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Abstract. Morphine, oxycodone, and fentany! are clinically prescribed drugs for the manage-
ment of severe pain. We investigated whether these opioids possess different efficacy profiles on
several types of pain in mouse pain models. When the three opioids were tested in the femur
bone cancer model, all of them significantly reversed guarding behavior, whereas the effects on
limb-use abnormality and allodynia-like behavior differed among the opioids. Particularly,
although oxycodone (5-20mg/kg) and fentanyl (0.2 mg/kg) significantly reversed limb-use
abnormality, not even a high dose of morphine (50 mg/kg) could reverse it. When the effects of
these opioids were examined in a sciatic nerve ligation (SNL) model of neuropathic pain,
oxycodone was the most effective, producing an antinociceptive effect without affecting the
withdrawal threshold of sham-treated animals, When the effects of these opioids were examined
with the tail-flick test using naive animals, oxycodone, morphine, and fentanyl exhibited
antinociceptive effects on thermal nociception. These results show that the three opioids exhibit
different efficacy outcomes in multiple pain models and that the efficacy profile of oxycodone
does not overlap those of morphine and fentanyl.

Keywords: oxycodone, morphine, fentanyl, neuropathic pain-like state, bone cancer pain

Introduction

Morphine, oxycodone, and fentanyl are clinically
prescribed opioids for the management of severe pain.
These opioids possess strong antinociceptive effects on
various types of pain related to abnormal physical
conditions (1); however, certain types of pain are
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difficult to control with an opioid. For example, neuro-
pathic pain, caused by nerve injury, does not respond
effectively to opioids (2). As a result, tricyclic anti-
depressants (3) and/or serotonin/noradrenaline re-uptake
inhibitors (4) are prescribed for this type of pain. Bone
cancer pain is another example in which treatment with
opioid alone is often insufficient (5 — 7). Although the
doses of opioid may be gradually increased to obtain
better pain relief, adverse effects such as drowsiness or
respiratory depression become problematic, as those
adverse effects significantly affect the patient’s quality
of life (8 — 10). To more effectively manage cancer pain,
a combination of an opioid and a non-opioid analgesic
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such as an anticonvulsant, an antidepressant, or a local
anesthetic has been preferred for a better clinical out-
come (11, 12).

Among several opioids, oxycodone has recently been
recommended for the treatment of cancer and non-
cancer pain (13). Several clinical reports have shown
that oxycodone effectively relieved pain in patients
suffering from bone cancer pain or neuropathic pain
induced by post-herpetic neuralgia (PHN) or diabetic
neuropathy (DNP). For example, Bercovitch and
Adunsky (14) reported that a high dose of oxycodone
(e.g., 231 mg/day) could relieve bone cancer pain, and
Watson et al. reported that controlled-release oxycodone
was effective to manage pain induced by PHN (15) and
DNP (16).

The antinociceptive effects of oxycodone, morphine,
and fentanyl have been studied in several animal pain
models. These opioids exhibited the significant anti-
nociceptive effects, as measured by the tail-flick test,
on pain caused by thermal stimuli (17). In the mouse
sciatic nerve ligation (SNL) model, oxycodone has
been shown to reverse the nociceptive pain caused by
mechanical stimuli (18). Furthermore, in a mouse femur
bone cancer (FBC) model, which showed similar patho-
logical symptoms to human bone metastasis, morphine
and fentanyl were reported to exhibit antinociceptive
effects on several pain-related behaviors (19). Although
those studies showed that these opioids were effective
on several different types of pain, only a few studies
have directly compared the pharmacological efficacy of
the three opioids in animal pain models (17). For an
appropriate opioid use, it is important to understand the
pharmacological profile of each opioid in various types
of pain.

In the present study, the pharmacological efficacies of
morphine, oxycodone, and fentany! were investigated in
the FBC and the SNL models as well as in the tail-flick
test. OQur results showed that morphine, oxycodone, and
fentanyl exhibited different efficacy profiles in some of
the mouse pain models. Among the three opioids,
oxycodone showed the most favorable analgesic effect
in both the FBC and the SNL models.

Materials and Methods

Experimental animals

The experiments were performed using male
C3H/HeN mice (CLEA Japan, Inc., Tokyo) and male
ICR mice (Japan SLC, Inc., Shizuoka), weighing 18 - 23
and 20— 25 g, respectively. The mice were housed in a
vivarium with a 12-h alternating light-dark cycle and
were given food and water ad libitum. All procedures
were approved by the Animal Care and Use Committee

of Shionogi Research Laboratories, Osaka, Japan.

Drug administration

Morphine hydrochloride (produced by Shionogi &
Co., Ltd., Osaka), oxycodone hydrochloride {produced
by Shionogi & Co., Ltd.), fentanyl citrate (Fentanyl
injection; Daiichi-Sankyo Co., Ltd., Tokyo) were each
dissolved in saline solution. The drug solutions were
freshly prepared on each experimental day. Oxycodone,
morphine, or fentanyl was administered subcutaneously
30 min before pain assessment.

The FBC model

For the FBC model, NCTC 2472 tumor cells
(American Type Culture Collection, Manassas, VA,
USA) were injected into the medullary cavity of the
distal femur of C3H/HeN mice (20). The NCTC 2472
cells were maintained in Dulbecco’s Modified Eagle’s
Medium (Invitrogen, Inc., Carisbad, CA, USA), supple-
mented with 10% fetal bovine serum (Invitrogen, Inc.),
100 units/mL penicillin, and 100 ug/mL streptomycin
(Invitrogen, Inc.); and they were cultured at 37 £0.2°C
in a humidified atmosphere of 5% CO.. The NCTC 2472
tumor cells were transfected with the luciferase gene
in pUSEamp (Upstate, Lake Placid, NY, USA), using
Lipofectamine 2000 (Invitrogen, Inc.). Transfected cells
were selected by growth in medium containing 1 mg/mL
(G418 (Invitrogen, Inc.). Luciferase-expressing colonies
were confirmed by measuring luciferase activity using
an IVIS imaging system 200 (Xenogen Corp., Alameda,
CA, USA) and were isolated by using cloning rings.

Tumor cells were injected following the protocol
described previously by Honore etal. (20) with slight
modification. In brief, mice were anesthetized with 0.2%
xylazine (Selactar; Bayer Medical, Ltd., Tokyo) and 1%
ketamine (Ketalar; Daiichi Sankyo Co., Ltd.), and a left
knee arthrotomy was performed. Wild-type or luciferase-
transfected tumor cells [1 x 10° cells in 5 ul of Hank’s
balanced salt solution (Invitrogen, Inc.)] were injected
directly into the medullary cavity of the distal femur, and
the drilled hole in the bone was closed with resin cement
(ADFA; Shofu Inc., Kyoto). In the sham group, 5 uL of
Hank’s balanced salt solution was injected directly into
the medullary cavity of the distal femur, and the drilled
hole was repaired in the same manner.

Evaluations of tumor growth and bone destruction in the
FBC model

Tumor-implanted mice were visualized by whole-body
luciferase imaging with the IVIS imaging system 200
(Xenogen Corp.). Briefly, one milligram of potassium
salt of D-luciferin dissolved in 0.1 ml phosphate-buff-
ered saline (PBS, Invitrogen, Inc.) was injected intrave-
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nously to mice using 27-gauge syringes. Then the mice
were kept under anesthesia with isoflurane. Immediately
starting after the luciferin injection, images were
collected for 60 s. Relative tumor metastasis burden in
mice was calculated with the Living Image software
version 2.50 (Xenogen Corp.).

On 3,7, 10, and 14 days after tumor implantation, the
mice were anesthetized with diethylether and refluxed
with 10% neutral buffered formalin. The femur bone
was removed and fixed with 10% neutral buffered
formalin for 2 days. The 3-um-thick cross-sections of
femur bone were stained by hematoxylin and eosin for
histological analyses.

The extent of tumor-induced bone destruction (oste-
olysis) was monitored by X-ray radiography on 7, 14,
and 21 days after tumor implantation. The mice were
anesthetized with diethylether and refluxed with 10%
neutral buffered formalin. Then the femur bone was
removed and fixed with 10% neutral buffered formalin
for 2 days. Removed femur bone was placed on wrapped
films (Fuji Industrial X-ray Film FR; Fuji Photo Film,
Kanagawa) and exposed to X-irradiation at 35 kV for
70 s using a Soft X-ray SOFRON Apparatus (Sofron,
Tokyo).

Behavioral analysis in the FBC model

The behavioral analysis was preformed following the
protocol described previously by Lugar et al. (21). The
pain-related behaviors in the FBC model were evaluated
before and after drug administration on 14 days after
tumor implantation. The experimental and sham animals
were evaluated for ongoing pain based on guarding
behavior, for ambulatory pain based on limb-use abnor-
mality, and for allodynia-like behavior based on the
von Frey monofilament test. Guarding behavior and
limb-use abnormality were assessed in the same animals,
and allodynia-like pain was assessed in a separate set of
animals.

The mice were placed in a clear plastic observation
box and allowed to habituate for 15 min. Then the
spontaneous guarding behavior was assessed during a 2-
min observation period. The lifting time of the hind
paw on the ipsilateral side during ambulation was
measured as guarding behavior. Limb-use abnormality
on the ipsilateral side during spontaneous ambulation
was scored on a scale of 0 to 4: 0, normal use of limb; 1,
slight limp; 2, clear limp; 3, partial non-use of limb; and
4, complete non-use of limb. Allodynia-like behavior
was measured by the withdrawal threshold upon applica-
tion of von Frey monofilament stimulation to the plantar
surface of the hind paw (pressures: 0.008, 0.02, 0.04,
0.07, 0.16, 0.4, 0.6, and | g). The up-down method of
von Frey monofilament test (22) was used in the present

study. Briefly, the von Frey filaments were applied to
the ipsilateral side of the hind paw for the maximum
period of 45, and withdrawal response was observed.
The 0.07-g stimulus was applied first. When withdrawal
response to a given filament was observed, a one step
thinner filament (a weaker stimulation) was applied.
The same procedure was continued until the descending
monofilament stimulation no longer induced the
behavioral response. When no response was observed
by the monofilament stimulation, a one step thicker
monofilament (a stronger stimulation) was applied again
to confirm the positive response. After that, no response
was again confirmed by the one step thinner monofila-
ment to complete the test, and the weakest stimulation
that caused the positive response was taken as the
threshold value. The mice showing the threshold change
from 0.07 or 0.16 g (before tumor implantation) to
0.008 g (on the 14 days after tumor implantation) were
used in the experiments.

Experiments using the SNL model

For the SNL model, ICR mice were anesthetized with
3% isoflurane, and a ligature was tied tightly with 8-0
silk suture around approximately 1/3 to 1/2 the diameter
of the sciatic nerve on the left hind paw side (ipsilateral
side), as described previously (23). In sham-operated
mice, the nerve was exposed, but the nerve ligation
was not performed. At 7 days after surgery, the drug
efficacies were evaluated in these animals. The neuro-
pathic pain-like state was assessed by measuting the
withdrawal threshold using von Frey monofilament
stimulation applied to the plantar surface of the hind
paw (pressures: 0.008, 0.02, 0.04, 0.07, 0.16, 0.4, 0.6,
and 1g). The up-down method of the von Frey
monofilament test was used as described above. The
mice showing the threshold change from 0.07 or 0.16 g
(before the surgery) to below 0.02 g (on the 7 days after
the nerve ligation) were used in the experiments.

Assessment of anti-thermal nociception

The assessment of anti-thermal nociception was
performed by the tail-flick test (Ugo Basile, Comerio,
VA, Italy). The intensity of the heat stimulus was
adjusted so that the intact animal flicked its tail within
2 —4 s after stimulus application. The tail-flick response
was measured before and after drug administration, and
the cut-off time was set at 10 s to avoid injury to the tail.

Statistical analyses

All data are reported as values of the mean + S.E.M.
SAS software ver. 8 was used to perform the statistical
analysis. One-way ANOVA was used to compare
continuous data, including tail-flick latency and guarding
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behavior, among the experimental groups. A Kruskall-
Wallis test was used to compare discontinuous data,
including neuropathic pain-like state, limb-use abnor-
mality, and allodynia-like behavior, among the experi-
mental groups. For multiple comparisons, Dunnett’s
test (for tail-flick latency and guarding behavior) or
Steel’s test (for neuropathic pain-like state, limb-use
abnormality, and allodynia-like behavior) was used. For

comparisons between two groups, Student’s f-test (for
guarding behavior) or the Wilcoxon signed-rank test (for
limb-use abnormality and allodynia-like behavior) was
used. A probability value (P) of <0.05 was considered
to be statistically significant. The dose producing 50% of
the effect (EDsq) was determined by inverse prediction
based on the regression analysis.

Sham (14 days)

Fig. 1. Histological analysis of tumor growth., A: Luciferase gene—transfected NCTC2472 cells were implanted into the
intramedulla of left femur bone (10° cells/5 ul). Luminescence was measured by 1VIS®200 within 5 min after i.v. injection of
luciferin (1 mg/ml) at 0.2 mi/mouse at 1 (a), 3 (b), 7 (c), 10 (d), and 14 (e) days after tumor implantation. The color, which
indicates the intensity of photon emission, changes from blue to red as tumor cells grow. B: Radiographs show the left femur
bone of the FBC model at 14 (a) and 7 (b) days in the tumor implanted—group and at 14 days in the sham-treated group (c), and
the radiograph (d) expanded to show the distal part of the femur bone, which corresponds to the area surrounded by the square in
photo Ba. The arrows and asterisk in the radiographs indicate the area of tumor implantation and bone destruction, respectively.
The photomicrograph () shows the distal part of the femur bone, which is stained by hematoxilin and eosin. The arrow heads in
the photomicrograph indicate the tumor cells that invade between the periosteum and the cortical bone.
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Results

The histological analysis of tumor growth in the FBC
model

The growth of the implanted tumor cells was investi-
gated in the FBC model by monitoring the photon
emission from the tumor cells stably expressing
luciferase (Fig. 1A). On the first day after the tumor
implantation, the photon emission was restricted within
the implanted area with the low emission level
(Fig. 1Aa). The progressive tumor growth was observed
for 14 or more days after tumor implantation. The
photon emission was not observed throughout the body
even on 14 days after tumor implantation, suggesting

Table 1. Histological analysis of tumor growth in the femur bone
Tumor cells in femur bone
Extent Observed area
3 days + Intramedulla
7 days +, +, ++, +++  Intramedulla
10 days ++H Intramedulla and trabecular bone
14 days ++ Intramedulla

Trabecular bone
Between priosteum and cortical bone

The symbols in the table indicate the extent of tumor cell invasion as
follows: (%) less than 10%, (+) 10% —30%, (++) 30% - 60%, and
(+++) over 60%.
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that the tumor cells were retained within a relatively
restricted area around the femur (Fig. 1A). Histological
and X-ray analyses were applied to observe the
anatomical changes in the femur bone, and we
confirmed that the tumor cells progressively grew in
the intramedulla and started invading the trabecular bone
around 7 days after tumor implantation (Table 1). On
10 days after tumor implantation, the trabecular bone
was filled with tumor cells (Table 1 and Fig. iBe),
which reached to the zone of ossification of the femur,
followed by further invasion into the part between the
periosteum and cortical bone on at 14 days after tumor
implantation (see the black arrow heads in Fig. 1Be).
The X-ray radiographs indicated that bone destruction
occurred in the distal part of the femur bone by 14 days
after tumor implantation (see the asterisks in Fig. 1: Ba
and Bd). The radiographs and photomicrograph observa-
tions confirmed that there was invasion of the tumor
cells at the area where bone destruction was observed.
No significant change in the bone histology was
observed in the sham-treated group on 14 days after the
surgery (Fig. 1Bc).

The correlation between the tumor growth and pain-
related behaviors in the FBC model

To evaluate the tumor growth level in the FBC model,
the photon intensity was measured from the images
captured by the IVIS. The levels of the emitted photon

Fig.2. The correlation between the wmor
growth and the observed pain-related behav-
iors. The photons of luminescence captured in
the IVIS imaging system were calculated by
the Living Image Software on days 1, 3, 7,
10, and 14 after tumor implantation. The data
represents the meant SEM. (n=18) (A).
Guarding (B), limb-use abnormality (C), and
allodynia-like behavior (D) were measured at
pre-implantation and on days 3, 7, 10, and 14
after tumor implantation. Each column and
vertical bar show the mean £ S.EM. of 18
measurements, **P<0.01, compared with the
pre-implantation (Pre) group (Dunnett’s test).
Modified from Ref. 37 (proceeding for The
Fourth Asia Pacific Symposium on Pain
Control, Kuala Lumpur, November 2 -4,
2007) with permission from S. Karger AG,
Basel.

7 10 14

7 10 14
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intensity gradually increased after the tumor cell implan-
tation, and the level at 3 days after tumor implantation
was approximately1.5-fold of the level on day 1, 11-fold
at day 7, 31-fold at day 10, and 135-fold at 14 days
after tumor implantation (Fig. 2A). The previous studies
showed that several pain-related behaviors were
observed in the FBC model. Guarding behavior is
thought to indicate ongoing pain, limb-use abnormality
is thought to represent ambulatory pain, and an allodynia-
like behavior is thought to represent touch-evoked pain
in this model (21). We, therefore, investigated whether
these behaviors were correlated with tumor growth.
The guard times were significantly prolonged at 10 and
14 days after tumor implantation compared with the
values at pre-implantation (Fig. 2B). Similarly, animals
also started to exhibit abnormal limb-use at 7 days after
tumor implantation, and such abnormal behavior was
more prominent in the later days (Fig. 2C). Allodynia
was evaluated by measuring the paw withdrawal
threshold in response to probing with von Frey mono-
filaments, and significant threshold drops were observed
after the 3rd day post tumor implantation (Fig. 2D).
These results showed that those pain-related behaviors
were correlatively observed with tumor growth in this
model.

Effects of oxycodone, morphine, and fentanyl in the FBC
model

We tested the effects of oxycodone, morphine, and
fentany! in the FBC model. The effects of each opioid
were assessed by observing three pain-related behaviors:
guarding behavior, limb-use abnormality, and allodynia-
like behavior. Figure3 shows that all three opioids
similarly reduced the guarding time in the FBC model
group without affecting the sham-treated group. In
contrast, the antinociceptive effects on ambulatory pain
differed among the opioids (Fig. 4). Within the range of
doses that did not affect the sham-treated group, only
oxycodone at 5 mg/kg exhibited a significant analgesic
effect (Fig. 4). Although fentanyi at 0.2 mg/kg signifi-
cantly improved the limb-use abnormality score, this
dose of fentanyl also affected the sham-treated group.
Morphine did not improve the limb-use abnormality
score, even at the highest dose tested (50 mg/kg, s.c.)
(Fig. 4). The effects of the opioids on allodynia-like
behavior were measured using the von Frey monofila-
ment test. Oxycodone (5-20mg/kg,s.c.), morphine
(50 mg/kg, s.c.), and fentanyl (0.075-0.2 mg/kg, s.c.)
significantly reversed the decrease of the paw with-
drawal threshold, indicating that all three opioids effec-
tively reversed allodynia-like behavior (Fig. 5). However,
the effective doses of morphine (50 mg/kg, s.c.) and
fentanyl (0.1 and 0.2 mg/kg, s.c.) were close to or at the
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Fig. 3. The effects of oxycodone, morphine, and fentanyl on guard-
ing behavior. The analgesic effects of oxycodone, morphine, and
fentanyl on on-going pain in FBC model mice were evaluated
based on guarding behavior. FBC model mice were used at 14 days
after tumor implantation, and each opioid was administered subcuta-
neously 30 min before the measurement. Open and fitled columns
indicate the sham-treated and tumor-implanted groups, respectively.
The columns and vertical bars show the means £ S.EM. (n=6-8).
*P<0.05, **P<0.01, compared with vehicle (V) in the tumor-
implanted group (one-way ANOVA and Dunnett’s test).

doses that affected the paw withdrawal threshold in
the sham-treated group, while oxycodone reversed the
allodynia-like behavior without affecting the sham
group (Fig. 5).



66 K Minami et al

Oxycodone
4.0 [ sham

2 T O Tumor-implanted  Stronger
w®
E 30
£T

g *
@ 320 » H Pain
=]
2
2 ] ##
5 1.0 {}

Weaker
v 1 2 5 10 20

Oxycodone {mg/kg, s.c.)

Morphine
00 sham
2 4.0 Tumor-implanted
£
E 304
i3
] [*]
g 032.0 E
7
£
E 104 #
oed
0 1 I 'l i 1
10 20 §0
Morphine (mg/kg, s.c.)
Fentanyl
{1 Sham
4.0

Tumor-implanted

Limb-use abnormality
{Score)

VvV 0.025 0.05 0075 0.1 0.2

Fentanyl (mg/kg, s.c.)

Fig. 4. The effects of oxycodone, morphine, and fentany! on limb-
use abnormality. The analgesic effects of oxycodone, morphine, and
fentany! on ambulatory pain in FBC model mice were evaluated
based on limb-use abnormalities. FBC model mice were used at
14 days after tumor implantation, and each opioid was administered
subcutancously 30 min before measuring the limb-use abnormality
score. Open and filled columns indicate the sham-treated and tumor-
implanted groups, respectively. The columns and vertical bars show
the means +S.EM (n=6-8). *P<0.05, ¥**P<0.01, compared with
vehicle (V) in the tumor-implanted group (Kruskall-Wallis test and
Steel’s test). "P<0.05, ¥P<0.01, compared with vehicle (V) in the
sham-treated group (Kruskall-Wallis test and Steel’s test).

Effects of oxycodone, morphine, and fentanyl on «a
neuropathic pain-like state in SNL model mice
To evaluate the antinociceptive effects of oxycodone,
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Fig.5. The effects of oxycodone, morphine, and fentanyl on
allodynia-like behavior. The effects of oxycodone, morphine, and
fentanyl on allodynia-like behavior in FBC model mice were
cvaluated. FBC model mice were used 14 days aiter tumor implanta-
tion, and each opioid was administered subcutaneously 30 min before
the measuring the withdrawal threshold in the von Frey monofila-
ment test. Open and filled columns indicate sham-treated and tumor-
implanted groups, respectively. The columns and vertical bars show
the means £+ S.EM. (n=6-8), *P<0.05, **P<0.01, compared with
vehicle (V) in the tumor-implanted group (Kruskall-Wallis test and
Steel’s test). *P<0.05, *P<0.01, compared with vehicle (V) in the
sham-treated group (Kruskall-Wallis test and Steel’s test).

morphine, and fentanyl on a neuropathic pain-like state,
the withdrawal threshold to stimulation with von Frey
monofilaments was measured in the hind paw of SNL
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Fig. 6. The effects of oxycodone, morphine, and fentanyl on the
neuropathic pain-like state. The antinociceptive effects of oxycodone,
morphine, and fentanyl on a newopathic pain-like state in sciatic
nerve ligation (SNL) model mice were evaluated. Seven days after
nerve ligation, each opioid was administered subcutaneously 30 min
before measuring the withdrawal threshold to stimulation with von
Frey monofilaments. Open and filled columns indicate the sham-
treated and SNL groups, respectively. The columns and vertical bars
show the means + S.E.M. (n=8). *P<0.05, compared with vehicle
(V) in the SNL group (Kruskall-Wallis test and Steel’s test). “P<0.05,
#P<0.01, compared with vehicle (V) in the sham-operated group
(Kruskall-Wallis test and Steel’s test).

model mice. Oxycodone (2 and 5 mg/kg, s.c.) signifi-
cantly reversed the decreased withdrawal threshold
induced by physical ligation of the sciatic nerve. The
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Fig.7. The effects of oxycodone, morphine, and fentanyl on thermal
nociception. The antinociceptive effects of oxycodone, morphine,
and fentanyl on thermal nociception in intact ICR mice were
cvaluated using the tail-flick test. Each opioid was administered
subcutaneously 30 min before the measurement. The cut-off time was
set at 10s in the test to avoid injury to the tail. The columns and
vertical bars show the means + S.EM. (n= 6). **P<0.01, compared
with the vehicle (V) group (one-way ANOVA and Dunnett’s test).

strongest analgesic effect (approximately 80% of
reversal) occurred with the 5-mg/kg dose, which did not
affect the paw withdrawal threshold in the sham-treated
group (Fig. 6). Although morphine (20 mg/kg, s.c.) and
fentanyl (0.1 and 0.2 mg/kg,s.c.) also reversed the
decreased withdrawal threshold in the experimental
group, the high doses required were close to or at the
doses that significantly affected the withdrawal threshold
in the sham-treated group (Fig. 6). These results suggest
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that among the three opioids, oxycodone has the most Effects of oxycodone, morphine, and fentanyl on thermal
favorable pharmacological profile for the treatment of nociception in mice
the neuropathic pain-like state in this model. To evaluate the antinociceptive effects of oxycodone,

morphine, and fentanyl on thermal nociception, the tail-
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Table2. The EDs values of oxycodone, morphine, and fentanyl for thermal nociception,
neuropathic pain-like state, guarding behavior, limb-use abnormality, and allodynia-like behavior

EDso (mg/kg, s.c.)
(95% Confidence limits)

Oxycodone Morphine Fentanyl
Thermal nociception
ICR mice 0.91 3.00 0.031
(0.52—-1.59) (1.66-5.42) (0.020 —0.048)
Neuropathic-like state (SNL model)
1.8 >10 >0.1
(1.00-4.01)
Bone cancer pain (FBC modef)
Guarding behavior 5.96 236 0.122
(4.60-7.22) (18.4-29.3) (0.113-0.134)
Limb-use abnormality 5.04 >20 >0.1
(423 -6.52)
Allodynia-like behavior 6.13 30.6 0.071
(4.22-1.86) (24.5-37.9) (0.070-0.071)

The EDso values of oxycodone, morphine, and fentanyl for ongoing, ambulatory, and neuropathic
pains were calculated from the regression equations of the regression lines (Fig. 8).

flick latency was measured in ICR mice. Oxycodone
(1 -3 mgkg,s.c.), morphine (2.5-7.5mgkg,s.c.),
and fentanyl (0.025-0.075 mg/kg, s.c.) significantly
increased the tail-flick latency in a dose-dependent
manner (Fig. 7). To test whether the relative efficacies
of the opioids are affected by the genetic background
of the model mice, the same experiment was repeated in
C3H/HeN mice, which were used to develop the FBC
model. Virtually no differences in the effective doses or
relative efficacies of the three opioids were observed
between the two mouse strains (data not shown). These
results show that oxycodone, morphine, and fentanyl are
ali effective in relieving thermal nociception.

Comparison of the EDsy values of oxycodone, morphine,
and fentanyl for relieving several types of pain

To compare the equivalent dose-ratios of oxycodone,
morphine, and fentanyl, the regression lines of the dose—
response relationships for the antinociceptive effects of
the three opioids in the mouse pain models were
compared. In drawing the regression lines, we excluded
the doses that affected behavior in the sham-treated
group (Fig. 8) because the behavioral measurements at
such doses may reflect not only the antinociceptive
effect but also an effect on general behavior. Table 2
shows the EDsp values calculated from the regression
equations. The EDso values of oxycodone, morphine,
and fentanyl for anti-thermal nociception were 0.91,
3.00, and 0.031 mg/kg, respectively. The equivalent
dose-ratio is consistent with the previous results reported
by others (18). In the SNL model, the EDs, value of

oxycodone was approximately 2-fold that for anti-
thermal nociception. However, the EDs values of
morphine and fentanyl could not be calculated in this
model because these two opioids did not exhibit at least
a 50% reversal of pain-related effects without affecting
the behavior of the sham-treated group. In the FBC
model, the EDs; value of oxycodone was similar among
the three different pain behaviors and was approximately
6-fold that for anti-thermal nociception. The EDs, values
of fentanyl determined by guarding and allodynia-like
behaviors were approximately 2- to 4-fold the EDs
value of fentanyl for anti-thermal nociception. The EDs
values of morphine based on guarding and allodynia-like
behaviors were 8- to 10-fold the EDs, value of morphine
for anti-thermal nociception. However, the EDs¢ values
of fentanyl and morphine could not be calculated based
on the limb-use abnormality assessment because an
adverse effect was observed in the sham group before
reaching 50% pain reversal. These results demonstrate
that the three opioids have different analgesic efficacies
depending on the pain model examined. Among the
three opioids, oxycodone appeared to exhibit a preferable
pharmacological profile compared with the other two
opioids, especially in the SNL and the FBC models.

Discussion

In the present study, the efficacy profiles of oxyco-
done, morphine, and fentanyl were examined in three
mouse pain models. These u-opioid receptor agonists
were found to exhibit different antinociceptive effects in



70 K Minami et al

the FBC and the SNL models. Oxycodone reversed all
types of pain examined in the three mouse pain models,
whereas morphine and fentany! were less effective on
the ambulatory pain in the FBC model and the neuro-
pathic pain-like state in the SNL model. Thus, oxyco-
done appears to have distinct analgesic effects compared
with the other two opioids.

We employed the FBC model to examine opioid
efficacy on bone cancer—related pain in this study. The
FBC model was useful as a bone cancer pain model
because pain and the pathological changes including
bone destruction and nerve compression (21, 24 —26)
were observed within a relatively short period of time
(within a few weeks) after implantation of the tumor
cells (Fig. 1) (21, 24 —27), and those were similar to
some of the symptoms observed in bone cancer patients.
For example, bone cancer patients typically report
numbness in the beginning, but the pain becomes severe
as the disease progresses, eventually resulting in bone
destruction (28, 29). In the FBC model, allodynia-like
behavior began within a week after tumor implantation
when bone destruction had not yet been observed
(Figs. 1 and 2). In the late phase (e.g., within 714
days), guarding behavior and limb-use abnormality were
observed, accompanied by bone destruction, suggesting
that the FBC model mimics some of the clinical features
observed in human bone cancer pain. In this model,
oxycodone exhibited antinociceptive effects on all three
types of pain: ongoing, ambulatory, and allodynia-like,
On the other hand, neither morphine nor fentanyl
exhibited antinociceptive effects on limb-use abnormality
without affecting the sham-treated groups. Thus, oxyco-
done has a preferable overall efficacy profile in this bone
cancer pain model.

Since the behavioral changes such as guarding behav-
ior and limb-use abnormality were used to evaluate the
efficacy of the opioids, it is possible that the opioid-
induced hyperlocomotion might influence the behav-
ioral evaluations in the FBC model. In fact, we found
that subcutaneous administration of all three opioids
(morphine at 20 mg/kg, oxycodone at 10 mg/kg, fentanyl
at 0.1 mg/kg) increased spontaneous activity approxi-
mately 2-fold (data not shown). However, the opioid
treatments in this study did not affect the functional
aspect of the behaviors because no abnormality was
observed in the motor function after these opioid treat-
ments even at the highest doses used in the Rota-rod
test (morphine at 50 mg/kg, s.c.; oxycodone at 20 mg
kg, s.c.; fentanyl at 0.2 mg/kg, s.c.) (data not shown).
Nevertheless the effect of each opioid on the guarding
behavior and the limb-use abnormality differed, indicat-
ing that the distinctive pharmacological profiles, rather
than the general opioid-induced hyperlocomotion,

account for the different efficacy in the FBC models.

Neuropathic pain is another clinical situation that
does not often respond effectively to opioids. Recently,
several clinical reports have shown that oxycodone was
effective in controlling neuropathic pain related to DNP
and PHN (15, 16). In the present study, we tested the
efficacy of the opioids in the animal pain model showing
neuropathic pain-like behavior. Among the three opioids,
oxycodone exhibited greater antinociceptive effects on
allodynia-like behavior in the FBC model and on the
neuropathic pain-like state in the SNL model within a
dose range that did not affect the sham group. These
results suggest that oxycodone may possess distinct
pharmacological profiles in the treatment for some types
of neuropathic pain.

In contrast to the efficacy in the FBC and the SNL
models, all three opioids displayed antinociceptive
effects on thermal nociception in the tail-flick test,
which has been commonly used to evaluate the efficacy
of many drugs including opioids. The equivalent dose-
ratio calculated from the EDsy values of oxycodone,
morphine, and fentanyl was approximately 1:3:0.03,
which is similar to the previously reported ratio (18). On
the other hand, the equivalent dose-ratio was changed
when these opioids were tested in other types of pain,
showing that the efficacy profiles of those opioids differ
depending on the types of pain to control, It is important
to understand the efficacy profile of each opioid for
appropriate opioid use.

In the present study, we used relatively high doses of
the opioids. Although it is difficult to speculate whether
the doses used in the present study are clinically rele-
vant, the plasma concentration after the subcutaneous
injection of morphine at 5mg/kg and oxycodone at
2 mg/kg in mice were similar to those after oral admin-
istration of 300 mg/day of morphine and 120 mg/day of
oxycodone in humans, respectively. This may suggest
that the opioid doses used in our studies were not far
different from the clinically used dose-ranges to manage
cancer-related severe pain (14, 30). However, this kind
of analysis may not be appropriate, and special care is
needed to compare our animal study to the clinical
setting. In the meanwhile, it is noteworthy that some
recent papers showed that the clinical doses of oxyco-
done were effective for relieving pain in patients suffer-
ing from bone metastasis or neural injury (15, 16, 31).

One other interpretation of our results in the FBC
model is that the opioid treatments might have rapidly
inhibited tumor growth, so that pain intensity was
alleviated as a result of reduced tumor size in the bone
rather than an antinociceptive effect. Therefore, the
effect of each opioid on the size of the implanted tumor
in the FBC model mice was tested by using a bio-
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luminescent imaging system. None of the opioid treat-
ments inhibited the tumor size at 30 min or 24 h after
drug administration (data not shown), showing that a
change in tumor size did not contribute to the observed
analgesic effect of oxycodone, morphine, or fentanyl.

Nielsen et al. (32) previously reported that the anti-
nociceptive effect of oxycodone is mediated by the «-
opioid receptor. One could assume, therefore, that the
difference in the efficacy profiles among the opioids
may originate from a difference in the activated
receptors and that the x-opioid receptor as well as the y-
opioid receptor may mediate the effects of oxycodone,
resulting in better drug efficacy. Our preliminary data,
however, suggested that the antinociceptive effects of
all three opioids in the FBC model were completely
antagonized by a p-opioid receptor antagonist, f-FNA,
and not by a k-opioid receptor antagonist, nor-BNI
(K. Minamietal., in preparation). Therefore, the u-
opioid receptors appeared to mediate the analgesic
effects of all three opioids.

Currently no data is available to explain the observed
difference in the pharmacological profiles among these
three opioids. There are, however, several possible
hypotheses. For example, it has been reported that
several receptors are known to couple to muitiple
effecters to initiate downstream signals and that different
ligands can promote distinct relative efficacies in the
downstream signals, resulting in a ligand-dependent
efficacy profile (33). Another possibility is that different
types of the p-opioid receptor splice variants are
responsible for different efficacy of each opioid. Several
p-opioid receptor splice variants have been identified
(34), and it is possible that each splice variant may
utilize a different downstream signaling pathway or are
expressed in different anatomical regions to exhibit a
distinctive pharmacological profile. Moreover, hetero-
dimerization of the y-opioid receptor and other receptors
is another possible mechanism for the different opioid
efficacy since the intraceliular signals including a
coupled G-protein can be affected by receptor dimeriza-
tion (35, 36). Additional experiments are required to
verify these hypotheses.

In conclusion, the present study showed that oxyco-
done produced the most distinguished antinociceptive
effects on the FBC and SNL models. The analgesic
effects of all three opioids are suggested to be mediated
via p-opioid receptors. It is of great interest to investi-
gate the underlying mechanisms of the different effica-
cies among these p-opioid agonists.
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Dyspnea and pain have a number of similarities. Recent brain imaging experiments showed that similar
cortical regions are activated by the perceptions of dyspnea and pain. We tested the hypothesis that an
individual’s pain sensitivity might parallel the individual's dyspnea sensitivity. Studies were carried out
in 52 young healthy subjects. Each subject experienced experimentally induced pain and dyspnea. Pain
was induced by a cold-pressor test and dyspnea was induced by breathholding while the unpleasant
experience of pain and dyspnea was assessed by using a Visual Analogue Scale (VAS). The times from

Keywords: the start of cold stimulation and breathholding to the onset of uncomfortable sensation (pain threshold
Breathholding test . . . . . .. .

Cold-pressor test time and the period of no respiratory sensation, respectively) and to the limit of tolerance (pain endur-
Dyspnea ance time and total breathholding time, respectively) were also measured. In response to cold pain stim-

Pain ulation, a behavioral dichotomy (pain-tolerant and pain-sensitive) was observed. The period of no
respiratory sensation was significantly shorter in the PS (pain-sensitive) group than in the PT (pain-tol-
erant) group (16.9 3.8 vs. 19.6 £5.3 s: P< 0.05), whereas no significant difference in the total breath-
holding time was found between the PT and PS groups. A significant correlation was observed
between the pain threshold time and the period of no respiratory sensation in both the PT and PS groups.
However, no significant association was observed between pain and dyspnea tolerance in both groups. In
conclusion, an individual's pain threshold is correlated to the individual's dyspnea threshold, but the indi-
vidual's pain tolerance is not consistently correlated to the individual's dyspnea tolerance.

© 2009 International Association for the Study of Pain. Published by Elsevier B.V. All rights reserved.

1. Introduction The study of Chen et al. [6] showed that there are two groups of
normal healthy subjects whose responses to cold pain stimulation
are quite different, i.e., pain-sensitive (PS) and pain-tolerant (PT)

subjects. The dyspnea sensitivity in these different groups of sub-

Although dyspnea and pain are distinctly different sensations,
dyspnea shares many clinical, physiological, and psychological fea-

tures with pain {9,13]. Both pain and dyspnea are not only alarm-
ing signs but also uncomfortable sensations that contain an
affective as well as a sensory dimension [13]. Considering the anal-
ogies between pain and dyspnea, it is quite conceivable that there
may be some neurophysiological link between pain and dyspnea.
In fact, recent brain imaging studies have shown that very similar
cortical regions are activated by the perceptions of pain and dysp-
nea [1,8,14,20,21,30,31]. Also, data available from studies in the
same subjects strongly suggest that dyspnea and pain activate
the common neurophysiological pathways. For example, the study
of Morélot-Panzini et al. [16] showed that there is a neurophysio-
logical connection between pain and dyspnea. In addition, the re-
cent study by von Leupoldt et al. [32] showed that the perceived
unpleasantness of resistive load-induced dyspnea is processed in
the human anterior insula and amydala, the activation of which
has been implicated in the affective processing of pain [23].

* Corresponding author. Tel.: +81 43 226 2155; fax: +81 43 226 2156.
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jects has never been investigated. Assuming that pain and dyspnea
share common neurophysiological pathways/areas such as the
spinothalamic pathway, cortico-limbic somatosensory pathway,
insular cortex, and cingulate cortex, it is possible that individuals
having a high sensitivity for pain may also have a high sensitivity
for dyspnea. To test this hypothesis, we conducted experiments
in which healthy subjects performed maximal breathholding and
cold-pressor tests while assessing their uncomfortable sensation
using a visual analogue scale (VAS),

2. Methods
2.1. Subjects

The study protocol was approved by the Institutional Ethical
Committee of Chiba University (Chiba, Japan), which conforms to
the standard set by the Declaration of Helsinki (2000) of the World
Medical Association. Studies were carried out in 52 young healthy
subjects (33 males and 19 females), whose ages ranged from 22 to
33 yr. None had clinical evidence of respiratory, cardiovascular,
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neurological or neuromuscular disorders. Each subject gave an in-
formed consent to the methodology of the study. None was a smo-
ker or was aware of the hypothesis tested in the studies. Mean
heights and weights of male subjects were 173.9+6.2cm and
65.4 + 8.0 kg {mean + SD), respectively, and the mean values in fe-
male subjects were 160.2 + 6.3 cm and 50.2 + 3.6 kg, respectively.

2.2. Instruments

The subjects were tested in the sitting posture in an air-condi-
tioned, temperature (24-25 °C) controlled room. Skin temperature
was measured using a temperature sensor {Mon-a-therm Skin
Probe, Tyco Healthcare Group LP, Tokyo, Japan) taped securely on
the back of the subject’s left hand. Pain was induced by a cold-pres-
sor test. The left hand of each subject was immersed up to the wrist
in ice water (0-1 °C), palm down on the bottom of the ice-water
container. Local skin adaptation was prevented by stirring the ice
water, The subject was asked to keep her/his hand in the ice water
as long as possible, or to the cut-off limit of 3 min was reached.
During the immersion of the left hand in the ice water, the subject
was asked to rate continuously the sensation of pain by using a vi-
sual analogue scale (pain VAS). The analogue scale consisted of a
horizontal 10 cm line with equally spaced markers. The subject
could control the position of the knob of the linear potentiometer
along this line. The numerical value of zero indicated “no discom-
fort at all”, 100 indicated a sensation that was “intolerable discom-
fort”. The subject was instructed that he or she could remove the
hand any time prior to 3 min if pain was intolerable or the VAS va-
lue reached 100. Immediately after completion of the cold water
test run, all the subjects put their hand into the warm water box
(38°C).

In order to conduct dyspnea experiments, the subjects breathed
through an experimental apparatus containing a face mask, a pneu-
motachograph, and a one-way valve system. Details of the experi-
mental setup are given elsewhere [19]. In brief, ventilatory airflow,
tidal volume (V¢), mask pressure (Prask), and end-tidal carbon diox-
ide tension (Pgrco;) were continuously measured. Dyspneic sensa-
tion was induced by breathholding. Each subject was asked to rate
continuously the intensity of the sensation of dyspnea, which was
defined as the sensation of respiratory discomfort by using the afore-
mentioned visual analogue scale (dyspneic VAS, 0: no discomfort at
all; 100: intolerable discomfort). The onset of dyspnea/pain was
identified by a sudden rise in dyspneic VAS above 0.

2.3. Experimental protocol

The subjects were given a short training period to accustom
them to the use of the VAS for both pain and dyspnea. In each sub-

PET

ject, the cold-pressor test was conducted first. Then, the subject
wore the respiratory experimental apparatus. When all the respira-
tory variables were stable while breathing room air (baseline con-
dition), the breathholding test was conducted. Instructions were
given that the sensation felt during the baseline period was equiv-
alent to “0.” No further instruction was given. The subject was
asked to stop breathing at end-expiration (assessed by expiratory
flow and plateaued Pgrco, traces) and to hold his or her breath
for as along as possible while rating continuously the sensation
of dyspnea.

2.4. Data analysis

Pain threshold time (PTT) was defined as the time from
immersion of the hand in the ice water to the onset of pain sen-
sation (Fig. 1). Pain endurance time (PET) is the duration from the
ice water immersion of subject’s hand until the withdrawal of the
hand. Skin surface temperature at the threshold and the with-
drawal were also obtained. When the subject reached the cut-
off time of 3 min, the pain endurance duration was recorded as
180 s and the maximal value of pain VAS before the cut-off time
was obtained. Subjects who reached the cut-off time were desig-
nated “pain-tolerant (PT)” and those subjects who withdrew their
hands before the cut-off time were designated “pain-sensitive
(PS)".

Before the breathholding test, values of respiratory variables
during the baseline were obtained from recording of the 1 min of
resting breathing. Minute ventilation (V;) is defined as the product
of V1 and respiratory frequency. During the breathholding test, the
period of no respiratory sensation (NRS) was defined as the time
from the start of breathholding to the onset of unpleasant sensa-
tion and the total breathholding time (BHT) was defined as the
time from the start of breathholding to the breaking point (dys-
pneic VAS = 100) (Fig 2).

A sample size calculation was based on the results of our preli-
minary study in which the relationship between PTT and NRS per-
iod was analyzed in 6 subjects. For a correlation coefficient value of
0.4 and 0.05 level of significance test with at least 80% power, the
sample size of 48 would be adequately powered to detect a statis-
tically significant result.

The data were expressed as mean * SD, and statistical analysis
was performed by the use of a parametric analysis (one way re-
peated measures of analysis of variance and unpaired t-test) when
normality had passed. Some data which failed normality were ana-
lyzed by a non-parametric test (Mann-Whitney rank sum test).
The association between two variables representing threshold
and tolerance was quantified by using the Pearson product mo-
ment-correlation test. All analyses were performed with the statis-
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Fig. 1. Changes in skin temperature and pain VAS during immersion of the hand in the ice-water. Definitions of pain threshold time (PTT) and pain endurance time (PET) are

shown,
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Fig. 2. Changes in dyspnea VAS during breathholding. Solid line, dash line, and
dash-dot line indicate the start of breathholding, the onset of dyspnea, and the
breaking point of breathholding, respectively. Definitions of the period of no
respiratory sensation (NRS) and total breathholding time (BHT) are also shown.

tical package SigmaStat (SigmaStat 3.0, SPSS Inc., Chicago, IL).
P < 0.05 was considered significant.

3. Results

In response to immersion of the subjects’ hands in the ice water,
all subjects started to feel pain within 30 s. Of the total 52 subjects,
25 subjects tolerated the cold-pressor-induced pain for 180 s
whereas 27 subjects could not tolerate and withdrew their hands
from ice water before the cut-off time of 3 min, Twenty-six of these
subjects withdrew after 100 s or less.

Based on these dichotomized responses, our subjects were
clearly divided into two groups, ie., PT and PS groups. Specific
information regarding the two groups during pain-induced and
breathholding tests are listed in Table 1.

Threshold. The values of no respiratory sensation period in the
PS group were slightly but significantly shorter than those in the
PT group. Fig. 3 shows the relationship between the pain threshold
time and the period of no respiratory sensation. A significant cor-
relation was observed between the two threshold variables in each
group and also across both groups.

Tolerance. The mean breathholding time was nearly identical in
the PS and PT groups. No significant difference was observed.

Since the ceiling effect observed during the cold-pressor test re-
duces effectiveness of the correlation procedure, the relationship
between dyspnea tolerance (total breathholding time) and pain
tolerance was analyzed by employing different variables associ-
ated with pain tolerance, i.e., pain endurance time in the PS group
and maximal pain VAS in the PT group. In these analyses, a signif-
icant association was observed neither between the pain endur-
ance time and the total breathholding time in the PS group
(Fig. 4a) nor between the maximal pain VAS and the total breath-
holding time in the PT group (Fig. 4b).

Comparison between male and female subjects revealed that
there was no significant difference in pain and dyspnea variables
except that there was a significant difference in maximal breath-

Table 1
Group characteristics and changes in pain and respiratory parameters during cold-
pressor-induced and breathholding tests.

Group PT PS
Total No. 25 27
Male/female ratio 19/6 14/13
Skin temperature (°C)
Control 315+13 315 1.1
Threshold 286+1.7 288+1.7
Withdrawal 19.4%21 23.8+1.9*
Pain threshold time (s) 12.2£58 7.7+3.2%
Pain endurance time (s) 180 62.1+28.0%
Maximal pain VAS 783 +13.1 100"
No respiratory sensation period (s) 19653 169+3.8°
Total breathholding time (s) 48.2+15.8 48.8+21.9
Baseline breathing
Ve (L) 0.6510.11 0.65+0.12
Re (bpm) 136129 133128
Vi (L/min) 88+19 85+1.7
Pgrco; (mmHg) 399+28 39.1+£2.2

PT, pain-tolerant; PS, pain-sensitive.

Vi, tidal volume; Ry, respiratory frequency; Vi, minute ventilation; Pgrco,, end-tidal
Pco,.

* P<0.05, compared with PT- group.

# P <0.01, compared with PT- group.
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Fig. 3. Relationship between pain threshold time and no respiratory sensation
period.

holding time between males and females (males: 52.3 £ 18.5 vs. fe-
males: 419+ 18.6 s, P<0.05).

4. Discussion

The results of our study indicate that individuals having a low
threshold for cold-pressor-induced pain have a low threshold for
air hunger whereas individuals having a low tolerance for cold-
pressor-induced pain do not necessarily have a low tolerance for
air hunger.

Threshold and tolerance for pain and dyspnea should not be
viewed as simple extremes of sensory scales in sensations of pain
and dyspnea. Each of these variables is independently influenced
by physiologic and psychological variables that contribute to the
neural integrative capacity of the central nervous system to pro-
duce individual differences in threshold and tolerance [11]. Recent
studies [9,13] suggest that like pain, dyspnea has a sensory-dis-
criminative (intensity) dimension and an affective (unpleasant-
ness) dimension. In this connection, it has been demonstrated
that intensity and unpleasantness of pain are processed differently



T. Nishino et al./ PAIN" 148 (2010) 426-430 429

(a) 200 4
180 1 © GED CNSC® €008 o *
@ 160
g 140
= o)
@ 120 -
e
& 100 - o
5 8 o 8
T 80 10))
s | _ °°
c 60 - [e} O 5T
® 40 4 O(% >/ 1) D i———— N
o 080 fe) | e PTgroup§
20 1 f O PSgroup :
0 ; : : . v
20 40 60 80 100 120
Total breathholding time (s}
(b) 110
100 - OO o 0 o} o ©
®
@ 90 g® e o .
®
> PO )
'S 80 T .., ., . .
[3:]
o
70 ] ( ]
= [ ] [ ]
E 60 .
8
= 50 d B
40 Y
30 g +
20 40 60 80

Total breathholding time (s}

Fig. 4. Relationship between pain and dyspnea tolerance. (a) Relationship between
pain endurance time and total breathholding time in the pain-sensitive (PS) group.
(b) Relationship between maximal pain VAS and total breathholding time in the
pain-tolerant (PT) group.

[17,22], although pain unpleasantness is often closely linked to the
intensity of the painful sensation. It is evident that the threshold is
closely associated with the sensory-discriminative dimension.
Since the tolerance appears to be closely related to behaviors of es-
cape and avoidance, the tolerance may be associated more closely
with the affective dimension than the threshold.

Our finding that the pain threshold time was significantly corre-
lated to the period of no respiratory sensation is compatible with
the notion that pain and dyspnea would share common neuro-
physiologic pathways and mechanisms associated with the sen-
sory-discriminative dimensions of pain and dyspnea. However,
the finding that the total breathholding time was never correlated
to any variables associated with pain tolerance may not be easily
reconciled with the above notion. Furthermore, our finding seems
to be contrary to the finding of Schén et al. {24] who showed a high
correlation between perceived dyspnea and pain in the unpleas-
antness dimension, but not in the intensity dimension. In the study
of Schon et al. [24], healthy subjects were exposed to brief, mild
inspiratory loads, which probably produced mainly a sensation of
work/effort whereas in our breath-hold study the main sensation
produced is the sensation of air hunger. It is also apparent that
the prolonged breath-hold caused much higher levels of unpleas-
antness, compared with the brief, mild inspiratory loads [2].
Although it is not clear how much the methodological discrepan-
cies contribute to the different findings between the two studies,

a simple comparison of the finding of Schén et al. [24] and our find-
ing may not be entirely valid.

To explain the lack of correlation between tolerance responses
of pain and air hunger observed in this study, several factors influ-
encing pain and/or air hunger have to be considered,

First, the tolerance seems to be more malleable to repeated nox-
ious stimulation as compared with the threshold. In this connec-
tion, environmental factors seem to play important roles in
characterizing individual's tolerance for pain and air hunger. For
example, habituation is a common reaction to both pain [4] and
breath-hold [12,18]. In daily life, even healthy human subjects
may have repeated experiences of air hunger induced by heavy
exercise or they may have repeated exposures to various types of
acute and chronic pain. These experiences of air hunger and pain
may independently lead the subjects to develop an ability of toler-
ating an increased level of discomfort. It is quite possible that an
individual's pain tolerance may not parallel the individual's air
hunger tolerance. The results of recent studies suggest that pain
tolerance may be at least partially inherited [5,7], indicating the
importance of genetic factors. In addition, there is a report [26]
to support a dominant mode of inherence for congenital central
alveolar hypoventilation syndrome (CCHS) which is a rare neuro-
pathologic syndrome characterized by a lack of ventilatory re-
sponse to CO, and a lack of air hunger during CO, inhalation or
during maximal breath-hold [25]. The patients with CCHS need
anesthesia for painful surgical procedures [27]. Thus, pain toler-
ance and air hunger tolerance may be separately and indepen-
dently influenced not only by acquired factors but also by
genetic factors.

Psychological and social factors including anxiety, expectancies,
and attitudes may also influence the tolerance of pain and air hun-
ger, and in fact, multidimensional model of dyspnea based on a
state-of-the pain mode} has been proposed to emphasize the
importance of these factors in affective responses [13]. Thus, pain
tolerance and air hunger tolerance are likely influenced separately
by many factors, causing a wide individual variation in the respon-
siveness of pain and air hunger.

Second, our hypothesis is based on the assumption that air hun-
ger and pain would share common neurophysiological pathways.
Recent neuroimaging studies have suggested that the thalamocor-
tical projections to the specific cortical regions may be common to
both pain and dyspnea [1,8,14,20,21,30,31]. However, this does not
necessarily mean that air hunger and pain share and activate iden-
tical neural structures. Rather, it is more likely that a clear differen-
tiation of air hunger and pain exists within the neural pathways.
The finding that there is no significant association between pain
endurance time and total breathholding time suggests that pain
and air hunger may activate slightly different regions in the thala-
mus and distinct cortical sites or that air hunger and pain may pro-
duce differential activation patterns in limbic and paralimbic areas
despite the activation of a similar neural network. The above-men-
tioned notion can be supported by the study of Strigo et al. [28]
who showed that two different modalities of pain stimulation
not only activate different cortical regions but also produce differ-
ential activation patterns within various forebrain structures.

Third, the perception of pain and dyspnea can be modified by
the descending control systems, and it is possible that the lack of
correlation between pain and dyspnea tolerance in each individual
may be due to the difference in the influence from the descending
control systems on pain and dyspnea. There are well-characterized
anatomical networks that influence transmission of sensory infor-
mation and produces either inhibition or facilitation of nociceptive
processing [10]. For example, the response of nociceptive spinal
cord neurons can be inhibited by the stimulation of various supra-
spinal structures [15]. The inhibitory descending circuit, of which
the periaqueductal grey (PAG) is included, is best known and
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evokes stimulation-produced analgesia [3]. Also, the PAG has been
shown to be a site for higher cortical control of pain modulation in
humans [29]. A similarly robust descending dyspnea modulatory
system has never been shown, and therefore, the descending neu-
ral systems may be much stronger in pain, compared with dysp-
nea. In this connection, a recent study of von Leupoldt et al. [33]
suggests that the PAG may play an important role in a down-reg-
ulation of insular cortex responses to dyspnea and pain in asth-
matic patients who have repeated dyspnea experiences over the
course of the disease.

4.1. Limitations of the study

In this study, we used the cold-pressor test to determine the
pain sensitivity for each subject since this test has the advantage
of being widely used and safe. However, the cold-pressor test has
a methodological disadvantage of ceiling effect. In our study,
nearly half of subjects tolerated cold-pressor-induced pain for
the period of 3 min (PT group). The test time of the cold-pressor
test cannot usefully be extended because the skin becomes numb.
In fact, some subjects in the PT group reported the increasing
numbness of hand immersed in the ice water with a gradual de-
crease in pain score after the peak value of pain. Aithough stronger
noxious stimuli for pain might cause the shortening of tolerance
time and thereby, more precise analyzes of the pain endurance
time might be possible, this may not ethically be allowed. Since
this ceiling effect reduces the effectiveness of correlation analysis,
we had to use the values of maximal pain VAS instead of pain
endurance time to examine the correlation between pain and air
hunger tolerance in the PT group. Although the maximal pain
VAS is considered to be associated with pain sensitivity and toler-
ance, the maximal pain VAS is not identical to the pain endurance
time. Nonetheless, the lack of correlation between the maximal
pain VAS and the total breathholding time in the PT group may
be comparable to the lack of correlation between the pain endur-
ance time and the total breathholding time in the PS group. In
the present study no differentiation was made between ratings
for unpleasantness and intensity of pain/air hunger. We cannot
deny the possibility that some subjects might have rated more
preferentially the affective aspects while others might have rated
the sensory aspects of pain and air hunger, causing large individual
differences in tolerance between pain and air hunger. However, the
sensation of air hunger during the breath-hold is affective in nature
and in addition, it has been shown that the measures of pain inten-
sity and pain aversiveness are highly correlated for the cold-pres-
sor test [6]. Thus, it is less likely that the above possibility may
explain the lack of correlation between pain and air hunger
tolerance.

In conclusion, an individual’s air hunger tolerance is unpredict-
able from the individual’'s pain tolerance.
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