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Abstract

Purpose: We hypothesize that in vivo respiratory-gated micro computed tomography
(micro-CT) imaging can noninvasively provide structural and functional information about the
lungs in a cigarette-exposure model of chronic obstructive pulmonary disease in mice.

Approach: Female C57BL/6 mice were exposed to cigarette smoke or ambient air for 1, 3, or 6
months. Each mouse received a respiratory-gated micro-CT scan at baseline and another scan
following the exposure period, while anaesthetized and free-breathing. Images were obtained
representing end-expiration and peak inspiration, and measurements were performed to charac-
terize the lung structure and compute functional metrics. Following the final micro-CT session,
the mice were euthanized and the lungs prepared for histology.

Results: Following 6 months of smoke-exposure, the mice exhibited larger increases in end-
expiration lung volume and functional residual capacity, and a reduction in weight gain when
compared with air-exposed mice. The histogram of CT numbers in the lung obtained during end-
expiration also showed a shift to lower CT numbers following 6 months of smoke-exposure,
indicating increased air content within the lungs. The metrics suggested air-trapping in the lung,
which is consistent with emphysema. In the 3-month exposure group, only the reduction in
weight gain was significant compared with the air-exposed group. Histological analysis con-
firmed that the 6-month smoke-exposed mice likely developed centrilobular emphysema as
measured by the mean linear intercept.

Conclusions: Respiratory-gated micro-CT imaging of free-breathing mice at multiple respira-
tory phases is noninvasive and provides additional information about lung structure and function
that complements postmortem techniques and could be used to monitor changes over time.
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1 Introduction

Smoking tobacco cigarettes has been a known health hazard since the late 1950s.1 Smoking is a
risk factor for numerous respiratory and cardiovascular conditions that lead to serious diseases
and mortality. Two main respiratory health concerns arising from smoking are lung cancer, due
to the inhalation of toxins and exposure of carcinogenic by-products of combustion, and chronic
obstructive pulmonary disease (COPD), which is associated pathologically with inflammation,
gas trapping, and emphysema, along with remodeling of the small airways and pulmonary
vasculature.

To investigate the disease pathogenesis of COPD in vivo requires modeling in rodents.
Models have emerged using guinea pigs2,3 and mice4–11 with COPD being induced by exposure
to the chemicals found in cigarette smoke over a period of up to six months. In guinea pigs,
histological analysis has demonstrated that airway remodeling and emphysema can be stopped
or slowed by treatment with a myeloperoxidase inhibitor,2 which also prevents the musculari-
zation of small intrapulmonary arteries. Wright et al. reported the use of a guinea pig model to
investigate smoke-induced pulmonary hypertension, endothelial dysfunction, emphysema and
small airway remodeling.3 Mouse models have shown pulmonary inflammation as measured by
histology and in bronchoalveolar lavage.7,8

To investigate the lungs in 3D, high-resolution micro computed tomography (micro-CT)
can be used on fixed specimens, and in vivo micro-CT machines can image live rodents.
To investigate the lungs at a specified respiratory phase, prospectively gated imaging allows
for each projection view to be acquired at the same point in the respiratory cycle,12–16 whereas
retrospective approaches select only the desired in-phase projections for reconstruction.17–22

Parameswaran et al.5 fixed sections of mouse lung tissue and stained with silver to provide con-
trast in the micro-CT images in order to measure the alveolar airspace volume. Using an in vivo
micro-CT scanner, the lung volume, CT density, and low attenuation regions can be quantified in
live animals.4,9,11 Recent papers have reported using respiratory-gated10 or respiratory- and
cardiac-gated micro-CT imaging6 during the end expiratory phase to improve the measurements
of air trapping. Other researchers have used in vivo micro-CT imaging to study emphysema in
a knock-out model23 or in an elastase-exposure model.24,25

The majority of recent studies discussed here focus on either the small airway remodeling in
excised tissue or on the low attenuation regions and gas trapping in vivo as markers of emphy-
sema. To further understand COPD and how this disease progresses, longitudinal in vivo studies
of the airways, lung function, and pulmonary vasculature together using noninvasive 3D imaging
will become necessary. In this paper, we perform longitudinal in vivo micro-CT in mice that had
been exposed to cigarette smoke for different durations up to six months. The micro-CT images
will provide anatomical and functional measurements of the lungs and airways and will be
correlated with histological assessment of the excised lung tissues.

2 Methods

2.1 Animal Model and Study Design

All animal experiments were conducted under animal care guidelines following institutional
ethical review by the University of British Columbia Animal Care Committee (approval
#A17-0320) and in accordance with the Canadian Council on Animal Care guidelines.
Female C57BL/6 mice (N ¼ 60) were obtained (Jackson Laboratory, Sacramento,
California) and assigned to a smoking or control group. Throughout the experiment, the mice
lived in group housing and were fed ad libitum. Once the mice were 9-weeks old, exposure
experiments were initiated. Power calculations were performed using data from previous studies,
with 12 mice per exposure group expected to have 80% power for volumetric measurements with
an expected difference of 0.04 mL and a standard deviation of 0.03 mL. For the control mice, we
reduced the number of mice to 8 per group, as previous CT imaging studies in healthy mice have
showed good consistency for age-matched and sex-matched mice.

Micro-CT images were taken 4 to 6 days pre-exposure (baseline). Air-exposed mice
(N ¼ 24) remained in their cages over a 1-, 3-, or 6-month period where they breathed ambient
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room air (8 mice for each exposure period). Smoke-exposed mice (N ¼ 36) were subjected to
daily 1.5-h exposure sessions, 5 days per week, for either 1, 3, or 6 months (12 mice per exposure
period). Kentucky research cigarettes (Center for Tobacco Reference Products, Lexington,
Kentucky) were used as described previously.26,27 Micro-CT images were repeated 3 to 4 days
following the last exposure session (endpoint). The mice were then euthanized, and the lungs
were excised and formalin-fixed for histology.

2.2 Micro-CT Imaging

Mice were anesthetized in an induction chamber (5% isoflurane in O2) until unresponsive to
toe pinch and maintained with 1.5% to 2% isoflurane via a nose-cone. Each mouse received
an iodinated blood-pool contrast agent (Fenestra VC, Medilumine, Montreal, Canada) via a tail
vein injection at a dosage of 0.01 mL Fenestra VC per gram body weight. The micro-CT images
were obtained using the eXplore CT120 (Trifoil Imaging, Chatsworth, California) using a res-
piratory-gated protocol (80 kV, 40 mA, 0.3 Gy, 210 projections with 100 ms exposures). A
Biovet physiological monitoring system (m2m Imaging, Cleveland, Ohio) was used to trigger
image acquisition, as described previously.13 A pneumatic cushion, positioned between the
mouse and scanning bed and aligned with the diaphragm, measured and displayed the respiratory
signal on a laptop computer. Trigger points were selected near the end of inhale and used by the
micro-CT scanner to initiate the x-ray projection image (inspiration), and a second triggered
acquisition 150 to 450 ms later to align with the expiratory phase (most images used 300 to
400 ms delay times). Scanning sessions varied in duration due to variations in individual
respiratory rates (∼20 min). Images were collected during inspiration and end expiration and
reconstructed with 0.075 mm isotropic voxel spacing.

2.3 Histology

Following the final micro-CT imaging session, the mice were euthanized with an overdose of
ketamine (300 mg/g) and xylazine (20 mg/g) delivered intraperitoneally. Histological slides
(2/mouse) were prepared for a subset of the mice, n ¼ 5 for 1-month, n ¼ 7 for 3-month and
n ¼ 6 for 6-month air-exposed mice, and for n ¼ 7 for 1-month and 3-month and n ¼ 11 for
6-month smoke-exposed mice. The lungs were excised from the thorax and were inflation-fixed
by instillation of 10% formalin at 30 cm H20 to allow the alveolar structures to unfold, and
submerging the lungs in 10% formalin for at least 24 h to ensure complete fixation. The lungs
were paraffin-embedded and cut into coronal sections (5 μm) with a microtome to allow for both
left and right lungs to be present on the same slide and to increase the sampling coverage of the
organ. Tissue sections were deparaffinized and dehydrated in ethanol, then stained with hema-
toxylin and eosin (H&E) for histopathological assessment of mean linear intercept (Lm), and
Masson’s Trichrome for assessment of the total airway collagen. All of the sections were
mounted onto glass slides and imaged using the Aperio slide scanning microscope (Leica
Biosystems, Concord, Ontario, Canada) at 13.1× magnification.

2.4 Data Analysis

MicroView (Trifoil Imaging, Chatsworth, California) was used to perform image-based analysis
of the micro-CT images, as described previously.28 A threshold-based seeded region-growing
algorithm was used to perform volumetric measurements of the lungs and major airways at both
respiratory phases, beginning 2 mm above the carina and extending to the full extent of the lungs.
The thresholds were selected using Otsu’s method29 to identify the HU value that separated the
lung from the surrounding tissue (0 HU) and to separate the major airways from the rest of the
lung (−900 HU). For consistency, the same threshold values were applied to all images. Once
the desired anatomy was segmented, the segmented volume and mean CT number were
recorded. Histograms were plotted over the range 0 HU to −1050 HU with a bin size of
50 HU to compare the distribution of gray-scale values.

The volumetric measurements were combined to determine the functional residual capacity
(FRC), tidal volume (Vt), and the low attenuation area (LAA). The FRC and Vt were corrected
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for the fractional air content instead of simply subtracting the segmented volumes as given in
Eqs. (1) and (2),28 where the volumes and mean CT densities were measured in the micro-CT
images, and the CT densityair is the theoretical value for air and is set to −1000 HU:

EQ-TARGET;temp:intralink-;e001;116;699FRCðmLÞ ¼ volumeexpiration �
mean CT densityexpiration

CT densityair
(1)

EQ-TARGET;temp:intralink-;e002;116;643VtðmLÞ ¼ volumeinspiration �
mean CT densityinspiration

CT densityair
− FRC: (2)

The LAAs were identified as voxels with a CT number less than −950 HU using the histo-
grams of the inspiration images. The volume of these areas was measured and the %LAA is
the ratio between the low attenuation to the full lung volume at inspiration:

EQ-TARGET;temp:intralink-;e003;116;583%LAA ¼ volume<−950
volumeinspiration

: (3)

The inspiratory capacity to total lung capacity ratio (IC/TLC) is not possible to measure in
anesthetized free-breathing mice since they are not able to intake maximal inspiration on
demand. Instead, we present the Vt to resting inspiratory (RI) volume using the resting volumes
in place of maximal volumes:

EQ-TARGET;temp:intralink-;e004;116;489%
Vt

RI
¼ Vt

FRC þ Vt
: (4)

Histological analysis was performed using the ImageScope (Leica Biosystems, Concord,
Ontario, Canada) software according to standard methods.30 From the H&E stained slides, the
number of intercepts from 18 to 25 randomly located line lengths (line length of 1000 μm) was
counted:

EQ-TARGET;temp:intralink-;sec2.4;116;398Lm ¼ 2 ×
total line length in μm

total # of intercepts
: (5)

From the slides stained with Masson’s Trichrome, collagen expression was assessed by
measuring the amount of green color on the slides. Total airway collagen intensity from 15
to 20 random airways per slide was calculated by normalizing the collagen signal (green color)
to the basement membrane (BM) length:

EQ-TARGET;temp:intralink-;sec2.4;116;306total airway collagen intensity ¼ ðcollagen signalÞ
BM length

: (6)

Statistical analysis was performed using Prism (9.1.2, GraphPad Software, La Jolla,
California). Outliers were identified using a Grubbs test and removed from the analysis (maxi-
mum of 1 outlier per exposure group). To analyze the micro-CT and histology measurements,
one-way ANOVA with Sidak post hoc test was performed between smoke-exposed and age-
matched air-exposed groups (α ¼ 0.05).

3 Results

Images of a representative mouse from each time point of the smoke-exposed group are shown in
Fig. 1, along with a baseline image. These images were obtained during end-expiration. Note the
air-filled regions in the lungs appear darker following 6 months of smoke-exposure [Figs. 1(c)
and 1(g)] compared with the shorter exposure durations. The mean CT numbers for these
mice were −288 HU for the 1-month exposure [Figs. 1(a) and 1(e)], −253 HU for the 3-month
exposure [Figs. 1(b) and 1(f)], −351 HU for the 6-month exposure [Figs. 1(c) and 1(g)], and
−267 HU for the baseline images [Figs. 1(d) and 1(h)]. Figure 2 shows segmentations of
the lung (below 0 HU), the mean attenuation (below −600 HU), and the low attenuation
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(below −900 HU) in the inspiration phase. The top row shows the smoke-exposed mouse and
the bottom row shows an age-matched air-exposed mouse looking from the sternum and from the
right side of the animal. The uneven distribution of gray scale values shows the patchy regional
inhomogeneities in the lung ventilation that is typical in COPD.

Measurements of the lung and major airway volumes, and the corresponding lung and major
airway densities were made in the baseline and endpoint images for both respiratory phases,
whereas the %LAA was measured in the inspiration images only (Table 1). The measurements
from the two respiratory phases were combined to calculate the functional metrics: Vt, FRC, and
Vt/RI ratio (Table 2). Statistically significant differences between baseline and endpoint are
shown in bold font for both tables. During inspiration, both the smoking and control mice

Fig. 1 Axial (top) and coronal (bottom) slices from images taken following (a), (e) 1 month; (b), (f) 3
months; and (c), (g) 6 months of smoke-exposure. (d), (h) Baseline images for the same mouse
as the 6-month exposure. Images were obtained during end-expiration and reconstructed with
0.075-mm voxel spacing.

Fig. 2 Segmentations of the lung in white, average attenuation regions (below −600 HU) in green
and low attenuation regions (below −900 HU) in dark green from inspiration images taken follow-
ing (a), (b) 6 months of smoke-exposure and (c), (d) 6 months of air-exposure. The air-exposed
mouse has a more uniform distribution of the low attenuation regions compared with the smoke-
exposed mouse.
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exhibited significant increases in lung volume for the 6-month (p < 0.0001 for both) and
3-month (p ¼ 0.0033 for smoking and p < 0.0001 for control) exposure groups. The 1-month
smoked-exposed mice also showed increased lung volume (p ¼ 0.0003), whereas the control
group showed an increase in major airway volume (p ¼ 0.0054) and %LAA (p ¼ 0.0007),
which may be due to the small volumes measured at baseline. The 6-month exposure groups
were the only groups to show a significant increase in FRC (p < 0.0001 for smoking and
p ¼ 0.0296 for control). The 6-month smoking group was the only group with no change
in Vt and a decrease in Vt/RI.

To account for the biological variability and the growth of the mice during the study, the
metrics we compared were the changes over the course of the exposure period (endpoint to
baseline), where positive changes indicate an increase over the exposure period and negative
values indicate a reduction in the measurements over the exposure period. The changes in
the measured values are given in Table 3, with bold font indicating statistically significant
differences between the smoke-exposed and air-exposed mice for the same exposure duration.
The 6-month smoke-exposure group showed a significantly larger increase in lung volume at end
expiration (p ¼ 0.0025) than age-matched controls. The 3-month smoke-exposed mice showed
an increase in the air content in the lungs during inspiration (p ¼ 0.0198) and an increase in the
major airway volume during end expiration (p ¼ 0.0251). The changes in the calculated func-
tional metrics (endpoint to baseline), along with body weight, are plotted as Fig. 3, with the
p-values included on the plot. The histograms for inspiration and expiration are shown in
Fig. 4, with the baseline values shown as squares, and the endpoint values as circles. Each data
point is the mean value for the exposure group with the standard error in the mean shown as
errorbars. From these curves, there is a lot of overlap between the groups. The 6-month smoke-
exposed group (green) shows a deviation to higher counts and lower CT #, indicating that there
is increased air in the lung at both respiratory phases. This increased air is consistent with
air-trapping, a clinical sign of COPD.

Measurements on the histological slides were completed for air-exposed mice with n ¼ 5 for
1-month, n ¼ 7 for 3-month, and n ¼ 6 for 6-month exposure, and for smoke-exposed mice with
n ¼ 7 for 1-month and 3-month and n ¼ 11 for 6-month exposures. Sample images from each

Fig. 3 Mean differences between the baseline and endpoint scans showing the changes in
(a) body weight, (b) ratio of Vt/RI, (c) FRC, and (d) Vt. P-values are shown for comparisons
between smoke-exposed and air-exposed mice. Vt, tidal volume; RI, resting inspiration; and
FRC, functional residual capacity.
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exposure group are shown in Fig. 5 for H&E staining, which demonstrates airway disruptions for
the smoke-exposed mice starting at 3 months. Airway disruptions are a degradation of the lung
tissue, which indicates emphysema and air trapping in the lungs. Although the volumetric mea-
surements done in the CT images are not sensitive enough to pick up the early stage changes in
the lung, the 6-month smoke exposure group shows air-trapping, which is consistent with the
histological results. The mean linear intercept is shown in Fig. 5(d), with a statistically significant
difference observed between the air-exposed and smoke-exposed mice following the 6-month
exposure time. Figure 6 shows collagen in a representative airway stained with Masson’s
Trichrome. Plots are shown in Fig. 6(d) for the total collagen intensity, with no significant
differences found between the groups. Measurements were performed in the peripheral airways,
with airway diameters down to 200 μm. The histological results are consistent with other
studies,2,26,31 which confirms that the smoke-exposures were successful in inducing the COPD
model as desired.

Outlier assessment using the Grubbs identified a few outliers (no more than 1 per exposure
group) for a few of the measurements. These outliers were mainly a result of artifacts in the image.
For a couple of scans, we noted some dark ring artifacts that were unfortunately located over the
lung that we were unable to exclude from the analysis. In other images, we had a few streak arti-
facts caused by changes in the respiratory pattern during the scan. Eliminating these as outliers
improved the confidence in the measured values as representing the organ or tissue of interest.

4 Discussion

The mice were quite young at the beginning of the exposure, and therefore still growing, espe-
cially over the first couple of months. The young age at initiation of exposure mimics the human

Fig. 4 Histograms of the CT number in Hounsfield units within the lungs. The curves show
the mean and standard error for the baseline images (squares) and the endpoint images (circles).
The smoke-exposed mice are shown during (a) inspiration and (b) expiration, and the air-exposed
mice during (c) inspiration and (d) expiration.
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use of cigarettes, where smoking often begins in adolescence. As a result of the mice continuing
to develop during the early stage of the exposures, the measured values obtained from the micro-
CT imaging data were somewhat skewed when compared to the baseline scans, as increased
measured values were due to both age-related growth and to the exposure received. To account
for the age-related growth, we only compared age-matched animals and to account for biological
variation in animal size, we measured the change in each metric relative to baseline for individual
mice to promote consistency in the data.

We found significant reductions in weight gain for the smoke-exposed mice compared with
air-exposed mice following 3 or 6 months of exposure (p < 0.0001). All mice gained weight, but
the smoke-exposed mice gained less weight than their air-exposed counterparts. As the duration
of smoke-exposures increased, the weight gain was reduced.

The change in the lung volume measurements during end-expiration was increased in the
6-month smoke-exposed mice compared to air-exposed mice (p ¼ 0.0025). This pattern was
also seen in the FRC measurements, with smoke-exposed mice exhibiting a larger increase
in FRC than can be expected by age-related growth alone (p ¼ 0.0049). The change in the

Fig. 5 H&E stained slides for air-exposed and smoke-exposed mice following exposures of
(a) 1 month, (b) 3 months, (c) 6 months. (d) Plot of mean linear intercept. P-values are shown
for comparisons between smoke-exposed and air-exposed mice.
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Vt/RI ratio in the 6-month smoke-exposed mice was significantly reduced compared to the air-
exposed mice (p ¼ 0.0044). The histogram analysis of the air content in the lungs also showed
an increase in air content for the 6-month smoke-exposed animals for both respiratory phases and
a noticeable shift in the peak of the curve during expiration. Together, these metrics (lung volume
during end-expiration, FRC, Vt/RI, and histogram) suggest air-trapping in the lung likely related
to emphysema and/or airway remodeling. Furthermore, the increase in Lm in the mice exposed
for 6 months to cigarette smoke is consistent with measurements reported by Zhou et al.32

Histological images of the 6-month time point show a similar pattern of centrilobular emphy-
sema in published studies.31

The image-based measurements obtained from the micro-CT scans are whole-organ mea-
surements, similar to the types of analyses previously published.6,23,25 One novel aspect of this
study is the inclusion of both end-expiration and peak inspiration images and the use of free-
breathing animals, which allows for estimates of lung function. The functional micro-CT mea-
surements given here are similar to what is performed in the clinical evaluation of COPD.
However, the inspiratory to total lung capacity (IC/TLC) metric that is used clinically is
underestimated in anaesthetized and free-breathing mice, as we can only measure the average

Fig. 6 Trichrome stained slides for air-exposed and smoke-exposed mice following exposures of
(a) 1 month, (b) 3 months, (c) 6 months. (d) Plot of total collagen intensity. P-values are shown for
comparisons between smoke-exposed and air-exposed mice.
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inhalation during tidal breathing, not the maximum inhalation, for the IC measurement.
As a surrogate, we tabulated the Vt to resting inspiration ratio (Vt/RI) instead and showed
significant differences in the exposure groups at 6 months.

Limitations to this study include the ability to compare directly with functional metrics
obtained using other methods, such as pulmonary function testing with a ventilator. Using a
ventilator would enable the researcher to fill the lungs to the inspiratory capacity and make
accurate measurements of the total lung capacity. Forcing the lungs to the total lung capacity
provides more information about tissue elasticity, respiratory resistance, etc., that are not
possible using free-breathing mice. Furthermore, metrics that are used clinically, such as the
IC/TLC can be estimated, providing a more direct linkage between preclinical studies and patient
outcomes. However, this maneuver requires intubation and mechanical ventilation of the mouse,
which can lead to damage and inflammation in the trachea or overinflation of the lungs33 that will
result in measured volumes that are over-estimated in the micro-CT images.

The 1-month and 3-month exposure groups did not show significant differences for metrics
related to COPD. The development of COPD is not uniform throughout the lung parenchyma.
Since the micro-CT metrics FRC, Vt, %LAA, and Vt/RI are based on whole-lung measurements,
small regional changes may be lost. In reality, the smoke-exposures may not induce measurable
effects until later time points, which have been suggested in the literature8,32 for histological
measurements. Some COPD metrics were identified for the 6-month exposure group, which
suggests that in vivo micro-CT imaging is sensitive to these markers.

This study represents the first in vivo functional micro-CT imaging study of smoke-exposed
mice with different exposure durations. Although other researchers have published micro-CT
studies of smoke-induced or elastase-induced emphysema, they focused on a single phase in
the respiratory cycle,6,10 or were ungated,4,9,11 or used breath-hold during the scans.24,25

Images taken from a single respiratory phase can only assess lung volume and air content at
that phase, so functional information is lost, whereas ungated images provide an average lung
size and air content over the full cycle. Breath-hold imaging can be done at multiple phases, but
the lungs of rodents are often over-inflated during mechanical ventilation,33 so any functional
information will suffer from a systematic error. By performing the micro-CT imaging at multiple
phases in the cycle in free-breathing mice, as described in this study, we can add important
functional metrics, such as Vt and Vt/RI ratio, to the analysis.

In this study, we demonstrate that in vivo respiratory-gated micro-CT obtained at multiple
respiratory phases can provide information about the lung structure and function of free-breath-
ing mice in a model of COPD. This noninvasive technique will allow preclinical researchers to
use imaging techniques consistent with the clinical diagnosis of COPD, image mice at multiple
time points within a study, and will enable further research to assess new therapeutic treatments
in vivo.
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