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ABSTRACT
The Impacts of Arterial Occlusion, Sex, and Exercise on Arteriogenesis and Functional Vasodilation

Megan Tze-Mei Chu

The most frequent clinical presentation of peripheral arterial occlusive disease (PAOD) is intermittent
claudication, which may be caused by impaired vasodilation. Patients demonstrate both local and
systemic impairments in vasodilation, but as the collateral circulation is the primary site of resistance to
the ischemic zone, impaired collateral vasodilation would have the greatest potential to induce
claudication. Collateral function following arterial occlusion is not well defined, but immature collaterals
may demonstrate impaired vasodilation in animal models, although this is potentially improved with
exercise training. Furthermore, as females exhibit poorer physical function with ischemia and less
improvement with therapeutic exercise, there appears to be a sexually dimorphic response to PAOD,
warranting a comparison in collateral vasodilation between sexes. In this study, the femoral artery was
ligated to induce chronic ischemia in sedentary and exercise-trained mice, and at 7 or 28 days post-
surgery, the diameter of the gracilis collateral arteriole was measured at rest and after gracilis muscle
contraction using intravital microscopy. No major sex differences were observed in any group. At day 7,
both the resting and dilated diameters were increased, while vascular reactivity was minimal. By day 28,
resting diameter decreased while maximal diameter was unchanged, causing an increase in functional
vasodilation. Exercise training also improved vasodilation by decreasing collateral resting diameter.
These results are consistent with reported trends in endothelium-dependent and smooth muscle-dependent
vasodilation, which are impaired in immature vessels and improved with maturation and exercise, but the
significance of the observed variations in resting diameter remains unclear. Large resting diameters at day
7 could be due to a loss of sympathetic tone or the proliferative and non-contractile state of smooth
muscle cells, while decreased resting diameters at day 28 could indicate that a smooth muscle contractile
phenotype has been restored, or that the gracilis collateral is no longer the primary collateral. However,
the further research is required to determine the functional relevance of collateral resting diameter and its

importance in the ischemic limb circulation.
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INTRODUCTION

The most frequent clinical presentation of peripheral arterial occlusive disease (PAOD) is intermittent
claudication, which is characterized by pain with exercise that is relieved at rest [1,2,3,4]. A common
explanation for intermittent claudication and other complications arising from PAQOD, such as chronic
ulceration, is poor collateralization [3,4,5]. Because of this, there have been many attempts to define the
mechanism of and develop therapies to stimulate collateral arteriogenesis, which is triggered by increased
shear stress and aided by many pro-angiogenic and pro-inflammatory cytokines [6]. Potential therapies in
this area include the delivery of growth factors, such as VEGF and FGF, which increase collateral-
dependent blood flow by increasing vascular remodeling following occlusion [7]. In addition to gene or
protein therapies, cells can be transplanted to the ischemic or peri-ischemic zones [8], presumably to
produce the cytokines and growth factors necessary for collateral enlargement, although these actions are
not well-described [9]. In clinical studies, transplanting bone marrow-derived mononuclear cells or
endothelial progenitor cells improved ankle-brachial index (ABI) [8,9]. However, poor collateralization as
an explanation for PAOD pathophysiology does not take into account the disparity between ABI and
performance [10]. Specifically, long-term supervised exercise training increases pain-free walking
distance without increasing the ABI or number of arteries as measured by magnetic resonance
angiography [11], suggesting that claudication and its resolution are due to processes other than

collateralization.

An alternative explanation for intermittent claudication in patients with peripheral atherosclerosis is
impaired vasodilation in the resistance vessels [12]. Vasodilation is impaired in both the upper [13] and
lower [14] extremities but also in the collateral circulation, highlighted by the correlation between
exercise blood flow and flow reserve to the ischemic zone with disease severity [15]. Furthermore,
vasoconstrictor administration for the treatment of headaches aggravates claudication symptoms in
patients with PAOD [16,17], indicating that a restricted ability to increase blood flow contributes to

symptomatic disease presentation. Because the collateral circulation is the primary site of vascular



resistance following arterial occlusion [18,19,20], impaired vasodilation of collaterals is most likely to
have greatest potential impact on intermittent claudication. Indeed, decreased vasodilatory reserve in
myocardium perfused by collateral flow correlated with more prevalent ischemic symptoms during
exercise [21], highlighting the contribution of impaired collateral vasodilation to the pathophysiology of

ischemic disease.

As arteriogenesis occurs with collateral recruitment following arterial occlusion, it is possible that the
remodeling process may negatively influence reactivity in the collateral vessels during development.
However, because reports regarding endothelium-dependent and smooth muscle-dependent collateral
vasodilation are somewhat inconsistent, it is unclear which component of arteriogenesis is the cause of
this impaired reactivity. In animal models, vasodilation to endothelium-dependent agents is impaired in
immature collaterals [22,23,24,25,26] but is either completely restored [25] or still noticeably impaired
[26] after maturation. This is potentially due to endothelial dysfunction induced as a result of either a
chronic increase in collateral flow [27] or inflammatory conditions during remodeling [28]. However, as
endothelium-dependent mechanisms of vasodilation are contingent upon smooth muscle cell function,
these observations do not necessarily implicate the endothelium as the cause of impairment. For example,
both endothelium-dependent and endothelium-independent dilation responses are attenuated in immature
feed arteries and restored after maturation [29], indicating smooth muscle dysfunction. Although
remodeling processes differ between feed arteries and collaterals, endothelium-independent vasodilation
is also impaired in collateral vessels throughout maturation [26,30,31]. In collaterals, smooth muscle
dysfunction could be the result of the change in smooth muscle cell phenotype from contractile to
synthetic that occurs during proliferation [32,33]. The structural increase in vessel size is nearly complete
[34] in immature collaterals, but smooth muscle cells are actively proliferating [35], whereas in mature
collaterals, smooth muscle proliferation has ceased [35] and structural enlargement is maintained [34].
Because both endothelium-dependent and smooth muscle-dependent reactivity are impaired during

collateral development, smooth muscle proliferation and differentiation to a synthetic phenotype during



arteriogenesis is likely the cause of vasodilatory impairment and subsequent improvement. Regardless,
studying collateral functional vasodilation following arterial occlusion will elucidate the impact of

arteriogenesis on the overall ability to increase blood flow.

Sex appears to influence the vascular response to chronic ischemia, as functional claudication symptoms,
potentially brought on by impaired vasodilation, are generally more severe in females [36,37]. Women
experienced a sharper rise in PAOD-related death and disability over the past two decades [38,39], a trend
that is expected to continue [40,41]. Although reports of overall sex differences in PAOD prevalence and
outcomes are conflicting [42], women with the disease generally experience poorer physical function and
a lower quality of life [43,44,45]. For example, women have a higher prevalence of critical limb ischemia,
which is the most severe form of the disease [46,47]. Functional parameters that decline with intermittent
claudication such as walking performance and ambulatory activity [48,49,50] are also more impaired in
women than in men with symptomatic PAOD, accompanied by decreased microcirculatory function and
increased circulating inflammatory markers [51]. There is also a sexually dimorphic response to chronic
ischemia in animal models, as female mice have more impaired limb use and blood flow recovery [52]. In
addition, females exhibited higher hindlimb vascular resistance in the ischemic hindlimb, which could
result from either less revascularization or decreased vasodilation [52]. If females exhibit a greater
impairment in function after occlusion, and these symptoms may be explained by impaired vasodilation,
then there may be underlying sex differences in vasodilation following an ischemic event that are

responsible for some of the sexually dimorphic response to PAOD.

Exercise training is the most effective claudication therapy, equivalent to [53] or more functionally
beneficial than [54] endovascular revascularization; therefore, it is recommended as a primary treatment
for PAOD [55]. Because exercise improves claudication symptoms, the impact of intermittent
claudication on vascular function may provide insight into the mechanisms of PAOD pathophysiology.
Following occlusion, exercise training amplifies arteriogenic stimuli to increase collateral enlargement

[56]. Additionally, regular exercise prior to arterial occlusion increases post-occlusive collateral-



dependent hindlimb blood flow in rats [57], but it is unclear whether this is the result of enhanced
arteriogenesis or improved vasodilation. Increased arteriogenesis is beneficial in that it allows greater
blood flow to the ischemic zone. However, since different components of arteriogenesis may result in a
transient impairment in vasodilation, which may be the cause of intermittent claudication, it is potentially
more important for an effective treatment for PAOD to enhance functional hyperemia rather than
augmenting post-occlusive structural adaptations. In non-ischemic animals, regular exercise increases
functional vasodilation in skeletal muscle collateral arterioles, while only leading to a slight increase in
vascular density [58], suggesting that the functional benefits of exercise may outweigh the structural
adaptations. Furthermore, exercise training either pre- or post-occlusion improves endothelium-mediated
collateral vasodilation [30,59], while simulation of exercise by chronic electrical stimulation enhances
exercise performance [60]. These responses indicate that exercise training improves collateral function,
given that collateral resistance is almost solely responsible for determining downstream blood flow during
exercise [59,61]. However, functional vasodilation must be directly assessed in the collaterals to fully

determine the therapeutic effects of exercise training.

Although the treatment of PAOD and intermittent claudication with exercise is well documented, there is
a lack of data concerning female patients, as only a small number of patients enrolled in exercise
rehabilitation clinical trials have been women [62]. However, based on existing data, women with PAOD
appear to be less responsive to therapeutic exercise training [63]. This diminished response to exercise
could be attributed to the poorer baseline physical function observed in women with PAOD, including
reduced daily ambulatory activity and hemoglobin oxygen saturation in the calf muscle [36,62]. Women
also responded less efficaciously to exercise despite a similar ABI between sexes [37,64], suggesting that
the difference between males and females is not an impairment in resting blood flow to the ischemic zone,
but rather an impairment in the ability to increase blood flow as needed during exercise. Further

comparison is necessary to determine sex differences in collateral vasodilation in response to ischemia



and exercise, as a reduction in both exercise performance and response to exercise therapy may be the

result of impaired vascular reactivity.

Impaired vasodilation is a potential explanation for intermittent claudication, and because the collateral
circulation is the primary site of vascular resistance to the ischemic zone, impaired vasodilation in
collaterals would have the greatest potential to induce claudication. Exercise training increases blood flow
to the ischemic zone in male animal models, but it is unclear if this is a result of enhanced arteriogenesis
or improved collateral vasodilation, while female patients respond more poorly to ischemia and may not
experience the same therapeutic effects of exercise training. Because of these observations, we tested the
hypotheses that functional vasodilation following femoral artery ligation is impaired in the immature
gracilis collateral arteriole of mice and restored after maturation, that functional vasodilation is impaired

more in females, and that exercise training improves functional vasodilation to a greater extent in males.



METHODS

Animals

All procedures were performed according to protocols approved by the California Polytechnic State
University Institutional Animal Care and Use Committee. Male and female C57BI/6 mice (Taconic
Farms; Oxnard, CA) and male Balb/c mice (The Jackson Laboratory; Sacramento, CA) between 2 and 4
months of age were used for all experiments. Mice were divided into sedentary and exercise-trained
groups. C57BI/6 mice were further divided into day 7 and day 28 groups (n=8 males, n=8 females each).
For Balb/c mice, only the day 7 time-point was assessed for exercised and sedentary groups (n=6 males
each). All mice were maintained on a 12-hour light/dark cycle and were given feed and water ad libitum.
Mice were housed in microisolator cages and provided enrichment (nesting material, ‘house’, and plastic
tube). In-cage running wheels (Columbus Instruments; Columbus, OH) were also provided for the

exercise group immediately following surgery.

Femoral Artery Ligation

Chronic hindlimb ischemia was induced by ligating the femoral artery between the epigastric and
popliteal branches, as described previously [65]. Animals were anesthetized in an induction chamber with
5% isofluorane in oxygen flowing at 0.8-1.0 1-min. Following induction, isofluorane was decreased to
2-3%. Hair was removed from the ventral aspect of both hindlimbs using depilatory cream, and skin was
disinfected using chlorhexidine diacetate. Veterinary ophthalmic ointment was placed over the eyes to
prevent corneal desiccation, and mice were given pre- and post-surgical buprenorphine analgesic (0.075
mg-kg?, subcutaneous). Body temperature was maintained at 35°C with a temperature-controlled heat
pad and a rectal thermistor probe (CWE, Inc.; Ardmore, PA). The left femoral artery was separated from
the adjacent nerve and vein and ligated with 6-0 silk suture, and the skin incision was closed with 7-0
polypropylene suture. A sham surgery was performed in the right hindlimb, in which the connective
tissue overlying the femoral neurovascular bundle was gently blunt dissected before skin closure. Mice

were allowed to recover on a heat pad until ambulatory.



Ambulation Scoring
Beginning after surgery, visual assessment of ambulation was conducted daily. Each mouse was given a
score between 0 and 3 (3 = dragging hindpaw, 2 = dorsiflexion but no plantar flexion, 1 = some plantar

flexion, and 0 = normal ambulation) until normal ambulation was observed for two consecutive days.

Exercise Training

Access to an exercise wheel (Columbus Instruments 8 Station Home Cage Running Wheel System) was
provided post-surgery for mice in the exercise group. Wheel revolutions were detected using a magnetic
indicator on the wheel and a Hall Effect sensor. Revolutions were counted using data acquisition software
(Columbus Instruments Multi-Device Interface), and cumulative counts for each cage were recorded
manually. The estimated distance run by each animal was calculated as the total distance run for the entire
cage divided by the number of mice in the cage, and this number was divided by the number of days of

observation to provide an estimate for the average distance run by each animal per day.

Functional Vasodilation

At day 7 or day 28 following surgery, animals were anesthetized as described above. Hair was removed
from both the dorsal and ventral aspects of the hindlimbs using clippers and depilatory cream. The
gracilis muscles were exposed via skin incision and resection of the epigastric fat pad; overlying fascia
was removed by gentle blunt dissection. A custom trans-illuminating LED probe was placed under the
hindlimb to allow visualization of the gracilis collateral arteriole, and two tungsten microelectrodes (FHC;
Bowdoin, ME) were placed near the motor-end plates of the gracilis anterior, halfway between the
profunda femoris artery and the saphenous artery. A stimulus isolator and data acquisition system
(ADlInstruments; Colorado Springs, CO, USA) were used to stimulate muscle contractions with 1 mA
square waves of 0.2 ms duration at 1 Hz to confirm proper electrode placement. The preparation was
irrigated with PBS, covered with plastic wrap, and given 30 minutes to equilibrate. After equilibration,
the gracilis muscles were stimulated for 90 seconds with 1 mA square waves of 0.2 ms duration at 8 Hz.

Images of the collateral midzone and the profunda femoris artery were captured before and immediately



after stimulation using an intravital microscope (Olympus BXFM) with a 10X objective (Olympus
LMPIlanFL N) and digital imaging software (QCapture Pro). The entire procedure was repeated for the

contralateral hindlimb, after which mice were euthanized by cervical dislocation under general anesthesia.

Measurements

Vessel diameters were measured with ImageJ software. To examine any retest error introduced by this
method of measurement, diameters were measured three separate times in the same day and then three
times on a different day for a subset of images (n=6). The average standard deviation of the
measurements for each image was 2.6 um, while the average range was 7.3 um. The intraclass correlation
coefficient (ICC) was calculated to assess the reliability of these measurements, and was found to be 0.99,
indicating a high retest correlation. Additionally, using a subset of the images that were not as clear
(n=16), which tended to be those of the sham limb at rest, maximum and minimum possible diameters
were measured. To determine potential measurement error resulting from variations in image quality, the
average range between these values was calculated at 11.1 um, causing the group average for this subset

of images to have a lowest possible value of 24.3 um or a highest possible value of 35.5 um.

Statistics

Differences between resting and dilated diameters were assessed using paired t-tests. Percent changes in
diameter were calculated as the difference between the dilated and resting diameters divided by the
resting diameter and multiplied by 100%. Then, differences in resting diameter, dilated diameter, and
percent change in diameter between males and females, operated and sham limbs, and day 7 and day 28
time points were determined using either ANOVA and Tukey post-hoc comparisons for normal data or
Kruskal-Wallis tests and Games-Howell comparisons for data that violated the ANOVA normality

assumption (Table 1). Data are presented as mean + SE.



Table 1. Comparisons made between experimental groups using Kruskal-Wallis tests. Each row contains two
different experimental groups to be compared. Because at least one data set in each comparison listed violated the
ANOVA normality assumption, non-parametric Kruskal-Wallis tests were used to compare median values.

Experimental Group 1 ng;gé Experimental Group 2 ﬁgfizli

C57 Male Sedentary Operated Day 7 Yes C57 Male Sedentary Sham Day 7 No
C57 Female Sedentary Sham Day 7 Yes C57 Male Sedentary Sham Day 7 No
C57 Male Sedentary Sham Day 28 Yes C57 Male Sedentary Sham Day 7 No
C57 Male Exercised Sham Day 7 Yes C57 Male Sedentary Sham Day 7 No
C57 Female Exercised Operated Day 7 No C57 Female Exercised Sham Day 7 Yes
C57 Female Exercised Operated Day 7 No C57 Male Exercised Operated Day 7 Yes
C57 Female Exercised Operated Day 7 No C57 Female Sedentary Operated Day 7 Yes
C57 Female Exercised Operated Day 28 Yes C57 Female Exercised Operated Day 7 No
Balb/c Male Sedentary Sham Day 7 No C57 Male Sedentary Sham Day 7 No
Balb/c Male Sedentary Operated Day 7 No Balb/c Male Sedentary Sham Day 7 No
Balb/c Male Sedentary Operated Day 7 No C57 Male Sedentary Operated Day 7 Yes
Balb/c Male Exercised Sham Day 7 Yes Balb/c Male Sedentary Sham Day 7 No
Balb/c Male Exercised Operated Day 7 No Balb/c Male Exercised Sham Day 7 Yes
Balb/c Male Exercised Operated Day 7 No Balb/c Male Sedentary Operated Day 7 No
Balb/c Male Exercised Operated Day 7 No C57 Male Exercised Operated Day 7 Yes




RESULTS

To test the hypothesis that arteriogenesis transiently impairs functional vasodilation, we used intravital
microscopy to assess functional vasodilation in the collateral midzone 7 or 28 days following femoral
artery ligation (Figure 1A, 1B). By day 7, the collateral arterioles had enlarged by arteriogenesis, as
evidenced by dilated diameters in the operated limb (85 = 4 um in males; 83 £ 5 um in females) that were
greater than in the sham limb (62 £ 5 um in males; 51 + 3 um in females) (Figure 1C). Operated limb
resting diameters (75 + 5 pm in males; 71 + 6 um in females) were also greater than in the sham limb (41
£+ 4 um in males; 32 + 4 um in females). Arteriogenesis was associated with a reduction in the dynamic
range of the vessel, as the percent change in diameter in the operated limb was 16 + 4 % for males and 18
+ 4 % for females, versus 55 + 11 % for males and 64 + 11 % for females in the sham limb (Figure 1D).

Surprisingly, there were no differences in diameters between males and females at day 7.

As expected, dilated diameter remained elevated in the operated limb at day 28 (88 + 5 um in males; 84 +
5 pum in females) in comparison to the sham (55 £ 4 pm in males; 58 + 4 um in females), reflecting the
structural enlargement induced by arteriogenesis (Figure 1E). Interestingly, resting diameter in the
operated limb was smaller at day 28 (55 + 6 um in males; 34 £ 3 um in females) than at day 7, and was
closer to sham values (33 + 3 um in males; 34 £ 3 um in females). Because of this, functional
vasodilation as measured by percent change in diameter (71 = 17 % in males; 150 + 16 % in females) was
greater than at day 7 and no longer lower than in the sham limb (75 £ 14 % in males; 81 + 22 % in
females) (Figure 1F). Unexpectedly, operated limb resting diameter was smaller in females than in males,
causing female percent change in diameter to be larger than the percent change in both males and the

female sham.
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Figure 1. Collateral functional vasodilation is impaired at day 7 and restored at day 28. Changes in vessel
diameter were observed at the collateral midzone in sedentary mice at 7 days (A,C,D) or 28 days (B,E,F) post-
femoral artery ligation in the left hindlimb. White arrows indicate the collateral arteriole when multiple vessels are
present in the field of view. At each time point, the gracilis muscles of male (n=8) and female (n=8) C57BI/6 mice
were stimulated with tungsten microelectrodes and an isolated stimulator. Visualization of the gracilis collateral
arteriole was improved using trans-illumination, and images were acquired at rest and immediately after stimulation
using intravital microscopy. At day 7, both the resting and dilated diameters were increased in the operated limb
compared to the sham (C), and the percent change in vessel diameter was decreased (D). At day 28, the dilated
diameter remained increased in comparison to the sham, but the resting diameters were smaller than at day 7 (E).
Percent change in operated limb vessel diameter at day 28 was greater than at day 7, and either was comparable or
increased compared to the sham (F). Functional vasodilation was similar between sexes at both time points, except
for a smaller resting diameter and larger percent change in the female operated limb at day 28. (* p<0.05 vs. resting,
# p<0.05 vs. sham, $ p<0.05 vs. day 7, % p<0.05 vs. male)

To determine if exercise training, which alleviates claudication symptoms in patients and increases
collateral-dependent blood flow in animal models, improves collateral vasodilation, mice were provided

with in-cage running wheels immediately following femoral artery ligation. Interestingly, C57BI/6 mice

11



in cages of two or three males ran less per day on average (0.2 km and 0.8 km, respectively) than mice in
cages with four males (2.6 km) or cages with females (2.9 km for two mice; 2.2 km for four mice) (Figure
2). Male Balb/c mice housed with two animals per cage (1.3 km) ran more per day on average than
C57BI/6 mice in cages of two or three males, but they still ran less than male Balb/c mice housed with

four animals per cage (1.9 km).

- Average per mouse per day
M Average per cage per day

Running Distance (km)

2 mice 3 mice 4 mice 2 mice 4 mice 2 mice 4 mice

Male C57BI/6 Female C57Bl/6 Male Balb/c

Figure 2. Activity of exercise-trained mice. Animals in the exercise group were provided with in-cage running
wheels post-femoral artery ligation. Total running distances were recorded for cages of two to four mice, and were
divided by the number of mice in the cage to obtain an average value for running distance per mouse. C57BI/6 mice
in cages with two or three males ran less per day on average than mice in cages with four males or two or four
females. Balb/c mice in cages of two also ran less per day on average than mice in cages of four.

To test the hypothesis that reactivity is improved with voluntary exercise, functional vasodilation was
assessed at the collateral midzone of exercise-trained mice at day 7 or day 28 (Figure 3A, 3B). Exercise
training led to restoration of collateral dynamic range, as there were no differences in vessel diameter
percent change between the operated and sham limbs at day 7 (44 £+ 12 % versus 58 + 7 % in males; 92 +
21 % versus 84 £ 15 % in females) (Figure 3D) or day 28 (101 + 29 % versus 76 + 13 % in males; 95 +
14 % versus 71 = 13 % in females) (Figure 3F). This increase in functional vasodilation was accompanied
by a general reduction in operated limb resting diameter, which was smaller than dilated diameter at both
day 7 (62 = 7 um in males; 45 = 6 um in females) (Figure 3C) and day 28 (45 £ 7 pum in males; 44 + 6
pm in females) (Figure 3E). At day 7, female operated limb resting diameter was also smaller than in

sedentary mice, and was no different from sham values (32 = 3 pm in males; 30 + 4 um in females), while

12



at day 28, male operated limb resting diameter was no different from sham values (29 + 2 um in males;
29 = 2 uym in females). Similar to the observations in sedentary mice, the dilated diameter with voluntary
exercise increased in the operated limb in comparison to the sham at day 7 (84 + 6 um versus 49 = 4 um
in males; 77 £ 4 um versus 53 + 2 um in females) and day 28 (79 £ 6 um versus 50 + 2 um in males; 82 £

5 um versus 48 = 2 um in females) due to arteriogenesis.
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Figure 3. Collateral functional vasodilation is improved with exercise training. Changes in vessel diameter were
observed at the collateral midzone in exercise-trained mice at 7 days (A,C,D) or 28 days (B,E,F) post-femoral artery
ligation in the left hindlimb. White arrows indicate the collateral arteriole when multiple vessels are present in the
field of view. At each time point, the gracilis muscles of male (n=8) and female (n=8) C57BI/6 mice were stimulated
with tungsten microelectrodes and an isolated stimulator. Visualization of the gracilis collateral arteriole was
improved using trans-illumination, and images were acquired at rest and immediately after stimulation using
intravital microscopy. At day 7, the dilated diameters were increased in the operated limb compared to the sham, but
female resting diameter was similar to the sham and decreased compared to sedentary mice, while resting diameter
was smaller than dilated diameter for both sexes (C). The percent change in vessel diameter was similar in the
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operated and sham limbs at day 7 (D). At day 28, the dilated diameters in the operated limb remained increased in
comparison to the sham, but male resting diameter was similar to the sham, while resting diameter was smaller than
dilated diameter for both sexes (E). Percent change in vessel diameter at day 28 was comparable in the both the
operated and sham limbs (F). Functional vasodilation was similar between males and females at both time points. (*
p<0.05 vs. resting, # p<0.05 vs. sham, $ p<0.05 vs. day 7, % p<0.05 vs. male, & p<0.05 vs. sedentary)

In order to determine whether collateral diameter in the ischemic hindlimb is altered simply based on
access to exercise, or if changes are dependent upon the amount of exercise performed, running distances
and vessel diameters at rest and after stimulation were compared among the exercise-trained groups.
There was a decreasing trend in resting diameter observed with increased running distance. However,
dilated diameter did not appear to vary with running distance and remained fairly consistent in exercise-

trained animals.
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Figure 4. Relationship between access to exercise and collateral resting diameter. Male (n=8) and female (n=8)
C57BI/6 mice in the exercise group were provided with in-cage running wheels post-femoral artery ligation. Total
running distances were recorded for cages of two to four mice, and were divided by the number of mice in the cage
and then by the number of days of observation to obtain an average value for running distance per mouse per day.
Gracilis collateral arteriole diameters at rest and after stimulation were observed at 7 days or 28 days post-ligation.
A decreasing trend in collateral resting diameter was observed with increased running distance (A), while exercise
did not appear to affect dilated diameters (B).

Balb/c mice exhibit greater hypoxia than C57BI/6 mice in both the collateral and calf regions of the
hindlimb following occlusion [66]. To determine if a greater demand for oxygen and blood flow increases
collateral resting diameter, decreasing the dynamic range of the vessel, functional vasodilation was
measured at the midzone in sedentary Balb/c mice 7 days post-ligation (Figure 5A). As seen in C57BI/6
mice, both the resting and dilated diameters were increased in the operated limbs (65 + 3 um and 70 + 3

pm, respectively) in comparison to the sham limbs (33 + 4 um and 51 + 4 um, respectively) for the
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sedentary group (Figure 5C). Additionally, the percent change in vessel diameter was smaller in the
operated limb (9 £ 3 %) than in the sham limb (60 = 11 %) (Figure 5D). Then, to evaluate the ability of
therapeutic exercise to rescue vasodilation in a more hypoxic model, Balb/c mice were provided exercise
wheels post-ligation and functional vasodilation was assessed at the midzone at day 7 (Figure 5B).
Exercise training had a similar effect in Balb/c mice as it did in C57BI/6 mice, as the operated limb
dilated diameter (72 + 6 um) remained elevated compared to the sham (41 + 2 um), while the operated
resting diameter appeared to decrease (53 £ 7 um) but was still greater than the sham (26 + 2 um) (Figure
5C). However, percent change in exercise-trained Balb/c mice was no different in the operated limb (49 +

25 %) and the sham limb (55 £ 6 %) (Figure 5D).
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Figure 5. Balb/c collateral functional vasodilation is impaired at day 7 but improved with exercise. Changes in
vessel diameter were observed at the collateral midzone in sedentary (A) or exercise-trained (B) Balb/c mice at 7
days post-femoral artery ligation in the left hindlimb. White arrows indicate the collateral arteriole when multiple
vessels are present in the field of view. The gracilis muscles of male (n=6) Balb/c mice were stimulated with
tungsten microelectrodes and an isolated stimulator. Visualization of the gracilis collateral arteriole was improved
using trans-illumination, and images were acquired at rest and immediately after stimulation using intravital
microscopy. In both sedentary and exercised mice, the resting and dilated diameters were increased in the operated
limb compared to the sham, but resting diameter appeared closer to sham values with exercise (C). The percent
change in vessel diameter was decreased in the operated limb of sedentary mice in comparison to the sham, but was
greater than in sedentary mice and no different from the sham in exercise-trained mice (D). (* p<0.05 vs. resting, #
p<0.05 vs. sham, @ p<0.05 vs. C57BI/6)
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To determine if exercise training could rescue a more hypoxic mouse model of ischemia, hindlimb
functionality was assessed by exercise activity and ambulation in Balb/c mice. Running distances were
similar for cages of Balb/c and C57BI/6 mice with same number of mice per cage over the seven days
following surgery (Figure 6B). However, by day 7 post-ligation, C57BI/6 mice were more ambulatory
than Balb/c mice (Figure 6A). Interestingly, no differences in ambulation were observed between

sedentary and exercise-trained groups for either mouse strain.
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Figure 6. Activity and ambulation of exercise-trained Balb/c mice. Animals in the exercise group were provided
with in-cage running wheels post-femoral artery ligation. Over the seven days post-ligation, total running distances
were recorded for cages of two to four mice and ambulation was scored on a scale from 0 to 3 (3 = dragging
hindpaw, 2 = dorsiflexion but no plantar flexion, 1 = some plantar flexion, and 0 = normal ambulation). Differences
in ambulation patterns between strains were observed, as C57BI/6 mice demonstrated close to normal ambulation by
day 7 while Balb/c mice did not (A). Ambulation trends were similar between sedentary and exercise-trained groups
for both mouse strains. Exercise activity was similar between Balb/c mice and C57BI/6 mice in cages of four mice
and cages of two or three mice (B).
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DISCUSSION

Patients with PAOD often present with intermittent claudication, which may be caused by impaired
vasodilation. Impaired vasodilation in the collateral circulation is most likely to have the greatest impact,
as it is the primary site of vascular resistance to the ischemic zone. Collateral vessel functionality
following arterial occlusion is not well defined, although immature collaterals demonstrate impairments
in both endothelial-dependent [22,23,24,25,26] and smooth muscle-dependent vasodilation [26,30,31].
There also appears to be a sexually dimorphic response to PAOD, as females generally exhibit poorer
physical function. A common recommended therapy for intermittent claudication is exercise training, but
it is unclear if exercise improves blood flow and alleviates claudication primarily by enhancing structural
adaptations or vascular reactivity. Furthermore, females with PAOD may not respond to therapeutic
exercise training as efficaciously as males, warranting a comparison of the impact of exercise on
collateral vasodilation between the sexes. Therefore, we assessed functional vasodilation in immature and

mature collaterals, in females and males, and with or without exercise training

As expected, functional vasodilation was ‘impaired’ at day 7, ‘restored’ by day 28, and ‘improved’ with
exercise, as measured by percent change in collateral diameter, a common presentation of vascular
reactivity [67,68,69]. However, a closer examination of the data reveals that this percent change was
largely influenced by decreases in resting vessel diameter, and not the expected increase in dilated vessel
diameter. Surprisingly, collateral diameter following muscle contraction (i.e. functional vasodilation) was

similar between males and females at both time points in sedentary and exercised mice.

Immature collateral arterioles exhibited large resting diameters and consequently, minimal reactivity at
day 7. This could be due to a number of factors. First, the sustained diameter increase observed could be
due to a loss of sympathetic tone, resulting in decreased vasoconstriction via decreased activation of a-
adrenergic receptors. In canine models, a-adrenergic stimulation failed to produce a vasoconstriction
response in coronary collateral vessels at both immature and mature stages of development, indicating

that these collaterals do not contain functioning a-adrenergic receptors [70, 71]. The studies in mature
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collaterals were performed six months after arterial occlusion, which is roughly the time period required
for development of the collateral vessel wall in canine models [72]. Additionally, there is a lack of data
regarding collateral response to adrenergic agents in small animal models. Therefore, although increased
resting diameters were only observed in immature collaterals in our study, this decrease in a-adrenergic
modulation may still be relevant, as collateral maturation occurs more quickly in mice [65,73] and may be
varied between coronary and hindlimb collateral circuits [74].To determine this relevance, collateral
sympathetic tone and adrenergic responsiveness could be assessed in the murine hindlimb by applying an
a-blocker and an a-agonist, respectively. If elevated resting diameters are caused by reduced sympathetic

tone or adrenergic responsiveness, then a blunted response to either or both agents would be expected.

If a loss of adrenergic tone is responsible for the large resting diameters of immature collaterals, the
decrease in resting diameter seen in exercise-trained mice at day 7 indicates some restoration of
sympathetic influence. In exercise-trained animals, non-specific inhibition of a-adrenergic receptors
increased collateral conductance post-acute femoral artery occlusion [61], suggesting that sympathetic
tone may be increased with exercise training. However, conductance was measured during treadmill
running [61], and throughout periods of exercise, sympathetic tone is increased to elevate heart rate and
constrict non-active vascular beds to enhance blood flow to active skeletal muscle, tempering the rapid
elevation in blood flow that occurs at the onset of exercise [75]. Based on this, it is unclear if the
improvement in sympathetic tone due to training is lasting or merely transient, presenting only during
exercise. Other studies provide evidence for a more permanent sympathetic tone increase- adrenergic
vasoconstriction is enhanced in the skeletal muscle arterioles of trained rats at rest [76]. The ability of
exercise to restore adrenergic tone could explain the decrease in the immature collateral resting diameter

of exercise-trained mice in comparison to sedentary mice.

Another explanation for the observed increase in immature collateral resting diameter at day 7 is that the
hypoxic downstream environment created after ligation increases the demand for oxygen and blood flow,

essentially promoting a prolonged state of vasodilation. Long periods of exposure to vasoconstrictor
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agents inhibit the ability of resistance arterioles to return to the initial diameter after the vasoconstrictor
stimulus is removed, as the vessels begin to remodel inwardly [77,78]. The opposite phenomenon can
also occur due to elevated downstream flow demand, and long-term vasodilation of the collateral vessels
may lead to outward remodeling. For instance, mechanoadaptation leads to reorientation, but not
proliferation, of smooth muscle cells in the profunda femoris feed artery to increase vessel diameter
following arterial occlusion [79]. In contrast to the slight hypoxia in C57BI/6 mice present only
immediately after ligation, Balb/c mice exhibit severe hypoxia in the thigh region immediately and in the
calf after 7 days [66]. A greater increase in resting diameter and decrease in reactivity in Balb/c mice, a
more hypoxic model, would indicate that the state of the ischemic zone is a large determinant of resting
diameter. However, the vessel diameters and functional vasodilation were similar at day 7 in C57BI/6
mice and Balb/c mice. That being said, because the resting and dilated diameters were so close and the
change in diameter was almost negligible in C57BI/6 mice at day 7, it would be difficult to observe a
more significant resting diameter increase or vasodilatory impairment, so this interpretation remains

somewhat inconclusive.

A third cause for the increase in resting diameter at day 7 could be the lack of a contractile phenotype in
vascular smooth muscle cells. During arteriogenesis, smooth muscle cells differentiate from a contractile
to a synthetic phenotype for proliferation and migration [80]. This synthetic state is non-contractile yet
reversible; the smooth muscle cells regain contractility as vessel development progresses [80,81]. Smooth
muscle cell differentiation back to a contractile phenotype could also explain the observation that, in
contrast to the increased resting diameters of immature collaterals at day 7, the diameters of mature
collaterals at day 28 were smaller at rest. At day 28, resting diameters in the operated limb resembled
those in the sham limbs more closely than they did those in the operated limbs at day 7, indicating an
improved vascular tone. This is similar to the response observed in feed arteries previously by our group;
the resting diameter of the profunda femoris artery was elevated at day 7 but returned to sham values by

day 28 after the completion of feed artery outward remodeling [29]. In the profunda, there is no smooth
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muscle cell proliferation [35], so this response is likely due to smooth muscle cell mechanoadaptation
[29]. However, because smooth muscle cell proliferation does occur during arteriogenesis in the
collaterals, the transition from a synthetic phenotype back to a contractile one may be responsible for the
decrease in resting diameter we observed in the current study between day 7 and day 28. Furthermore,
exercise training maintains a contractile smooth muscle phenotype in coronary vascular smooth muscle
[82], which could explain why exercise training decreased collateral resting diameters and increased
reactivity. Alterations in vascular smooth muscle contractile state are able to describe the diameter and
reactivity trends observed throughout collateral maturation, including the increased resting diameter at

day 7 and the decrease in resting diameter with exercise and in mature collaterals at day 28.

An alternative interpretation of the decrease in resting diameter over time is that the gracilis collateral is
not the primary collateral at day 28 following ligation. Although the gracilis collateral is the primary
collateral at day 14 following ligation in this model [83], not all collateral vessels are of equal importance
in the hindlimb circulation, and the relative contribution of each collateral can vary over time [3]. With a
decrease in flow and shear stress, decompensation and inward remodeling can occur [84]; many vessels
begin to increase diameter upon occlusion, but only a few remain enlarged after chronic vascular
adaptation is complete [85]. For instance, in rats, the perforating artery is enlarged at 7 days [86] but not
at 14 days post-femoral artery ligation in comparison to the non-ligated control [73], while the superficial
circumflex iliac artery remains enlarged after 14 days [3]. This suggests that while both vessels are
important as collaterals initially, the superficial circumflex iliac artery is the primary collateral while the
perforating artery is not. Because the gracilis arteriole in the mouse followed the same diameter pattern as
the rat perforating artery, it may not be as important later in the collateral development process.
Furthermore, a similar remodeling trend was observed previously in this specific vessel, although in
response to a different alteration in blood supply; the average diameter of the gracilis arteriole increased,
peaked at 21 days, and then decreased following removal of one of its feed arteries [87,88]. Although

these studies were performed using maximally dilated preparations while our results showed decreased
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resting diameter but no variation in maximum diameter, they still support the idea that collateral
enlargement is not permanent or static. Determining if the gracilis collateral remains the primary hindlimb
collateral at day 28 could be accomplished by perfusing with a silicone injection casting compound and
observing the quickest collateral path to the saphenous artery [83]. The importance of the gracilis
collateral could further be evaluated by occluding the gracilis collateral at day 28 and measuring the

resting blood flow and hyperemia in the distal leg.

The decrease in collateral reactivity observed at day 7 was not surprising, based on previous reports of
impaired endothelium-dependent and smooth muscle-dependent vasodilation in maturing collaterals
[22,23,24,25,26,30,31]. While decreased endothelial functionality could be the cause of the observed lack
of vascular reactivity, smooth muscle dysfunction is a more likely cause, given the attenuation of
endothelium-dependent and endothelium-independent reactivity, which both are contingent upon smooth
muscle cell function. At day 28, reactivity in the collaterals matched, and even surpassed, that of control
collaterals. This was expected, based on previous work by our group, demonstrating that endothelium-
dependent, smooth muscle-dependent, and functional vasodilation were all impaired in immature feed
arteries but restored after maturation [29]. In the present study, collateral functional vasodilation followed
the same pattern, potentially due to alterations of smooth muscle cell phenotype during arteriogenesis, as
discussed earlier. Additionally, exercise training improved functional vasodilation in both immature and
mature collaterals. This was also expected, based on the knowledge that exercise training augments
endothelial-dependent dilation of collateral vessels and exercise performance [30,89] and also maintains a

contractile smooth muscle phenotype in coronary vascular smooth muscle [82].

Compared to sedentary mice at day 7 post-ligation, exercise training increased vascular reactivity as
measured by percent change in vessel diameter at both day 7 and day 28, and also decreased resting
diameter. These effects are similar to those observed in sedentary mice at day 28; it appears that resting
diameter decreases throughout gracilis collateral maturation, and exercise training expedites the process.

Generally, mice with greater exercise activity had smaller resting diameters, although this trend is based
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on estimating the distance run by each individual mouse in multi-mouse cages. However, the data indicate
that access to a running wheel reduces resting diameter and, consequently, improves collateral
vasodilation, as hypothesized. The observation that exercise enhances vascular reactivity also warranted
investigation into the extent of its therapeutic potential. To see if exercise training could rescue a more
hypoxic mouse model of hindlimb ischemia, functional vasodilation was assessed in Balb/c mice. Similar
to the C57BI/6 mice, there was a decreasing trend in resting diameter and an increasing trend in percent
change in diameter at day 7 post-ligation for exercise-trained Balb/c mice in comparison to sedentary
Balb/c mice. Based on these results, exercise enhances vasodilation despite a more severe hypoxic
environment downstream and transient severe hypoxia in the region of collateral growth [66]. Although
exercise activity was similar in Balb/c and C57BI/6 mice, ambulation was still noticeably more impaired
in Balb/c mice over the seven days post-ligation, indicating that the more hypoxic environment in Balb/c
mice has a physical impact despite improvements in vasodilation. To further address the question of
whether or not improved collateral vasodilation helps physical functionality, downstream force

production could be measured in the ischemic hindlimbs of exercise-trained mice.

Although arteriogenic processes involving endothelial or smooth muscle cells are potentially responsible
for reduced collateral vasodilation in general, percent change in vessel diameter was largely dependent on
collateral resting diameter and not the diameter after stimulation. The fact that our dilated diameters were
consistent among the different groups while resting diameters were not suggests that the vessels
remodeled as much as was necessary to normalize maximal shear stress, which may be similar during
exercise and daily locomotion, and not in response to average shear stress, which is likely increased with
exercise. Additionally, maximum collateral diameter may be a more accurate reflection of arteriogenesis
than resting diameter. In large animal models, administration of vasodilator agents significantly increases
flow and decreases resistance in coronary vessels during maximal exercise, indicating a substantial
coronary vasodilator reserve [90]. A similar preserved vasodilator capacity is also seen in collaterals,

since during exercise, resistance vessels in the coronary collateral region vasodilate to increase blood flow
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without a decrease in transcollateral resistance [90]. Taken together, these observations suggest that in
collaterals and even at maximal exercise intensity, a vasodilator reserve is present; it stands to reason that
the same could be true in the hindlimb collateral circulation, meaning that electrode stimulation may not
produce a true maximal vessel diameter. Furthermore, vascular remodeling is most commonly classified
according to a scheme that bases its occurrence on the passive, or fully relaxed, luminal diameter [78].
Therefore, in the future, maximally dilating with sodium nitroprusside and adenosine at the end of each
experiment may provide a better indication of any diameter change caused by arteriogenesis. As for
resting diameter, there is a lack of reported values for this parameter, as it is a common practice to assess
reactivity in collateral vessels by measuring vascular resistance and conductance [30,52,57,59,61] or to
dilate the vessels before measuring diameter [34,65,72,78]. The physiological significance of collateral
diameter at rest remains unclear, but our results may provide insight as to the elements influencing its

variation.

However, it is also necessary to note that the observed decrease in collateral resting diameter and
improvement in vasodilation with exercise could be due to other physiological adaptations not directly
related to the vasculature. For instance, mitochondrial biogenesis is induced in skeletal muscle as a result
of exercise training [91], along with increases in citrate synthase activity and protein content and activity
of electron transport chain components [92]. Another adaptation that occurs with exercise is skeletal
muscle fast-twitch fiber type switching from type I1b to type IIx and type lla, which is an oxidative fiber
type [91, 93]. Furthermore, exercise training increases myoglobin concentration in fast-twitch oxidative
muscles [94], which may improve oxygen storage and delivery to the mitochondria. Increased number of
mitochondria, improved mitochondrial efficiency, and increased myoglobin likely promote better oxygen
utilization, which might decrease the demand for blood flow. Alterations in metabolite transport might
have a similar effect, as both glucose and fatty acid transport proteins are increased with exercise training
[95,96]. Any combination of these non-vascular adaptations may contribute to the decrease in collateral

resting diameter perceived with exercise.
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As mentioned earlier, a limitation of this study was that the activity of the exercise-trained mice was
obtained by cage instead of by individual mouse. Because of this, we were only able to estimate the
distance run by each animal as the total distance run for the entire cage divided by the number of mice in
the cage. Interestingly, estimated activity per animal in cages with two or three males was less than those
in cages with four males or in cages with females. This is possibly because of aggression brought on by
the addition of an exercise wheel to the cage; possessive behavior was observed in cages with two or three
males that also had low exercise activity, but was not seen among females or in cages with four males.
Furthermore, access to exercise appeared to decrease collateral resting diameter at day 7 in females, but
exercised males were not different from sedentary animals at this time point. Because the cages with
aggression and low exercise contained males in this group, these animals likely did not fully experience
the vascular adaptations demonstrated in the other exercise-trained groups. If individual exercise wheel
activity had been monitored, it would have been possible to determine how much each animal was
running in situations like this, and for all of the other cages. In the future, this could be accomplished by
tracking each mouse with a unique radio-frequency identification tag that would register which mouse
was on the exercise wheel. However, this first study exploring exercise indicates that access to exercise

decreases collateral resting diameter and increases vasodilation.

Even without exercise as a factor, aggression-induced stress may still have influenced collateral
maturation during the recovery from chronic ischemia. In sedentary mice at day 28, females had a large
increase in reactivity in comparison to day 7, while males did not. Some of the males in this group
exhibited aggression post-surgery, requiring separation and isolation housing for multiple weeks of
recovery. Mice respond poorly to isolation housing as assessed by both behavioral and physiological
changes [97]. In addition to altered food intake, organ weights, anxiety-like reactions, and body
temperature in isolated mice [98,99,100,101], differences in cardiovascular parameters were also

observed, including increased heart rate [101]. Therefore, it is possible that the stress of isolation
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diminished the restoration of collateral dynamic range, leading to this inconsistency between males and

females.

Aside from the discrepancies between sexes mentioned above that may have been the result of
aggression-induced stress and lack of activity, there were no major differences observed between males
and females. While clinical data suggests that female patients with PAOD experience more impairment
physically and respond less efficaciously to therapeutic exercise, female mice in this study recovered their
vasodilatory capabilities both with collateral maturation and with access to exercise just as well as males
did, and in some cases even more effectively. It is not surprising that these observations are varied in
human patients when compared to our animal model, as the female mice used in this study were young
and healthy. The sexually dimorphic response seen clinically may emerge with additional co-morbidities
or risk factors for PAOD present, or as a result of estrogen deficiency. For instance, hypercholesterolemia
and ovariectomy in female mice each lead to impaired endothelial-dependent vasodilation in the
resistance vessels [102]. This finding is accompanied by controversial reports regarding the influence of
sex on atherosclerosis [103]; recent studies show that atherosclerotic lesions in apolipoprotein E-deficient
mice are more prevalent in females [104,105,106]. Whether impaired female vascular function is a result
of worse disease progression or poorer adaptation, diseased animal models have greater potential to more

accurately represent the sexually dimorphic response observed in human patients with PAOD.

Finally, although the retest correlation of vessel diameter measurements made using our methods was
high and the standard deviation and range of these measurements were relatively small, certain methods
could be implemented in future experiments to further minimize this error resulting from measurement
variation. Blinded measurements would help to eliminate bias based on the identity of each experimental
group, while obtaining and averaging multiple measurements for each diameter value would improve
accuracy. Additionally, measurement accuracy could be improved by minimizing the error present due to
poorer-quality images. Image processing techniques such as threshold image analysis might improve the

contrast between the blood vessels and the surrounding tissue in each image, more clearly defining the
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vessel walls and allowing for more accurate diameter measurements. To improve collateral visualization
further before image capture, a contrast agent such as Evans blue could be injected into the bloodstream
and viewed with white light. Alternatively, a fluorescent contrast agent such as fluorescein
isothiocyanate-dextran (FITC-dextran) might achieve better visualization for improved image quality. If a
blue light of the proper wavelength was used with the current trans-illumination method, it could excite
the FITC-dextran in the collateral circulation, which might allow for better images acquired with a
fluorescent microscope. Utilizing these methods in the future would likely improve the accuracy of blood

vessel diameter measurements.

Functional vasodilation as assessed by vascular dynamic range is impaired in immature collateral vessels
and restored with maturation. This reinforces the hypothesis that intermittent claudication may be the
result of impaired vasodilation. Because the collateral circulation is the primary site of resistance to the
ischemic zone, impaired collateral vasodilation would likely have the greatest impact. Additionally,
exercise training appears to enhance collateral reactivity, suggesting that its therapeutic benefits are linked
not only to structural adaptation but also to vessel functionality. However, we found that vascular
reactivity is largely dependent on resting diameter, while diameter after stimulation remained consistent
among groups. Therefore, further research is required to determine the functional relevance of collateral

resting diameter in the ischemic limb circulation.
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APPENDICES

Appendix A: Surgery and Experimental Protocols

Femoral Artery Ligation Protocol

Date Hindlimb Ischemia Surgery — Femoral Artery Ligation
Mouse Information A
Ags:
Sax: 35
Tas:
Genotypa/strain: ____ 38,
Caga:
_ 3.
Purpose: _ 3R
_
Materials
Pra-sterilize in autoclave —
I Standard pattarn foreaps (1) 41
2. Finsa forcaps- S&T (2
3 Ultrafins foreaps- 343 (1) 42
4 Curved iris seissors (1) 43
5 Mlicrodissection scissors (1)
I (Gauzs spongas- Ixland 4x4 M
1 Cotton swabs
B 6.0 silk sutura {2 x 1-inchpiscas) Surgery
4 7.0 prolane sutus 45
10, HMezdlaholdar{l) —_—
Obtain in surgsrv suits 4%
_11.  Depilatory cream- Vaat 47,
12, HMom-sterila cotton swabs
_ 13, HNon-sterils pauzs sponges (2132 and 424 48
14, Chlothexidane discetate (Nolvasan)
15, 1-mL insulin syanges {2}
___16. Buprenorphine analgzsic (003 meg-ml™) 49
17, Earpunch
__18. VWeaterinarv ointment ___50.
__19.  Surgicsltaps
20.  FST heatpad w/ ractal probe 51
2. Surgical scrubs s
_ 12 Sterilapatridish (1)
23, Sterile 5-mL svring= (1) 5.
4. Bterils saline
25 Isolstionmaskandecap M
26, Bterilz gloves 55,
27.  ERacovervbinand heat pad
28,  T0%isoprop+laleohol (JPA) b
Animal preparation
29,  Bpray surgsrv arsa with Nolvasan
30, Place animal in induction chamber. 5.
31, Openoxvesn cylinder. 52t flow high and
isofluoransto 3%. s
32 Onceanesthetizad, weigh animal and move .
to praparstory benchin a supinaposition. B0,
33,  Eaducsisoflurans to 1-3%and flow to 0.5- &l

1.5 1 -min™.

Initizls

(Fantly apply veterinary pintment to evas
usinga cotton swab.

Apply dapilatory ersam to hindlirnb with a
cotton swab and lat sit for 1-3 minutas.
Spray a2x2 gauze spongs with Molvasan
and wipa hindlimb clean of eream and hair.
Flip animal over and apply sar punch
Adrministar pre-op bupranomphine doss
(0.073 mg-ke™) by subcutasous injection.
Cover haat pad with a 4x4 gauze spongs and
transfer animal to surgary stags.

Apply lubricant to ractal probe andinsest.
52t thermo-controllarto 33°C.

Changz into surgical serubs and wash
hands/forsarms.

Open starils instrument tray and stedls pack
Obtain starila patri dich in starils fizld and
fill with sterils saline. usinga 5-ml svringa.
Put onmask, cap, and starila glovas.

Wiskes a small incision on the middls, medial
aspect of the laft hindlimb, directly over the
neurovascular bundle.

Extand incision to the abdorninal wrall

Elunt dissect subcutaneous connactive tissus
to maximize surgical exposura.

Elunt dissact and ratract apigastric fat pad to
axposelization site, proximal to the
popliteal arterv and distal to the spigastric.
Blunt dissact connactive tissuz over bundla
and separate narve from the arterv-veinpair.
Usa ultrafine forceps to separata the artary
from the vain.

Tiz off the femoral artery with silk suturs.
Usa 7-0 prolene sutura to close the ineision
with spiral suturas.

Make a small incision in the middls madial
aspact of tha laft hindlimb.

Extend incision to tha abdominal wall

EBlunt dissect subcutansous connactive tissus
to maximizs surgical exposura.

Use 7-0 prolene suture to close the incision
with spiral sutures.

Post-Surgical

35

Administar post-op bupranorphine dosa
(0.075 mg-ke™) by subcutasous injection.
Mierowave racovervheat pad for ~1-2 min.
Transfer animal to racoverybin.

Turm off isoflumnse, flow, and closz oxvesn.
Wipa down surgical area with IPA and wash
all instruments.



Functional Vasodilation Protocol

Date Functional Vasodilation with Trans-illumination Initials
Mouse Information Surgical exposure
;f: 32 Wlaks a small incision on the middls, madial
T;.E. aspact of the laft hindlimb.
e otvos 13, Inserttheclossd scissors undsmeath the skin
C;n: YR stE and openthem repastedlvto separats theskin
= from cormactive tissue.
P 34. Cut avwray the skin aboveathe pracilis musclas
urpose and tha collatersl circuit.
35 Blunt dissact and ramove the connsctive tissus
overlyine the eracilis muscla.
Materials ___3a Positionthe trans-illuminator LED probe
! Standard - 1 undernaath the limhb, below the gracilis.
- F?‘E'E _ Eatt?;ir'l_m;c@s.‘ ) 37 Turm on the Powed ab and opan LabChart.
< C‘s-ﬂ‘?tl’" : ~;‘1 18.  OpentheIsolatad Stimulstor Pansl and sst the
—; D ;ﬂ;t;‘xs;::;iﬁ’k ; frequencyto 1 Hz the dumtionto 200 ps, and
b ! ¥ & the currantto 1 mA
E' g:ttnn swabs (357 and dmd 39 Hook the microzlectrodas up tothe isolatad
_— [3:113151:'?:1%‘-‘5&-_21&“ "\? % . stimulator attachad to the Powarlah.
—3 by or !mrnl_:"a iacetats (MNolvasan) 44. Usza clay to hold the wires at the basaof the
— Sterinary nimmant alactrodas inplace.
—?3 gg%g;:al tap; / ractal probe 41 Positionthe electrodss with the tips resting on
- 1' Patri d%&LPE:-' 1';’1"_1-? pro the surfacs ofthe gracilis antarior{~1cm
— T-m :i s ﬂf' trode apart, between the saphanous and profimda).
—1;' min,gs S0 IO Delas 3 2. Turm on the stimmlator and start stirmlation.
—1:1' Pla} . 43 Adjustzlectrods placement and current fora
— s Traﬁcﬁﬁm-:rd:ﬂae maximal localized contraction, and then stop
— ! .6. ]:D}ft.gt:l{:.quisiﬁon m{i:}Jt;EP-m;d.ab L 44 ;1“;;1;1'1:10;310 tissue, cover praparation with
eital chart racording softwara- LabChart h A A i e
18, Intravitalmicsoscope- Olympus BXFM plastic wrap, and equilibrats for 30 mimitas.
19 Digital imaging software- JCaptuePro . . -
20.  Sodium nitroprussids (SNF) FunctionalVasodilation
2L T0% isopropvl aleohol (IFA) _ 453 InLabChart, chanes thefrequancyto 8§ H=.
46. Switch on the trans-illuminator and adjustthe
Animal preparation 4 Eiﬂhmqﬁu s"mg;hais:mx ?“"iiihl ]
. I . an pturePro and position theintrawi
£ g}fﬁ;iﬁajﬂiﬁﬁzﬁfﬂiiﬁ and microscopzabove the col}a.‘eral artaricls.
= t-"l - —'t e = 48 Acquirs rastine imasss of bothths artericls
isofluoranato 5%. d tha profimds famoris artery.
24, Once anesthatizad, weigh animal and move to 49 ;nﬁmulaf::h=mscl= [:m_s;a saac-}onds
prepargtory banchin a supina position. SCI: Captura i:m,a;zes DE'I‘.E.E{!-D]J.BIE‘I-H]. and.tha
25. %{d{:ca.is_pﬂurma to 1-3% and flow to 0.5- prl:-l:umiaim;uadimal}'aﬂa' stmulation (sedes
2 lmim. of 10} and saveall imasss acquirad.
26 Apply depilatory cream to hindlimb witha 51, Maximallydilste with SMP and capturs
cotton swabandlst sit for 1-3 mimates, imagas of the collatersl and theprofimda.
27 Sprav a 2x2 panze spongs with MNolvasanand 52 FRapeat the surgical expone and imetional
wipe hindlimb cl2an ofersam and hair. vasodilation procadures on the control limb.
28 Flip animal overanduss clippers to shave the
hair fromths postarior sidas of the hindkmbs. .
29. Complsts hsir removal with depilstorecream. Post-Surgical
30. C'I"-'Ei:hﬂti:%‘-‘r"lﬂl& 44 gauze spones and 53. Parform cervical dislocation to suthanizs tha
transfaranimal to surgary stage. animal and dispose of in bichazard.
31 '_’*PPl}"" sterinary pimtmant to r}ct_a_lprobeami 4. Turm offisofluorans, flow, andclose oxvesn
inseart. Sot tharmo-comtrollar to 357C. 33 Washall instrumeants usad durins procedurs.
36.  Wipe down the surgical aras withIPA.
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Sample Images of Experimental Set-Up
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Appendix B: Sample Raw Images
C57BI/6 Male Sedentary Day 7 Operated

C57BI/6 Male Sedentary Day 7 Sham

C57BI/6 Male Sedentary Day 28 Operated
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C57BI/6 Male Sedentary Day 28 Sham

C57BI/6 Male Exercise-Trained Day 7 Operated

C57BI/6 Male Exercise-Trained Day 7 Sham
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C57BI/6 Male Exercise-Trained Day 28 Operated

C57BI/6 Male Exercise-Trained Day 28 Sham

C57BI/6 Female Sedentary Day 7 Operated
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C57BI/6 Female Sedentary Day 7 Sham

C57BI/6 Female Sedentary Day 28 Operated

C57BI/6 Female Sedentary Day 28 Sham
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C57BI/6 Female Exercise-Trained Day 7 Operated

C57BI/6 Female Exercise-Trained Day 7 Sham

C57BI/6 Female Exercise-Trained Day 28 Operated
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C57BI/6 Female Exercise-Trained Day 28 Sham

Balb/c Male Sedentary Day 7 Operated

Balb/c Male Sedentary Day 7 Sham
Fr
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Balb/c Male Exercise-Trained Day 7 Operated

Balb/c Male Exercise-Trained Day 7 Sham
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Appendix C: Raw Data
C57BI/6 Functional Vasodilation Data

Sex | Treatment | Limb g(')rl?ﬁ Replicate Cige R(es:rl]r;g D(':;tsd chZirgC;?OtA) )
M | Sedentary | Operated | Day7 1 4 77.6 81.9 5.541237
M | Sedentary | Operated | Day7 2 4 83.2 84.8 1.923077
M | Sedentary | Operated | Day7 3 6 85.3 96 12.54396
M | Sedentary | Operated | Day7 4 6 60.6 75.4 24.42244
M | Sedentary | Operated | Day 7 5 3 54.2 68.8 26.93727
M | Sedentary | Operated | Day7 6 3 75.3 83.3 10.62417
M | Sedentary | Operated | Day?7 7 18 60.6 84.2 38.94389
M | Sedentary | Operated | Day7 8 5 103.4 108.5 4.932302
M | Sedentary | Operated | Day?7 9 71.1 81.6 14.76793
M | Sedentary | Operated | Day 28 1 4 85.1 104.1 22.32667
M | Sedentary | Operated | Day 28 2 4 63.1 75 18.85895
M | Sedentary | Operated | Day 28 3 6 52.7 72.1 36.81214
M | Sedentary | Operated | Day 28 4 6 64.9 107.2 65.1772
M | Sedentary | Operated | Day 28 5 3 35.4 81.6 130.5085
M | Sedentary | Operated | Day 28 6 3 34.7 82.5 137.7522
M | Sedentary | Operated | Day 28 7 18 50 92,5 85
M | Sedentary | Operated | Day 28 8 5 52.8 91.8 73.86364
M | Sedentary Sham Day 7 1 3a—3b
M | Sedentary Sham Day 7 2 3a 35.3 53 50.14164
M | Sedentary Sham Day 7 3 3 355 52.6 48.16901
M | Sedentary Sham Day 7 4 3 42.4 59.6 40.56604
M | Sedentary Sham Day 7 5 1 57.1 80.9 41.68126
M | Sedentary Sham Day 7 6 1 41 57.9 41.21951
M | Sedentary Sham Day 7 7 1
M | Sedentary Sham Day 7 8 1 335 69.7 108.0597
M | Sedentary Sham Day 28 1 3a—3b 39 62 58.97436
M | Sedentary Sham Day 28 2 3a 26.7 38.8 45.31835
M | Sedentary Sham Day 28 3 3
M | Sedentary Sham Day 28 4 3 25.6 51.7 101.9531
M | Sedentary Sham Day 28 5 1 32.9 52.6 59.87842
M | Sedentary Sham Day 28 6 1 22.2 55.4 149.5495
M | Sedentary Sham Day 28 7 1 39.7 56.6 42.56927
M | Sedentary Sham Day 28 8 1 41.9 70 67.06444
M | Exercised | Operated | Day7 1 1 90.8 114.2 25.77093
M | Exercised | Operated | Day7 2 1 32 52.7 64.6875
M | Exercised | Operated | Day7 3 15 39.2 81.4 107.6531
M | Exercised | Operated | Day?7 4 15 70.8 84.1 18.78531
M | Exercised | Operated | Day7 5 1 76.4 80.6 5.497382
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M | Exercised | Operated | Day 7 6 1 49.8 70.4 41.36546
M | Exercised | Operated | Day 7 7 2 54.1 915 69.13124
M | Exercised | Operated | Day 7 8 2 78.5 93.7 19.36306
M | Exercised | Operated | Day 28 1 1 46.3 105.7 128.2937
M | Exercised | Operated | Day 28 2 1 48.4 69.7 44.00826
M | Exercised | Operated | Day 28 3 15 26.2 87.3 233.2061
M | Exercised | Operated | Day 28 4 15 34.9 87.7 151.2894
M | Exercised | Operated | Day 28 5 1 28.5 75.6 165.2632
M | Exercised | Operated | Day 28 6 1 88 88.6 0.681818
M | Exercised | Operated | Day 28 7 2 47.1 49.5 5.095541
M | Exercised | Operated | Day 28 8 2 37.7 69.1 83.28912
M | Exercised Sham Day 7 1 1 19.2 30.1 56.77083
M | Exercised Sham Day 7 2 1 23.5 46.2 96.59574
M | Exercised Sham Day 7 3 2 31.2 42.9 375
M | Exercised Sham Day 7 4 2 31.7 56.8 79.17981
M | Exercised Sham Day 7 5 6 33.3 47.1 41.44144
M | Exercised Sham Day 7 6 6 47.1 65.4 38.8535
M | Exercised Sham Day 7 7 25 29 43.8 51.03448
M | Exercised Sham Day 7 8 25 37.6 61.6 63.82979
M | Exercised Sham Day 28 1 1 23.8 57.3 140.7563
M | Exercised Sham Day 28 2 1 35.1 57.9 64.95726
M | Exercised Sham Day 28 3 2 23.8 44,5 86.97479
M | Exercised Sham Day 28 4 2 29.7 50.3 69.36027
M | Exercised Sham Day 28 5 6

M | Exercised Sham Day 28 6 6 31.7 43.4 36.90852
M | Exercised Sham Day 28 7 25 32.9 46.6 41.64134
M | Exercised Sham Day 28 8 25 25.5 49.2 92.94118
F | Sedentary | Operated | Day?7 1 5a 61.2 72.6 18.62745
F | Sedentary | Operated | Day7 2 5a 77 90 16.88312
F | Sedentary | Operated | Day?7 3 4a 48.5 59.5 22.68041
F | Sedentary | Operated | Day7 4 4a 97.1 104 7.106076
F | Sedentary | Operated | Day7 5 4a 53 76.4 44.15094
F | Sedentary | Operated | Day7 6 21 90.6 100 10.37528
F | Sedentary | Operated | Day7 7 21 66.4 78.5 18.22289
F | Sedentary | Operated | Day?7 8 21 75.9 80.3 5.797101
F | Sedentary | Operated | Day 28 1 5a 31.3 91 190.7348
F | Sedentary | Operated | Day 28 2 5a 26 79.2 204.6154
F | Sedentary | Operated | Day 28 3 4a 28.2 76.5 171.2766
F | Sedentary | Operated | Day 28 4 4a 335 79 135.8209
F | Sedentary | Operated | Day 28 5 4a 37 74.1 100.2703
F | Sedentary | Operated | Day 28 6 21 35.6 65 82.58427
F | Sedentary | Operated | Day 28 7 21 50 108.5 117

F | Sedentary | Operated | Day 28 8 21 33.1 97.7 195.1662
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F | Sedentary Sham Day 7 1 24 25 54,7 118.8

F | Sedentary Sham Day 7 2 24 21.7 50 80.50542
F | Sedentary Sham Day 7 3 24 32.9 49.3 49.84802
F | Sedentary Sham Day 7 4 24 46.5 66.1 42.15054
F | Sedentary Sham Day 7 5 9 50.3

F | Sedentary Sham Day 7 6 9 23.7 36.4 53.5865
F | Sedentary Sham Day 7 7 9 26.6 45.8 72.18045
F | Sedentary Sham Day 7 8 9 44.2 58.9 33.25792
F | Sedentary Sham Day 28 1 24 33 47.2 43.0303
F | Sedentary Sham Day 28 2 24 30.8 53.2 72.72727
F | Sedentary Sham Day 28 3 24

F | Sedentary Sham Day 28 4 24 47.6 56.2 18.06723
F | Sedentary Sham Day 28 5 9 35.2 56.9 61.64773
F | Sedentary Sham Day 28 6 9 26.3 60.6 130.4183
F | Sedentary Sham Day 28 7 9 35.8 54.2 51.39665
F | Sedentary Sham Day 28 8 9 26.4 76.7 190.5303
F | Exercised | Operated | Day?7 1 6a 455 63.5 39.56044
F | Exercised | Operated | Day?7 2 6a 26.7 65.8 146.4419
F | Exercised | Operated | Day?7 3 22 51.5 69.5 34.95146
F | Exercised | Operated | Day?7 4 22 63.6 87.6 37.73585
F | Exercised | Operated | Day?7 5 8 76.4 80.4 5.235602
F | Exercised | Operated | Day7 6 8 37.9 94.9 150.3958
F | Exercised | Operated | Day7 7 8 29.6 78.5 165.2027
F | Exercised | Operated | Day?7 8 8 29.3 75.1 156.314
F | Exercised | Operated | Day 28 1 6a 28.5 59.7 109.4737
F | Exercised | Operated | Day 28 2 6a 80.3 914 13.82316
F | Exercised | Operated | Day 28 3 22 45.1 94.9 110.4213
F | Exercised | Operated | Day 28 4 22 43.1 68.6 59.16473
F | Exercised | Operated | Day 28 5 8 35.2 67.3 91.19318
F | Exercised | Operated | Day 28 6 8 42.1 95.6 127.0784
F | Exercised | Operated | Day 28 7 8 41.8 91.9 119.8565
F | Exercised | Operated | Day 28 8 8 38 88.3 132.3684
F | Exercised Sham Day 7 1 7 22.3 54.1 142.6009
F | Exercised Sham Day 7 2 7 22.7 46.2 103.5242
F | Exercised Sham Day 7 3 7 35.8 55.2 54.18994
F | Exercised Sham Day 7 4 7 31 54.1 74.51613
F | Exercised Sham Day 7 5 2 27.8 54.5 96.04317
F | Exercised Sham Day 7 6 2 33.7 49.8 47.77448
F | Exercised Sham Day 7 7 2 42.1 62.1 47.50594
F | Exercised Sham Day 7 8 2 23.6 48.9 107.2034
F | Exercised Sham Day 28 1 7 33.9 494 45.72271
F | Exercised Sham Day 28 2 7 26.3 57.5 118.6312
F Exercised Sham Day 28 3 7 23.7 40.5 70.88608
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F | Exercised Sham Day 28 4 7 35.4 45.3 27.9661
F | Exercised Sham Day 28 5 2
F | Exercised Sham Day 28 6 2 25.7 47.9 86.38132
F | Exercised Sham Day 28 7 2 271.7 49 76.89531
F | Exercised Sham Day 28 8 2

C57BI/6 Exercise Data

. Av

S . Time . Cage Mice Total _Total distagce

ex | Treatment | Limb Point Replicate 4 PEr | Lavolutions distance per day
cage (km)
(km)

M | Exercised | Operated | Day 7 1 1 2 1190.5 0.344086 | 0.049155
M | Exercised | Operated | Day 7 2 1 2 6283.5 1.816098 | 0.259443
M | Exercised | Operated | Day 7 3 15 3 18572 5.367801 | 0.766829
M | Exercised | Operated | Day 7 4 15 3 24599 7.109763 | 1.01568
M | Exercised | Operated | Day 7 5 1 3 24599 7.109763 | 1.01568
M | Exercised | Operated | Day 7 6 1 3 14369 4.152829 | 0.593261
M | Exercised | Operated | Day 7 7 2 3 18181 5.254599 | 0.750657
M | Exercised | Operated | Day 7 8 2 3 18181 5.254599 | 0.750657
M | Exercised | Operated | Day 28 1 1 2 1190.5 0.344086 | 0.049155
M | Exercised | Operated | Day 28 2 1 2 6283.5 1.816098 | 0.259443
M | Exercised | Operated | Day 28 3 15 3 18572 5.367801 | 0.766829
M | Exercised | Operated | Day 28 4 15 3 24599 7.109763 | 1.01568
M | Exercised | Operated | Day 28 5 1 3 24599 7.109763 | 1.01568
M | Exercised | Operated | Day 28 6 1 3 14369 4.152829 | 0.593261
M | Exercised | Operated | Day 28 7 2 3 18181 5.254599 | 0.750657
M | Exercised | Operated | Day 28 8 2 3 18181 5.254599 | 0.750657
M | Exercised Sham Day 7 1 1 4 299376 86.5276 | 3.090272
M | Exercised Sham Day 7 2 1 4 299376 86.5276 | 3.090272
M | Exercised Sham Day 7 3 2 4 311248.5 | 89.95907 | 3.212824
M | Exercised Sham Day 7 4 2 4 311248.5 | 89.95907 | 3.212824
M | Exercised Sham Day 7 5 6 4 207080 59.85161 | 3.150085
M | Exercised Sham Day 7 6 6 4 207080 59.85161 | 3.150085
M | Exercised Sham Day 7 7 25 4 207080 59.85161 | 3.150085
M | Exercised Sham Day 7 8 25 4 207080 59.85161 | 3.150085
M | Exercised Sham | Day 28 1 1 4 299376 86.5276 | 3.090272
M | Exercised Sham | Day 28 2 1 4 299376 86.5276 | 3.090272
M | Exercised Sham | Day 28 3 2 4 311248.5 | 89.95907 | 3.212824
M | Exercised Sham | Day 28 4 2 4 311248.5 | 89.95907 | 3.212824
M | Exercised Sham | Day 28 5 6 4 207080 59.85161 | 3.150085
M | Exercised Sham | Day 28 6 6 4 207080 59.85161 | 3.150085
M | Exercised Sham | Day 28 7 25 4 207080 59.85161 | 3.150085
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M | Exercised Sham | Day 28 8 25 4 207080 59.85161 | 3.150085
F | Exercised | Operated | Day 7 1 6a 2 93005 26.88091 | 3.84013
F | Exercised | Operated | Day 7 2 6a 2 93005 26.88091 | 3.84013
F | Exercised | Operated | Day 7 3 22 2 93804 13.55592 | 1.93656
F | Exercised | Operated | Day 7 4 22 2 93804 13.55592 | 1.93656
F | Exercised | Operated | Day 7 5 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 7 6 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 7 7 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 7 8 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 28 1 6a 2 93005 26.88091 | 3.84013
F | Exercised | Operated | Day 28 2 6a 2 93005 26.88091 | 3.84013
F | Exercised | Operated | Day 28 3 22 2 93804 13.55592 | 1.93656
F | Exercised | Operated | Day 28 4 22 2 93804 13.55592 | 1.93656
F | Exercised | Operated | Day 28 5 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 28 6 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 28 7 8 4 76665 31.0908 | 4.441543
F | Exercised | Operated | Day 28 8 8 4 76665 31.0908 | 4.441543
F | Exercised Sham Day 7 1 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham Day 7 2 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham Day 7 3 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham Day 7 4 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham Day 7 5 2 4 | 209607.125 | 60.58202 | 3.786376
F | Exercised Sham Day 7 6 2 4 ] 209607.125 | 60.58202 | 3.786376
F | Exercised Sham Day 7 7 2 4 ] 209607.125 | 60.58202 | 3.786376
F | Exercised Sham Day 7 8 2 4 | 209607.125 | 60.58202 | 3.786376
F | Exercised Sham | Day 28 1 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham | Day 28 2 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham | Day 28 3 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham | Day 28 4 7 4 146466.25 | 42.33263 | 3.527719
F | Exercised Sham | Day 28 5 2 4 ] 209607.125 | 60.58202 | 3.786376
F | Exercised Sham | Day 28 6 2 4 | 209607.125 | 60.58202 | 3.786376
F | Exercised Sham | Day 28 7 2 4 ] 209607.125 | 60.58202 | 3.786376
F | Exercised Sham | Day 28 8 2 4 | 209607.125 | 60.58202 | 3.786376
Balb/c Functional Vasodilation Data
Sex | Treatment | Limb g(';?ﬁ Replicate Cige RFS::SQ D(':l?]t,'e)d ChF:r}]rgC;?ot/o )

M | Sedentary | Operated | Day 7 1 16 73.2 76.8 4.918033

M | Sedentary | Operated | Day 7 2 16 64.8 69.4 7.098765

M | Sedentary | Operated | Day 7 3 16 77.1 81.1 5.188067

M | Sedentary | Operated | Day 7 4 16 50.2 64.4 28.28685

49




M | Sedentary | Operated | Day 7 5 14 64.8 68 4.938272
M | Sedentary | Operated | Day 7 6 15 56.9 59.7 4.920914
M | Sedentary Sham Day 7 1 16 21.6 325 50.46296
M | Sedentary Sham Day 7 2 16 33.3 48.3 45.04505
M | Sedentary Sham Day 7 3 16 47.5 68.8 44.84211
M | Sedentary Sham Day 7 4 16 20.9 46.6 122.9665
M | Sedentary Sham Day 7 5 14 38.1 53.4 40.15748
M | Sedentary | Sham Day 7 6 15 36.5 56.7 55.34247
M | Exercised | Operated | Day 7 1 13 73.9 98.3 33.01759
M | Exercised | Operated | Day 7 2 13 56 69 23.21429
M | Exercised | Operated | Day 7 3 12 61.3 66.2 7.993475
M | Exercised | Operated | Day 7 4 12 58.7 70 19.25043
M | Exercised | Operated | Day 7 5 12 27.2 74.2 172.7941
M | Exercised | Operated | Day 7 6 12 38.8 54.3 39.94845
M | Exercised Sham Day 7 1 13 21.2 35 65.09434
M | Exercised Sham Day 7 2 13 29.2 39.5 35.27397
M | Exercised Sham Day 7 3 12 21.5 37.3 73.48837
M | Exercised Sham Day 7 4 12 30.8 42.2 37.01299
M | Exercised Sham Day 7 5 12 27.2 45.8 68.38235
M | Exercised Sham Day 7 6 12 29 47.5 63.7931
Balb/c Exercise Data
. Avg
Sex | Treatment | Limb Tir_ne Replicate Cage I\S:;e Tota_l di-ggﬁ::e distance
Point # revolutions per day
cage (km) (km)
M | Exercised | Operated | Day 7 1 13 2 313335 9.056213 | 1.293745
M | Exercised | Operated | Day 7 2 13 2 313335 9.056213 | 1.293745
M | Exercised | Operated | Day 7 3 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised | Operated | Day 7 4 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised | Operated | Day 7 5 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised | Operated | Day 7 6 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised Sham Day 7 1 13 2 313335 9.056213 | 1.293745
M | Exercised Sham | Day 7 2 13 2 31333.5 9.056213 | 1.293745
M | Exercised Sham | Day7 3 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised Sham | Day7 4 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised Sham | Day7 5 12 4 47035.75 | 13.59458 | 1.942083
M | Exercised Sham Day 7 6 12 4 47035.75 | 13.59458 | 1.942083
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Reliability Measurements — Collateral Diameter (um)

Day

N MNP R

Measurement

1

W N =R WN

Image 1
33.3
37.5
35.3
34.6
30.1

36

Image 2
21.4
28.5
30.4

28
28.5
28

Image 3
54.1
60.2
56.1
58.1
56.3
55.4

Image Quality Error Measurements — Collateral Diameter (um)

Image
1

O 00 N O Ul & WN

[ =Y
O Ul WN L O

Minimum

16.4
23.5
16.6
21.9
33.3
20.1
37.6
31.9
18.8
19.6
20.6
21.1
29.8
20.7
22.3
35.3

Maximum
22.9
35.2

28
31.9
42.2
30.9
52.5
41.6
25.6
335
30.8
31.2
42.9
32.6
34.2
51.2

51

Image 4
27.3
28.9
28.9
27.2

28
28.9

Range
6.5
11.7
11.4
10
8.9
10.8
14.9
9.7
6.8
13.9
10.2
10.1
13.1
11.9
11.9
15.9

Image 5
99.8
105
106.4
98.4
97.1
100.1

Image 6
33.4
29.9
39.9
315
34.3
36.2



Appendix D: Statistics

Intraclass Correlation Coefficient (ICC) Calculation

General Linear Model: Diameter versus Image, Measurement

Method

Factor coding (-1, 0, +1)

Factor Information

Factor Type Levels Values
Image Fixed & 1, 2, 3, 4, 5, &
Measurement Fixed ¢ Dl M1, D1 M2, D1 M3, DZ M1, DZ M2,

Analysis of Variance

Source DF Bdj Ss adj MS F-value P-Value
Image 5 24482.5 48856.50 813.20 0.000
Measurement 5 89.0 17.79 2.9¢6 0.031

Error 25 150.5 6.02

Total 35 24722.0

F = Fimage = 813.20 (from ANOVA above)

# observations — # measurements 36 —6

# images — 1 6-1
1cc = F—-1 _ 813.20—-1 ~ 099
" F+k—-1 81320+6—-1
ICC =0.99
Individual Value Plot of Diameter

e ] 10

100 ' o

30 ! & oo i 30

Image

L3

1

)

2

Interval Plot of Diameter
95% ClI for the Mean

3

3 4
Image

Individual standard deviations are used to calculate the intervals.
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Sample Paired T-Tests

Paired T-Test and Cl: Rest, Dilated

Paired T for Rest - Dilated

N Mean StDev SE Mean
Rest 9 74.59 15.20 5.07
Dilated 9 g4.94 11.47 3.82
Difference 9 -10.3é 6.71 2.24

95% CI for mean difference: (-15.51, -5.20)

T-Test of mean difference = 0 (vs # 0): T-Value = -4.63 P-Valus = 0.002
Paired T-Test and Cl: Rest, Dilated
Paired T for Rest - Dilated
N Mean StDev SE Mean
Rest g 54.84 16.48 5.83
Dilated 8 8B8.35 12.84 4.54
Difference & -33.51 14.29% 5.05
95% CI for mean difference: (-45.4€¢, -21.56)
T-Test of mean difference = 0 (vs # 0): T-Value = —-€.63 P-Valus = 0.000
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Anderson Darling Normality Test [Resting Diameter]

Strain Sex Treatment | Limb Time Measurement AD p-value | Normal?
C57Bl/6 M Sedentary | Operated | Day 7 Resting Diameter 0.763 Yes
C57BI/6 M Sedentary | Sham Day 7 Resting Diameter 0.095 Yes
C57Bl/6 M Sedentary | Operated | Day 28 | Resting Diameter 0.519 Yes
C57BI/6 M Sedentary | Sham Day 28 | Resting Diameter 0.356 Yes
C57Bl/6 F Sedentary | Operated | Day 7 Resting Diameter 0.876 Yes
C57BI/6 F Sedentary | Sham Day 7 Resting Diameter 0.094 Yes
C57Bl/6 F Sedentary | Operated | Day 28 | Resting Diameter 0.18 Yes
C57BI/6 F Sedentary | Sham Day 28 | Resting Diameter 0.285 Yes
C57Bl/6 M Exercised | Operated | Day 7 Resting Diameter 0.719 Yes
C57BI/6 M Exercised | Sham Day 7 Resting Diameter 0.749 Yes
C57BI/6 M Exercised | Operated | Day 28 | Resting Diameter 0.053 Yes
C57BI/6 M Exercised | Sham Day 28 | Resting Diameter 0.393 Yes
C57BI/6 F Exercised | Operated | Day 7 Resting Diameter 0.425 Yes
C57BI/6 F Exercised | Sham Day 7 Resting Diameter 0.558 Yes
C57BI/6 F Exercised | Operated | Day 28 | Resting Diameter 0.007 No
C57BI/6 F Exercised | Sham Day 28 | Resting Diameter 0.221 Yes

Balb/c M Sedentary | Operated | Day 7 Resting Diameter 0.782 Yes

Balb/c M Sedentary | Sham Day 7 Resting Diameter 0.489 Yes

Balb/c M Exercised | Operated | Day 7 Resting Diameter 0.534 Yes

Balb/c M Exercised | Sham Day 7 Resting Diameter 0.131 Yes
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Anderson Darling Normality Test [Dilated Diameter]

Strain Sex Treatment | Limb Time Measurement AD p-value | Normal?
C57Bl/6 M Sedentary | Operated | Day 7 | Dilated Diameter 0.154 Yes
C57BI/6 M Sedentary | Sham Day 7 | Dilated Diameter 0.246 Yes
C57BI/6 M Sedentary | Operated | Day 28 | Dilated Diameter 0.617 Yes
C57BI/6 M Sedentary | Sham Day 28 | Dilated Diameter 0.608 Yes
C57Bl/6 F Sedentary | Operated | Day 7 | Dilated Diameter 0.716 Yes
C57BI/6 F Sedentary | Sham Day 7 | Dilated Diameter 0.713 Yes
C57Bl/6 F Sedentary | Operated | Day 28 | Dilated Diameter 0.475 Yes
C57BI/6 F Sedentary | Sham Day 28 | Dilated Diameter 0.104 Yes
C57Bl/6 M Exercised | Operated | Day 7 | Dilated Diameter 0.657 Yes
C57BI/6 M Exercised | Sham Day 7 | Dilated Diameter 0.565 Yes
C57BI/6 M Exercised | Operated | Day 28 | Dilated Diameter 0.57 Yes
C57BI/6 M Exercised | Sham Day 28 | Dilated Diameter 0.36 Yes
C57BI/6 F Exercised | Operated | Day 7 | Dilated Diameter 0.891 Yes
C57BI/6 F Exercised | Sham Day 7 | Dilated Diameter 0.364 Yes
C57BI/6 F Exercised | Operated | Day 28 | Dilated Diameter 0.04 No
C57BI/6 F Exercised | Sham Day 28 | Dilated Diameter 0.492 Yes

Balb/c M Sedentary | Operated | Day 7 | Dilated Diameter 0.834 Yes

Balb/c M Sedentary | Sham Day 7 | Dilated Diameter 0.79 Yes

Balb/c M Exercised | Operated | Day 7 | Dilated Diameter 0.176 Yes

Balb/c M Exercised | Sham Day 7 | Dilated Diameter 0.856 Yes
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Anderson Darling Normality Test [Percent Change in Diameter]

Strain Sex Treatment | Limb Time Measurement | AD p-value | Normal?
C57BI/6 M Sedentary | Operated | Day 7 | Percent Change 0.408 Yes
C57BI/6 M Sedentary | Sham Day 7 | Percent Change <0.005 No
C57BI/6 M Sedentary | Operated | Day 28 | Percent Change 0.508 Yes
C57BI/6 M Sedentary | Sham Day 28 | Percent Change 0.073 Yes
C57BI/6 F Sedentary | Operated | Day 7 | Percent Change 0.121 Yes
C57BI/6 F Sedentary | Sham Day 7 | Percent Change 0.418 Yes
C57BI/6 F Sedentary | Operated | Day 28 | Percent Change 0.431 Yes
C57BI/6 F Sedentary | Sham Day 28 | Percent Change 0.201 Yes
C57BI/6 M Exercised | Operated | Day 7 | Percent Change 0.374 Yes
C57BI/6 M Exercised | Sham Day 7 | Percent Change 0.384 Yes
C57BI/6 M Exercised | Operated | Day 28 | Percent Change 0.771 Yes
C57BI/6 M Exercised | Sham Day 28 | Percent Change 0.551 Yes
C57BI/6 F Exercised | Operated | Day 7 | Percent Change 0.022 No
C57BI/6 F Exercised | Sham Day 7 | Percent Change 0.442 Yes
C57BI/6 F Exercised | Operated | Day 28 | Percent Change 0.102 Yes
C57BI/6 F Exercised | Sham Day 28 | Percent Change 0.872 Yes

Balb/c M Sedentary | Operated | Day 7 | Percent Change <0.005 No

Balb/c M Sedentary | Sham Day 7 | Percent Change <0.005 No

Balb/c M Exercised | Operated | Day 7 | Percent Change <0.005 No

Balb/c M Exercised | Sham Day 7 | Percent Change 0.065 Yes

Sample Normal Probability Plots

Probability Plot of M_Sed_Sh_d7 Probability Plot of M_Sed_Op_d7
Normal - 95% Cl Normal - 95% Cl
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F-Test for Equal Variance and ANOVA [Resting Diameter]

Group 1 Group 1 Group 2 Group 2 | F-Test E_qual ANOVA | Different
normal? normal? | p-value | variances? | p-value means?

M_Sed_Op_d7 Yes M_Sed_Sh_d7 Yes 0.236 Yes 0 Yes
F_Sed Sh _d7 Yes M_Sed_Sh d7 Yes 0.897 Yes 0.123 No
F_Sed Op_d7 Yes F_Sed Sh d7 Yes 0.158 Yes 0 Yes
F_Sed Op_d7 Yes M_Sed Op_d7 Yes 0.73 Yes 0.673 No
M_Sed Sh d28 Yes M_Sed Sh d7 Yes 0.795 Yes 0.101 No
M_Sed Op_d28 Yes M_Sed_Sh_d28 Yes 0.09 Yes 0.006 Yes
M_Sed_Op_d28 Yes M_Sed_Op_d7 Yes 0.818 Yes 0.021 Yes
F Sed Sh d28 Yes M_Sed_Sh d28 Yes 0.855 Yes 0.806 No
F Sed_Sh _d28 Yes F_Sed Sh d7 Yes 0.555 Yes 0.791 No
F Sed Op d28 Yes F Sed Sh d28 Yes 0.992 Yes 0.845 No
F_Sed Op_d28 Yes M_Sed_Op_d28 Yes 0.047 No 0.006 Yes
F Sed Op d28 Yes F_Sed Op_d7 Yes 0.038 No 0 Yes
M_Ex_Sh_d7 Yes M_Sed_Sh_d7 Yes 0.916 Yes 0.07 No
M_Ex_Op_d7 Yes M_Ex_Sh_d7 Yes 0.031 No 0.004 Yes
M_Ex_Op_d7 Yes M_Sed_Op_d7 Yes 0.401 Yes 0.154 No
F_Ex _Sh _d7 Yes M_Ex_Sh_d7 Yes 0.648 Yes 0.671 No
F_Ex_Sh_d7 Yes F_Sed_Sh_d7 Yes 0.488 Yes 0.567 No
F Ex Op_d7 Yes F_Ex _Sh_d7 Yes 0.026 No 0.052 No
F_Ex_Op_d7 Yes M_Ex_Op_d7 Yes 0.706 Yes 0.113 No
F _Ex Op_d7 Yes F_Sed Op_d7 Yes 0.919 Yes 0.01 Yes
M_Ex_Sh_d28 Yes M_Ex_Sh_d7 Yes 0.155 Yes 0.476 No
M_Ex_Sh d28 Yes M_Sed_Sh d28 Yes 0.217 Yes 0.31 No
M_Ex_Op_d28 Yes M_Ex_Sh_d28 Yes 0.003 No 0.058 No
M_Ex_Op_d28 Yes M_Ex_Op_d7 Yes 0.868 Yes 0.117 No
M_Ex_Op_d28 Yes M_Sed_Op_d28 Yes 0.673 Yes 0.277 No
F Ex Sh_d28 Yes M_Ex_Sh_d28 Yes 0.92 Yes 0.956 No
F_Ex_Sh_d28 Yes F_Ex_Sh_d7 Yes 0.392 Yes 0.751 No
F Ex Sh_d28 Yes F Sed Sh d28 Yes 0.368 Yes 0.195 No
B _Sed Sh d7 Yes M_Sed_Sh d7 Yes 0.731 Yes 0.185 No
B_Sed_Op_d7 Yes B_Sed_Sh_d7 Yes 0.953 Yes 0 Yes
B_Sed Op_d7 Yes M_Sed_Op_d7 Yes 0.368 Yes 0.178 No
B_Ex_Sh_d7 Yes B_Sed_Sh_d7 Yes 0.068 Yes 0.18 No
B_Ex_Sh_d7 Yes M_Ex_Sh_d7 Yes 0.132 Yes 0.204 No
B_Ex_Op_d7 Yes B_Ex_Sh_d7 Yes 0.008 No 0.011 Yes
B_Ex _Op_d7 Yes B_Sed_Op_d7 Yes 0.276 Yes 0.168 No
B_Ex_Op_d7 Yes M_Ex_Op_d7 Yes 0.665 Yes 0.413 No
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Levene’s Test for Equal Variance and Kruskal-Wallis [Resting Diameter]

Levene Kruskal- .
Group 1 Group 2 Equal ; Different
Group 1 Group 2 Test . Wallis .
normal? normal? variances? medians?
p-value p-value
F Ex Op_d28 No F_Ex Sh_d28 Yes 0.391 Yes 0.007 Yes
F_Ex_Op_d28 No M_Ex_Op_d28 Yes 0.523 Yes 0.958 No
F Ex Op_d28 No F_Ex Op_d7 Yes 0.334 Yes 1 No
F_Ex_Op_d28 No F_Sed Op_d28 Yes 0.466 Yes 0.059 No
Comeparison of C57BI/6 Resting Diameter
Interval Plot of Midzone rest vs Group
95% Cl for the Mean
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F-Test for Equal Variance and ANOVA [Dilated Diameter]

Group 1 Group 1 Group 2 Group 2 | F-Test E_qual ANOVA | Different
normal? normal? | p-value | variances? | p-value means?
M_Sed_Op_d7 Yes M_Sed_Sh_d7 Yes 0.976 Yes 0.002 Yes
F_Sed Sh _d7 Yes M_Sed_Sh d7 Yes 0.574 Yes 0.063 No
F_Sed Op_d7 Yes F_Sed Sh d7 Yes 0.204 Yes 0 Yes
F_Sed Op_d7 Yes M_Sed Op_d7 Yes 0.503 Yes 0.724 No
M_Sed Sh d28 Yes M_Sed Sh d7 Yes 0.74 Yes 0.248 No
M_Sed Op_d28 Yes M_Sed_Sh_d28 Yes 0.498 Yes 0 Yes
M_Sed_Op_d28 Yes M_Sed_Op_d7 Yes 0.752 Yes 0.572 No
F Sed Sh d28 Yes M_Sed_Sh d28 Yes 0.929 Yes 0.622 No
F Sed_Sh _d28 Yes F_Sed Sh d7 Yes 0.893 Yes 0.193 No
F Sed Op d28 Yes F Sed Sh d28 Yes 0.322 Yes 0.001 Yes
F_Sed Op_d28 Yes M_Sed_Op_d28 Yes 0.806 Yes 0.518 No
F Sed Op d28 Yes F_Sed Op_d7 Yes 0.923 Yes 0.869 No
M_Ex_Sh_d7 Yes M_Sed_Sh_d7 Yes 0.965 Yes 0.054 No
M_Ex_Op_d7 Yes M_Ex_Sh_d7 Yes 0.263 Yes 0 Yes
M_Ex_Op_d7 Yes M_Sed_Op_d7 Yes 0.235 Yes 0.852 No
F_Ex _Sh _d7 Yes M_Ex_Sh_d7 Yes 0.038 No 0.401 No
F_Ex_Sh_d7 Yes F_Sed_Sh_d7 Yes 0.137 Yes 0.646 No
F Ex Op_d7 Yes F_Ex _Sh_d7 Yes 0.052 Yes 0 Yes
F_Ex_Op_d7 Yes M_Ex_Op_d7 Yes 0.204 Yes 0.383 No
F _Ex Op_d7 Yes F_Sed Op_d7 Yes 0.434 Yes 0.387 No
M_Ex_Sh_d28 Yes M_Ex_Sh_d7 Yes 0.117 Yes 0.895 No
M_Ex_Sh d28 Yes M_Sed_Sh d28 Yes 0.243 Yes 0.226 No
M_Ex_Op_d28 Yes M_Ex_Sh_d28 Yes 0.018 Yes 0.001 Yes
M_Ex_Op_d28 Yes M_Ex_Op_d7 Yes 0.891 Yes 0.62 No
M_Ex_Op_d28 Yes M_Sed_Op_d28 Yes 0.48 Yes 0.242 No
F Ex Sh_d28 Yes M_Ex_Sh_d28 Yes 0.957 Yes 0.62 No
F_Ex_Sh_d28 Yes F_Ex_Sh_d7 Yes 0.71 Yes 0.109 No
F Ex Sh_d28 Yes F Sed Sh d28 Yes 0.288 Yes 0.049 — 0.05 No*
B Sed Sh d7 Yes M_Sed Sh d7 Yes 0.853 Yes 0.123 No
B_Sed Op_d7 Yes B _Sed_Sh d7 Yes 0.376 Yes 0.009 Yes
B_Sed_Op_d7 Yes M_Sed_Op_d7 Yes 0.425 Yes 0.015 Yes
B_Ex_Sh d7 Yes B _Sed_Sh d7 Yes 0.069 Yes 0.093 No
B_Ex_Sh_d7 Yes M_Ex_Sh_d7 Yes 0.077 Yes 0.137 No
B_Ex _Op_d7 Yes B_Ex_Sh_d7 Yes 0.031 No 0.003 Yes
B_Ex_Op_d7 Yes B_Sed_Op_d7 Yes 0.206 Yes 0.762 No
B_Ex_Op_d7 Yes M_Ex_Op_d7 Yes 0.668 Yes 0.221 No
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Levene’s Test for Equal Variance and Kruskal-Wallis [Dilated Diameter]

Levene Kruskal- .
Group 1 Group 1 Group 2 Group 2 Test E_qual Wallis D|ff§rent
normal? normal? variances? medians?
p-value p-value
F Ex Op_d28 No F_Ex Sh_d28 Yes 0.152 Yes 0.002 Yes
F_Ex_Op_d28 No M_Ex_Op_d28 Yes 0.722 Yes 0.6 No
F Ex Op_d28 No F_Ex Op_d7 Yes 0.55 Yes 0.372 No
F_Ex_Op_d28 No F_Sed Op_d28 Yes 0.856 Yes 0.916 No

Comparison of C57BI/6 Dilated Diameter
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Interval Plot of Midzone dilated vs Group
95% Cl for the Mean
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F-Test for Equal Variance and ANOVA [Percent Change in Diameter]

Group 1 Group 1 Group 2 Group 2 | F-Test E_qual ANOVA | Different
normal? normal? | p-value | variances? | p-value means?

F_Sed Op_d7 Yes F_Sed Sh d7 Yes 0.037 No 0.005 Yes
F_Sed Op_d7 Yes M_Sed Op_d7 Yes 0.993 Yes 0.696 No
M_Sed_Op_d28 Yes M_Sed_Sh_d28 Yes 0.687 Yes 0.866 No
M_Sed Op_d28 Yes M_Sed Op_d7 Yes 0.001 No 0.01 Yes
F Sed_Sh_d28 Yes M_Sed_Sh_d28 Yes 0.308 Yes 0.824 No
F Sed Sh d28 Yes F_Sed Sh _d7 Yes 0.106 Yes 0.515 No
F_Sed Op_d28 Yes F Sed_Sh _d28 Yes 0.552 Yes 0.027 Yes
F Sed Op d28 Yes M_Sed Op_d28 Yes 0.935 Yes 0.004 Yes
F_Sed Op_d28 Yes F_Sed_Op_d7 Yes 0.002 No 0 Yes
M_Ex_Op_d7 Yes M_Ex_Sh_d7 Yes 0.222 Yes 0.336 No
M_Ex_Op_d7 Yes M_Sed_Op_d7 Yes 0.009 No 0.054 No
F_Ex _Sh _d7 Yes M_Ex_Sh_d7 Yes 0.225 Yes 0.087 No
F_Ex_Sh_d7 Yes F_Sed_Sh_d7 Yes 0.716 Yes 0.25 No
M_Ex_Sh d28 Yes M_Ex_Sh_d7 Yes 0.2 Yes 0.242 No
M_Ex_Sh_d28 Yes M_Sed_Sh_d28 Yes 0.852 Yes 0.953 No
M_Ex_Op_d28 Yes M_Ex_Sh_d28 Yes 0.055 Yes 0.469 No
M_Ex_Op_d28 Yes M_Ex_Op_d7 Yes 0.033 No 0.102 No
M_Ex_Op_d28 Yes M_Sed Op_d28 Yes 0.139 Yes 0.382 No
F_Ex_Sh_d28 Yes M_Ex_Sh_d28 Yes 0.833 Yes 0.789 No
F Ex Sh_d28 Yes F_Ex Sh _d7 Yes 0.907 Yes 0.478 No
F_Ex_Sh_d28 Yes F_Sed Sh_d28 Yes 0.19 Yes 0.719 No
F Ex Op_d28 Yes F _Ex Sh_d28 Yes 0.618 Yes 0.246 No
F_Ex _Op_d28 Yes M_Ex_Op_d28 Yes 0.078 Yes 0.857 No
F Ex Op_d28 Yes F Sed Op_d28 Yes 0.697 Yes 0.026 Yes
B_Ex_Sh_d7 Yes M_Ex_Sh_d7 Yes 0.63 Yes 0.927 No
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Levene’s Test for Equal Variance and Kruskal-Wallis [Percent Change in Diameter]

Group 1 Group 1 Group 2 Group 2 L?I_\;i?e E_qual K\;\l;;ﬁ?sl Diffgrent

normal? normal? variances? medians?
p-value p-value

B _Sed Sh d7 No M_Sed_Sh d7 Yes 0.867 Yes 0.522 No

B_Sed Op_d7 No B_Sed_Sh_d7 No 0.35 Yes 0.004 Yes

B _Sed Op d7 No M_Sed Op_d7 Yes 0.306 Yes 0.239 No

B_Ex_Sh_d7 Yes B_Sed_Sh_d7 No 0.728 Yes 0.749 No

B _Ex Op_d7 No B_Ex_Sh_d7 Yes 0.392 Yes 0.109 No

B_Ex _Op_d7 No B_Sed_Op_d7 No 0.245 Yes 0.016 Yes

B _Ex Op_d7 No M_Ex_Op_d7 Yes 0.787 Yes 0.796 No

Comparison of C57BI/6 Percent Change in Diameter

Interval Plot of Midzone % change vs Group
95% Cl for the Mean
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Sample F-Tests for Equal Variances, Interval Plots, and Tukey or Games-Howell Comparisons of Means

Test for Equal Variances: F_Sed_Op_d7, F_Sed_Sh_d7

F Test
P-Value 0037
F_Sed_Op_d7 | - !
F_Sed_Sh d7 } . “
0 10 20 30 40 50 60 70 80
95% Bonferroni Confidence Intervals for StDevs
Games-Howell Simultaneous 95% Cls
Difference of Means for F Sed Op_d7, F_Sed_Sh_d7
F_Sed_Sh.d7 - F_Sed Op.d7 ‘
o 10 20 30 40 50 60 70 80
If an interval does ot contain zero, the means are different.
Test for Equal Variances: F_Sed_Op_d7, M_Sed_Op_d7
F Test
P-Value 0993
F_Sed Op_d7 .
M_Sed_Op_d7 ‘l .
10 15 20 25 30
95% Bonferroni Confidence Intervals for StDevs
Tukey Simultaneous 95% Cls
Difference of Means for F Sed Op_d7, M_Sed Op_d7
M _Sed Op._d7 - F_Sed Op_d7 } }
15 -10 -5 0 5 10

If an interva does not contain zero, the corresponding means are significantly different.

Data
3 8 8 8 &8 38
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30
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Data

Interval Plot of F_Sed_Op_d7, F_Sed_Sh_d7
95% ClI for the Mean

F_Sed Op_d7 F_Sed_Sh d7

Individual standard deviations are used to calculate the intervals.

Interval Plot of F_Sed_Op_d7, M_Sed _Op_d7
95% Cl for the Mean

F_Sed_Op_d7 M_Sed_Op_d7

The pooled standard deviation is used to calculate the intervals.
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Sample Regression Plots of Resting Diameter, Dilated Diameter, and % Change vs. Running Distance

Fitted Line Plot
Resting Diameter = 64.98 - 5.799 Avg distance per day
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