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Abstract

Background: Detection of microcalcifications on mammograms indicates the presence of breast lesion,
and the shapes of the microcalcifications as seen by conventional mammography correlates with the
probability of malignancy. This preliminary study evaluated the 3D shape of breast microcalcifications using
micro-computed tomography (micro-CT) and compared the findings with those obtained using
anatomopathological analysis.

Methods: The study analyzed breast biopsy samples from 11 women with findings of suspicious
microcalcifications on routine mammograms. The samples were imaged using a micro-CT (SkyScan 1076) at a
resolution of 35 μm. Images were reconstructed using filtered back-projection and analyzed in 3D using
surface rendering. The samples were subsequently analyzed by the pathology service. Reconstructed 3D images
were compared with the corresponding histological slices.

Results: Anatomopathological analysis showed that 5 of 11 patients had ductal breast carcinoma in situ. One patient
was diagnosed with invasive ductal carcinoma.
Individual object analysis was performed on 597 microcalcifications. Malignant microcalcifications tended to be thinner
and to have a smaller volume and surface area, while their surface area-to-volume ratio was greater than that of benign
microcalcifications. The structure model index values were the same for malignant and benign microcalcifications.

Conclusions: This is the first study to use micro-CT for quantitative 3D analysis of microcalcifications. This
high-resolution imaging technique will be valuable for gaining a greater understanding of the morphologic
characteristics of malignant and benign microcalcifications. The presence of many small microcalcifications can
be an indication of malignancy. For the larger microcalcifications, 3D parameters confirmed the more irregular shape of
malignant microcalcifications.
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Background
Breast cancer is the most common cancer among women
worldwide [1] and ranks second in cancer-related deaths
after colon cancer [2]. Early detection of suspicious lesions
is thus crucial for the prognosis of the patient. Since
Salomon’s radiographs of mastectomy specimens in 1913
[3], it has been known that microcalcifications are associ-
ated with breast cancer [4]. Gershon-Cohen et al. [5] were
the first to report that the irregular, clustered appearance
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of calcifications was associated with breast cancer in 1962.
Using radiology, Lanyi et al. [6] classified 5641 micro-
calcifications according to their shape, categorizing them
as punctate, bean-shaped, linear, or branching. In 95%
of cases, at least two of these configurations are identified
simultaneously within individual clusters of microcalcifica-
tions (polymorphy).
State-of-the-art mammography is very sensitive in terms

of detecting calcifications. However, calcifications can
indicate benign or malignant lesions, leading to a large
number of false-positive mammograms and a relatively
low true-positive biopsy rate [7]. Since mammography
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is a projection radiography technique, it represents a
2D projection image of a 3D object. Consequently, super-
position can result in underestimation of the number of
microcalcifications. This can be overcome by 3D breast
imaging techniques, such as breast computed tomography
(CT) [8]. However, the resolution of breast CT is too low
to resolve the 3D shape of microcalcifications.
The shape of microcalcifications is a major criterion

for distinguishing malignant versus benign tissue. Thin
linear, curvilinear, and branching shapes suggest malig-
nancy, while round or oval shapes suggest benign lesions
[9]. Clinical studies show that the shape of a microcalcifi-
cation cluster and the spatial distribution of individual
microcalcifications within it are important indicators of
malignancy [10]. Note that in these studies, the microcal-
cification shape has typically been assessed using two 2D
mammographic views.
The only way to determine the true shape of a 3D object

is to use a 3D imaging technique. Some microcalcifications
identified on mammograms have malignant characteristics,
while others are non-specific. Thus, biopsy is required to
establish a diagnosis. In an attempt to reduce the number
of false-positives and unnecessary biopsies generated by
screening mammography, radiologists have tried to
define criteria that identify suspicious lesions and that
help evaluate microcalcifications using properties such
as microcalcification shape, size, clustering, location, and
density [11]. Mammographic features that are commonly
associated with malignancy include changes from a previ-
ous mammogram, distortion of the surrounding tissue
architecture, association with less-dense tissue and calcifi-
cations, and the presence of more than ten calcifications
in the lesion. The radiographic indications for breast
biopsy include soft tissue lesion without calcifications,
soft tissue lesion with calcifications, and a focus of cal-
cifications without an associated soft tissue lesion [12].
Some investigators suggest that all patients with isolated
microcalcification clusters at preoperative mammographic
examination should have a localization biopsy due to the
relatively high rate of malignant disease [13]. Because
of the low radiographic contrast and the small size of
the calcifications, methods have been sought that improve
the detection of microcalcifications in mammographic
images. A number of computer-assisted diagnostic (CAD)
methods that use characteristics such as microcalcification
size, shape, and distribution have been introduced to
increase the accuracy of mammographic diagnosis [14-19].
Breast CT and tomosynthesis are newly developed breast

imaging techniques, but they are still under investigation
and currently are not commonly used in diagnostic im-
aging. These new techniques may outperform breast
mammography for microcalcification detection [8], although
they may not be better than mammography because of
their spatial resolution. On the other hand, breast CT
offers the advantage of three-dimensional anatomic de-
tail, plus it eliminates superimposition of glandular tis-
sues. However, in one study, screen-film mammography
outperformed CT for visualization of microcalcifications
[20] due to its higher spatial resolution. Other imaging
techniques that have been explored for breast cancer
detection included scintimammography [21], positron
emission tomography [22], optical imaging [23], and
microwave imaging [24]. Each approach has advantages,
but so far, none have been able to compete with mam-
mography as a screening modality [25].
The standard of care is routine mammography with

additional ultrasound in glandular breasts or additional
MRI. Taking a stereotactic core biopsy of indeterminate
or suspicious breast calcifications using vacuum-assisted
needles is a common practice. Radiography of these core
samples is necessary to document the success of the
procedure in extracting some of the target microcalci-
fications [26]. Afterwards, the biopsies are analyzed
anatomopathologically. The pathologist tries to differen-
tiate between benign and malignant tissue and, according
to the cell type, determines the final diagnosis. Nishide
et al. [27] reported that the resolution and contrast of
micro-focus CT imaging is comparable to that of patho-
logical images. Furthermore, microcalcifications were
more clearly detected in micro-focus CT imaging than
on the specimen radiographs.
In this study we used X-ray micro-computed tomography

(micro-CT) to learn more about the actual 3D shape of
microcalcifications in breast tissue. X-ray micro-CT is a
non-invasive high-resolution imaging method that has
been used primarily for bone imaging studies and material
analysis. Micro-CT is also effective for contrast-enhanced
soft tissue imaging [28,29]. This technique is increasingly
used in a preclinical setting as an in vitro imaging method
for analyzing tissue specimens and as an in vivo imaging
method for evaluating small animals [30,31]. A literature
search returned just one study [32] that used micro-CT to
look at breast biopsies from 16 patients. However, that
study focused on texture analysis rather than on shape. A
second study used micro-CT to examine the structural
and anatomic features of breast cancer specimens for
intraoperative assessments [33,34].
The aims of this preliminary study were to evaluate

the shape and number of breast microcalcifications using
high-resolution X-ray micro-CT and to compare the
findings with those obtained using radiography to analyze
the breast specimens. The core samples containing micro-
calcifications were scanned, analyzed, and compared with
the results of anatomopathological analysis. Although
the sample size in this preliminary study was small (596
microcalcifications, 11 patients), it analyzes the relation-
ship of the 3D shape of individual microcalcifications to
malignancy based on high-resolution images.
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Methods
Patient selection
In Belgium, women older than 45 years can have a routine
mammography performed every 2 years. A radiologist who
detects suspicious microcalcifications on a routine mam-
mogram may decide to do a biopsy. The shape, size,
clustering, location, and density of the microcalcifications
are used to determine whether the findings are suspicious.
Note that a microcalcification is defined as a calcifica-
tion smaller than 1 mm; larger calcifications are termed
macrocalcifications [35].
This study included the biopsy specimens of 11 women

(age range, 46–78 years; mean age, 55 years) with suspi-
cious microcalcifications on mammograms. The women
were consecutive patients. The ethics committee at the
university hospital (Commissie Medische Ethiek) approved
the study. All patients provided informed written consent,
which included consent for participation in the study and
consent to publish the findings.

Breast biopsy
Biopsies were performed by the Department of Radiology
at the university hospital by an experienced mammo-
grapher. Minimally invasive vacuum-assisted stereotactic
breast biopsies were performed using the Mammotome
Biopsy System [Ethicon Endo-Surgery (EES), Inc., Johnson
& Johnson, Langhorne PA, USA] under local anesthesia.
The extracted samples had a diameter of 3 mm and a
length of 23 mm and were put in a tube with formalin.
Multiple samples (range, 8–21; mean number, 14) were
taken from all 11 patients.

X-ray Micro-CT Imaging
Each biopsy sample, in a tube with formalin, was scanned
by micro-CT. Imaging was completed using a SkyScan
1076, an in vivo high-resolution X-ray micro-CT system
with a rotating source-detector pair. This type of scanner
has a fixed sample holder and was chosen to avoid move-
ment of the biopsy samples, which were kept in liquid
during scanning. The tubes containing tissue and formalin
were placed on the isocenter of the scanner bed and stabi-
lized using styrofoam.
The system consisted of a sealed 10-W micro-focus X-ray

source with a 5-μm focal spot and a tungsten target that
generates a broad polychromatic spectrum. To obtain
optimal contrast in the breast biopsies, lower X-ray energies
were selected by limiting the spectrum to 60 kV without
hardware filtering, which would eliminate the soft X-rays
from the spectrum. The large format X-ray detector
(4000 x 2300) consisted of a gadolinium powder scintilla-
tor optically coupled with a tapered fiber to a cooled CCD
chip. The projection images were taken every 0.5° and
covered a 180° view with an exposure time of 1.8 sec. The
total scanning time for each sample was 24 minutes. The
projection images were resized in order to improve the
signal-to-noise ratio, resulting in a voxel size of 35 μm.
The reconstruction was performed using a modified
Feldkamp cone-beam algorithm (NRecon, SkyScan/Bruker
microCT, Kontich, Belgium) to return a stack of 2D cross-
sectional images.

Image analysis
The stack of micro-CT images was analyzed using the
SkyScan analysis software package CTAn and 3D Calculator
[36]. The analysis consisted of 3 steps: (1) segmentation of
the microcalcifications from the background; (2) calcula-
tion of morphological parameters; and (3) generation of
3D models for visual inspection.
Segmentation was improved by using an automated local

thresholding technique that was described by Waarsing
et al. [36]. After segmentation, the following structural
parameters were calculated for each segmented micro-
calcification of each patient: object volume (Obj.V), object
surface (Obj.S), object surface/volume ratio (Obj.S/Obj.V),
structure thickness (St.Th), structure model index (SMI),
and the number of objects (Obj.N). The 3D volume was
calculated based on the marching cubes model [37]. The
Obj.S/Obj.V provides a measure of the smoothness of the
particles. The St.Th, which was computed using a local
sphere-fitting method [38], is a 3D measure of the average
thickness of the microcalcifications. The SMI, a topo-
logical index, was calculated using differential analysis of
the triangulated surface of the structure, which gives an
estimate of the ratio of the number of plates to the num-
ber of rods that make up the 3D structure [39]). The SMI
values range from 0 to 4, with 0 indicating an ideal plate-
like structure, 3 an ideal rod-like structure, and 4 an ideal
sphere. Intermediate values signify a mixed structure.
The structural parameters were first averaged over all

microcalcifications per subject and compared between
the benign and malignant group. Next, the individual
microcalcifications associated with benign versus malig-
nant lesions were analyzed. One object segmented in
the samples from subject “Benign 2” was excluded
from the analysis as its maximum diameter exceeded
1 mm and the object therefore did not qualify as a
microcalcification [35].
Surface-rendered 3D models were made from the seg-

mented datasets for visual inspection using CTAn/CTVol
(SkyScan/Bruker microCT).

Specimen radiography
The specimens were radiographed using a mammography
system (GE Healthcare Senographe DS), 100-μm detector
element at 25 kVp with a Mo anode-Mo filter combination.
The beam quality was equal to 0.323-mm Al equivalent.
These images were used to identify biopsy samples with
and without microcalcifications.
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For each radiograph, three expert mammographers,
each with 5 to 15 years of experience, counted the number
of microcalcifications in 2 reading sessions that were
separated by an interval of 3 months to eliminate learning
effects.

Statistical analysis
The data were analyzed using IBM SPSS-Statistics version
20. Because of the low number of samples (5 benign, 6
malignant), non-parametric tests were used to compare
the morphological parameters at the subject level between
the two groups. The difference in the detection of micro-
calcifications by expert analysis versus micro-CT was
assessed by the Wilcoxon signed-rank test (asymptomatic
method). For the analysis of morphological parameters
at the microcalcification level (414 microcalcifications
associated with malignant lesions and 183 associated
with benign lesions), the normality of the data was tested
using the one-sample Kolmogorov-Smirnov test. For
normally distributed data, the independent sample t-test
was used to compare group averages; otherwise, the
Mann–Whitney U test was used. The significance level in
all tests was set to 0.05.

Results
Anatomopathological analysis demonstrated that 5 of the
11 patients had ductal breast carcinoma in situ (DCIS). Of
these, one patient had lower grade DCIS and 4 patients
had high grade DCIS. Another patient was diagnosed with
invasive ductal carcinoma.
The diagnoses of the patients with benign microcalcifica-

tions were fibrous breast tissue, benign fibroadenoma,
fibrocystic disease, Reclus disease, and fibroadenoid hyper-
plasia. Table 1 summarizes the anatomopathological results
Table 1 Overview of the anatomopathological analysis and th
identified by X-ray micro-CT analysis

Cases Anatomopathological analysis

Benign 1 Fibrous breast tissue with benign calcification

Benign 2 Calcified benign fibro adenoma + fybrocystic mastopathy

Benign 3 Fybrocystic disease

Benign 4 Disease of Reclus

Benign 5 Fibro adenoid hyperplasia

Malignant 1 DCIS grade 2 (cribriform type)

Malignant 2 High grade DCIS (cribriform type)

Malignant 3 High grade DCIS DIN3 (comedo type)

Malignant 4 High grade DCIS

Malignant 5 High grade DCIS with macrocalcifications (comedo type)

Malignant 6 Invasive ductal carcinoma

Ductal Carcinoma in Situ (DCIS); R1: reading 1; R2: reading 2.
for patients grouped according to benign or malignant
diagnosis.
Suspicious microcalcifications are shown for 6 cases

in Figure 1a–c (benign cases) and Figure 2a–c (malignant
cases). Specimen radiography showed the presence of
microcalcifications in the biopsy samples obtained by
vacuum-assisted stereotactic breast biopsy (Figures 1
and 2d–f ). A higher magnification of the radiography
image is shown in the 3rd column of Figure 1 and in
Figure 2g–i. Surface renderings of the microcalcifications,
shown in Figure 1 and Figure 2j–l, illustrate the 3D nature
of the micro-CT imaging technique.
Table 1 shows the number of microcalcifications in the

specimens as detected by expert analysis of the specimen
radiographs shown in Figures 1 and 2d–f and the number
detected by micro-CT analysis. Agreement between the
two was determined by regression analysis and is shown
by a Bland-Altman plot (Figure 3). Micro-CT analysis de-
tected more microcalcifications in both benign (p = 0.043)
and malignant cases (p = 0.028). The ratio between the
number of microcalcifications detected by expert analysis
and by micro-CT was 0.278 (95% Confidence Interval
(CI): 0.15–0.41).
Table 2 summarizes the 3D morphological parameters

as averaged for all microcalcifications in each patient.
Compared to microcalcifications in patients diagnosed
with malignant lesions, samples from patients diag-
nosed with benign lesions had a higher average volume
(0.0159 ± 0.0071 mm3 versus 0.0078 ± 0.0095 mm3), a lar-
ger surface area (0.30 ± 0.10 mm2 versus 0.18 ± 0.16 mm2),
a smaller surface area-to-volume ratio (77.68 ± 37.96 mm-1

versus 81.02 ± 19.96 mm-1), were thicker (0.26 ± 0.04 mm
versus 0.19 ± 0.04 mm), and had smaller SMI values
(3.02 ± 0.11 versus 3.05 ± 0.06). Patients diagnosed with
e amount of microcalcifications counted by experts and

X-ray X-ray X-ray Micro-CT

Expert 1 Expert 2 Expert 3

R1 R2 R1 R2 R1 R2

22 9 10 24 19 22 64

5 8 8 6 8 7 25

57 35 39 48 39 44 59

18 10 10 10 16 14 15

17 10 10 18 14 18 21

12 9 9 14 12 9 13

27 23 25 36 23 25 29

34 28 29 44 44 46 214

47 31 30 51 49 52 110

27 9 9 26 25 23 27

14 6 6 15 16 16 21



Figure 1 Analysis of microcalcifications in benign tissue. (a-c) Mammograms (cases: benign 1, 2, 3). (d-f) Radiographs of the breast core
biopsies (placed on a dish). (g-i) Higher magnification of the specimen radiograph. (j-l) 3D micro-CT surface rendering of fibrous breast tissue (1),
calcified fibroadenoma (2), and fibrocystic disease (3).

Figure 2 Analysis of microcalcifications in malignant lesion. (a-c) Mammograms (cases: malignant 1, 3, 6). (d-f) Radiographs of the breast
core biopsies (placed on a dish). (g-i) Higher magnification of the specimen radiograph. (j-l) 3D micro-CT surface rendering of DCIS (1, 3) and
invasive ductal carcinoma (6).
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Figure 3 Comparison of the number of microcalcifications detected by expert analysis versus micro-CT by regression analysis (left)
and Bland-Altman plot (right). The dotted lines on the Bland-Altman plot represent the average difference ± 2SD (standard deviation).
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benign lesion had fewer microcalcifications, 36.60 ± 22.03,
than those with malignant lesion, 69.00 ± 79.39. However,
apart from thickness, none of these differences were
significant.
In addition to calculating the morphological parameters

that describe the microcalcifications in each biopsy
sample, individual object analysis was performed on
microcalcifications that were larger than 2 image voxels
(0.000086 mm3). Table 3 shows the mean and standard
deviation of these individual results and of the number of
objects found in benign and malignant samples classified
according to their volume. The volume threshold was set
at 0.0042 mm3, which corresponds to a microcalcification
that might be visible on mammography, depending on the
contrast. In the mammography images, the pixel size is
0.1 mm, so a microcalcification of 2 pixels corresponds
to a volume of 0.0042 mm3 (slightly less than 100 voxels
in the micro-CT images), assuming perfectly spherical
objects with a diameter of 0.2 mm.
Table 2 Overview of the 3D morphological parameters analys

Cases Obj.V (mm3) Obj.S (mm2) Obj.S/Ob

Benign 1 0.0150 0.28 142.86

Benign 2 0.0237 0.37 59.53

Benign 3 0.0203 0.37 51.01

Benign 4 0.0050 0.14 79.07

Benign 5 0.0156 0.34 55.93

Mean ± SD 0.0159 ± 0.0071 0.30 ± 0.10 77.68 ± 3

Malignant 1 0.0269 0.49 84.85

Malignant 2 0.0075 0.20 46.46

Malignant 3 0.0024 0.08 99.66

Malignant 4 0.0041 0.13 77.26

Malignant 5 0.0028 0.10 76.80

Malignant 6 0.0031 0.10 101.12

Mean ± SD 0.0078 ± 0.0095 0.18 ± 0.16 81.02 ± 1

Sign Man-U 0.126 0.126 0.662

Object Volume (Obj.V) in mm3, Object Surface (Obj.S) in mm2, Object Surface/Objec
Model Index (SMI), and Object Number (Obj.N). Bottom row gives the significance o
More microcalcifications (Obj.N) were detected in the
biopsies of patients with breast carcinoma than in the
biopsies of healthy patients, although this difference
was not statistically significant (Table 2). After excluding
microcalcifications smaller than 2 micro-CT voxels and
grouping the remaining calcifications according to volume,
as described above, 73.8% of the calcifications in the
small-sized group were in samples from patients with
malignant lesions, while 59.3% of those in the large-sized
group were in samples from patients with malignant
lesions. In terms of the distribution of all the small calcifi-
cations [(small-sized) + (microcalcifications < 2 micro-CT
voxels)] in samples from malignant cases, 76.8% were small,
while in samples from benign cases, 63.9% were small
(Table 3).
Although the average total volume of the microcalcifi-

cations in the benign versus malignant groups was not
significantly different (Table 2), the data in Table 3 show
that there were more small calcifications in the malignant
ed as averages over all microcalcifications per patient

j.V (1/mm) St.Th (mm) SMI Obj.N

0.27 2.88 64

0.30 3.69 24

0.29 3.13 59

0.20 3.07 15

0.22 2.96 21

7.96 0.26 ± 0.04 3.02 ± 0.11 36.60 ± 23.03

0.26 2.94 13

0.20 3.10 29

0.18 3.05 214

0.18 3.10 110

0.15 3.08 27

0.17 3.03 21

9.96 0.19 ± 0.04 3.05 ± 0.06 69.00 ± 79.39

0.017* 1.00 0.662

t Volume (Obj.S/Obj.V) in 1/mm, Structure Thickness (St.Th) in mm, Structure
f group differences.



Table 3 Overview of the individual object analysis results divided in two groups representing lesions with a size on
mammography of 0.2 mm or 2 mammography image pixels

Benign Malignant Test Sign.

P = 0.05

Total Obj.N 182 414

Objects ≤ 0.0042 mm3 (and larger
than 2 micro-CT image voxels)

Obj.V (mm3) 0.0011 ± 0.0010 0.0011 ± 0.0010 T-test ns

Obj.S (mm2) 0.0504 ± 0.0374 0.0515 ± 0.0360 T-test ns

Obj.S/Obj.V (1/mm) 80.00 ± 36.29 73.71 ± 29.43 Independent samples
Mann-Whitney U test

ns

St.Th (mm) 0.0879 ± 0.0277 0.0882 ± 0.0315 T-test ns

SMI 3.13 ± 0.23 3.16 ± 0.2 T-test ns

Obj.N 93 (51%) 262 (63%)

Objects > 0.0042 mm3 Obj.V (mm3) 0.0474 ± 0.0530 0.0152 ± 0.0230 Independent samples
Mann-Whitney U test

s

Obj.S (mm2) 0.8218 ± 0.7996 0.3618 ± 0.3659 Independent samples
Mann-Whitney U test

s

Obj.S/Obj.V (1/mm) 22.86 ± 7.14 29.71 ± 5.71 T-test s

St.Th (mm) 0.2300 ± 0.0658 0.1684 ± 0.0375 T-test s

SMI 3.02 ± 0.27 3.08 ± 0.21 Independent samples
Mann-Whitney U test

ns

Obj.N 65 (36%) 96 (23%)

Object Volume (Obj.V) in mm3, Object Surface (Obj.S) in mm2, Object Surface/Object Volume (Obj.S/Obj.V) in 1/mm, Structure Thickness (St.Th) in mm, Structure
Model Index (SMI), and Object Number (Obj.N). The %-value = percentage of particles of the full amount of benign or malignant particles.
In volume this is represented by a sphere with diameter 0.2 mm: volume = 0.0042 mm3.
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group than in the benign group. Furthermore, when
the morphological parameters of the calcifications were
analyzed as averages for all of the subjects in the
two groups, significant differences were observed for
microcalcifications with a volume larger than 0.0042 mm3:
object volumes of 0.0474 ± 0.0530 mm3 in the benign
group versus 0.0152 ± 0.0230 mm3 in the malignant group
(p < 0.001); object surface area of 0.8218 ± 0.7996 mm2

versus 0.3618 ± 0.3659 mm2 (p < 0.001); object surface
area-to-volume ratios of 22.86 ± 7.14 mm-1 versus 29.71 ±
5.71 mm-1 (p < 0.001); thickness of 0.2300 ± 0.0658 mm
versus 0.1684 ± 0.0375 mm (p < 0.001). The SMI values,
3.02 ± 0.27 versus 3.08 ± 0.21 (p = 0.188), were not signifi-
cantly different between the two groups (Table 3).

Discussion
The aim of this study was to analyze the 3D characteristics
of microcalcifications detected by mammography using
micro-CT. Micro-CT is a high-resolution imaging modal-
ity that complements the use of mammography.
The calcifications seen on the mammograms in Figures 1

and 2 had suspicious characteristics, prompting biopsy.
On the specimen radiographs, however, the benign calcifi-
cations seemed brighter and thus easier to detect, which
could be because they are larger, there are more of them,
or because they are denser compared with the calcifica-
tions found in malignant samples. However, the brightness
was not quantified but was based on visual comparison of
the images. The 3D micro-CT results showed that there
was a significant difference in the size of the calcifications
between the two groups of patients with benign or malig-
nant findings. The results confirmed that the benign calci-
fications were, on average, bigger than the malignant
calcifications, which could lead to better visibility on
the specimen radiographs. The characteristics and num-
ber of microcalcifications is not always clear on clinical
mammograms [40] and specimen radiographs [26]. Table 1
shows that the experts that counted calcifications on
the specimen radiographs underestimated the number
compared to the 3D object analysis using micro-CT.
The underestimation was even greater on the specimen
radiographs when the microcalcifications were orga-
nized in clusters (see Figure 1 to compare patients “Be-
nign 1, 2” with “Benign 3” as the microcalcifications
were more evenly distributed in the latter). Figure 3
confirms this by showing the agreement between the
number of microcalcifications detected with micro-CT and
the number counted by the experts. In the Bland-Altman
plot, the smallest differences are in samples with a small
number of microcalcifications. There is one outlier at the
right bottom side of the plot, which can be explained by
the large difference between the expert’s count and the
count by micro-CT in the sample with the most microcal-
cifications (see Figure 2k “Malignant 3”). This confirms
that it can be difficult to analyze microcalcifications on
projection images. It also emphasizes that 3D imaging of
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microcalcifications provides an added value for studying
the number and the shape and size of calcifications.
Histopathology is still the most sensitive method for

diagnosing breast malignancy and has remained the gold
standard for diagnosing breast carcinoma for a long time
[41]. Invasive ductal carcinoma is the most common
type of breast cancer, making up 70–80% of all breast
cancer diagnoses. The most frequent type of breast
cancer detected in screening is DCIS [3,42], which can
be comedo, cribriform, or micropapillary types. In this
study, 5 of the 11 patients were diagnosed with DCIS.
Comedo carcinoma, which is the most aggressive type,
was found in 2 patients, and 2 other patients were classi-
fied as having the cribriform type. The comedo type of
DCIS is characterized by linear and branching (casting)
calcifications, while calcifications in the cribriform (and
micropapillary) types are more punctate and vary in size
and shape. Among the various parameters used to assess
the diagnostic significance of microcalcifications, irregu-
lar shape is the most indicative of carcinoma, with a pre-
dictive value of 80%; further, 88% of carcinomas with
microcalcifications have irregularly-shaped calcifications
[42]. This preliminary study had no patients with low
grade DCIS. It would be interesting to compare such a
group with benign cases to further evaluate the possible
prognostic power of micro-CT.
As described for the comedo and cribriform types of

DCIS, different pathological entities can give rise to differ-
ent calcification shapes. This also holds true for benign
cases: Fibrocystic changes may give rise to ‘milk of calcium’
or teacup calcifications as seen in Figure 4a and b (bottom
object), or to small calcifications organized in a cluster
(Figure 1 (l)). Fibroadenoma may be associated with large
popcorn-like calcifications (Figure 4a and b, top object).
In terms of malignant lesions, DCIS and invasive duct

carcinoma can be associated with large irregular, rod or
V-shaped, pleomorphic or branching-type calcifications
that follow the distribution of the duct. This is seen clearly
Figure 4 3D models of microcalcifications. (a) 3D model of the larger m
a teacup shape as described in fibrocystic disease. At the top, a popcorn-like s
as in (a) viewed from another direction. (c) Example of a branching v-shaped
in Figure 4c. Furthermore, analysis of the characteristics
of the calcifications can help predict tumor size, grade,
and invasiveness [43]. The survival of women with masses
or linear/linear-branching calcifications (i.e., casting calcifi-
cations) is considerably worse than the survival of women
with other types of lesions, suggesting that the calcifications
are associated with duct-forming invasive cancer [44].
Breast tumors associated with casting-type calcifications
by mammography comprise a disease entity that exhibits
substantially more aggressive behavior and poorer outcome
than cancers with other mammographic features [45].
Microcalcifications associated with breast cancer are usu-
ally composed of hydroxyapatite, a bone-specific mineral.
Histological examination of the lesions suggests that the
microcalcifications are breast cancer cells that become
mineralized. In other words, breast microcalcifications can
be considered to be ‘fossils’ of cancer cells [46].
Radiologic-histologic correlations have shown that casting

or rod-like calcifications in the duct are characteristic of
malignancy. Malignant calcifications are typically more
elongated, while benign calcifications are usually more
round [47]. The microcalcification morphologic descriptors
include coarse heterogeneous, amorphous, fine pleomorphic,
and fine linear; these descriptors have a progressively
increasing risk of malignancy [48]. Tables 2 and 3 show that
the SMI values are around 3, indicating that the microcalci-
fications are cylindrical in both benign and malignant cases.
The surface area-to-volume ratio is another important 3D
parameter that describes the shape of an object. We found
that this ratio was higher for the large particles in malig-
nant cases (Table 3); these microcalcifications were point-
ier and rough, as reported in the literature.
In this study, the number of calcifications was not a

relevant parameter for classification purposes, and it is
only described as such in a few articles that seem to have
contradictory results. Franceschi et al. [49] described a
correlation between malignancy and the presence of more
than 15 calcifications on mammography. In this study
icrocalcifications found in “benign 2”. The calcification at the bottom has
hape can be seen as described in fibroadenoma. (b) The same 3D model
microcalcification as a cribriform ductal carcinoma in-situ (“malignant 1”).
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(Table 1), more than 15 calcifications/patient were seen in
both groups, and the number of calcifications was not
significantly different between the two groups (Table 2).
Le Gal et al. [48] reported that the number of calcifications
was higher in carcinomas, which we confirmed (Table 1,
“Malignant 3 and 4”). For a given size, malignant microcal-
cifications tend to be more irregular, which corresponds to
the most important clinical indications of malignancy i.e.
linear or branching microcalcifications. Table 2, however,
shows that the thickness of the benign calcifications in
our study was significantly greater than in the malignant
group. When we classified the individual microcalcifica-
tions according to their volume, 76.8% vs. 63.9% of the
objects in the malignant and benign groups, respectively,
were small (Table 3). Furthermore, there were 318 vs. 117
small calcifications in the malignant and benign groups,
respectively; this included the smallest calcifications (< 2
image voxels). This relationship between malignancy and
small-sized calcifications was also described by Franceschi
et al. [49] and by Gufler et al. (30]. The latter study used
micro-CT, although it did not focus on 3D volumes and
shapes. The ability to view/detect these small calcifications
is a clear advantage of using the high-resolution micro-CT
system. The appearance of these smaller calcifications
seems to be a feature of malignancy. The thickness and
the object volume were also significantly different, with
the benign group having larger structures than the malig-
nant group. This might be why the physician decided to
perform a biopsy in each of these patients, with the biopsy
showing that these were false positives.
This preliminary study included only a small number

of patients in order to lay the groundwork for a larger
study. The samples are biased, since biopsies are only
taken when malignancy is suspected. According to standard
procedure, the specimen radiographs were not taken for
diagnostic purposes but rather to classify the biopsies for
embedding in paraffin. Therefore the radiograph settings
were not correlated with the micro-CT settings.
Future studies should include more patients, ideally with

different types of benign and malignant calcifications
(including the 3 grades of DCIS) in order to statistically
analyze the differences in the morphological parameters
of these distinct groups. For larger microcalcifications,
the 3D shapes should be characterized in greater detail.
In terms of the smaller calcifications, additional parameters
need to be investigated, such as the separation between
particles as a descriptor for the cluster itself.

Conclusion
Micro-CT shows promise as a valuable tool for under-
standing the morphologic characteristics of malignant and
benign microcalcifications. Radiology and pathology, both
of which are 2D techniques, can benefit from complemen-
tary 3D micro-CT evaluation of microcalcifications. In this
preliminary study, micro-CT images of breast biopsies were
related to the pathological diagnosis. The data showed that
the appearance of many small microcalcifications can be an
indication for malignancy. In larger microcalcifications,
the 3D parameters confirmed the more irregular shape of
malignant samples compared to benign samples.

Abbreviations
3D: Three-dimensional; Micro-CT: Micro-computed tomography; 2D:
Two-dimensional; CAD: Computed assisted diagnostic; CT: Computed
tomography; MRI: Magnetic resonance imaging; EES: Ethicon endo-surgery;
CCD: Charge-coupled device; CTAn: CT analyzer; Obj.V: Object volume; Obj.
S: object surface; Obj.S/Obj.V: object surface/object volume; St. Th: Structure
thickness; SMI: Structure model index; Obj.N: Object number; Mo: Molybdeen;
DCIS: Ductal carcinoma in situ.

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

Authors’ contribution
IW carried out the studies and drafted the manuscript. EVDC carried out the
studies and drafted the manuscript. FT helped draft the manuscript. BJ helped
draft the manuscript and performed statistical analysis. NB performed the
statistical analysis. RD participated in the design of the study. JDM participated
in the design of the study. All authors read and approved the final manuscript.

Author details
1In vivo Cellular and Molecular Imaging Lab (ICMI), Vrije Universiteit Brussel
(VUB), Brussels, Belgium. 2Department of Radiology, Universitair Ziekenhuis
Brussel, Brussels, Belgium. 3Medische Beeldvorming en Fysische Wetenschappen
(BEFY), Vrije Universiteit Brussel (VUB), Brussels, Belgium. 4Vision Lab, iMinds,
Universiteit Antwerpen, Antwerp, Belgium. 5Department of Future Media and
Imaging (FMI), iMinds, Ghent, Belgium. 6Medical Image Computing, ESAT/PSI,
iMinds, KU Leuven, Leuven, Belgium. 7Future Health Department, iMinds, Ghent,
Belgium. 8Department of Electronics and Informatics (ETRO), Vrije Universiteit
Brussel (VUB), Brussels, Belgium.

Received: 24 July 2013 Accepted: 18 December 2013
Published: 6 January 2014

References
1. Stewart BW, Kleihues P: World Cancer Report.World Health Organization; 2003.
2. Silverberg E, Lubera J: Cancer statistics 1986. CA 1986, 36:9–25.
3. Salomon A: Beitrage zur Pathologie und Klinik der Mammacarcinome.

Arch Klin Chir 1913, 101:573–668.
4. Arodz T, Kurdziel M, Popiela TJ, Sevre EO, Yuen DA: Detection of clustered

microcalcifications in small field digital mammography. Comput Methods
Programs Biomed 2006, 81:56–65.

5. Gershon-Cohen J, Yiu LS, Berger SM: The diagnostic importance of
calcareous patterns in roentgenography of breast cancer. AJR 1962,
88:1117–1125.

6. Lanyi M: Pattern analysis of 5641 microcalcifications in 100 mammary
duct carcinomas: polymorphism. Rofo 1983, 139(3):240–248.

7. Bassett LW: Mammographic analysis of calcifications. Radiol Clin North Am
1992, 30(1):93–105.

8. Boone JM, Kwan AL, Yang K, Burkett GW, Lindfors KK, Nelson TR: Computed
tomography for imaging the breast. J Mammary Gland Biol Neoplasia
2006, 11:103–111.

9. Sickles EA: Mammographic features of “early” breast cancer. AJR 1984,
143:461–464.

10. Yam M, Brady M, Highnam R, Behrenbruch C, English R, Kita Y:
Three-dimensional reconstruction of microcalcification clusters from two
mammographic views. IEEE Trans Med Imaging 2001, 20(6):479–489.

11. De Lafontan B, Daures JP, Salicru B, Eynius F, Mihura J, Rouanet P, Lamarque
JL, Naja A, Pujol H: Isolated clustered microcalcifiations: diagnostic value
of mammography-Series of 400 cases with surgical verification. Radiology
1994, 190:479–483.

12. Skinner MA, Swain M, Simmons R, McCarty KS Jr, Sullivan DC, Iglehart JD:
Nonpalpable breast lesions at biopsy: a detailed analysis of radiographic
features. Ann Surg 1988, 208(2):203–208.



Willekens et al. BMC Cancer 2014, 14:9 Page 10 of 10
http://www.biomedcentral.com/1471-2407/14/9
13. Colbassani HJ, Feller WF, Cigtay OS, Chun B: Mammographic and
pathologic correlation of microcalcification in disease of the breast. Surg
Gynecol Obstet 1982, 155(5):689–696.

14. Zhang W, Doi K, Giger ML, Nishikawa RM, Schmidt RA: An improved
shift-invariant artificial neural network for computerized detection of
clustered microcalcifications in digital mammograms. Med Phys 1996,
23:595–601.

15. Veldkamp WJ, Karssemeijer N, Otten JD, Hendriks JH: Automated
classification of clustered microcalcifications into malignant and benign
types. Med Phys 2000, 27(11):2600–2608.

16. Astley S, Gilbert F: Computer-aided detection in mammography. Clin
Radiol 2004, 59:390–399.

17. Qian W, Mao F, Sun X, Zhang Y, Song D, Clarke RA: An improved method
of region grouping for microcalcification detection in digital
mammograms. Comp Med Imag Graph 2002, 26:361–368.

18. Leichter I, Lederman R, Buchbinder SS, Bamberger P, Novak B, Fields S:
Computerized evaluation of mammographic lesions: What diagnostic
role does the shape of the individual microcalcifications play compared
with the geometry of the cluster? AJR 2004, 182:705–712.

19. Bocchi L, Nori J: Shape analysis of microcalcifications using Radon
transform. Med Eng Phys 2007, 29:691–698.

20. Lindfors KK, Boone JM, Nelson TR, Yang K, Kwan AL, Miller DF: Dedicated
breast CT: initial experience. Radiology 2008, 246(3):725–733.

21. Yutani K, Shiba E, Kusuoka H, Tatsumi M, Uehara T, Taguchi T, Takai SI, Nishimura
T: Comparison of FDG-PET with MIBI-SPECT in the detection of breast cancer
and axillary lymph node metastasis. J Comput Assist Tomogr 2000, 24:274–280.

22. Flanagan FL, Dehdashti F, Siegel BA: PET in breast cancer. Semin Nucl Med
1998, 28:290–302.

23. Manoharan R, Shafer K, Perelman L, Wu J, Chen K, Deinum G, Fitzmaurice M,
Myles J, Crowe J, Dasari RR, Feld MS: Raman spectroscopy and
fluorescence photon migration for breast cancer diagnosis and imaging.
Photochem Photobiol 1998, 67:15–22.

24. Hagness SC, Taflove A, Bridges JE: Two-dimensional FDTD analysis of a
pulsed microwave confocal system for breast cancer detection: fixed-focus
and antenna-array sensors. IEEE Trans Biomed Eng 1998, 45:1470–1479.

25. Boone JM, Nelson TR, Lindfors KK, Seibert JA: Dedicated breast CT: radiation
dose and image quality evaluation. Radiology 2001, 221:657–667.

26. Liberman L, Evans WP 3rd, Dershaw DD, Hann LE, Deutch BM, Abramson
AF, Rosen PP: Radiography of microcalcifications in stereotaxic mammary
core biopsy specimens. Radiology 1994, 190:223–225.

27. Nishide H, Kasuga T, Miyachi T: Report on the 89th scientific assembly and
annual meeting of the radiological society of North America–micro-focus
x-ray CT imaging of breast specimens with microcalcifications. Nippon
Hoshasen Gijutsu Gakkai Zasshi 2004, 60(12):1662–1663.

28. Willekens I, Lahoutte T, Buls N, Vanhove C, Deklerck R, Bossuyt A, de Mey J:
Time-course of contrast enhancement in spleen and liver with Exia 160,
Fenestra LC, and VC. Mol Imag Biol 2009, 11(2):128–135.

29. Willekens I, Buls N, De Maeseneer M, Lahoutte T, de Mey J: Use of eXIA 160
XL for contrast studies in micro-computed tomography: experimental
observations. Mol Imaging 2013, 12(6):349–56.

30. Ritman EL: Molecular imaging in small animals – roles for micro CT.
J Cell Biochem 2002, 39:116–124.

31. Willekens I, Buls N, Lahoutte T, Baeyens L, Vanhove C, Caveliers V, Deklerck
R, Bossuyt A, de Mey J: Evaluation of the radiation dose in micro-CT with
optimization of the scan protocol. Contrast Media Mol Imaging 2010,
5(4):201–7.

32. Gufler H, Wagner S, Franke FE: The interior structure of breast
microcalcifications assessed with micro computed tomography. Acta
Radiol 2011, 52(6):592–596.

33. Tang R, Buckley JM, Fernandez L, Soopey S, Aftreth O, Michaelson J, Saksena M,
Lei L, Specht M, Gadd M, Yagi Y, Rafferty E, Brachtel E, Smith BL:Micro-computed
tomography (Micro-CT): a novel approach for intraoperative breast cancer
specimen imaging. Breast Cancer Res Treat 2013, 139(2):311–316.

34. Tang R, Coopey SB, Buckley JM, Aftreth OP, Fernandez LJ, Brachtel EF,
Michaelson JS, Gadd MA, Specht MC, Koerner FC, Smith BL: A pilote study
evaluating shaved cavity margins with micro-computed tomography: a
novel method for predicting lumpectomy margin status intraoperatively.
Breast J 2013, 19(5):485–489.

35. Dronckers DJ, Hendriks JH, Holland R, Rosenbuch G: The practice of
mammography. Stuttgart: Thieme Publishers; 2002.
36. Waarsing JH, Day JS, Weinans H: An improved segmentation method for
in-vivo μCT imaging. J Bone Miner Res 2004, 19(10):1640–1650.

37. Lorensen WE, Cline HE: Marching cubes: a high resolution 3D surface
construction algorithm. Comput Graph 1987, 21:163–169.

38. Hildebrand T, Rüegsegger P: A new method for the model- independent
assessment of thickness in three-dimensional images. J Microsc 1997,
185:67–75.

39. Hildebrand T, Rüegsegger P: Quantification of bone microarchitecture
with the structure model index. Comput Methods Biomech Biomed Eng
1997, 1:15–23.

40. Imamura K, Ehara N, Inada Y, Kanemaki Y, Okamoto J, Maeda I, Miyamoto K,
Ogata H, Kawamoto H, Nakajima Y, Fukunda M, Umetani K, Uesugi K:
Microcalcifications of breast tissue: appearance on synchotron radiation
imaging with 6-μm resolution. AJR 2008, 190:W234–W236.

41. Bianchi S, Palli D, Galli M, Arisio B, Cappa A, Dal Forno S, Coggi G,
Fiaccavento S, Gagliano E, Magni E, et al: Reproducibility of histological
diagnoses and diagnostic accuracy non-palpable breast lesions. Pathol
Res Pract 1994, 190:69–76.

42. Rosselli Del Turco M, Ciatto S, Bravetti P, Pacini P: The significance of
mammographic calcifications in early breast cancer detection. Radiol Med
(Torino) 1986, 72(1–2):7–12.

43. Tse GM, Tan PH, Pang AL, Tang AP, Cheung HS: Calcification in breast
lesions: pathologists’ perspective. J Clin Pathol 2008, 61(2):145–151.

44. Tabar L, Tony Chen HH, Amy Yen MF, Tot T, Tung TH, Chen LS, Chiu YH,
Duffy SW, Smith RA: Mammographic tumor features can predict long-term
outcomes reliably in women with 1-14-mm invasive breast carcinoma.
Cancer 2004, 101(8):1745–1759.

45. Palka I, Ormandi K, Gaal S, Boda K, Kahan Z: Casting-type calcifications on
the mammogram suggest a higher probability of early relapse and
death among high-risk breast cancer patients. Acta Radiol 2007,
46(8):1178–1183.

46. Castronovo V, Bellahcene A: Evidence that breast cancer associated
microcalcifications are mineralized malignant cells. Int J Oncol 1998,
12(2):305–308.

47. Holland R: Ductal carcinoma in situ. Euro Radiol 2000, 10(suppl 2):S327–S330.
48. Egan RL, McSweeney MB, Sewell CW: Intramammary calcifications without an

associated mass in benign and malignant diseases. Radiology 1980, 137:1–7.
49. Franceschi D, Crowe J, Zollinger R, Duchesneau R, Schenk R, Stefanek G,

Shuck JM: Biopsy of the breast for mammographically detected lesions.
Surg Gynecol Obstet 1990, 171(6):449–455.

doi:10.1186/1471-2407-14-9
Cite this article as: Willekens et al.: High-resolution 3D micro-CT imaging
of breast microcalcifications: a preliminary analysis. BMC Cancer
2014 14:9.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• 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


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Patient selection
	Breast biopsy
	X-ray Micro-CT Imaging
	Image analysis
	Specimen radiography
	Statistical analysis

	Results
	Discussion
	Conclusion
	Abbreviations
	Competing interests
	Authors’ contribution
	Author details
	References

