Reske et al. Critical Care 2011, 15:R279
http://ccforum.com/content/15/6/R279

C, criTICAL cARE

RESEARCH

Open Access

Extrapolation in the analysis of lung aeration by
computed tomography: a validation study

Andreas W Reske'", Anna Rau'", Alexander P Reske?, Manja Koziol®, Beate Gottwald', Michaele Alef*
Jean-Claude lonita®, Peter M Spieth?, Pierre Hepp®, Matthias Seiwerts®, Alessandro Beda’, Silvia Born®,
Gerik Scheuermann®, Marcelo BP Amato'® and Hermann Wrigge'

Abstract

and sheep, which have a different thoracic anatomy.

Introduction: Computed tomography (CT) is considered the gold standard for quantification of global or regional
lung aeration and lung mass. Quantitative CT, however, involves the exposure to ionizing radiation and requires
manual image processing. We recently evaluated an extrapolation method which calculates quantitative CT
parameters characterizing the entire lung from only 10 reference CT-slices thereby reducing radiation exposure and
analysis time. We hypothesized that this extrapolation method could be further validated using CT-data from pigs

Methods: We quantified volume and mass of the total lung and differently aerated lung compartments in 168
ovine and 55 porcine whole-lung CTs covering lung conditions from normal to gross deaeration. Extrapolated
volume and mass parameters were compared to the respective values obtained by whole-lung analysis. We also
tested the accuracy of extrapolation for all possible numbers of CT slices between 15 and 5. Bias and limits of
agreement (LOA) were analyzed by the Bland-Altman method.

Results: For extrapolation from 10 reference slices, bias (LOA) for the total lung volume and mass of sheep were
184 (-57.2 to 94.0) ml and 4.2 (-21.8 to 30.2) grams, respectively. The corresponding bias (LOA) values for pigs were
5.1 (-55.2 to 65.3) ml and 1.6 (-32.9 to 36.2) grams, respectively. All bias values for differently aerated lung
compartments were below 1% of the total lung volume or mass and the LOA never exceeded + 2.5%. Bias values
diverged from zero and the LOA became considerably wider when less than 10 reference slices were used.

Conclusions: The extrapolation method appears robust against variations in thoracic anatomy, which further
supports its accuracy and potential usefulness for clinical and experimental application of quantitative CT.

Introduction

Important insights and key hypotheses for understand-
ing the pathophysiology and treatment of acute respira-
tory failure were obtained by computed tomography
(CT)-based imaging and quantification of global or
regional lung aeration. Currently, CT is considered the
gold standard for this purpose [1-15]. Quantitative ana-
lysis of CT, however, has important practical limitations.
The exposure to ionizing radiation limits clinical appli-
cation and the long time required for manual image
processing significantly complicates the analysis of CT
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data. Particularly in animal research, whole-lung CT is
often performed repeatedly during different lung condi-
tions, which results in huge numbers of CT images to
be processed manually. Such an analysis can easily
require several hours for a single whole-lung CT scan,
consuming considerable research resources.

Extrapolation from reference CT-slices is an option to
reduce radiation exposure and to simplify the calcula-
tion of quantitative CT parameters characterizing the
entire lung [16,17]. We recently evaluated this extrapo-
lation method for human patients [18].

In the present study, we used pulmonary CT scans of
pigs and sheep, whose thoracic shape and intrathoracic
anatomy differ significantly from humans, for further
validation of the accuracy of the extrapolation
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technique. We hypothesized that the extrapolation
method is robust against variations in thoracic anatomy
which would further support its accuracy and usefulness
for clinical and experimental application of quantitative

CT.

Materials and methods

All CT scans covering the entire lungs of Merino sheep
or Landrace pigs available in the CT database of our
research group were identified and retrospectively ana-
lyzed in this work. This paper focuses solely on the vali-
dation of a method for obtaining quantitative CT
analyses characterizing the entire lung by extrapolation.
Therefore, hemodynamic and respiratory variables are
not reported.

All experimental protocols were approved by the ani-
mal ethics committees of the University of Leipzig
(TVV18/06, TVV17/08) and the University of Sao Paulo.
The handling of the animals complied with the NIH
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guidelines for animal use [19]. Adequate anesthesia was
induced and maintained by bolus injections and subse-
quent continuous infusion of ketamine, propofol, mida-
zolam and/or fentanyl in pigs, and xylazine, midazolam,
propofol and/or sufentanil in sheep.

The whole-lung CT scans available covered a broad
range of lung conditions from normal aeration to gross
deaeration and were separated by two independent
observers into two groups for each species: normal
lungs (normal) and lungs with opacifications (opaci-
fied). Only CT findings were considered for group allo-
cation: animals with lung opacifications other than
small, localized dorsal atelectasis were included in the
respective opacified group. Data characterizing lung
conditions and the accuracy of extrapolation are pre-
sented separately for normal and opacified groups. To
cover a broad range of lung aeration, both groups were
pooled for each species for the analyses shown in Fig-
ures 1 and 2.
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Figure 1 Bland-Altman plots for the agreement between extrapolation and whole-lung analysis. The solid red line indicates the mean
difference between whole-lung CT analysis and extrapolation (bias) and the dashed red lines correspond to the 95% limits of agreement. To
cover a broad range of lung volume and mass for each species, CT data from normal and opacified lungs were pooled for this analysis. g,
grams; ml, milliliters; V,/My;, lung volume or mass calculated from all CT-slices covering the entire lung; Veyya/Mexwa, lUNG volume or mass
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Figure 2 Accuracy of extrapolation for different numbers of reference CT slices. The accuracy of extrapolation was assessed by Bland-
Altman analysis for different numbers of reference CT slices, which are plotted on the x-axis. To cover a broad range of lung volumes and
masses for this analysis, CT data from normal and opacified lungs were pooled for each species. The solid red line indicates the mean difference
between whole-lung CT analysis and extrapolation (bias) for each number of reference CT slices used for extrapolation. The dashed lines indicate
the 95% limits of agreement (LOA). In addition to total lung volume and mass, the nonaerated lung compartment was chosen for presentation
because of its pathophysiological relevance.

Pig experiments scans of pigs which underwent diagnostic CT to exclude
Fifty-five whole-lung CT scans of mechanically venti-  pneumonic infiltrates before other experiments were
lated pigs (range of body weight 27 to 33 kg) were con-  studied. A recruitment maneuver was performed before
sidered in this study. Fourteen normal pulmonary CT  these CTs to reinflate atelectasis potentially obscuring
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small infiltrates. Forty-one porcine CT scans showing
diffuse pulmonary opacifications resulting from experi-
mental lung injury (repeated lung lavage with normal
saline [13,20]) were analyzed.

Sheep experiments

One hundred sixty-eight whole-lung CT scans of
mechanically ventilated sheep (range of body weight 46
to 70 kg) were indentified in our database. Sixty-six CT
scans of normal lungs of sheep which underwent diag-
nostic CT for the exclusion of pneumonic infiltrates
were studied. A recruitment maneuver was performed
before these CTs to reinflate atelectasis potentially
obscuring small infiltrates. We also studied 102 lung CT
scans of sheep with bilateral focal opacifications (depen-
dent atelectasis) which developed during mechanical
ventilation with pure oxygen. For 58 of the ovine CTs, a
corresponding CT performed before and after an
increase of airway pressure was available. These 58 pairs
of consecutive CT scans reflecting substantially different
lung conditions were analyzed in order to explore
whether the extrapolation method can also be used to
assess intra-individual changes of quantitative CT
parameters.

Quantitative CT analysis and extrapolation method

Images used had been generated by two different mod-
els of multi-slice CT scanners, either a Somatom
Volume Zoom (120-kV tube voltage, 165-mA tube cur-
rent, 4 x 2.5-mm collimation; Siemens, Erlangen, Ger-
many) or a Philips MX8000 IDT 16 (120-kV tube
voltage, 170-mA tube current, 16 x 1.5-mm collimation;
Philips Medical Systems, Hamburg, Germany). All CT
images were reconstructed with standard reconstruction
filters ("B35 f” on the Siemens and “B” on the Philips
scanner) and slice thicknesses between 5 and 10 mm
[21,22]. All quantitative analyses of CT data were per-
formed at the University Hospital Leipzig. Six members
of the research group at Leipzig University Hospital per-
formed the manual image segmentations, while three
other authors monitored the segmentations and per-
formed the extrapolations. The distribution of pulmon-
ary opacifications was classified by two independent
observers considering all CT slices available [4]. The
Osiris software (University Hospital Geneva, Switzer-
land) was used for manual segmentation of the lung
parenchyma. Identical to our previous studies, major
pulmonary vessels, trachea and main bronchi were
excluded [18,22,23]. Total lung volume (V1) and mass
(Miota1) Were calculated voxel-by-voxel from all lung
voxels within the -1,000 to +100 Hounsfield units (HU)
range. Volumes (%V) and masses (%M) of differently
aerated lung compartments were calculated as percen-
tage of Viotal OF Mioral, respectively. The following HU-
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ranges were used to define differently aerated lung com-
partments: nonaerated (%V,on,%M;0n), -100 to +100
HU; poorly aerated (%Vpoors%Mpoor), -101 to -500 HU;
normally aerated (%Vorm%Mporm), -501 to -900 HU;
hyperaerated (%Viypers%Mhnyper), -901 to -1000 HU
[2,3,18,23].

In addition to the analysis of all CT slices covering the
entire lung (whole-lung analysis), the calculation of
volumes and masses characterizing the entire lung was
performed by extrapolation from only 10 reference CT
slices, as previously described [16-18]. Briefly, the most
cranial and most caudal CT slices displaying lung tissue
and eight equidistant CT slices between them were
selected. The extrapolation of quantitative CT data
resulting from these 10 reference slices to the entire
lung was performed as follows: mean values of each pair
of consecutive slices were divided by nominal slice
thickness and multiplied by the interval between the
slice positions. All resulting products were summed up
and a correction term was added [17,18]. All steps of
the extrapolation procedure except for the identification
of the most cranial and most caudal CT slices were per-
formed automatically by dedicated software. Using the
same approach, we also tested the extrapolation method
for different slice thicknesses as well as for each possible
number of reference CT slices between 15 and 5 slices.

Examples for radiation doses were calculated using the
CT-Expo software (Department of Diagnostic Radiology,
Hannover Medical School, Hannover, Germany).

Statistics

Results are reported as median and range (minimum
and maximum values). The agreement between extrapo-
lation and whole-lung CT analysis was assessed accord-
ing to Bland and Altman and is reported as bias and
limits of agreement [24,25]. The GraphPad Prism 5 soft-
ware was used for statistical analyses (GraphPad Soft-
ware, La Jolla, CA, USA).

Results

The median height (cranio-caudal distance) was 278
(222 to 320) mm for normal sheep lungs and 270 (218
to 308) mm for normal pig lungs. The median number
of CT slices covering the entire lung of sheep was 24
(20 to 30) for 10 mm slice thickness and 55 (44 to 64)
for 5 mm slices. The median number of CT slices cover-
ing the entire lung of pigs was 34 (25 to 41) for 7.5 mm
and 54 (48 to 62) for 5 mm slice thickness.

Values characterizing lung volumes and masses calcu-
lated from whole-lung analysis are given in Table 1. The
classification as normal or opacified is supported by the
respective amounts of nonaerated lung in these groups.
Animals with opacified lungs had relevant (up to 60%)
amounts of nonaerated lung (Table 1).



Reske et al. Critical Care 2011, 15:R279
http://ccforum.com/content/15/6/R279

Table 1 Lung volumes and masses quantified by whole-lung CT analysis
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Normal lung CT scans

Lung CT scans with opacification

sheep
(n =102)

pigs
(n =41)

sheep pigs

(n = 66) (n=14)
Viotal (M) 3,748 (2,245 to 5,638) 2,308 (1,114 to 3,061)
Vion (%) 0.5 (0.0 to 0.8) 0.1 (00to 12)
Vooor (%) 34 (14 10 10.7) 23 (08 to 10.7)
Viormal (%) 93.7 (884 t0 97.5) 94.7 (88.9 t0 98.2)
Viyper (%) 14 (0.1 to 5.6) 1.8 (0.3 to 4.9)
Miotal (9) 891 (694 to 1,116) 505 (397 to 703)
Maon (%) 1.9 (0.2 to 2.9) 03 (00 to 53)
Mooor (%) 8.7 (4.7 t0 1838) 58 (251t017.8)
Mnormal (%) 883 (789 to 93.2) 90.3 (77.5 to 96.9)
Miyper (%) 05 (00 to 2.2) 05 (0.1 to 24)
Vgas (Ml) 2,855 (1,479 to 4,556) 1,761 (717 to 2,523)
Vgas (%) 764 (65.9 to 80.8) 76.7 (644 to 82.4)

2,827 (1,338 to 4,252)
39 (03 to 32.2)
10.7 (3.5 to 46.7)

824 (335 to 94.1)
0.7 (0.0 to 8.0)
888 (660 to 1,246)
10.6 (1.3 to 56.0)
22.2 (9.2 to 60.2)
61.3 (185 to 87.0)
0.1 (0.0 to 3.2)
1,904 (482 to 3,133)
66.9 (32.8 to 78.0)

1,868 (698 to 3,184)
36 (0.0 to 43.5)
27.8 (4.3 to 59.1)

685 (22.5 to 95.5)

0.1 (0.0 to 2.0)

795 (346 to 1,564)
10.1 (0.0 to 58.5)
353 (74 to 67.1)

48.1 (102 to 92.5)

0.0 (0.0 to 0.6)

1,085 (196 to 2,169)

554 (248 to 73.2)

Data are given as median (range).
CT, computed tomography; Vital/Miotar, total lung volume or mass. The following volumes and masses of differently aerated lung compartments were calculated
as percentage of Vigral OF Mioal respectively: Vion/Mnon , NOnaerated volume or mass; Vyoor/Mpoor PoOrly aerated volume or mass; Viomal/Mnormal, Normally

aerated volume or mass; Viyper/Mpyper, hyperaerated volume or mass; Vg, pulmonary gas volume; ml, milliliters; g, grams.

Bland-Altman plots illustrating the agreement of Vi,
and M, obtained either by extrapolation from 10 CT
slices or by whole-lung analysis are shown in Figure 1.

Absolute bias values between extrapolation from 10
CT slices and the corresponding results of whole-lung
CT analysis are given in Table 2. For normal sheep
lungs, these bias values corresponded to 1.0% (0.0 to
2.6%) for Vi and 1.2% (0.0 to 3.6%) for My (percen-
tage of the respective value obtained by whole-lung CT
analysis). The corresponding values were 1.2% (0.0 to
4.2%) and 1.2% (0.0 to 4.8%) for Vi, and My, respec-
tively, for opacified sheep lungs. For normal porcine

lungs, the corresponding bias values were 0.9% (0.1 to
2.3%) for Vi and 0.5% (0.0 to 3.6%) for M. Finally,
for porcine lungs with opacifications these bias values
were 1.1% (0.1 to 5.6%) and 1.5% (0.1 to 8.5%) for Viytal
and Mo, respectively.

The bias between methods for volume and mass of
differently aerated lung compartments never exceeded
0.5% and the respective limits of agreement were below
2.5% of Vioeal OF Myoran, respectively (Table 2).

The accuracy of extrapolation for varying numbers (15
to 5) of CT slices is illustrated in Figure 2. For extrapo-
lation from 10 or more CT slices, the bias values for

Table 2 Agreement between extrapolation from 10 CT slices and whole-lung analysis

Normal lung CT scans

Lung CT scans with opacification

sheep pigs sheep pigs

(n = 66) (n =14) (n=102) (n = 41)
Viotal (MI) 19.6 (-64.6 to 103.8) 145 (-26.7 to 55.8) 17.6 (-52.2 to 87.5) 1.8 (-629 to 66.5)
Vion (%) 00 (02 t0 0.2) 0.0 (-0.2 to 0.2) 0.0 (-0.7 to 0.6) 00 (-12to 1.2)
Vooor (%) 0.0 (-0.5 to 0.5) 0.1 (05 to 0.7) -03(-1.8t0 1.2) 0.1 (-19to 2.0)
Viormal (%) 0.1 (08 t0 0.9) -0.1 (-0.5 to 04) 03 (-14 to 2.0) -0.1 (2.1 t0 1.9)
Vhyper (%) -0.1 (-0.7 to 06) 00 (-0.7 to 0.7) 0.0 (-04 to 0.5) 00 (-02t0 0.1)
Mioral (9) 6.1 (196 10 31.9) 33 (11610 182) 2.9 (-23.1 t0 29.0) 1.0 (-38.1 to0 40.2)
Mion (%) 0.1 (06 to 0.7) -0.1 (-09 to 0.7) 00 (-14 to 1.3) 00 (-14to 14)
Mooor (%) -0.1 (-1.1 to 1.0) 03 (-1.0to 1.6) -03 (-2.1to 14) 0.1 (-20to 2.2)
Mnormar (%) 00 (-14to 14) -0.2 (14 t0 1.0) 04 (-14 10 22) -0.1 (2.0 to 1.8)
Mpyper(%) 00 (-03t0 02) 00 (-03 to 0.3) 0.0 (-0.1 to 0.1) 0.0 (0.0 to 0.0)
Vgas (M) 135 (-51.5 to 784) 112 (-254 to 47.8) 14.7 (-39.8 to 69.2) 0.8 (-37.7 to 39.3)
Vgas (%) 0.0 (-04 to 04) 0.0 (-05 to 0.6) 02 (-0.7 to 1.1) 0.1 (12t0 1.1)

Data are bias (95% limits of agreement) from the Bland-Altman analysis of the agreement between extrapolation from 10 CT slices and analysis of all CT slices

covering the entire lung.

CT, computed tomography; g, grams; ml, milliliters; Vs, pulmonary gas volume; Viyper/Mpyper, hyperaerated volume or mass; Viomal/Mnormal, NOrmally aerated
volume or mass; Vion/Mnon, NONaerated volume or mass; Viyoor/Mpoor, PoOOrly aerated volume or mass; Vigtai/Miotai, total lung volume or mass. Volumes and masses
of differently aerated lung compartments were calculated as percentage of Vioal OF Miotal, respectively.
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Viotab Miotal and% Mo, Were very close to 0 and the lim-
its of agreement were narrow. When less than 10 CT
slices were used for extrapolation, bias values started to
diverge from 0 and the 95% limits of agreement started
to become considerably wider (Figure 2).

Variations in CT slice thickness between 5 and 10 mm
did not have an effect on the accuracy of extrapolation
(Table 3).

Results on the accuracy of the extrapolation method
for detecting intra-individual changes between two con-
secutive CT's are shown in Table 4 and Figure 3.

Discussion
Our study demonstrates the excellent accuracy of the
extrapolation method for calculation of parameters char-
acterizing the entire lung from only 10 reference CT slices.
The extrapolation method was also very accurate in
detecting changes between two consecutive CTs. Our
results confirm a previous report on the accuracy of such
an extrapolation method in humans [18] and demonstrate
that the extrapolation method is robust against variations
in thoracic anatomy. The bias between extrapolation and
whole-lung CT analysis increased progressively when less
than 10 reference CT slices were used for extrapolation.

Quantification of lung aeration by CT has become an
important research tool for studying normal and patho-
logical aspects of lung aeration as well as the effects of
mechanical ventilation on lung aeration. Particularly in
the fields of emphysema and acute lung injury, quantita-
tive CT has become a central tool for both clinical and
experimental research [1-15,17,23,26-30].

In contrast to emphysema, which can already be quan-
tified automatically in CT images, manual interaction is
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Table 4 Intra-individual changes between 58 pairs of
consecutive CT scans in sheep

Bias
(limits of agreement)

Changes between CTs
(whole-lung analysis)

Viotal (M) 551 (121 to 1863) 6.5 (-72.5 to 85.5)
Vion (%) 6 (0.0 to 11.6) 0.1 (05 to 04)
Vooor (%) 48 (03 10 20.7) 0.2 (-1.1 to 0.8)
Viorm (%) 5 (0.0 to 22.2) 02 (1410 09
Viyper (%) 5 (0.0 to 4.5) 0.0 (-08 to 0.8)
Vgas (%) 64 (16 to 16.0) -0.1 (09 t0 0.7)
Mol (@)% 43 (0 to 189) 5 (-33.0 to 30.0)
Mion (%) 6.7 (00 to 34.4) 0.1 (1610 14)
Mooor (%) 8.7 (02 to 284) 03 (-20to 13)
Moormal (%) 210 (0.7 to 38.7) 04 (12310 1.5)
Mhyper (%) 0.2 (0.0 to 1.9) 00 (-03 t0 0.3)

Data are median (range) for changes of lung volume and masses between
two consecutive CTs given in the left column. Bias (95% limits of agreement)
from the Bland-Altman analysis of the agreement of changes calculated by
extrapolation from 10 CT slices or whole-lung analysis are given in the right
column. CT, computed tomography; g, grams; My, hyperaerated volume or
mass; ml, milliliters; M, nonaerated volume or mass; My ormal, NOrmally
aerated volume or mass; Moo, poorly aerated volume or mass; Vgas,
pulmonary gas volume; Viota/Motal, total lung volume or mass. Volumes and
masses of differently aerated lung compartments were calculated as
percentage of Vioral OF Mioral, respectively. *The sheep studied had gross
atelectasis of otherwise normal lungs; the change in airway pressure therefore
resulted in large changes in lung volume but only small changes in total lung
mass.

often required for analysis of CT images with opacifica-
tions. Lung opacification occurring in diseases such as
acute lung injury frequently have tissue densities (and
thus CT numbers) close to that of the soft tissues of the
thoracic wall, mediastinum or diaphragm and are thus
difficult to differentiate from these non-pulmonary tis-
sues. Although initial experiences with automatic

Table 3 Accuracy of extrapolation for CT sections with different slice thickness

Sheep Pig
thickness 10 mm 6 mm 5 mm 7.5 mm 5 mm
n= 35 12 121 38 17

Viotal (MI) 16.0 (-60.7 to 92.8) 25.1 (480 to 98.2) 184 (-57.5 to 94.4) 3.0 (-57.0 to 63.0) 96 (-522 to 714)
Vion (%) -0.1 (-09 to 0.8) -0.1 (-04 to 0.3) 0.0 (-04 to 04) 00 (-12to 1.2) 0.0 (-04 to 0.5)
Vooor (%) -0.5 (-26 to 1.6) -0.2 (08 t0 0.3) -0.1 (-09 to 0.7) 02 (-16 to 20) -02 (-15t0 1.2)
Vaormal (%) 06 (-1.8 to 3.0 03 (-04 to 1.0) 0.1 (09 to 1.1) -02 20to 1.7) -02 (1.2 to 1.5)
Viyper (%) 0.0 (-0.2 to 0.3) 00 (-0.1 to 0.1) 0.0 (-0.6 to 0.6) 0.0 (-0.1 to 0.1) -0.1 (-0.7 to 0.6)
Mioral (9) 39 (-234 t0 31.2) 7 (-19.3 to 28.8) 2 (-21.8 t0 30.3) 1.9 (-32.7 to 36.5) 1.0 (-344 to 36.5)
Mion (%) -0.1 (-1.5t0 14) -02 (1.1 t0 0.7) 0.1 (10to 1.1) -0.1 (-1.3t0 1.2) 0.1 (-12to 14)
Mpoor (%) -0.5 (-2.5to 1.6) -04 (-14 to 0.6) 0.1 (-151t0 1.2) 02 (-1.7 to0 2.2) -0.1 (-1.8to 1.7)
Mnormal (%) 5(-151t0 25) -06 (-0.8 to 1.9) 0.1 (-1.5t01.7) -0.2 ((20to 1.7) 00 (-16to 1.5)
Mpyper (%) 0 (-0.1 to 0.1) 0.0 (0.0 to 0.0) 0.0 (-02 t0 0.2) 0.0 (-0.1 to 0.1) 00 (-03 to 0.3)
Vgas (M) 121 (—42.8 to 67.0) 204 (-32.6 to 734) 14.2 (463 to 74.7) 2 (-37.3 t0 39.6) 85 (-30.2 to 47.2)

Data are bias (95% limits of agreement) from the Bland-Altman analysis of the agreement between extrapolation from 10 CT slices and analysis of all CT slices
covering the entire lung. Columns present this data for subgroups of CT image series reconstructed with a certain slice thickness. CT, computed tomography; g,
grams; ml, milliliters; n, number of data sets; Vg5, pulmonary gas volume; Viyner/Mpyper, hyperaerated volume or mass; Viomal/Mnormal, NOrmally aerated volume or
mass; Vnon/Mnon, NONaerated volume or mass; Vpoor/Mpoor, PoOIly aerated volume or mass; Viotal/Miotal, total lung volume or mass. Volumes and masses of
differently aerated lung compartments were calculated as percentage of Vigal OF Miotal, respectively.
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Figure 3 Accuracy of extrapolation for assessing changes of lung volume and masses between consecutive CTs. The accuracy of the
extrapolation method for assessing changes (delta) of lung volume and masses between consecutive CTs was analyzed by the Bland-Altman
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segmentation techniques of opacified lungs have been

a single whole-lung CT (median 55 slices of 5 mm

reported, none of these techniques is already available thickness) can easily exceed five hours. The potential of

for broad experimental or even clinical use [29-31].

the extrapolation method for saving time and research

Consequently, the time required for manual analysis of  resources becomes obvious when considering that the
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work required for manual interaction can be decreased
by up to 80% when only 10 reference CT slices are ana-
lyzed. Extrapolation of adipose tissue volumes or pul-
monary gas volumes has been applied by other
investigators in order to limit radiation in quantitative
CT studies in patients [16,17]. Our current results sup-
port this method of calculation and further underline
that extrapolation is an option to simplify quantitative
CT analysis. In the experimental setting, full spiral CT
scans may be performed to acquire maximum informa-
tion, but for the purpose of gas and tissue quantifica-
tion, analysis can be limited to 10 scans. True limitation
of radiation, however, can only be achieved if 10 sepa-
rate single slices of a certain thickness are “prospec-
tively” planned and scanned one by one [17], which
differs completely from spiral CT of the whole chest.
Calculation of examples for effective radiation doses (for
the Philips scanner) indicates that the effective radiation
dose can be decreased by approximately 50% from 3.8
mSv (spiral CT) to 2 mSv (10 single slices).

In our opinion, several reasons preclude the general-
ized recommendation to use less than 10 reference CT
slices. As explained by Gattinoni et al. in a recent edi-
torial, 10 slices with 10 mm thickness cover about 40%
of the lung tissue whereas 10 slices with 5 mm thickness
contain only about 20% of the lung [26]. If the number
or thickness of reference slices is decreased too much,
the density information available for extrapolation and
consequently the accuracy of extrapolation decreases. As
illustrated in Figure 2, analyzing 10 reference slices
seems to be a reasonable compromise: bias values
diverged from zero and the limits of agreement became
considerably wider when less than 10 reference slices
were used. As pointed out in our previous study in
human patients, the adequate number of reference CT
slices required for accurate extrapolation of quantitative
CT results varies with the study purpose [18]. While
quantitative assessment of differently aerated lung com-
partments seems possible using less than 10 reference
slices, we suggest using a minimum of 10 slices, espe-
cially whenever precise quantification of the total lung
volume and/or mass is necessary. In the present study,
we pooled CT data with slice thickness between 5 and
10 mm in the same analysis because the accuracy of
extrapolation did not differ with slice thickness (Table
3). This lack of an effect of slice thickness on the accu-
racy of extrapolation is in line with our recent study
[18]. We intentionally omitted the evaluation of the
appropriateness of thinner slices for extrapolation
because thin slices can introduce artifacts into quantita-
tive CT analysis [22].

Mostly in animal experiments but also in some clinical
situations [2,3,26], whole-lung quantitative CT is per-
formed repeatedly during different lung conditions.
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Consequently, changes of lung volume, mass or differ-
ently aerated lung compartments are common endpoints
of such CT studies. We demonstrated that extrapolation
enabled accurate quantification of intraindividual
changes between consecutive CTs. Therefore, the extra-
polation method will also ease analysis of repeated CT
scans of the lung.

Limitations of our study

The principal limitations related to the retrospective
study design are acknowledged but appear to be of
limited importance to our analyses: The difference
between the slice locations of prospectively or retro-
spectively chosen reference CT slices would differ by
only a few millimeters [18]. Given this marginal differ-
ence between prospective and retrospective validation
of the extrapolation method, we considered it unjusti-
fied to perform additional dedicated animal experi-
ments. We could not include animals with a patchy
distribution of lung opacifications in our analysis. In a
recent study evaluating the extrapolation method in
humans, however, we have shown that neither the lung
condition nor the distribution of opacifications affected
the accuracy of extrapolation [18]. Moreover, common
animal models of acute lung injury only rarely lead to
real patchy lesions [5,8-10,13,20]. Blinding of investiga-
tors involved in the extrapolation procedure to the
results of the respective whole-lung analyses was not
considered necessary. The potential for investigator
bias was significantly limited by the use of dedicated
software which, after manual identification of the most
cranial and most caudal CT slices, performed all steps
of the extrapolation procedure and all calculations
automatically.

Conclusions

The extrapolation method validated in this paper is
highly accurate and has the potential to reduce signifi-
cantly both radiation exposure and the time until the
quantitative CT results are available. Our results of CT
analyses in pigs and sheep indicate that the extrapola-
tion method is robust against variations in thoracic
anatomy, which further supports its accuracy, and
potential usefulness for clinical and experimental appli-
cation of quantitative CT.

Key messages

+ Extrapolation of parameters characterizing the
entire lung from only 10 reference CT slices is
highly accurate for both analysis of single CTs and
the quantification of changes between two consecu-
tive CTs.

+ Extrapolation is an option to overcome present
limitations of the «clinical and experimental
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application of quantitative CT by reducing manual
analysis work and radiation exposure significantly.

« The bias between extrapolation and whole-lung CT
analysis increases progressively when less than 10
reference CT slices are used for extrapolation.

Abbreviations

CT: computed tomography; g: grams; HU: Hounsfield units; kg: kilograms; kV:
kilovolts; LOA, 95% limits of agreement: Bland-Altman analysis of agreement;
mA: milliamperes; ml: millilitres; mm: millimetres; mSv: millisievert; My oer:
mass of the hyperaerated lung compartment,% of total lung mass; Mpon:
mass of the nonaerated lung compartment,% of total lung mass; Mnormar:
mass of the normally aerated lung compartment,% of total lung mass; Myeor:
mass of the poorly aerated lung compartment,% of total lung mass; Moar:
total lung mass; NIH: National Institutes of Health; Ve volume of the
hyperaerated lung compartment,% of total lung volume; V,,on: volume of the
nonaerated lung compartment,% of the total lung volume; V,,ormal: Volume
of the normally aerated lung compartment,% of the total lung volume; Voo
volume of the poorly aerated lung compartment,% of the total lung volume;
Viowar: total lung volume.

Acknowledgements

The authors wish to thank Dominic Schneider (Institute of Computer
Science, Department of Applied Computer Science, University of Leipzig,
Leipzig, Germany), who helped programming software used for the
extrapolation. We also acknowledge the help of Dieter Gosch PhD
(Department of Diagnostic and Interventional Radiology, University Hospital
Leipzig, Leipzig, Germany), who calculated the examples for radiation doses.
Funding was provided by institutional funding from Leipzig University
Hospital and, in part, by funding to Andreas W. Reske from the German
Interdisciplinary Association of Critical Care Medicine.

Author details

'Department of Anesthesiology and Intensive Care Medicine, University
Hospital Leipzig, Liebigstrasse 20, D-04103 Leipzig, Germany. Pulmonary
Engineering Group, Department of Anesthesiology and Intensive Care
Medicine, University Hospital Carl Gustav Carus, Fetscherstrasse 74, D-01307
Dresden, Germany. Large Animal Clinic for Surgery, Faculty of Veterinary
Medicine, University of Leipzig, An den Tierkliniken 21, D-04103 Leipzig,
Germany. *Department of Small Animal Medicine, Faculty of Veterinary
Medicine, University of Leipzig, An den Tierkliniken 23, D-04103 Leipzig,
Germany. *Department of Trauma and Reconstructive Surgery, University
Hospital Leipzig, Liebigstrasse 20, D-04103 Leipzig, Germany. ®Department of
Diagnostic and Interventional Radiology, University Hospital Leipzig,
Liebigstrasse 20, D-04103 Leipzig, Germany. ’Postgraduate Electrical
Engineering Program, Institute of Technology, Federal University of Para,
Campus Universitario do Guama, Guama, 66075-110 - Belém, Pard, Brazil.
8lnnovation Center Computer Assisted Surgery (ICCAS), Faculty of Medicine,
University of Leipzig, Semmelweisstrasse 14, D-04103 Leipzig, Germany.
“Institute of Computer Science, Faculty of Mathematics and Computer
Science, University of Leipzig, Johannisgasse 26, D-04103 Leipzig, Germany.
'%Cardio-Pulmonary Department, Pulmonary Divison, Hospital das Clinicas,
University of Sdo Paulo Medical School, Av. Dr Arnaldo 455 (room 2206, 2 nd
floor), Sdo Paulo 01246-903, Brazil.

Authors’ contributions

MA and JCI were responsible for the data acquisition. SB performed the
quantitative CT analysis. AWR, AR and APR planned the study, were
responsible for the data acquisition, performed the quantitative CT analysis
and were responsible for the statistical analysis and interpretation of the
data. MS planned the study, was responsible for the data acquisition and
performed the quantitative CT analysis. AB, MBPA and HW planned the
study, performed the quantitative CT analysis and were responsible for the
statistical analysis and interpretation of the data. PMS planned the study
and was responsible for the statistical analysis and interpretation of the
data. MK was responsible for the data acquisition, performed the
quantitative CT analysis and was responsible for the statistical analysis and
interpretation of the data. BG performed the quantitative CT analysis and
was responsible for the data acquisition. PH was responsible for the data

Page 9 of 10

acquisition and for the statistical analysis and interpretation of data. GS
was responsible for the statistical analysis and interpretation of the data
and performed the quantitative CT analysis. All authors participated in
drafting and critically revising the article. The principal investigators, Dr.
Andreas W. Reske, Anna Rau and Hermann Wrigge had full access to the
data analyzed in the present study and take full responsibility for the
integrity of all of the data and the accuracy of the data analysis. All
authors read and approved the final version of the manuscript for
publication.

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

Received: 6 August 2011 Revised: 10 October 2011
Accepted: 23 November 2011 Published: 23 November 2011

References

1. Rouby JJ, Puybasset L, Nieszkowska A, Lu Q: Acute respiratory distress
syndrome: lessons from computed tomography of the whole lung. Crit
Care Med 2003, 31:5285-295.

2. Gattinoni L, Caironi P, Cressoni M, Chiumello D, Ranieri VM, Quintel M,
Russo S, Patroniti N, Cornejo R, Bugedo G: Lung recruitment in patients
with the acute respiratory distress syndrome. N Engl J Med 2006,
354:1775-1786.

3. Borges JB, Okamoto VN, Matos GF, Caramez MP, Arantes PR, Barros F,
Souza CE, Victorino JA, Kacmarek RM, Barbas CS, Carvalho CR, Amato MB:
Reversibility of lung collapse and hypoxemia in early acute respiratory
distress syndrome. Am J Respir Crit Care Med 2006, 174:268-278.

4. Puybasset L, Cluzel P, Gusman P, Grenier P, Preteux F, Rouby JJ: Regional
distribution of gas and tissue in acute respiratory distress syndrome. I.
Consequences for lung morphology. CT Scan ARDS Study Group.
Intensive Care Med 2000, 26:857-869.

5. Grasso S, Stripoli T, Sacchi M, Trerotoli P, Staffieri F, Franchini D, De
Monte V, Valentini V, Pugliese P, Crovace A, Driessen B, Fiore T:
Inhomogeneity of lung parenchyma during the open lung strategy: a
computed tomography scan study. Am J Respir Crit Care Med 2009,
180:415-423.

6. Heuer JF, Pelosi P, Hermann P, Perske C, Crozier TA, Briick W, Quintel M:
Acute effects of intracranial hypertension and ARDS on pulmonary and
neuronal damage: a randomized experimental study in pigs. Intensive
Care Med 2011, 37:1182-1191.

7. Luecke T, Meinhardt JP, Herrmann P, Klemm S, Weiss A, Weisser G,

Hirschl RB, Quintel M: End-expiratory lung volumes and density
distribution patterns during partial liquid ventilation in healthy and oleic
acid-injured sheep: a computed tomography study. Crit Care Med 2003,
31:2190-2197.

8. Neumann P, Berglund JE, Mondejar EF, Magnusson A, Hedenstierna G:
Effect of different pressure levels on the dynamics of lung collpase and
recruitment in oleic-acid-induced lung injury. Am J Respir Crit Care Med
1998, 158:1636-1643.

9. Pelosi P, Goldner M, McKibben A, Adams A, Eccher G, Caironi P, Losappio S,
Gattinoni L, Marini JJ: Recruitment and derecruitment during acute
respiratory failure: an experimental study. Am J Respir Crit Care Med 2001,
164:122-130.

10. Protti A, Cressoni M, Santini A, Langer T, Mietto C, Febres D, Chierichetti M,
Coppola S, Conte G, Gatti S, Leopardi O, Masson S, Lombardi L, Lazzerini M,
Rampoldi E, Cadringher P, Gattinoni L: Lung stress and strain during
mechanical ventilation: any safe threshold? Am J Respir Crit Care Med
2011, 183:1354-1362.

11. Ruth Graham M, Goertzen AL, Girling LG, Friedman T, Pauls RJ, Dickson T,
Espenell AE, Mutch WA: Quantitative computed tomography in porcine
lung injury with variable versus conventional ventilation: Recruitment
and surfactant replacement. Crit Care Med 2011, 39:1721-1730.

12. Gama de Abreu M, Spieth PM, Pelosi P, Carvalho AR, Walter C, Schreiber-
Ferstl A, Aikele P, Neykova B, Hibler M, Koch T: Noisy pressure support
ventilation: a pilot study on a new assisted ventilation mode in
experimental lung injury. Crit Care Med 2008, 36:318-827.

13. Suarez-Sipmann F, Bbhm SH, Tusman G, Pesch T, Thamm O, Reissmann H,
Reske A, Magnusson A, Hedenstierna G: Use of dynamic compliance for
open lung positive end-expiratory pressure titration in an experimental
study. Crit Care Med 2007, 35:214-221.


http://www.ncbi.nlm.nih.gov/pubmed/12682454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12682454?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641394?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641394?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16690982?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16690982?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10990099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10990099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10990099?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19542479?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19542479?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21544692?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21544692?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12973179?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12973179?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12973179?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9817719?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9817719?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11435250?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11435250?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21297069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21297069?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21460711?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21460711?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21460711?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18431269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18431269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18431269?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17110872?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17110872?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17110872?dopt=Abstract

Reske et al. Critical Care 2011, 15:R279
http://ccforum.com/content/15/6/R279

14. Wrigge H, Zinserling J, Muders T, Varelmann D, Gunther U, von der
Groeben C, Magnusson A, Hedenstierna G, Putensen C: Electrical
impedance tomography compared with thoracic computed tomography
during a slow inflation maneuver in experimental models of lung injury.
Crit Care Med 2008, 36:903-909.

15. Rothen HU, Sporre B, Engberg G, Wegenius G, Reber A, Hedenstierna G:
Prevention of atelectasis during general anaesthesia. Lancet 1995,
345:1387-1391.

16.  Kvist H, Sjostrom L, Tylen U: Adipose tissue volume determinations in
women by computed tomography: technical considerations. Int J Obes
1986, 10:53-67.

17. Rylander C, Tylén U, Rossi-Norrlund R, Herrmann P, Quintel M, Bake B:
Uneven distribution of ventilation in acute respiratory distress
syndrome. Crit Care 2005, 9.R165-171.

18. Reske AW, Reske AP, Gast HA, Seiwerts M, Beda A, Gottschaldt U, Josten C,
Schreiter D, Heller N, Wrigge H, Amato MB: Extrapolation from ten
sections can make CT-based quantification of lung aeration more
practicable. Intensive Care Med 2010, 36:1836-1844.

19. Office of Laboratory Animal Welfare. [http://grants.nih.gov/grants/olaw/
olaw.htm].

20. Lachmann B, Jonson B, Lindroth M, Robertson B: Modes of artificial
ventilation in severe respiratory distress syndrome. Lung function and
morphology in rabbits after wash-out of alveolar surfactant. Crit Care
Med 1982, 10:724-732.

21. Boedeker KL, McNitt-Gray MF, Rogers SR, Truong DA, Brown MS,

Gjertson DW, Goldin JG: Emphysema: effect of reconstruction algorithm
on CT imaging measures. Radiology 2004, 232:295-301.

22. Reske AW, Busse H, Amato MB, Jaekel M, Kahn T, Schwarzkopf P,

Schreiter D, Gottschaldt U, Seiwerts M: Image reconstruction affects
computer tomographic assessment of lung hyperinflation. Intensive Care
Med 2008, 34:2044-2053.

23. Reske AW, Reske AP, Heine T, Spieth PM, Rau A, Seiwerts M, Busse H,
Gottschaldt U, Schreiter D, Born S, Gama de Abreu M, Josten C, Wrigge H,
Amato MB: Computed tomographic assessment of lung weights in
trauma patients with early posttraumatic lung dysfunction. Crit Care
2011, 15:R71.

24. Bland JM, Altman DG: Statistical methods for assessing agreement
between two methods of clinical measurement. Lancet 1986,
327:307-310.

25. Dewitte K, Fierens C, Stockl D, Thienpont LM: Application of the Bland-
Altman plot for interpretation of method-comparison studies: a critical
investigation of its practice. Clin Chem 2002, 48:799-801.

26. Gattinoni L, Cressoni M: Quantitative CT in ARDS: towards a clinical tool?
Intensive Care Med 2010, 36:1803-1804.

27.  Litmanovich D, Boiselle PM, Bankier AA: CT of pulmonary emphysema-
current status, challenges, and future directions. Eur Radiol 2009,
19:537-551.

28. Madani A, De Maertelaer V, Zanen J, Gevenois PA: Pulmonary emphysema:
radiation dose and section thickness at multidetector CT quantification -
comparison with macroscopic and microscopic morphometry. Radiology
2007, 243:250-257.

29.  Markstaller K, Arnold M, Débrich M, Heitmann K, Karmrodt J, Weiler N,
Uthmann T, Eberle B, Thelen M, Kauczor HU: [A software tool for
automatic image-based ventilation analysis using dynamic chest
CTscanning in healthy and in ARDS lungs.]. Rofo 2001, 173:830-835.

30. Gama de Abreu M, Cuevas M, Spieth PM, Carvalho AR, Hietschold V,
Stroszczynski C, Wiedemann B, Koch T, Pelosi P, Koch E: Regional lung
aeration and ventilation during pressure support and biphasic positive
airway pressure ventilation in experimental lung injury. Crit Care 2010,
14:R34.

31. Condurache AP, Essah E, Reske A, Seiwerts M, Busse H, Aach T, Hofmann U:
Robust rib cage segmentation in CT image series using active contour
models. Proceedings of the International Conference for Medical Physics
(ICMP):14-17 September 2005 Nirnberg: Schiele & Schon;; 2005, 421-422.

doi:10.1186/cc10563

Cite this article as: Reske et al: Extrapolation in the analysis of lung
aeration by computed tomography: a validation study. Critical Care 2011
15:R279.

Page 10 of 10

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

e Convenient online submission

e Thorough peer review

¢ No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

¢ Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BioMed Central



http://www.ncbi.nlm.nih.gov/pubmed/18431279?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18431279?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18431279?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7760608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3710689?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3710689?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15774050?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15774050?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20689909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20689909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20689909?dopt=Abstract
http://grants.nih.gov/grants/olaw/olaw.htm
http://grants.nih.gov/grants/olaw/olaw.htm
http://www.ncbi.nlm.nih.gov/pubmed/6754260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/6754260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/6754260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15220511?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15220511?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18537024?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18537024?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21352529?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21352529?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11978620?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11978620?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11978620?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20689908?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18825385?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18825385?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17392257?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17392257?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17392257?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11582563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11582563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11582563?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20233399?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20233399?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20233399?dopt=Abstract

	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Pig experiments
	Sheep experiments
	Quantitative CT analysis and extrapolation method
	Statistics

	Results
	Discussion
	Limitations of our study

	Conclusions
	Key messages
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References

