberg; 2007.
Fahrni CJ: Biological applications of X-ray fluorescence microscopy:
exploring the subcellular topography and speciation of transition
metals. Curr Opin Chem Biol 2007, 11:121-127.

Kaulich B, Gianoncelli A, Beran A, Eichert D, Kreft |, Pongrac P, et al: Low-
energy X-ray fluorescence microscopy opening new opportunities for
bio-related research. J R Soc Interface 2009, 6(Suppl 5):5641-5647.

Kaulich B, Susini J, David C, Di Fabrizio E, Morrison G, Charalambous P,

et al: A European Twin X-ray Microscopy Station Commissioned at


http://www.biomedcentral.com/content/supplementary/1743-8977-8-7-S1.PDF
http://www.biomedcentral.com/content/supplementary/1743-8977-8-7-S2.PDF
http://www.biomedcentral.com/content/supplementary/1743-8977-8-7-S3.PDF
http://www.ncbi.nlm.nih.gov/pubmed/20049814?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20049814?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20049814?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19425525?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8213843?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8213843?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19418618?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19418618?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8597167?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14506631?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19304273?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8130850?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8130850?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8130850?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1809138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17999626?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17999626?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7859364?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7859364?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17573637?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17573637?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17573637?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18464058?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18464058?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18464058?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18464058?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18464058?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1311147?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1311147?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1311147?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4014859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4014859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19644223?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19644223?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19644223?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19644223?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18831923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18831923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18831923?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7676009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7676009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17353139?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17353139?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17353139?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19570794?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19570794?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19570794?dopt=Abstract

Pascolo et al. Particle and Fibre Toxicology 2011, 8:7
http://www.particleandfibretoxicology.com/content/8/1/7

ELETTRA. In Proceeding of 8th International Conference on X-ray micros, Conf
Proc Series IPAP Edited by: Aoki S, Kagoshima Y, Suzuki Y 2006, 7:22-25.

26.  Gianoncelli A, Morrison GR, Kaulich B, Bacescu D, Kovac J: A fast read-out
CCD camera system for scanning X-ray microscopy. Appl Phys Lett 2006,
89:251117-251119.

27.  Gianoncelli A, Kaulich B, Alberti R, Klatka T, Longoni A, de Marco A, et al:
Simultaneous Soft X-ray Transmission and Emission Microscopy. Nuclear
Instruments and Methods in Physics Research A 2009, 608:195-198.

28.  Alberti R, Klatka T, Longoni A, Bacescu D, Marcello A, De Marco A, et al.
Development of a low-energy x-ray fluorescence system with sub-
micrometer spatial resolution. X-Ray Spectrometry 2009, 38:205-209.

29. Smith MJ, Naylor B: A method for extracting ferruginous bodies from
sputum and pulmonary tissue. Am J Clin Pathol 1972, 58:250-254.

30. Sole A, Papillon E, Cotte M, Walter Ph, Susini J: A multiplatform code for
the analysis of energy-dispersive X-ray fluorescence spectra. Spectrochim
Acta B 2007, 62:63-68.

31. Ghio AJ, Churg A, Roggli VL: Ferruginous bodies: implications in the
mechanism of fiber and particle toxicity. Toxicol Pathol 2004, 32:643-649.

32. Ghio AJ, Roggli VL, Richards JH, Crissman KM, Stonehuerner JD,

Piantadosi CA: Oxalate deposition on asbestos bodies. Hum Pathol 2003,
34:737-742.

33, Ghio AJ, Funkhouser W, Pugh CB, Winters S, Stonehuerner JG, Mahar AM,
et al: Pulmonary fibrosis and ferruginous bodies associated with
exposure to synthetic fibers. Toxicol Pathol 2006, 34:723-729.

34. Seal S, Barr TL: Characterization of chemical interaction of asbestos
surfaces during culturing with lung cells. J Vac Sci Technol A 1997,
15:1235-1245.

35. Yaman M: Comprehensive comparison of trace metal concentrations in
cancerous and non-cancerous human tissues. Curr Med Chem 2006,
13:2513-2525.

36. Yaman M, Atici D, Bakirdere S, Akdeniz I: Comparison of trace metal
concentrations in malign and benign human prostate. J Med Chem 2005,
48:630-634.

37.  Schroeder JA, Weingart C, Coras B, Hausser |, Reinhold S, Mack M, et al.
Ultrastructural evidence of dermal gadolinium deposits in a patient with
nephrogenic systemic fibrosis and end-stage renal disease. Clin J Am Soc
Nephrol 2008, 3:968-975.

38. Mazur A, Maier JA, Rock E, Gueux E, Nowacki W, Rayssiguier Y: Magnesium
and the inflammatory response: potential physiopathological
implications. Arch Biochem Biophys 2007, 458:48-56.

39, Ullmer E, Borer H, Sandoz P, Mayr M, Dalquen P, Soler M: Diffuse
pulmonary nodular infiltrates in a renal transplant recipient. Metastatic
pulmonary calcification. Chest 2001, 120:1394-1398.

40.  Kowaltowski AJ, Naia-da-Silva ES, Castilho RF, Vercesi AE: Ca2+-stimulated
mitochondrial reactive oxygen species generation and permeability
transition are inhibited by dibucaine or Mg2+. Arch Biochem Biophys
1998, 359:77-81.

41. Nielsen FH: Magnesium, inflammation, and obesity in chronic disease.
Nutr Rev 2010, 68:333-340.

42. Poland CA, Duffin R, Kinloch I, Maynard A, Wallace WA, Seaton A, et al:
Carbon nanotubes introduced into the abdominal cavity of mice show
asbestos-like pathogenicity in a pilot study. Nat Nanotechnol 2008,
3:423-428.

43, Pacurari M, Castranova V, Vallyathan V: Single- and multi-wall carbon
nanotubes versus asbestos: are the carbon nanotubes a new health risk
to humans? J Toxicol Environ Health A 2010, 73(5):378-395.

44, Donaldson K, Murphy F A, Duffin R, Poland C A: Asbestos, carbon
nanotubes and the pleural mesothelium: a review of the hypothesis
regarding the role of long fibre retention in the parietal pleura,
inflammation and mesothelioma. Part Fibre Toxicol 2010, 7:5.

45, Jaurand MC, Renier A, Daubriac J: Mesothelioma: Do asbestos and carbon
nanotubes pose the same health risk? Part Fibre Toxicol 2009, 6:16.

doi:10.1186/1743-8977-8-7

Cite this article as: Pascolo et al.: Synchrotron soft X-ray imaging and
fluorescence microscopy reveal novel features of asbestos body
morphology and composition in human lung tissues. Particle and Fibre
Toxicology 2011 8:7.

Page 11 of 11

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

e Thorough peer review

¢ No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

¢ Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BioMed Central



http://www.ncbi.nlm.nih.gov/pubmed/5075106?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/5075106?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15513907?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15513907?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14506632?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17074740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17074740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17017908?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17017908?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15658876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15658876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18385397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18385397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16712775?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16712775?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16712775?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11591586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11591586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11591586?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9799563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9799563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9799563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20536778?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18654567?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18654567?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20155580?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20155580?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20155580?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20307263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20307263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20307263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20307263?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19523217?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19523217?dopt=Abstract

	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Patients and histological sample preparation
	Asbestos body extraction
	SEM-EDX analysis
	Soft X-ray microscopy and XRF at TwinMic

	Results
	SEM-EDX and XRM-XRF analyses of extracted asbestos bodies
	Soft X-ray microscopy and XRF of human lung tissue containing asbestos

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References

