
1

Vol.:(0123456789)

Scientific Reports |        (2021) 11:10608  | https://doi.org/10.1038/s41598-021-90057-1

www.nature.com/scientificreports

Asbestos bodies count 
and morphometry in bulk lung 
tissue samples by non‑invasive 
X‑ray micro‑tomography
Fabrizio Bardelli1*, Francesco Brun2, Silvana Capella3,4, Donata Bellis4,5, Claudia Cippitelli6, 
Alessia Cedola1 & Elena Belluso3,4

The number of the Asbestos Bodies (AB), i.e. asbestos that developed an iron‑protein coating 
during its permanence in biological tissues, is one of the most accessible markers of asbestos 
exposure in individuals. The approaches developed to perform AB count in biological tissues are 
based on the manual examination of tissue digests or histological sections by means of light or 
electron microscopies. Although these approaches are well established and relatively accessible, 
manual examination is time‑consuming and can be reader‑dependent. Besides, approximations 
are applied because of the limitations of 2D readings and to speed up manual counts. In addition, 
sample preparation using tissue digests require an amount of tissue that can only be obtained by 
invasive surgery or post-mortem sampling. In this paper, we propose a new approach to AB counting 
based on non‑destructive 3D imaging, which has the potential to overcome most of the limitations 
of conventional approaches. This method allows automating the AB count and determining their 
morphometry distribution in bulk tissue samples (ideally non‑invasive needle biopsies), with minimal 
sample preparation and avoiding approximations. Although the results are promising, additional 
testing on a larger number of AB‑containing biological samples would be required to fully validate the 
method.

Asbestos is well known to induce several lung diseases, including asbestosis, pleural plaques, malignant meso-
thelioma, and lung  cancer1–4. Although the production and commercialization of asbestos is strictly regulated 
world-wide, and it is officially banned in most countries, the weathering of existing asbestos products and 
naturally occurring asbestos make asbestos a current global health risk, with hundreds of thousands deaths per 
 year5,6. In addition, the peak of mortality is yet to come because of the long latency time of  mesothelioma7–11, 
which ranges between 20 and 40 years, on  average12.

Asbestos bodies (AB) are the result of a biomineralization process taking place on asbestos in biological tis-
sues. This process causes Fe-proteins and other organic and inorganic material to cluster around asbestos. Asbes-
tos bodies were believed to be the organism effort to isolate the foreign fibres from the surrounding  tissues13,14 
to prevent the development of asbestos-related diseases. However, later researchers suggested that they might 
enhance the cytotoxic properties of asbestos. In particular, based on the results of in vitro (cell cultures) and 
in vivo (animal) studies, it was showed that AB are able to induce the generation of free  radicals15,16, double strand 
breaks in the  DNA17, and that the iron contained in the coating is catalytically  active15,18,19.

Beyond their possible role in the pathogenesis of asbestos-related diseases, the number of AB in the lungs 
is the most accessible indicator to assess the asbestos exposure in  individuals20. However, the AB number in 
the lungs is a coarse estimate of the actual asbestos fibre burden in the  lungs21. In fact, the number of AB can 
increase after the last exposure to asbestos, as, in time, more fibres become coated. Moreover, it was observed 
that the AB preferentially form on the longer (> 5–10 um), thinner (< 0.5 um)22, and more biopersistent amphi-
boles fibres (amosite, antophyllite, crocidolite, tremolite, and actinolite), which were also observed to be the 
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most  carcinogenic22. In addition, though the AB do form on chrysotile fibres  too23, these can undergo to frag-
mentation, so that the organism’s clearance mechanisms are able to remove most of them. As a result, chrysotile 
usually accounts for a minor fraction of asbestos in the  lungs24,25. Bodies similar to the AB can also form on 
non-asbestos fibres (e.g. mica and rutile fibres), and, in this case, the term ferruginous body is used. However, 
even when contamination by other fibres is present along with asbestos exposure, the AB usually account for 
more than 90% of all coated  fibres20,26.

In the years, several approaches have been established and refined to extract and estimate the number of AB 
in unit of weight (g) or volume  (cm3) of wet or dry autoptic (post-mortem) lung tissue samples, broncho-alveolar 
lavage (BAL) and sputum samples, needle, transbronchial or thoracoscopic biopsy  samples27–31.

Quantitative analysis performed on lung tissues is the standard method to assess the AB concentration in the 
lungs. Nevertheless, it can only be performed after autopsy, or it requires a lung biopsy. Needle biopsies, however, 
produce an amount of biological tissue that is usually insufficient for AB count with conventional methods, and 
thoracoscopic biopsies require invasive surgery. On the other hand, BAL and sputum samples only reveal AB 
from the alveolar airspace, and AB are not present in sputum when their burden is lower than ~ 10,000 AB/g of 
dry lung  tissue31.

Besides, sample preparation is one of the critical point of conventional AB counting approaches. Depending 
on the sampling method, lung tissues can prepared in two ways. In the first, the tissue is removed by chemical 
digestion or ashing, followed by a variable number of ultrasonication, filtration, washing (with distilled water 
and hydrochloric acid), and centrifugation steps to recover and enrich the AB in the resulting precipitate. This 
is deposited on sample holders (grids) for transmission electron microscopy (TEM), or on porous membranes 
for observation with optical microscopy (OM) or scanning electron microscopy (SEM). The second approach 
consists in fixing the tissue samples (usually in formalin or alcohol), and then embedding them in paraffin. A 
microtome is then used to cut thin slices (usually 3–6 µm-thick) suitable for OM observations from the paraffin-
embedded tissue blocks. Thinner slices (50–100 nm-thick), suitable for TEM observations, are obtained by using 
an ultra-microtome and epoxy-embedded tissue blocks.

Each of the above sample preparation approaches has limitations and disadvantages. For example digestion in 
potassium hydroxide, sodium hypochlorite or formamide, or low temperature ashing have been shown to alter 
or destroy the  AB32,33. The use of ultrasound to help removing the tissue may fragment the AB, altering their size 
distribution and possibly resulting in higher  counts21. Some AB may be lost during centrifugation and filtration 
steps that are used to concentrate their  content21.

Another critical aspect of conventional methods is that they eventually all rely on the observations of a 
human reader for the actual AB count by optical or electron microscopies (OM, SEM, or TEM). Because manual 
observations can be extremely time-consuming, approximations are often applied. These usually consist of count-
ing the AB on areas of the AB supports (porous membrane, OM slide, or TEM grid) much smaller than their 
whole area, and extend the result on the rest of the area assuming uniform distribution. Optical microscopy is 
undoubtedly the most accessible and less time consuming among the reading techniques. In addition, sample 
preparation for OM observations is easier and larger areas of tissue slices (~ 1–4  cm2) can be probed because of 
the lower magnification achievable. Electron microscopies allow detecting also uncoated fibres and determining 
their chemical composition by energy dispersive spectroscopy (EDS)34. Transmission electron microscopy can 
also reveal their crystallographic structure and level of crystallinity by performing selected area electron diffrac-
tion (SAED)34,35. On the other hand, electron microscopies are less accessible and require complex and invasive 
sample preparation, as they always require the removal of the biological tissue to achieve good quality images 
(contrary to OM, which can be performed also on histological sections). Besides, the observations are more time 
consuming because the probed area is much smaller (~ 100–1000 µm2, depending on the magnification for SEM, 
less for TEM). A further downside is that the results obtained have higher variability between laboratories and 
are therefore more difficult to compare.

In this paper, we report on a novel approach to AB counting based on X-ray phase-contrast micro-tomography 
(XPCµT) and requiring non-invasive sample preparation, which may overcome most of the limitations of the 
conventional approaches discussed above. X-ray tomography is a non-destructive, tridimensional imaging tech-
nique that, thanks to the large penetration depth of hard X-rays (> 1 keV), can be applied to macroscopic (bulk) 
biological samples up to few centimeters in size. Although radiation damage to the samples may occur with the 
high flux provided by 3rd generation synchrotron source (by heating), negligible damage is expected when using 
monochromatic and relatively high-energy X-ray beams (> 10 keV) on thin (< 10 mm) biological samples, as is 
the case of the measurements reported in this work. Furthermore, in contrast with conventional methods, X-ray 
imaging requires minimal sample preparation (virtually none). The combination of 3D imaging and automated 
counting routines allows to count all AB in a given lung tissue volume, without any a priori knowledge of the 
AB morphometry, which is instead required when estimating the number of AB in 2D images (see “Materials 
and methods” section). A crucial advantage of performing AB count with automated routines is that the count-
ing is reader-independent and much less time-consuming, particularly in case of samples with high content of 
asbestos. For best results, in this proof-of-concept work synchrotron radiation was used as hard X-ray source to 
perform micro-tomography. However, efficient commercial laboratory X-ray sources and tomographs with the 
ability to work in the hard X-rays energy range and reach sub-micrometric resolutions are becoming available. 
In addition, in this work, phase-contrast tomography was used in place of conventional absorption tomography, 
with the aim of imaging the lung tissue along with the AB. However, as AB have a relatively high mass density 
with respect to the lung tissue, conventional absorption tomography would suffice to perform AB counts.
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Results
X-ray phase-contrast micro-tomography was performed on fragments of formalin-fixed paraffin-embedded lung 
tissue blocks that belonged to four workers subjected to prolonged occupational exposure to asbestos (Table 1). 
Three tissue fragments (indicated as volumes, in the following) of size 0.83 × 0.83 × 0.7  mm3 were imaged for each 
sample. The size of the voxels (i.e. 3D pixels) was ~ 0.332 × 0.332 × 0.332 μm3. The spatial resolution was roughly 
double that of the voxel  size37. Representative tomographic data of lung samples are shown in Fig. 1, where vol-
umes of ~ 0.495 × 0.495 × 0.1  mm3 are shown projected on a plane for easy of view. The images are in grey levels: 
darkest levels correspond to lowest densities, brightest to highest ones. The AB can be clearly identified as the 

Table 1.  Samples’ description. AS asbestosis (grading established according to Craighead et al.  198236, PP 
pleural plaques, MM malignant mesothelioma, LC lung cancer, SS siderosis, SC silicatosis.

Case Age Sex Occupation Exposure period (years) Disease

A 80 F Fibre cement plant  > 10 AS (grade 4), PP, LC

B 81 M Fibre cement plant 27 (1955–1982) AS (grade 3), PP, MM

C 85 M Steel plant 22 (1962–1984) AS (grade 4), PP, MM

D 87 M Asbestos mine 35 AS (grade 4), PP, SS, SC

Figure 1.  XPCµT data acquired at the I13-2 beamline at the Diamond light XPCµT data acquired at the I13-2 
beamline at the Diamond light source on lung tissue fragments embedded in paraffin. Brighter grey levels 
correspond to more absorbing (i.e. denser) material. For ease of view, the volumes are shown as projections 
on a plane of 300 slices, each 0.332 μm-thick (total thickness ~ 99 μm). In all images, several AB can be clearly 
identified as the white elongated object. (a) Sample A AB in are visible along with lung structures, such as 
bronchioles and alveoli. (b) Sample C an alveolar sac with AB accumulating on its walls, preferentially at its end, 
where hypercellularity occurs. (c) Sample D alveoli or bronchioles with AB penetrating the lung parenchyma. 
(d) Sample A magnification showing a variety of typical AB with sheatlike or beaded coatings. In all images, the 
scale bars are 100 μm long and the pixel size is 0.332 × 0.332 μm2.
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white (i.e. higher density), high aspect ratio objects. The dark round-shaped holes have dimensions compatible 
with lung structures, such as respiratory bronchioles, alveolar ducts, atriums, or alveolar sacs (average diameter 
of 250–300 μm, when inflated). Thanks to the phase-contrast mode that enhances the small density variations 
of the biological tissues, the capillary beds surrounding the alveolar sacs can also be seen (Fig. 1a). The ubiquity 
of the AB in the imaged volumes reflects the high asbestos burden in the tissue samples, but is also due to the 
relatively large equivalent thickness of the volumes shown in Fig. 1: about 100 μm-thick compared to the 3–6 
μm-thick histological sections commonly used in optical microscopy analyses. The tomograms reveal that the AB 
accumulate on the walls of the alveoli, where hypercellularity occurs, as can be seen at the end of the alveolar sac 
shown in Fig. 1b. These cells are likely to be mononuclear macrophages or neutrophils that migrated in AB-rich 
areas. Higher magnification (Fig. 1d) reveals the typical morphology of the AB, i.e. the sheath-like protein layer 
that develops around the asbestos fibres, which can be often beaded or segmented (Fig. 3d)32,38,39. 

Asbestos bodies’ count. The amount of AB per cubic centimeter of lung tissue (AB/cm3) as determined by 
X-ray tomography is reported in Table 2 for each sample. The numbers reported in Table 2 represent the average 
of three volumes for each sample. The standard deviations associated to the AB numbers are as high as 50% of 
the values, reflecting the heterogeneity of the AB distribution in the lung tissues. The number of AB/cm3 falls 
within the same order of magnitude for all samples (2.60–1.43 ×  106/cm3).

The relation between AB/cm3 and AB/gdw was determined by Roggli and  Pratt40 and is reported in the fol-
lowing equation:

where Ngdw is the number of AB per gram of dry weight of lung tissue (i.e. the standard way to represent the 
AB number in the tissues), Ng is the number of AB per gram of wet weight of lung tissue, Ddw is the wet to dry 
weight conversion factor, Nc is the number of AB in a given formalin-fixed paraffin-embedded lung tissue volume 
(in the original paper by Roggli and  Pratt40, Nc was the number of AB in an iron-stained histological section), 
Vc is the lung tissue volume (in the original paper it represented the area times the thickness of the lung tissue 
section), Oc is the orientation correction factor, Rwv is the wet weight to volume ratio of the fixed lung tissue, 
and Vs is the shrinkage correction factor from formalin fixed to paraffin-embedded tissue. The last factors (Rwv 
and Vs) were assumed to be the same as those calculated by Roggli and  Pratt40 (respectively 0.916 g/cm3 and 
2.3, dimensionless). The wet to dry tissue correction factors (Ddw) were calculated and resulted close to 10. The 
sample volume (Vc) can be calculated from tomographic data with sub-micrometric precision (corresponding 
to the size of the voxels).

The orientation correction factor (Oc) was introduced by Roggli and  Pratt40 in Eq. (1) to take into account 
AB with out-of-plane orientations in tissue thin-sections suitable for OM observations (3–6 µm-thick). This 
correction is necessary to prevent counting the same AB in subsequent tissue sections when the length of its 
projection orthogonal to the section surface exceeds the section thickness. This factor depends on the length 
of the AB and on the angle between the AB and the section surface: assuming a uniform distribution of the AB 
orientation respect to the section surface, Oc can be calculated if the average AB length is known, leading to an 
approximated AB count. In this framework, the advantage of a tomographic approach is evident, as for 3D data 
Oc in Eq. (1) is equal to unity, independently of the AB length and orientation, and the AB count is now exact.

The numbers of AB per gram of dry tissue (AB*/gdw, Table 2) obtained converting those per tissue volume 
(AB/cm3, Table 2) using Eq. (1), fall within the same order of magnitude for all samples. The same occurs to the 
numbers of AB calculated by OM on tissue digests (AB/gdw), although these are three orders of magnitude lower 
(Table 2). Unfortunately, due to the low amount of lung tissue available it was not possible to perform duplicate 
or triplicate measurements for the digested samples. Therefore, standard deviations are not available for conven-
tional OM or SEM count and no clear relation between the trends of the two series of values can be determined. 
Scanning electron microscopy readings of digested samples, on the other hand, returned numbers differing by 
more than three order of magnitudes between samples A and B, and samples C and D (the SEM values reported 
for sample A and B are closer to those calculated by micro-tomography, Table 2).

Asbestos bodies’ morphometry. The morphometry of each AB is automatically measured during the 
counting process with a precision corresponding to the size of the pixels (0.332 μm), as it is required by the 

(1)Ngdw = Ng × Ddw =

Nc

Vc × Vs × Oc × Rwv
,

Table 2.  Average number of AB and morphometry (length, width, and volume) for each sample. The number 
of AB derived from XPCµT measurements is reported per cubic centimeter (AB/cm3) and converted per 
gram of dry weight of tissue (AB*/gdw), using Eq. (1). The number of AB estimated by OM on digested tissues 
samples (AB/gdw) are also reported for comparison. The errors on the numbers of AB correspond to the 
standard deviation calculated on three different volumes for each sample.

Sample AB  (cm−3) AB*  (gdw
−1) AB(OM)  (gdw

−1) AB(SEM)  (gdw
−1) Length (μm) Width (μm) Volume (μm3)

A 2.60 ± 0.64 ×  106 12.4 ×  106 48.0 ×  103 11.9 ×  106 22.5 3.6 153

B 2.35 ± 0.50 ×  106 11.1 ×  106 23.8 ×  103 0.36 ×  106 23.6 3.3 133

C 1.43 ± 0.98 ×  106 6.80 ×  106 34.4 ×  103 18.4 ×  103 20.8 3.5 131

D 2.07 ± 1.17 ×  106 9.84 ×  106 56.1 ×  103 12.7 ×  103 19.4 3.6 107
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counting routines to distinguish the AB from other particulate matter that may be present in the lungs (see 
“Materials and methods” section). This allows obtaining a complete knowledge on the distribution of the AB 
dimensions, i.e. average, median, and dispersion, which are summarized in Table 2 and, graphically, in Fig. 2. 
The results show that, regardless of the sample, the average length of the AB (longest axis) falls in a narrow range 
(19.4–23.6 μm). The length values maybe shifted towards higher values because, to filter out low aspect ratio (low 
length to width ratios) particulate matter, only objects with aspect ratio higher than 3 were considered. How-
ever, length values are well described by a log-normal  distribution41, as expected assuming that they originate 
from the fragmentation of asbestos occurring during its extraction, industrial processing, and permanence in 
the lungs (Supplementary Fig. S1). The transversal dimensions of the AB (average of the two shorter axes) are 
distributed in an even narrower range (3.3–3.6 μm), reflecting the fact that the AB develop around mineral fibres 
of given diameter comprised in the range of about 0.1–0.4μm42.

Discussion
Tomographic data provided tridimensional imaging of AB inside millimeter-size bulk lung tissue samples. The 
phase-contrast acquisition mode (opposed to conventional absorption acquisition) allowed revealing their spa-
tial distribution and possible preferential accumulation in specific lung structures with unprecedented level of 

Figure 2.  Box plots summarizing the distribution of the length (a) and width (b) values of the AB for samples 
A–C. Each box encloses 50% of the data with the median value of the variable displayed as a line. The top and 
bottom of the box mark the limits of ± 25% of the variable population (i.e. the Upper and Lower Quartiles, 
denoted as UpQ and LowQ, respectively). The lines extending from the top and bottom of each box mark the 
minimum and maximum values within the data set whose value is greater than UpQ + (1.5 ×  DU-L) or less 
than LowQ − (1.5 ×  DU-L), where  DU-L is the distance between UpQ and LowQ. Any value outside of this range 
(outlier) is displayed as an individual point.
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detail for 3D imaging. The tomograms revealed that the AB tend to accumulate at the end of alveolar sacs. In 
the same areas, hypercellularity is observed, which may be due to an accumulation of monocytes, as alveolar 
macrophages, in their attempt to engulf and remove the foreign fibres. The AB not only deposit on the walls of 
the sacs, but also tend to penetrate them, reaching the lung parenchyma.

The numbers of AB/gdw calculated with the conventional approach (OM on tissue digests) were three order 
of magnitudes lower those calculated by XPCµT per unit volume  (cm3) and then converted to  gdw using Eq. (1). 
This finding may indicate that conventional counting by OM severely underestimates the AB burden in lung 
tissues of exposed individuals. Indeed, AB quantification performed by SEM on samples A and B resulted in 
values that are closer to those obtained by XPCµT (Table 2). On the other hand, AB count by SEM performed 
on samples C and D resulted in even lower values than those estimated by OM.

Unfortunately, the lung tissue material was insufficient to perform triplicate AB count with conventional 
digestion and SEM and OM readings, as done for tomography counting. Therefore, no information is available 
on the variability of the AB numbers calculated with the conventional approach, which prevents finding a reliable 
relationship between the two counting methods. Indeed, one of the main problems of AB counting approaches 
is that they are based on the assumption that asbestos is uniformly distributed in the lungs. This, however, is 
not true, so that samples may not reflect the average asbestos burden in the lungs. For example, it is known 
that the lower lobes contain more asbestos, and variability of up to tenfold among different lung sections were 
 observed43. However, even if the total volume probed with the conventional approach is larger than that probed 
by XPCµT (1 g of lung tissue roughly corresponds 1  cm3), only a small fraction of the area on which the AB are 
recovered (membrane or microscope slide) is read by SEM or OM to perform the counting. The result is then 
extended to the entire area, assuming uniform distribution. This may lead to a larger error with respect to the 
XPCµT approach, in which counting is performed over the entire volume imaged and without the approximations 
imposed by 2D readings. To obtain a reliable assessment of the AB burden in the lungs, the optimum would be 
to collect several lung tissue samples from different areas of the lower lobes. In this way, the average variability 
should not be more than two or  threefold21. However, this approach is very time-consuming and only possible 
for autoptic (post-mortem) samples. On the other hand, XPCµT might enable the estimation of the AB burden 
also on living subjects through the collection of relatively non-invasive needle biopsy samples. Biopsies of non-
neoplastic tissues for the lower lobes of either lungs might give a basic indication on the AB variability. From a 
practical point of view, the size and shape of needle biopsy samples (1–2 mm in diameter) is ideal for XPCµT 
imaging, as, for mathematical reasons concerning the reconstruction algorithms, the best shape of samples for 
X-ray tomography is a cylinder with a diameter slightly smaller than the X-ray beam spot size (field-of-view). 
Considering the most common experimental setup at synchrotron beamlines or laboratory X-ray sources (i.e. 
incident X-ray energies and detectors), samples of 1–2 mm in diameter are suitable for tomographic scanning. 
Considered also the average size and distribution of ABs, this sample size was found to be adequate to image 
a Representative Elementary Volume (REV)44 at sufficient spatial resolution (in general, in X-ray imaging the 
higher the resolution, the smaller is the area or volume that can be  imaged45). To easily obtain almost perfect 
cylinders, a commercial tissue microarray (TMA)46 equipment, which is able to extract cores with few millime-
tre diameter from paraffin blocks, can be used. The acquisition of the data with a laboratory tomograph is then 
straightforward, as the samples can be mounted without further preparation and data acquisition takes few tens 
of minutes. Once the X-ray tomograms are acquired and reconstructed, the automated AB count takes few hours 
on a sufficiently fast computing infrastructure. For this proof-of-concept work the XPCµT data were acquired 
with the smaller voxel size available, which reflects in smaller probed volumes. However, test acquisitions (Sup-
plementary Fig. S2) demonstrated that larger voxel sizes (0.8 × 0.8 × 0.8 µm3) and therefore larger probed volumes 
(2.05 × 2.05 × 1.73  mm3) could be used. This would ensure that commercial tomographs, which may have lower 
resolution, could indeed be used. Higher resolution reduces errors in the counting process. On the other side, 
larger volumes allow increasing the statistics and reducing the uncertainties arising from the heterogeneous 
distribution of the AB in the tissues. More experimental work is required to determine the optimal compromise 
between resolution and probed volume. Finally, the relatively long computational time required for the 3D 
counting process (hours) can be shortened by using dedicated software and optimizing the filter algorithms.

Asbestos bodies morphometry was naturally obtained during their count, and the average length of the AB 
was similar for all the studied samples. This information is useful to assess the health risk, as clearance mecha-
nisms also depend on the fibres  dimensions22. This may indicate that the asbestos fibres penetrating the lungs 
are subjected to the same fragmentation processes, regardless of the type of asbestos and its original length, at 
least when dealing with biopersistent amphiboles (which are believed to form the majority of the  AB47). Accord-
ingly, the distribution follows a log-normal curve (Supplementary  Fig. S1), which is typical of fragmentation 
 processes41. The observed morphometry of the AB is in agreement with the so called Stanton hypothesis, an 
empirical law stating that the AB preferentially develop on fibres longer than 10 μm and thinner than 0.5 μm22. 
An explanation of the Stanton hypothesis is that, due to the size of the human macrophages (~ 15–20 μm), only 
fibres longer than 10 μm can give rise to frustrated (uncomplete) phagocytosis that prevents their removal, 
eventually leading to chronic inflammation and triggering cytotoxic response.

As said above, the relatively low number of samples considered, prevented determining a reliable relationship 
between conventional and tomography counting methods, as the one determined by Roggli and  Pratt40 between 
the number of AB in iron-stained histological sections and the AB concentration in digested lung tissue. For this 
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reason, additional experimental work, considering a wider set of individuals with different degree of exposure 
to asbestos and a larger number of samples for each individual, is needed to fully validate the XPCµT method.

However, also considering these limitations, this novel approach is promising, as it possesses several advan-
tages over the conventional approaches: (1) it can be applied to living subjects through relatively non-invasive 
lung biopsies; (2) the data acquisition is fast and straightforward and requires minimal sample preparation; (3) 
the counting process can be performed directly on the tomograms using automated routines, and is therefore 
less time consuming and reader/laboratory independent; (4) complete information on the AB morphometry is 
naturally derived during the counting process.

Besides the proposal of a novel, promising approach to assess asbestos burden in biological tissues, the present 
work also demonstrated the potential of advanced X-ray imaging (XPCµT) to reveal health-threatening fibres 
and particulate matter in biological tissues. The same techniques maybe used, for example, to study airborne 
particulate matter that is believed to be able to cross the brain barrier or the placenta, and that would be difficult 
to study by other means, without altering the samples.

Materials and methods
Lung tissue samples were obtained post-mortem from the lower lobes of the lungs of four former workers with 
a history of occupational exposure to asbestos (steel plant, asbestos mine, and asbestos-cement product plant 
workers, see Table 1). Informed consent was obtained from the patients at the moment of their hospitaliza-
tion and permission to perform research on human lung samples was obtained by the bioethical committees 
of the Martini hospital (Torino, Italy) and of the University of Torino (Turin, Italy). The authors declare that 
the research was carried out in accordance with the approved guidelines. The human lung samples used in this 
research are anonymous. Only non-neoplastic tissues were collected. All workers were subjected to prolonged 
exposure to asbestos (23.5 ± 10.5 years on average), and had severe-grade asbestos-related diseases (asbestosis, 
pleural-plaques, mesothelioma or lung cancer, Table 1). Subject D was also diagnosed with silicosis (exposure 
to silica powder) and siderosis (exposure to Fe-oxides powder), which are typical diseases of many industrial 
processes. The workers were exposed to an admixture of different asbestos phases, including amphiboles (mainly 
crocidolite and amosite) and serpentine (chrysotile), as asbestos often contains secondary asbestos phases (such 
as amphiboles contaminants in chrysotile batches).

The autoptic tissue samples were preserved in buffered formalin (10%) until measurements. The sample 
preparation for OM and SEM observations consisted of digesting respectively 1 g and 0.25 g of lung tissue with 
sodium hypochlorite (NaClO, 10%), and recovering the AB by filtration through microporous membranes (3 
μm pore size for OM and 0.45 μm pore size for SEM). The AB count was carried out by observing, for OM and 
SEM respectively: (i) the whole membrane at × 400  magnification48; (ii) a portion of filter (representing 0.7% 
of the total area) at × 4000  magnification34 When sufficient material was available, a mass of 2.5 g of tissue was 
used to determine its dry weight, after dehydrating at 60 °C for 3 days. For all samples, the asbestos burden 
largely exceeded the amount established by the European Respiratory Society guidelines to indicate a high level 
of occupational exposure to asbestos  (103/gdw)21.

X-ray micro-tomography measurements were performed in phase-contrast mode (XPCµT) at the I13-2 
beamline at the Diamond light source (UK), using a monochromatic incident X-ray energy of 14.7 keV. The 
phase-contrast mode allows imaging, at the same time, high and low absorbing materials (as the biological tis-
sue and the AB) because the sensitivity to small density variations that can be measured by the phase variations 
of the X-rays can be orders of magnitude higher than conventional absorption  variations37. Samples of suitable 
dimensions (1–2 mm in diameter, 10–15 mm height) were cut from the formalin-fixed paraffin-embedded tissue 
blocks using a scalpel, and mounted on the sample holder without further preparation. A PCOedge5.5 detector 
with pixel size 6.5 μm was used. The detector was coupled with a magnifying 20× optics, resulting in a sub-micron 
isotropic voxel size of 0.325 × 0.325 × 0.325 μm3. The detector array is composed by 2560 × 2560 pixels, thus a 3D 
volume of 2560 × 2560 × 2160 voxels was reconstructed, corresponding to a probed volume of 0.832 × 0.832 × 0.72 
 mm3. The volumes were stored in 32bit (real) images in TIF format. In-line free space propagation mode was 
used, i.e. the phase information was retrieved from the Fresnel’s diffraction patterns acquired at a defined sample 
to detector distance. To maximize the phase-contrast contribution, the samples were analysed at a distance of 50 
mm from the detector. Several scans were performed in order to target different areas of the considered samples. 
For each tomogram, 2400 projections were acquired over a 0–180° rotation range, with 0.3 s dwell time (cor-
responding to a total acquisition time of ~ 12 min per tomography). A single-distance phase-retrieval algorithm 
proposed by Paganin et al.49 was applied. Data pre-processing, phase retrieval, and tomographic reconstruction 
were performed with the SYRMEP Tomo Project  software50.

Automated software routines were used to estimate the number of AB per unit volume. To prevent under-
estimation errors due to the overlapping of the AB, counting was performed on volumes (3D) instead of their 
projection on a plane (2D).

For each sample, the average number of AB was estimated on sub-volumes of size 0.495 × 0.495 × 0.660  mm3, 
which, for computational reasons, were further divided in five sub-volumes of size 0.495 × 0.495 × 0.132  mm3 
(Fig. 3). To introduce customized shape filters and have full control on the counting process, home-written 
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MATLAB routines were used. The volumes were first segmented to separate the low X-ray absorbing back-
ground and biological tissue from higher absorbing objects (particulate matter and AB). Segmentation consists 
in selecting a range of pixel intensities (grey levels) including the objects of interest, as, physically, different pixels 
intensities correspond to different materials’ densities (in phase-contrast mode, denser materials result in higher 
(i.e. brighter) pixel grey levels). Then, shape filters based on the objects geometry (size, sphericity, and solidity) 
were applied. Minimum and maximum size filters (in voxels) were used to exclude, respectively, the smallest 
particulate matter, and some larger structures often present (probably pleural thickening), which have similar 
grey levels as the AB. Sphericity and solidity filters were used to detect objects with high aspect ratio among 
those who survived to the segmentation and size filter. The first is a measure of how much an objects resembles 
to a sphere (i.e. equal length of the x, y, and z axes). High aspect ratio objects, as AB, are expected to have low 
sphericity values. The solidity is defined as the ratio between the object volume and the volume of its convex 
hull (i.e. the volume underlying a surface wrapping the object). Quasi-cylindrical objects, as AB, are expected 
to have high solidity values.

Although the choice of the contrast and shape filters settings were critical for the correct estimation of the 
number of AB per unit volume, it was found that the same settings could be applied to all tomographic data 
acquired, regardless the Case examined. As the dimensions of the AB vary in a known range, the settings of the 
size and shape filters should not change considerably from sample to sample, though the presence and size of 
other absorbing particulate matter must be checked to avoid interference with the counting process. The choice 
of the contrast filter setting (grey level threshold), on the other hand, depends on the experimental setup used 
to acquire the tomographic data, and must therefore be carefully optimized for each instrument. The filter set-
tings used in this work were the same for all datasets and are reported in Supplementary Table S1 as a reference.

An example of the counting process workflow is shown in Fig. 4 on representative XPCµT data projected 
on a plane. Some AB in Fig. 4 appear to overlap with each other, but this is only because the imaged volume 
is projected on a plane. If 2D imaging were performed instead of tomography, the apparently overlapping AB 
would have been counted as one, and, for high asbestos burden samples, most of the AB would have appeared 
as overlapping. This well demonstrates the advantage of tomography (3D) over conventional imaging (2D). For 
each volume imaged, the tomographic reconstruction and counting process took several hours on a double-CPU 
(INTEL-XEON) machine with 256 Gb RAM.

Figure 3.  Perspective 3D view of a representative sub-volume of a lung tissue sample of size 
0.495 × 0.495 × 0.132  mm3 (X, Y, Z) acquired at the I13-2 beamline at the Diamond Light Source (UK) at 14.7 
keV incident X-ray energy. The bounding box is shown. The size of the (isotropic) voxels is 0.332 × 0.332 × 0.332 
µm3.
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