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The cortical structure of human fibula varies widely throughout the bone suggesting

a more selective adaptation to different mechanical environments with respect to the

adjacent tibia. To test this hypothesis, serial-pQCT scans of the dominant fibulae and

tibiae of 15/15 men/women chronically trained in long-distance running were compared

with those of 15/15 untrained controls. When compared to controls, the fibulae of trained

individuals had similar (distally) or lower (proximally) cortical area, similar moments of

inertia (MI) for anterior-posterior bending (xMI) and lower for lateral bending (yMI) with

a lower “shape-index” (yMI/xMI ratio) throughout, and higher resistance to buckling

distally. These group differences were more evident in men and independent of group

differences in bone mass. These results contrast with those observed in the tibia, where,

as expected, structural indicators of bone strength were greater in trained than untrained

individuals. Proximally, the larger lateral flexibility of runners’ fibulae could improve the

ability to store energy, and thereby contribute to fast-running optimization. Distally, the

greater lateral fibular flexibility could reduce bending strength. The latter appears to have

been compensated by a higher buckling strength. Assuming that these differences could

be ascribed to training effects, this suggests that usage-derived strains in some bones

may modify their relative structural resistance to different kinds of deformation in different

regions, not only regarding strength, but also concerning other physiological roles of

the skeleton.
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INTRODUCTION

The human tibia and fibula, despite being spatially close,
experience substantially different loading environments during
locomotion (1–5). The fibula’s contribution to axial shank
loading varies substantially with magnitude and position, from
<5% of low-magnitude axial loads in ankle varus to about
19% during high-magnitude loading in dorsiflexion (6, 7). In
addition, large differences were reported in structural behavior
and stiffness/strain distribution along the human fibula subjected
to varying loading configurations (8), and little is known about
the transmission of bending and torsional forces in the shank.
In fact, forces are transmitted in part through the tibiofibular
and other ligaments (6) and the interosseous membrane, a
mechanical contribution which has been scarcely investigated.

Bones generally adapt to increased loads by slowly increasing
in mass and/or by optimizing the distribution of the mass
to increase the architectural efficiency of their design in the
predominant directions determined by the history of their
customary mechanical usage. Accordingly with the mechanostat
Theory (9), the mechanism chronically involved in the bone
response to loading is chiefly bonemodeling (i.e., bone formation
and destruction in different sites of the structure; Figure 1).
As a result, the structure and strength of bones should reflect
both their morphogenetical determination and mechanical
environment (10, 11). Recent studies suggest that tibia and fibula,
in addition to differing substantially in cortical structure, respond
differently to the same kind of mechanical stimulation. In the
human tibia, we have shown that (1) the cortical structure is
highly adapted to compression stresses throughout the bone, with
a smoothly variable adaptation to bending and torsion which
reaches maximum effectiveness at the mid diaphysis (2), and (2)
in long-distance runners, the pQCT-assessed cortical mass and
diaphyseal design and strength indicators were all significantly
larger than those of untrained controls, proportionally to the
uniform variation of compression, bending and torsion stresses
supported throughout the bone (3). In contrast, along the fibula
shaft we have described no less than five different tomographic
regions with varying structural features, suggesting that the
adaptation of fibula structure to bending and torsion follows a
non-uniform pattern along the shaft (5).

To note, the fibula appears to be little affected by long-term
disuse, except in the epiphyseal sites (12, 13). This contrasts
with the large deficits in mineralized mass and differences in
distal diaphysis geometry evident in the adjacent tibia. It was also
observed that the age-related decrease inmuscle mass/strength in
healthymenwas associated to reduced tibia but not fibula cortical
mass (14). In addition, the cross-sectional design of the normal
human fibula diaphysis suggests to bemore irregularly influenced
along the bone by bending and torsional forces (as revealed by
the distribution of the corresponding cross-sectional moments
of inertia values) than by compressive loads (as revealed by the
distribution of cortical area values) (5). Furthermore, conflicting
findings about the structural responses of the fibula to exercise
have been reported in the few studies to date (1, 15–18).
The fibula was shown to be irresponsive to 9-month resistive
exercise with whole-body vibration in postmenopausal women

(15) and was structurally reinforced in torsion by only high-
impact exercise loading in premenopausal women (1). In men
trained in high-impact sprinting in whom only the site at the
fibula mid diaphysis was scanned, no differences attributable to
training on fibula structure or volumetric BMD distribution were
reported (16). However, hockey players (who accelerate and turn
with substantial dorsiflexion and eversion of the foot) had greater
fibular strength than runners (17), and footballers showed amore
robust cortical structure of the fibula in the supporting than in the
kicking leg (18).

These observations suggest that, oppositely to the tibia,
the adaptability of cortical fibula structure to mechanical
environment could vary in magnitude, type, and even in
direction, and may show either positive or negative responses
to similar kinds of mechanical stimulation along the bone, with
high site specificity, and perhaps in an unpredictable way in some
instances (19). Cristofolini et al. (8) showed different structural
responses of the fibula and other leg bones to opposite regimens
of stimulation which could not be explained by the theory of
elasticity, and proposed that bone tissue could show a non-
symmetric behavior in some instances, perhaps defying some
aspects of Wolff ’s Law and mechanostat Theory (9). Others’
observations (20–24) would be in consonance with that view.
In fact, some fibula adaptations to different kinds of mechanical
stimulation could have both positive and negative impact on the
function. For example, a fibula that was more compliant to lateral
bending could be somewhat weaker, but also more efficient at
storing energy from muscle contractions for jumping (25). The
question seems to be, how much fibular deformability should be
allowed in order to favor the biomechanical performance of the
bone without substantially increasing the risk of fracture.

The few (cross-sectional) available studies of exercise effects
on the fibula have investigated only one or no more than 4
sites or only one sex. No study has described the responses
to exercise throughout the male and female fibula, allowing
comparison of regions which biomechanical and tomographic
descriptions would suggest experience substantially different
mechanical loading. To partially fill this gap, this study (also
cross-sectional) aimed to describe differences in fibula structure
as assessed by pQCT in trained long-distance runners and
untrained controls of both sexes and compare them with those
observed in the adjacent tibiae. The working hypothesis was
that, in contrast with the tibia, the runners’ fibula structure
should show some regional differences with respect to that of
the untrained individuals which could be more related with the
functional behavior of the bone in running (with a high selective
relevance) than with an improvement in bone strength.

MATERIALS AND METHODS

The Study Participants
The studied individuals were 60 healthy, freely active, young
white adults (30/30 men/women), residents of the urban area
of Rosario City, Argentina. None of them had a history
of fractures or diseases, smoking or drinking, or treatments
affecting the skeleton, and none of the women had a history of
menstrual disorders.
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FIGURE 1 | Schematic representation of the double-loop feedback system [bone mechanostat (8)] which controls the structural stiffness of bones as a function of the

mechanical usage of the skeleton. Osteocytes sense the magnitude of the induced strains and modulate bone formation and destruction by osteoblasts and clasts

(OB, OC) directionally in their environment. As a result, bone modeling is oriented tending to compensate for any directional inadequacy of bone structural stiffness.

TABLE 1 | Means and SDs of age, body weight, body height, body/mass index, tibia length, and tibia length/body height ratio of the studied groups, and ANOVA tests of

the differences in these variables between sedentary and runner individuals within each sex.

Men Women

Untrained Runner ANOVA, p Untrained Runner ANOVA, p

Age, year 30.8 ± 3.0 32.7 ± 3.0 0.382 (ns) 30.4 ± 2.9 30.8 ± 3.4 0.173 (ns)

Weight, kg 78.1 ± 6.3 74.3 ± 5. 0.589 (ns) 57.6 ± 5.7 54.1 ± 4.1 0.262 (ns)

Height (h), cm 173.9 ± 3.3 173.2 ± 3.1 0.400 (ns) 163.5 ± 3.1 161.0 ± 4.1 0.200 (ns)

Body/mass index 26.8 ± 4.2 26.4 ± 1.4 0.748 (ns) 21.8 ± 0.8 22.3 ± 1.2 0.180 (ns)

Tibia length, mm 39.8 ± 1.8 39.2 ± 2.1 0.401 (ns) 37.2 ± 2.3 36.5 ± 2.1 0.199 (ns)

Tibia length/h ratio 0.22 ± 0.01 0.23 ± 0.0 0.503 (ns) 0.23 ± 0.01 0.22 ± 0.01 0.161 (ns)

From that selected group, 30 individuals (15/15 men/women)
aged 25–38 years had been engaged as a single, voluntary and self-
controlled group in regular long-distance running comprising
3–5 sessions per week, 10–16 km per session, for 8–11 years, at an
average velocity of 11.2± 0.7 km/h for men and 10.3± 0.7 km/h
for women (runners group) until the time of the study. In a
unique, cross-sectional observation, they were compared with
a control group of 15/15 men/women of comparable age. The
latter were selected from a freely recruited sample of voluntary
participants after a public announcement made in the ambit of
the UGR (i.e., within the same social environment as that of
the runners), avoiding inclusion of those with excessive large
or small weight and stature within sexes with respect to the
corresponding means and SDs of the trained groups in order to
minimize the influence of allometric associations of the assessed

variables which could have been difficult to neutralize by the
adjusting procedures applied. All individuals studied performed
a similar, regular pattern of daily activities concerning activity
at work, travel to and from places of work, and recreational
activities which was equivalent to the “moderate” level of activity
established by the Global Physical Activity Questionnaire (GPAQ)
(26). The control groups had never been trained in running
or in any other discipline involving a specific use of the legs;
hence, they were regarded as active (non-sedentary) untrained
individuals. The age and anthropometric data of the samples and
their tibia length (as assessed for the tomographic studies—see
below) and tibia length/body height ratio are given in Table 1.

The statistical significance of the inter-group differences within
sexes in all the above variables is also indicated as a measure of
the degree of homogeneity achieved for the respective samples.
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Informed consent was obtained by every individual before
inclusion in the study. The study was approved by the Hospital’s
Ethics Committee (Comité de Ética, Hospital Provincial del
Centenario, Rosario, Argentina).

pQCT Measurements
An XCT-2000 scanner (Stratec, Germany), software version 5.0,
was used to scan the entire dominant leg of each individual. The
radiation dose was about 0.9 µSV per scan (<20 µSv for the
whole study). The slices were 2.5mm thick, and the in-plane
pixel size was 0.5mm. A previously reported, computer-aided
procedure to serially scan the whole tibia (2) was used to analyze
the corresponding length of the adjacent fibula. Leg scans were
obtained at every 5% of the leg length from the projection of the
tibia-talar joint line to the articular line of the knee. Scans were
numbered from S5 (5% site, located 5% of the scanned length
proximal to the tibia-talar joint) to S95 (95% site, located 95% of
the scanned length proximal to the tibia-talar joint). The device
allows for no more than 9 slices per session. Thus, each half of
the scanned length of the leg had to be studied separately and
the scan at S50 (starting point for scanning the proximal segment
of the leg) could not be obtained. The distal end of the fibula
(analogously to the tibia malleolus as a distal landmark) could
not be scanned below the S5 because the field size did not allow
for introduction of the foot. Therefore, a total of 18 scans were
obtained per each fibula and tibia, and hitherto any reference
to the studied bones applies to the described length taken
proximally from S10 to S80 (i.e., 14 scans per individual) in merit
of accuracy and reliability of the measurements or calculations.
Threshold values for total and cortical bone were selected at 180.0
and 710.0 mg/cm3, respectively, using the parameters contmode
2, peelmode 2, and cortmode 1. The following indicators were
obtained as allowed in every site studied.

Cortical Perimeters and Thickness
- Periosteal perimeter, in mm.
- Endocortical perimeter, in mm.
- Cortical thickness: average thickness of the bone cortex

automatically given by the machine, in mm.

These indicators describe the most elementary geometric
parameters which are directly affected by bone modeling.

Bone “Mass” Indicator
- Cortical bone area, in mm2.

This indicator reflects the amount of available cortical tissue in
the bone section. It was studied as such and was also normalized
by body mass (27) to evaluate the influence of allometric factors
in the determination of the observed differences.

Bone Tissue Mineralization [and Intrinsic Stiffness

(28)] Indicator
- Volumetric cortical mineral density (cortical vBMD) = cortical

BMC (mg/mm of scan thickness)/cortical area, in mg/cm3 [data
shown for only the S15-S75 range of bone sites as allowed by
the cortical thickness (29)].

This indicator assesses the degree of mineralization of bone
tissue, which is regarded as an indirect indicator of its intrinsic
stiffness (elastic modulus) (28).

Indicators of the Architectural Efficiency of Cortical

Tissue Distribution Within the Bone Section
- Cross-sectional moments of inertia (MI’s): The reference axes

for MI calculation were the ML (x) axis (AP bending MI,
xMI), and the AP (y) axis (ML bending MI, yMI), in mm4.
Total sums of products of the area of every cortical pixel by
its squared perpendicular distance to the x and y axes of the
image center of mass were obtained, after rotating the axis
system until achieving a maximal “y” value of the AP axis.
The xMI and yMI values are proportional to the stiffness of
bone shafts in AP and ML bending, respectively. All MI values
were studied after being normalized by the product of body
weight times the bone length (bw∗L) (27) to minimize their
allometric associations.

- Fibula/tibia MI ratio. The yMI was also expressed as the ratio
between its fibula and tibia values as a further, allometrically-
free comparison of yMI values between the two bones.

- yMI/xMI ratio [“shape index” (30), dimensionless]:
relationship between the yMI and xMI values determined at
each bone site. This index is regarded as a body size-unrelated
indicator of the relative development of the yMI with respect
to that of the xMI in the same bone sites or regions.

- Buckling ratio (BR) = R/CtTh (dimensionless), being R the
mean diaphyseal cross-sectional radius, and CtTh the average
cortical thickness. This indicator is proportional to the risk of
the diaphysis to fail in buckling.

- Buckling Resistance Index (BRI) = 1/BR (dimensionless). In
this study, this index is regarded as an indicator of the
resistance of the diaphysis to fail in buckling (31).

Statistical Analyses
Statistica (StatSoft Inc., USA, 2008) software was used. Means
and SEs were calculated for each indicator separately in men
and women and in runners and controls within each sex and
plotted by scanned site for each bone. The distribution of all
the pQCT indicators throughout the fibula was examined in
order to define site-specific differences throughout the bone, and
to compare them with those observed for the tibia. Factorial
ANOVA of the evolution of the studied indicators in men
and women in every site throughout the two bones (“site-
effect”) evaluated the higher-order interactive effects of all the
studied groups (“sex effect” and “training effect”). The procedure
automatically detected any group of successive sites within which
the “training effect” showed significant global differences between
trained and untrained individuals within each sex. No statistically
significant differences were detected for single, isolated sites
in any instance. Thus, continuous segments of bone diaphyses
showing significant results could be objectively defined for each
sex and selected for further comparisons.

The numbers of individuals per group were all larger than
those which were analyzed in all our 4 previously published
studies employing the same analytical model (2–5). The potency
of the method for comparisons between runner and untrained
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FIGURE 2 | Examples of the 14 selected scans corresponding to the leg of one of the untrained individuals, taken from the most proximal site (S80) to the most distal

one (S10), as described in Materials and Methods.

individuals within each sex for α = 0.05 ranged from 0.84
for a defined significant segment containing a minimum of
3 consecutive sites to a minimum of 0.99 when 7 or more
consecutive sites were included in the selected segment.

RESULTS

Table 1 shows the relative homogeneity of the trained and
untrained samples concerning age and some of the more relevant
anthropometric features to the biological determination of all
bone parameters studied.

Figure 2 shows the complete series of 14 selected scans taken
from the leg of one of the untrained individuals, from the most
proximal (S80) to the most distal (S10) site.

The comparison of runner vs. control data differed from
tibia to fibula indicators. The differences observed were generally
more evident in men than in women and exhibited some bone-
site specificity in several cases, as described below.

Bone Mass Indicator (Cortical Bone
Area—Figure 3A)
In the tibiae (left), cortical area was significantly higher in runners
than controls throughout the bone in men and along the central-
proximal region in women, while in the fibulae (right), cortical
area was lower in runners than controls in the proximal (men)
or central-proximal regions (women). Adjustment of the data to

body mass (not shown) did not affect the intra- or inter-group
behavior of the data.

Bone Mineralization and Tissue Stiffness
(28) Indicator (Cortical vBMD—Figure 3B)
In the tibiae, cortical vBMD was slightly but significantly lower
proximally (−1% to−3%) in runner men and women and higher
distally (+1 to +4%) in runner men with respect to controls. In
the fibulae, cortical vBMD was significantly higher (+2 to +5%)
in runner men (only) than in controls below S70.

Cortical Perimeters and Thickness
(Figure 4)
In running men only, periosteal perimeter was significantly
larger at the central-proximal region of the tibia and slightly
but significantly smaller toward the distal end of the fibula with
respect to untrained controls (Figure 4A). These differences were
largely reduced or neutralized after adjustment by body weight
(not shown). The endo-cortical perimeter was significantly
smaller in runners than in control men and women in the
distal tibiae and in the central-distal fibulae only in the men
(Figure 4B). The balance of these differences led to a significantly
higher cortical thickness in runners than controls all along the
tibiae in both sexes but only in the central-distal fibulae in men’s
bones (Figure 4C).
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FIGURE 3 | Distribution of means and S.E. of the cortical bone cross-sectional area (A) and volumetric mineral density (B) of the tibia (left graphs) and fibula (right

graphs) of runner (continuous lines) and untrained (dashed lines) men (red curves) and women (green curves) in all studied sites along the bones. Statistical

significances of the factorial-ANOVA assessed differences between runners and untrained individuals within each sex and the corresponding, automatically defined

site intervals showing significant results are indicated. Outside the indicated sites these differences were non-significant.

Bone Cross-Sectional Design Indicators
(MIs, “Shape Index,” BRI—Figures 5, 6)
In the tibiae, both [bw∗L]-adjusted MIs were progressively
larger in runners than in controls, proximally to S30
in men and to S10 in the women. In contrast, in the
fibulae, the adjusted yMI and xMI varied differently.
While the yMI was significantly lower in runner than
in control men and women virtually throughout the
bone (Figure 5A), the xMI showed no significant
differences (Figure 5B).

The body-size unrelated “shape index” (unadjusted yMI/xMI
ratio; Figure 6A) showed virtually no variation in the tibiae
in all groups throughout. Instead, in the fibulae, it was
generally higher in men than in women in the central-
proximal region, and significantly lower in runners than
controls all through (average −18% in men and −8%
in women).

The ratio between fibula and tibia yMIs (unrelated to body
size) was lower in all runners than controls throughout the
bones (Figure 6B).

The BRI (also unrelated to body size) was significantly higher
in runner than control men (central-distally in both bones) and
women (only in the distal fibula) (Figure 7).

DISCUSSION

The aim of this cross-sectional study was to describe differences
in fibula cortical bone structure between trained runners and
controls throughout the bone’s length, and to compare these
differences with those observed in the neighboring tibia of
the same individuals. We observed site-specific differences in
several cortical bone parameters of the fibula, with values in
trained individuals being generally similar to or lower than those
observed in controls with the exception of higher resistance
to buckling distally. These results contrast with those observed
in the tibia, where structural indicators of bone strength were
generally greater in trained individuals.

It is widely accepted that the long-term mechanical
stimulation of any mobile bone strengthens rather than
weakening its structure, and vice-versa (32). In this study, the
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FIGURE 4 | Distribution of means and S.E. of the cross-sectional periosteal (A) and endocortical (B) perimeters and cortical thickness (C) of the tibia (left graphs) and

fibula (right graphs) of runner (continuous lines) and untrained (dashed lines) men (red curves) and women (green curves) in all studied sites along the bones. Statistical

significances of the factorial-ANOVA assessed differences between runners and untrained individuals within each sex and the corresponding, automatically defined

site intervals showing significant results are indicated. Outside the indicated sites these differences were non-significant.
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FIGURE 5 | Means and S.E. of the [bw*L]-adjusted cross-sectional moments of inertia for ML bending (yMI, A) and AP bending (xMI, B) of the tibia (left graphs) and

fibula (right graphs) of runner (continuous lines) and untrained (dashed lines) men (red curves) and women (green curves) in all studied sites along the bones. Statistical

significances of the factorial-ANOVA assessed differences between runners and untrained individuals within each sex and the corresponding, automatically defined

site intervals showing significant results are indicated. Outside the indicated sites these differences were non-significant.

differences observed between the runners’ tibiae were congruent
with that idea, as expected after a previous observation (3).
However, the fibula data revealed (1) a different behavior of
medio-lateral and A-P bending stiffness indicators, yMI and
xMI, in runners than in controls, and (2) a different behavior
of the inter-group differences in yMI (decrease in runners) and
BRI (increase in runners) toward the distal end of the bone.
These differences were generally more evident in men’s than in
women’s bones, possibly because of the differences in muscle
force and hormonal status which may exert direct effects on
bones that are known to show some skeletal-envelope and site
specificity (33–36).

The distribution of the observed inter-group differences
throughout each bone was also contrasting. In fact, in the
runners’ tibiae, the differences in the indicators of bone AP
and ML bending stresses (xMI, yMI) increased consistently in
parallel in the proximal direction, progressively improving the

ability of the cross-sectional design to resist the natural, training-
induced stresses in bending and torsion with respect to untrained
controls, as previously described (3). In contrast, in the runners
fibulae, each of the two MIs and also the BRI changed differently
through the bone, suggesting that, in individuals subjected to the
same training, the fibula can show either a higher or a lower
bone stiffness than that of untrained individuals, depending
on the bone region and kind of stress considered (ML or AP
bending, buckling).

In addition, whatever the nature of the underlying
mechanisms involved, the differences in fibula indicators
between runners and controls were associated to some apparent
incongruence between the differences observed in fibula
mass/density and in design/strength indicators, chiefly derived
from regional differences in the periosteal and endosteal
perimeters. In fact, in the central-distal region of runner’s fibulae,
despite that bone mass was similar, cortical thickness was greater
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FIGURE 6 | Means and S.E. of the “shape index” (unadjusted yMI/xMI ratio) of the tibia (left graph) and fibula (right graph) (A) and the fibula/tibia yMI ratio (B) of runner

(continuous lines) and untrained (dashed lines) men (red curves) and women (green curves) in all studied sites along the bones. Statistical significances of the

factorial-ANOVA assessed differences between runners and untrained individuals within each sex and the corresponding, automatically defined site intervals showing

significant results are indicated. Outside the indicated sites these differences were non-significant.

than in controls. Furthermore, the ML bending stiffness (as
assessed by the yMI) was lower than controls throughout the
bone, while the A-P bending stiffness (as assessed by the xMI)
was similar in both groups, independently from the regional
differences in bone mass. This contrasts with the generally higher
values of all mass and design/strength indicators observed in the
tibiae of the same individuals in this and in a similar, previously
studied sample (3). Therefore, the observed differences in fibula
MIs development should have reflected differences in proximal
and distal behavior of bone modeling and/or remodeling.

The larger resistance to buckling (BRI) observed distally in
runners’ fibulae than in controls’ can be also related to differences
in all bone mass, design and mineralization. In fact, both the BRI
(proportional to cortical thickness) and cortical vBMD (a general
correlate of bone tissue stiffness) were higher in the runners
in that region. There is some evidence that these differences,

biomechanically opposite to the negative differences observed
in ML bending stiffness (yMI), may be explained by a larger
sensitivity to mechanical loading in the endocortical than in
the periosteal surface (37) as determined by systemic (non-
directional) factors (the “anti-mechanostat”) (38).

The above proposals to explain the contrasting behavior of
different indicators in our runners’ fibulae [in agreement with
the striking structural differences between bones which were
already observed by us in chronically immobilized legs (13)] are
congruent with our description of five morphologically different
regions throughout the human fibula in which some structural
indicators varied widely between sites (5). This suggests that the
bone could respond differently to different kinds of strains with
large site specificity. The observation of different responses to
exercise of structural indicators of bones situated in the same
limb or in different regions of the same bones is not new (20, 23).
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FIGURE 7 | Means and S.E. of the “buckling resistance index,” BRI = 1/buckling ratio) of the tibia (left graph) (A) and fibula (B) (right graph) of runner (continuous

lines) and untrained (dashed lines) men (red curves) and women (green curves) in all studied sites along the bones. Statistical significances of the factorial-ANOVA

assessed differences between runners and untrained individuals within each sex and the corresponding, automatically defined site intervals showing significant results

are indicated. Outside the indicated sites these differences were non-significant.

The nature of some exercise-induced changes has been shown to
be negative in some instances, with a possible association with a
locally reduced osteoblast generation or activity (22, 39).

At any rate, these findings are congruent with the current
conception that the “customary strain level” to which bone
tissue seems to be adapted is not constant, but varies by skeletal
location, type of strain, strain gradient, and loading history
(19, 33, 34, 40–43). In the fibula, running could have induced
repetitive loads in AP and ML bending (17, 44) and many factors
(not assessed in this study) could have affected the type of strain
induced to the fibulae by long-distance running, including the
behavior of the ankle joint and the distal tibiofibular syndesmosis,
and the stiffness of the interosseous membrane (6, 45).

If the above assumptions are right, then our results would also
suggest that the behavior of the fibula in our chronically trained
runners would lay beyond our traditional knowledge about bone
responses to mechanical environment as managed by the bone
mechanostat (9). In consonance with this interpretation, cross-
sectional studies in animals showed that loading-induced bone
growth may not be directionally related to the induced local
strains in every instance (24, 46).

The above interpretations are congruent with some
phylogenetical observations. In fact, the evolutionary pathways
of the fibula oscillate from region-specific robustness or
slenderness according to survival needs even in taxonomically
close species, including hominoids (17, 45). Following that idea,
in can be proposed that, in our runners’ fibulae, the generally
larger compliance to ML bending with respect to controls might
conveniently improve the ability of the bone to store elastic
energy during the contraction of the locally inserted muscles
which act on the foot during running/jumping (25, 47–49). On

the other hand, the weakening of the proximal and distal design
of the fibula concerning ML bending could increase the risk of
ML-bending fractures. However, this apparent inconvenience
could be at least partially overcome by the distal enhancement
of buckling strength which was also observed. This could reduce
the risk of most common (buckling) fractures at the most critical
[distal (50)] region of the bone.

Therefore, in congruence with our hypothesis, our findings
could be more easily explained if the fibula could respond
distinctly to different types of strains in different regions, as
observed in the ulna (19, 51) and in in-vitro studies at
the cellular level of biological organization (52). As stressed
by Ruff (19), (1) “strain distributions in bones that are
less specialized for cursorial locomotion more closely match
traditional expectations of greater bone strength in directions
of higher strain, especially during vigorous movement” (51),
and (2) “some degree of bending could actually be beneficial
to bone tissue by maintaining strains within the ‘optimum
customary’ window (53) avoiding potentially catastrophic strains
in ‘unusual’ orientations,” as observed in this study. Thus, bone
structure may be genetically designed in some cases to confine
strains to more predictable patterns rather than strictly to minimize
strains (48, 53, 54).

In other words, our results would suggest that the fibula could
be regarded as a “less predictable” bone than the tibia, the reasons
for the difference being as much phylogenetic as mechanical
(19). This interpretation is congruent with the assumption that,
rather than mathematical optimization rules for bone architecture,
there seems to be just a biological process which adapts bone
structure to mechanical demands, adequate for evolutionary
endurance (55, 56).
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LIMITATIONS OF THE STUDY

The cross-sectional nature of the study precludes any reference
to “improvements” or “impairments” of the studied indicators
as directly derived from training, thus restricting the discussion
of the observed effects to simple comparisons between the
bone features of the studied groups. In fact, results could,
at least partly, be explained by self-selection bias, given that
the athletes chose their disciplines by their own volition.
However, the observed anthropometric homogeneity of the
samples, the MI adjustments to body weight and bone
length, the behavior of the size-unrelated “shape index,”
and the comparisons made between fibula and tibia MI
data of the same individuals should have minimized any
interference from allometric correlates with the described inter-
group differences. Therefore, the different behavior of cortical
bone mass distribution in tibia and fibula between runners
and controls could be reasonably regarded as a “training
effect.” Nevertheless, we think that further, specifically designed
longitudinal studies will be needed to confirm our findings
and conclusions.

The number of individuals per group (15), although being
somewhat larger than those selected for our previous, similar
studies (1–5), could be regarded as relatively small. However,
the acceptable potency of the study and the statistical strength
of most of the differences observed would support our
interpretation of the reported results. At any rate, further studies
with larger number of individuals (and wider ranges of ages) will
be needed to support our interpretation of the present findings.

The studied sample comprised only healthy, active (not
sedentary) adult men and pre-menopausal women that were
either untrained or trained in long-distance running for several
years. Thus, the conclusions should be restricted to these specific
experimental conditions.

The study model was restricted to determinations of bone
features which can be assessed by pQCT, i.e., to only those
which are strictly derived from and affected by changes in bone
mineralization and geometry of the studied bones.

CONCLUSIONS

This study affords some original evidence of a striking, “non-
canonical” behavior of the human fibula concerning its structural
response tomechanical environment as compared to the adjacent
tibia. In the tibia, runners were found to have generally bigger,
stronger diaphyses. In the fibula, however, runners exhibited

diaphyses which were somewhat smaller in size and lower in
structural strength compared to non-runners.

Those differences, more evident in men than in women, could
have enhanced the ability of the fibula to contribute to fast-
running optimization, in spite of a general weakening of the
bone in lateral bending and independently of the differences
observed in bone mass. However, the buckling strength of the
bones seemed to have been conveniently improved at its distal
end, which is the site most prone to fracture.

These findings support the idea that bone functional
adaptation is complex and not easy to predict based on our
current understanding of the process. The study suggests that
mechanical loading may affect different bones in distinct ways,
beyond the scope currently proposed by the mechanostat
Theory, not only regarding resistance to fracture, but also
concerning other bone features which may show some
selective connotations.

DATA AVAILABILITY STATEMENT

The datasets generated for this study are available on request to
the corresponding author.

ETHICS STATEMENT

The studies involving human participants were reviewed and
approved by Comité de Ética, Hospital Provincial del Centenario,
Rosario, Argentina. The patients/participants provided their
written informed consent to participate in this study.

AUTHOR CONTRIBUTIONS

RC, GC, and JF contributed to conception and design of the
study. LP and NP were responsible for data collection. SL and LN
were responsible for data and statistical analysis. JF wrote the first
draft of the manuscript. JR, AI, and JF provided interpretation
of the results. JF and AI wrote sections of the manuscript. All
authors contributed to manuscript revision, read and approved
the submitted version.

FUNDING

This study was supported by a grant (PIP 0435/2015) from the
Consejo de Investigaciones Científicas y Técnicas (CONICET,
Argentina). NP and LP were fellows of the UGR. LN was a fellow
of the CONICET.

REFERENCES

1. Rantalainen T, Nikander R, Heinonen A, SuominenH, SievänenH. Direction-
specific diaphyseal geometry and mineral mass distribution of tibia and fibula:
a pQCT study of female athletes representing different exercise loading types.
Calcif Tissue Int. (2010) 86:447–54. doi: 10.1007/s00223-010-9358-z

2. Capozza RF, Feldman S, Mortarino P, Reina PS, Schiessl H, Rittweger J, et al.
Structural analysis of the human tibia by tomographic (pQCT) serial scans. J
Anat. (2010) 216:470–81. doi: 10.1111/j.1469-7580.2009.01201.x

3. Feldman S, Capozza RF, Mortarino PA, Reina AS, Ferretti JL, Rittweger J, et al.
Site and sex effects on tibia structure in distance runners and untrained people.
Med Sci Sports Exerc. (2012) 44:1580–8. doi: 10.1249/MSS.0b013e31824e10b6

4. Capozza RF, Rittweger J, Reina PS, Mortarino P, Nocciolino LM, Feldman
S, et al. pQCT-assessed relationships between diaphyseal design and cortical
bone mass and density in the tibiae of healthy sedentary and trained men and
women. J Musculoskelet Neuronal Interact. (2013) 13:195–205.

5. Cointry GR, Nocciolino L, Ireland A, Hall NM, Kriechbaumer A, Ferretti JL,
et al. Structural differences in cortical shell properties between upper and

Frontiers in Endocrinology | www.frontiersin.org 11 November 2019 | Volume 10 | Article 833

https://doi.org/10.1007/s00223-010-9358-z
https://doi.org/10.1111/j.1469-7580.2009.01201.x
https://doi.org/10.1249/MSS.0b013e31824e10b6
https://www.frontiersin.org/journals/endocrinology
https://www.frontiersin.org
https://www.frontiersin.org/journals/endocrinology#articles


Lüscher et al. Cortical Fibula Structure in Runners

lower human fibula as described by pQCT serial scans. A biomechanical
interpretation. Bone. (2016) 90:185–94. doi: 10.1016/j.bone.2016.06.007

6. Wang Q, Whittle M, Cunningham J, Kenwright J. Fibula and its ligaments
in load transmission and ankle joint stability. Clin Orthop Relat Res. (1996)
330:261–70. doi: 10.1097/00003086-199609000-00034

7. Funk JR, Rudd RW, Kerrigan JR, Crandall JR. The line of action in the
tibia during axial compression of the leg. J Biomech. (2007) 40:2277–82.
doi: 10.1016/j.jbiomech.2006.10.012

8. Cristofolini L, Conti G, Juszczyk M, Cremonini S, Van Sint Jan S, Viceconti
M. Structural behavior and strain distribution of the long bones of the human
lower limbs. J Biomech. (2010) 43:826–35. doi: 10.1016/j.jbiomech.2009.11.022

9. Frost HM, editor. The Utah Paradigm of Skeletal Physiology, Vol I. Bone and
Bones. Athens: ISMNI (2002).

10. Carter DR, Wong M, Orr TE. Musculoskeletal ontogeny, phylogeny,
and functional adaptation. J Biomech. (1991) 24 (Suppl. 1):3–16.
doi: 10.1016/0021-9290(91)90373-U

11. Cristofolini L. In vitro evidence of the structural optimization
of the human skeletal bones. J Biomech. (2015) 48:787–96.
doi: 10.1016/j.jbiomech.2014.12.010

12. Dudley-Javoroski S, Shields RK. Regional cortical and trabecular bone
loss after spinal cord injury. J Rehabil Res Dev. (2012) 49:1365–76.
doi: 10.1682/JRRD.2011.12.0245

13. Ireland A, Capozza RF, Cointry RG, Nocciolino L, Ferretti JL, Rittweger J.
Meagre effects of disuse on the human fibula are not explained by bone size or
geometry. Osteoporos Int. (2017) 28:633–41. doi: 10.1007/s00198-016-3779-0

14. McNeil CJ, Raymer GH, Doherty TJ, Marsh GD, Rice CL. Geometry
of a weight-bearing and non-weight-bearing bone in the legs of
young, old, and very old men. Calcif Tissue Int. (2009) 85:22–30.
doi: 10.1007/s00223-009-9261-7

15. Stolzenberg N, Belavý DL, Beller G, Ambrecht G, Semler J, Felsenberg D.
Bone strength and density via pQCT in post-menopausal osteopenic women
after 9 months resistive exercise with whole body vibration or proprioceptive
exercise. J Musculoskelet Neuronal Interact. (2013) 13:66–76.

16. Rantalainen T, Duckhem RL, Suominen H, Heinonen A, Alén M,
Korhonen MT. Tibial and fibular mid-shaft bone traits in young and
older sprinters and non-athletic men. Calcif Tissue Int. (2014) 95:132–40.
doi: 10.1007/s00223-014-9881-4

17. Marchi D, Shaw CN. Variation on fibular robusticity reflects
variation in mobility patterns. J Hum Evol. (2011) 61:609–16.
doi: 10.1016/j.jhevol.2011.08.005

18. Hart NH, Newton RU, Weber J, Spiteri T, Rantalainen T, Dobbin M,
et al. Functional basis of asymmetrical lower-body skeletal morphology
in professional Australian rules footballers. J Strength Cond Res.
(2018). doi: 10.1519/JSC.0000000000002841. [Epub ahead of print].

19. Ruff CB, Holt B, Trinkaus E.Who’s afraid of the Big BadWolff?: “Wolff ’s Law”
and bone functional adaptation. Am J Phys Anthropol. (2006) 129:484–98.
doi: 10.1002/ajpa.20371

20. Li K-C, Zernicke RF, Barnard RJ, Li F-Y. Differential response of rat
limb bones to strenuous exercise. J Appl Physiol. (1991) 70:554–60.
doi: 10.1152/jappl.1991.70.2.554

21. Matsuda JJ, Zernicke RF, Vailas AC, Pedrini VA, Pedrini-Mille A, Maynard
JA. Structural and mechanical adaptation of immature bone to strenous
exercise. J Appl Physiol. (1986) 60:2028–34. doi: 10.1152/jappl.1986.60.
6.2028

22. Lieberman DE, Polk JD, Demes B. Predicting long bone loading from
cross-sectional geometry, Am J Phys Anthropol. (2004) 123:156–71.
doi: 10.1002/ajpa.10316

23. Main RP. Ontogenetic relationships between in vivo strain environment, bone
histomorphometry and growth in the goat radius. J Anat. (2007) 210:272–93.
doi: 10.1111/j.1469-7580.2007.00696.x

24. Wallace IJ, Demes B, Mongle C, Pearson OM, Polk JD, Lieberman
DE. Exercise-induced bone formation is poorly linked to local
strain magnitude in the sheep tibia. PLoS ONE. (2014) 9:e99108
doi: 10.1371/journal.pone.0099108

25. Ryan TM, Shaw CN. Gracility of the modern Homo sapiens skeleton is the
result of decreased biomechanical loading. Proc Natl Acad Sci USA. (2015)
112:372–7. doi: 10.1073/pnas.1418646112

26. Bull FC, Maslin TS, Armstrong T. Global physical activity questionnaire
(GPAQ): nine country reliability and validity study. J Phys Act Health. (2009)
6:790–804. doi: 10.1123/jpah.6.6.790

27. Ruff CB. Body size, body shape, and long bone strength in modern humans. J
Hum Evol. (2000) 38:269–90. doi: 10.1006/jhev.1999.0322

28. Currey JD. Incompatible mechanical properties in compact bone. J Theor Biol.
(2004) 231:569–80. doi: 10.1016/j.jtbi.2004.07.013

29. Louis O, Willnecker J, Soykens S, Van der Winkel P, Osteaux M. Cortical
thickness assessment by peripheral quantitative computed tomography:
accuracy evaluated on radius specimens. Osteoporos Int. (1995) 5:446–9.
doi: 10.1007/BF01626606

30. Ruff CB, Hayes WC. Cross-sectional geometry of Pecos Pueblo femora and
tibiae - a biomechanical investigation. II. Sex, age, and side differences. Am J
Phys Anthropol. (1983) 60:383–400. doi: 10.1002/ajpa.1330600309

31. Pecina M, Ruszkowsky I, Muftic O, Anticevic D. The fibula in clinical and
experimental evaluation of the theory of functional adaptation of the bone.
Coll Antropol (Zagreb). (1982) 6:197–206.

32. Boyde A. The real response of bone to exercise. J Anat. (2003) 203:173–89.
doi: 10.1046/j.1469-7580.2003.00213.x

33. Lorentzon M, Swanson C, Andersson N, Mellström D, Ohlsson C. Free
testosterone is a positive, whereas free estradiol is a negative, predictor of
cortical bone size in young Swedish men: the GOOD study. J Bone Miner Res.
(2005) 20:1334–41. doi: 10.1359/JBMR.050404

34. Paschalis EP, Gamsjaeger S, Hassler N, Klaushofer K, Burr D. Ovarian
hormone depletion affects cortical bone quality differently on different skeletal
envelopes. Bone. (2017) 95:55–64 doi: 10.1016/j.bone.2016.10.029

35. Riggs BL, Melton J III, Robb RA, Camp JJ, Atkinson EJ, Peterson JM, et al.
Population-based study of age and sex differences in bone volumetric density,
size, geometry, and structure at different skeletal sites. J BoneMiner Res. (2004)
19:1945–54. doi: 10.1359/jbmr.040916

36. Ruff CB, Hayes WC. Sex differences on age-related remodeling of the femur
and tibia. J Orthop Res. (1988) 6:886–96. doi: 10.1002/jor.1100060613

37. Birkchold AI, Razi H, Duda GN, Weinkamer R, Checa S, Willie BM. The
periosteal bone surface is less mechano-responsive than the endocortical. Nat
Sci Rep. (2016) 6:23480. doi: 10.1038/srep23480.

38. Saxon LK, Turner CH. Estrogen receptor β: the antimechanostat? Bone. (2005)
36:185–92. doi: 10.1016/j.bone.2004.08.003

39. Wallace IJ, Pagnotti GM, Rubin-Sigler J, Naeher M, Copes LE, Judex S, et al.
Focal enhancement of the skeleton to exercise correlates with responsivity of
bone marrow mesenchymal stem cells rather than peak external forces. J Exp
Biol. (2015) 218:3002–9. doi: 10.1242/jeb.118729

40. Turner CH. Three rules for bone adaptation to mechanical stimuli. Bone.
(1998) 23:399–407. doi: 10.1016/S8756-3282(98)00118-5

41. Hsieh IF, Robling AG, Ambrosius WT, Burr DB, Turner CH. Mechanical
loading of diaphyseal bone in vivo: the strain threshold for an osteogenic
response varies with location. J Bone Miner Res. (2001) 16:2291–7.
doi: 10.1359/jbmr.2001.16.12.2291

42. Currey JD, editor. Bones: Structure and Mechanics. Princeton: Princeton
University Press (2002).

43. Judex S, Gross TS, Zernicke RF. Strain gradients correlate with sites of
exercise-induced bone-forming surfaces in the adult skeleton. J Bone Miner
Res. (1997) 12:1737–45. doi: 10.1359/jbmr.1997.12.10.1737

44. Sparacello VS, Marchi D, Shaw CN. The importance of considering fibular
robusticity when inferring the mobility patterns of past populations. In:
Carlson KJ, Marchi D, editors. Reconstructing Mobility: Environmental,
Behavioral, and Morphological Determinants. New York, NY: Springer (2014).
doi: 10.1007/978-1-4899-7460-0_6

45. Barnett CH, Napier JR. The rotatory mobility of the fibula in eutherian
mammals. J Anat. (1953) 87:11–21.

46. Demes B, Quin Y-X, Stern JT, Larson SG, Rubin CT. Patterns of strain in
the macaque tibia during functional activity. Am J Phys Anthropol. (2001)
116:257–65 doi: 10.1002/ajpa.1122

47. Bramble DM, Lieberman DE. Endurance running and the evolution of Homo.
Nature. (2004) 432:345–52. doi: 10.1038/nature03052

48. Lieberman DE, Bramble DM. The evolution of marathon
running: capabilities in humans. Sports Med. (2007) 37:288–90.
doi: 10.2165/00007256-200737040-00004

Frontiers in Endocrinology | www.frontiersin.org 12 November 2019 | Volume 10 | Article 833

https://doi.org/10.1016/j.bone.2016.06.007
https://doi.org/10.1097/00003086-199609000-00034
https://doi.org/10.1016/j.jbiomech.2006.10.012
https://doi.org/10.1016/j.jbiomech.2009.11.022
https://doi.org/10.1016/0021-9290(91)90373-U
https://doi.org/10.1016/j.jbiomech.2014.12.010
https://doi.org/10.1682/JRRD.2011.12.0245
https://doi.org/10.1007/s00198-016-3779-0
https://doi.org/10.1007/s00223-009-9261-7
https://doi.org/10.1007/s00223-014-9881-4
https://doi.org/10.1016/j.jhevol.2011.08.005
https://doi.org/10.1519/JSC.0000000000002841
https://doi.org/10.1002/ajpa.20371
https://doi.org/10.1152/jappl.1991.70.2.554
https://doi.org/10.1152/jappl.1986.60.6.2028
https://doi.org/10.1002/ajpa.10316
https://doi.org/10.1111/j.1469-7580.2007.00696.x
https://doi.org/10.1371/journal.pone.0099108
https://doi.org/10.1073/pnas.1418646112
https://doi.org/10.1123/jpah.6.6.790
https://doi.org/10.1006/jhev.1999.0322
https://doi.org/10.1016/j.jtbi.2004.07.013
https://doi.org/10.1007/BF01626606
https://doi.org/10.1002/ajpa.1330600309
https://doi.org/10.1046/j.1469-7580.2003.00213.x
https://doi.org/10.1359/JBMR.050404
https://doi.org/10.1016/j.bone.2016.10.029
https://doi.org/10.1359/jbmr.040916
https://doi.org/10.1002/jor.1100060613
https://doi.org/10.1038/srep23480.
https://doi.org/10.1016/j.bone.2004.08.003
https://doi.org/10.1242/jeb.118729
https://doi.org/10.1016/S8756-3282(98)00118-5
https://doi.org/10.1359/jbmr.2001.16.12.2291
https://doi.org/10.1359/jbmr.1997.12.10.1737
https://doi.org/10.1007/978-1-4899-7460-0_6
https://doi.org/10.1002/ajpa.1122
https://doi.org/10.1038/nature03052
https://doi.org/10.2165/00007256-200737040-00004
https://www.frontiersin.org/journals/endocrinology
https://www.frontiersin.org
https://www.frontiersin.org/journals/endocrinology#articles


Lüscher et al. Cortical Fibula Structure in Runners

49. Hudgins B, Scharfenberg J, Triplett NT, McBride JM. Relationship between
jumping ability and running performance in events of varying distance. J
Strength Condition Res. (2013) 27:563–7. doi: 10.1519/JSC.0b013e31827e136f

50. Sherbondy PS, Sebastianelli WJ. Stress fractures of the medial
malleolus and distal fibula. Clin Sports Med. (2006) 25:129–37.
doi: 10.1016/j.csm.2005.08.006

51. Schaffler MB, Burr DB, Jungers WL, Ruff CB. Structural and mechanical
indicators of limb specialization in primates. Folia Primatol (Basel). (1985)
45:61–75. doi: 10.1159/000156218

52. Vatsa A, Breuls RG, Semeins CM, Salmon PL, Smit TH, Klein-Nulend
J. Osteocyte morphology in fibula and calvaria - Is there a role for
mechanosensing? Bone. (2008) 43:452–8. doi: 10.1016/j.bone.2008.01.030

53. Lanyon LE, Rubin CT. Functional adaptation in skeletal structures. In:
Hildebrand M, Bramble DM, Liem KF, Wake DB, editors. Functional
Vertebrate Morphology. Cambridge, MA: Belknap Press (1985). p. 1–25.
doi: 10.4159/harvard.9780674184404.c1

54. Huiskes R. If bone is the answer, then what is the question? J Anat. (2000)
197:145–56. doi: 10.1046/j.1469-7580.2000.19720145.x

55. Bertram JE, Biewener AA. Bone curvature: sacrificing strength
for load predictability? J Theor Biol. (1988) 131:75–92.
doi: 10.1016/S0022-5193(88)80122-X

56. Pearson OM, Lieberman DE. The aging of Wolff ’s “Law”: ontogeny and
responses to mechanical loading in cortical bone. Yearb Phys Anthropol.
(2004) 47:63–69. doi: 10.1002/ajpa.20155

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2019 Lüscher, Nocciolino, Pilot, Pisani, Ireland, Rittweger, Ferretti,
Cointry and Capozza. This is an open-access article distributed under the terms
of the Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal
is cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.

Frontiers in Endocrinology | www.frontiersin.org 13 November 2019 | Volume 10 | Article 833

https://doi.org/10.1519/JSC.0b013e31827e136f
https://doi.org/10.1016/j.csm.2005.08.006
https://doi.org/10.1159/000156218
https://doi.org/10.1016/j.bone.2008.01.030
https://doi.org/10.4159/harvard.9780674184404.c1
https://doi.org/10.1046/j.1469-7580.2000.19720145.x
https://doi.org/10.1016/S0022-5193(88)80122-X
https://doi.org/10.1002/ajpa.20155~
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
https://www.frontiersin.org
https://www.frontiersin.org/journals/endocrinology#articles

	Differences in the Cortical Structure of the Whole Fibula and Tibia Between Long-Distance Runners and Untrained Controls. Toward a Wider Conception of the Biomechanical Regulation of Cortical Bone Structure
	Introduction
	Materials and Methods
	The Study Participants
	pQCT Measurements
	Cortical Perimeters and Thickness
	Bone ``Mass'' Indicator
	Bone Tissue Mineralization [and Intrinsic Stiffness bib28] Indicator
	Indicators of the Architectural Efficiency of Cortical Tissue Distribution Within the Bone Section

	Statistical Analyses

	Results
	Bone Mass Indicator (Cortical Bone Area—Figure 3A)
	Bone Mineralization and Tissue Stiffness bib28 Indicator (Cortical vBMD—Figure 3B)
	Cortical Perimeters and Thickness (Figure 4)
	Bone Cross-Sectional Design Indicators (MIs, ``Shape Index,'' BRI—Figures 5, 6)

	Discussion
	Limitations of the Study
	Conclusions
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	References




