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Summary

[Purposes] It was aimed to investigate histologically the effects of different frequencies of
percutaneous electrical stimulation on changes of bone structure accompanied with
hindlimb-suspension in rats. As experimental materials, forty-eight male rats (7-week-
old, wistar strain) were e randomly classified into a tail suspension group (TS) and a control
group (CO), and TS was subjected to tail suspension for 14 days by the following method.
The TE group performed once a week (TE1), 3 times (TE3), and 5 times (TE5) due to the
difference in intervention frequency.

[Materials and Methods] The transdermal stimulations (DC, voltage: 60 V, basic frequency:
50 Hz, 200 usec, frequency of carrier wave: 80 kHz) was given to TE using a low-frequency
electrical stimulator from the anterior surface of the femur, at the condition of 10minutes /
day, bdays/week, for 2 weeks. The electrical stimulation was performed under anesthesia,
after removing the hair from the femur. Rats in each group were euthanized and femurs
were excised at the end of the experimental period. Those femurs were analyzed
histologically.

[Results] Numberless fine fossulae on the outer surface of the femur decreased, from T1
to T5. Regarding the cancellous bone at the distal metaphysis of the femur, many thick
trabeculae were found in CO, but the trabeculae of HS and TE1 were thin. The density of
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the trabecular bone increased from TEI to TE3, and the trabecular density increased from
TE3 to TE5. The arrangement direction of the trabecula also became regular from T3 to
T5, and showed a structure similar to CO.

[Conclusion] It was suggested that bone loss in the cancellous bone in the distal femur
caused by rat hindlimb suspension may be suppressed by percutaneous electrical stimulation
three or more times a week, and bone weakening may be prevented.

Keywards: Hindlimb-suspension, transcutaneous electrical stimulation

1. Introducction

It was reported that costs incurred during activities of daily living and while in a facility
account for most of the total cost from age 70 to death”. Mechanical stress is important for
maintaining bone mass, and mechanical unloading such as long-term bedridden causes
osteoporosis ?. Osteoporosis can be treated with a drug or an exercise therapy, and
Bisphosphonates are often used for their treatment?®. However, it has also been shown that
long-term administration of that drug has side effects such as mandibular necrosis®. It is
considered that the exercise therapy is desirable because the drug treatment has such side
effects.

It has been reported that an appropriate walking exercise under proper calcium intake
maintains the bone mineral density of a lumbar spine in postmenopausal osteoporosis
patients®. It was also shown that the prevalence of both osteoporosis and osteoarthritis
increases with age®. In this way, patients with osteoporosis often have other locomotorium
diseases at the same time, and it is difficult to prescribe exercise therapy. For this reason,
the author focused on the effect of mechanical stimulation by electrical stimulation on bone
as a method other than joint movement. It has reported, from previous study® using a
transcutaneous electrical stimulation, that the bone formation is promoted by that stimulation
after the hindlimb-suspension in rats. However, there are no reports of differences in the
effects of cost-on stimuli with different intervention frequencies.

In this study, it was aimed to investigate histologically the effects of different frequencies
of percutaneous electrical stimulation on changes of bone structure accompanied with

hindlimb-suspension in rats.

2. Materials and methods

2.1. Materials

As experimental materials, forty-eight male wistar rats (7-week-old, wistar strain) were
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randomly classified into a tail suspension group (TS) and a control group (CO), and TS was
subjected to tail suspension for 14 days by the following method. The TE group performed
once a week (TE]1), 3 times (TE3), and 5 times (TE5) due to the difference in intervention

frequency.

2.2. Experiments
2.2.1. Hind-limb—suspension

As for the tail suspension, we prepared a cage with a wire mesh 20 cm higher than the
normal cage, and the hindlimbs of HS and TE suspended from the ceiling of the cages for
2 weeks. It was considered so that water could be fed and watered while the hindlimbs

were suspended.

2.2.2. Transcutaneous electrical stimulation

The transdermal stimulations (DC, voltage: 60 V, basic frequency: 50 Hz, 200 usec,
frequency of carrier wave: 80 kHz) was given to TE using a low-frequency electrical
stimulator from the anterior surface of the femur, at the condition of 10minutes /day,
Sdays/week, for 2 weeks. The electrical stimulation was performed under anesthesia, after

removing the hair from the femur.

2.2.3. Sampling and fixation

Rats in each group were euthanized by carbon dioxide inhalation at the end of the
experimental period. The femurs were excised after confirming death, and the distal part
of them were sagittally cut with a hand motor. Those specimens were immersed in 4%

paraformaldehyde solution (PFA) or Karnovsky solution immediately after excision and

fixed.

2.2.4. Analyses and observations

An outer face and an inner face of the cortical bone were observed macroscopically and
furthermore observed using a scanning electron microscope (SEM), after the femurs in
each group were treated by a sodium hypochlorite. Non-decalcified resin-embedded
polished specimens were prepared using femur in each group, were stained with toluidine

blue, and were observed with an optical microscope.
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3. Results

When observing macroscopically the cortical bone on the outer surface of the distal
femur treated with sodium hypochlorite revealed, it was smooth in both groups. When this
area was enlarged and observed by SEM, the surfaces of all groups were rough. However,
when the bone surface of each group is observed in detail, there are many relatively smooth
sites in CO, and such areas were accompanied by an increase in intervention frequency

from TEI1 to TEb. (Fig.1)

Fig.1. Structure of the cortical bone on the outer surface of the distal femur
Bar=500pm
Sodium-hypochlorite treatment specimens, Arrows shows relatively smooth areas.

Upper: macroscopic images, Lower: SEM images magnified square part of Fig.1

Many small fossulae were observed, and a site without such fossulae was also observed
between them, as magnifying and observing by SEM the outer surface of the femur in TE5.
(Fig. 2-a) When the area was further enlarged, the surface of the small fossulae were

smooth, and the surface of the area without those fossulae was in a rough state. (Fig. 2-b)
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Fig.2. Magnified images of the outer surface by SEM in TE5
Barof ”a” :50pm  Bar of " b” :10pm
Sodium-hypochlorite treatment specimens,

b: magnified image of square part in “a“

Arrows shows: fossulae. *: Arrows shows relatively smooth areas.

Macroscopic observation of the inner surface of the femur of each group treated with
sodium hypochlorite revealed cancellous bone at the metaphysis, and no significant
difference was observed between the groups in the structure of the trabecula there. When
they were observed by SEM, many thick trabeculae were observed in CO, but the HS and
TEI1 trabeculae were thin. In addition, the density of the trabecular bone increased from
TEI to TE3, and the trabecular density furthermore increased from TE3 to TE5. In this
way, the bone mass increased in a manner depended on intervention frequency, and
moreover, the trabecular bone alignment direction also became regular from T3 to T5,

showing a structure likely to CO. (Fig. 3)

Fig.3. Structure of the cortical bone on the inner surface of the distal femur
Bar=10pm
Sodium-hypochlorite treatment specimens, Arrows shows relatively smooth areas.

Upper: macroscopic images, Lower: SEM images magnified square part of Fig.1
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Toluidine blue stain was applied to the non-decalcified resin-embedded polished specimen
to clarify the difference between the trabecular structures, and the trabecular bone at the
end of the bone was enlarged and observed. The arrangements of the trabecular bones
were irregular fairly in HS, but otherwise arranged vertically. The trabecular bones of both
groups were deeply dyed, and there were different stained bones on the surface side. There
was almost no difference between the groups concerned to the deep dark area. However,
the bone on the surface side had the thickest CO and the entire trabecular bone was also
thick. On the contrary, in HS, the bone on the surface side was thin and the trabecula was
thin. There was not much change in the thickness of the trabecular bone from TE1 to TE5,
but many connections between adjacent trabecular bones were observed in TE3 and TEb.

(Fig. 4

Fig.4. Light microscopic image in each group
Bar=50pm

Undecalcified resin-embedded ground section, Toluidineblue stain.

4. Discussion

In this study, it was histologically investigated how different frequencies of transcutaneous
electrical stimulation affect trabecular bone loss in rat hindlimbs caused by a reduction of
mechanical-loading. It has been reported that acupuncture® and trsnscutaneous” electrical
stimulations function suppressively on the bone loss in the cortical and cancellous bone
accompanied with a reduction of mechanical-loading. A study using a rat fracture model
have also shown that an acupuncture stimulation promotes recovery from injuries®?. As

described above, it is shown that the effect of the electrical stimulation inhibits a bone
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resorption due to a reduction of mechanical-loading and promotes a bone formation after
fracture.

First, regarding the cortical bone in this study, the outer surface of the cortical bone of
CO was relatively smooth, but the site of HS was rather rough. However, the smooth area
increased as the intervention frequency increased from TE1 to TE5. Moreover, when the
outer surface of the cortical bone was magnified and observed by SEM, the surface of the
small fosses was in a smooth state. Nakai, et al.'” reported that there are more cells positive
for a tartrate-resistant acid phosphatase (TRAP) reaction on the surface of the femur of
rats with hindlimb immobilization than CO, but this is significantly reduced by the
acupuncture stimulation. First, regarding the cortical bone in this study, the outer surface
of the cortical bone of CO was relatively smooth, but the site of HS was rather rough.
However, the smooth area increased as the intervention frequency increased from TEI to
TES. Moreover, when the outer surface of the cortical bone was magnified and observed by
SEM, the surface of the small fosses was in a smooth state. Nakai, et al.' reported that there
are more cells positive for a tartrate-resistant acid phosphatase (TRAP) reaction on the
surface of the femur of rats with hindlimb immobilization than CO, but this is significantly
reduced by the acupuncture stimulation.

From this, it seems that the small fosses existing on the surface of the cortical bone
correspond to the sites absorbed by TRAP-positive cells, that is, osteoclasts. It is thought
that they increase with the reduction of mechanical-loading and decreases with the electrical
stimulation. Furthermore, the condition is such that the cortical surface becomes smooth
depending on the intervention frequency, and it is considered that a remarkable inhibitory
effect on bone resorption is obtained at 5 days / week on the outer surface of the cortical
bone. The cortical surface became smooth depending on the intervention frequency, and it
seems that a remarkable inhibitory effect on bone resorption was obtained at 5 days / week
on the outer surface of the cortical bone.

It has been reported that the cancellous bone in the distal part of the femur is decreased
by reducing the mechanical-loading of the rat hind limbs, but is maintained by electrical
stimulation®” . In this study, many thick trabeculae were found in the cancellous bone at
the distal metaphysis of the femur of CO, and they showed a regular arrangement in the
vertical direction. On the other hand, the trabeculae of HS were thin and loose, and the
arrangement was irregular. The trabeculae of TE1 was also thin, but TE3 and TE5 became
thicker, and they were observed to be regularly arranged in the vertical direction in all

groups of TE. The trabecula of the cancellous bone at the distal metaphysis of the femur is
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responsible for receiving the mechanical-loading from the tibial side and transmitting it to
the diaphyseal cortical bone. It is considered that the trabeculae were resorbed by the
decrease in the mechanical-loading, because the trabeculae of HS were thin, loose, and
irregularly arranged. On the contrary, they approached the situation of CO as it changed
from TE1 to TES5. This is similar to the change that appears due to the increase in weight
due to growth and exercise, and it seems that the electrical stimulation has a similar effect.

When observing the undecalcified specimen that were embedded in the resin-embedded
resin and were stained with toluidine blue and the trabecular bones of all groups were
darkly stained, and no difference was observed in the thickness between the groups. Bone
matrix that causes metachromasy by that stain was added to the surface of the trabecular
bones. The trabecular bone of the cancellous bone at the metaphysis is formed by adding
bone around the calcified cartilage trabeculae extended from the growth plate. The bone
on the surface of the bone trabeculae had the thickest in CO and the bone trabeculae was
also thick. On the contrary, in HS, the bone on the surface side was thin and the bone
trabeculae was thin. These facts suggest that CO promotes bone addition around the
calcified cartilage beam, and conversely, HS does not perform bone resorption and bone
resorption occurs. These facts suggest that CO promotes bone addition around the calcified
cartilage trabeculae, and conversely, HS does not perform bone resorption and bone
resorption occurs.

The bone on the superficial side was clearly purple in CO, TE3 and TE5 by metachromasy,
but was stained in light blue in HS and weak in metachromasy in TE]. In this way, the bone
on the surface side of the trabecular beam strongly caused metachromasy in CO, whereas
the metachromasy was weak in HS and TEI. Since toluidine blue causes metachromasy
when a substance having a sulfate group such as cartilage is contained in a large amount
in the substrate, the stainability of the CO and HS substrates may mean a change in the
substrate component due to immobilization. In addition, all of TE groups that were decreased
in the mechanical-loading showed intermediate stain ability between CO and HS, which is
also presumed to be related to the state of the substrate component.

As regarding these trabecular structures, changes in the trabecular arrangement
direction and stainability depend on the intervention frequency, and in this way, energization
stimulation is effective for bone loss due to weight reduction, and its effect. It seems to be
intervention frequency dependent, as is the outer surface of the cortical bone. It has been
reported that the structure of the cortical bone differs between the proximal metaphysis

and the central part of the diaphysis in the developing rat tibia'’, and that the structure and
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mechanical strength differ with development even at the same site'*'. Similar findings have
been reported from studies observed in rat femur'. In this study, specimens were sampled
from the distal femur in both groups, so the central part of the diaphysis is unclear. In
addition, no mechanical test has been conducted, and it is a future task to examine the effect
of electrical stimulation on the structure and mechanical strength of not only the distal

femur but also the central diaphysis.

5. Conclusion
It was suggested that bone loss in the cancellous bone in the distal femur caused by rat
hindlimb suspension may be suppressed by percutaneous electrical stimulation three or

more times a week, and bone weakening may be prevented.
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