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ABSTRACT. Hypothermia during anesthetic events is a common adverse effect of anesthesia
in laboratory animals. In particular, small rodents such as mice is susceptible to hypothermia
during anesthetic events. Therefore, the animals will need additional thermal support by external
heating devices during and after anesthesia. In general, the time of recovery from anesthesia is
typically longer in case of injectable anesthesia rather than inhalant anesthesia. However, the
durations of thermal support have been almost limited to 1 hr from administration of anesthesia
in general. Our study objectives are two-fold: 1) to compare the levels of hypothermia induced by
injectable anesthesia with medetomidine-midazolam-butorphanol (MMB) and inhalant anesthesia
with isoflurane (ISO); 2) to find the adequate durations of thermal support for preventing
J. Vet. Med. Sci. hypothermia induced by their anesthesia in mice. Adult male ICR mice were anesthetized during
82(12): 1757-1762, 2020 40 min without and with the thermal support for 1 (both anesthetic groups), 2, 3, and 5 hr (in

. . MMB group). Without thermal support, the decrease of body temperature in MMB group were
doi: 10.1292/jvms.20-0256 more gs]evelf)e than that in ISO groE]:F)). The durations of thermgll supgort completely pgreveFr)wted
hypothermia at 5 hr-support in MMB group and that at 1 hr-support in ISO group. However, the
other short durations did not prevent hypothermia at 1, 2 and 3 hr-support in MMB group. These
results suggest that the mice should be received thermal support over 5 hr after injection of MMB
anesthesia to prevent hypothermia.
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General anesthesia provide sedation, analgesia, muscle relaxation, immobilization, and unconsciousness for laboratory animals
in biomedical research. In addition, general anesthesia is frequently produced using either inhalants, injectables, or both of them.
In laboratory rodents, inhalant anesthesia such as isoflurane (ISO) is recommended because of rapid induction and recovery of
anesthesia through an anesthetic machine [8, 32]. However, the administration of inhalant anesthesia needs to secure a certain
space where sets anesthetic equipment. In addition, this inhalant anesthesia may be unsuitable for the procedures to treat several
animals at once and to treat the oral cavity or respiratory tract. The appropriate choice of anesthetic regimen may influence
postoperative outcome and experimental data, and result in reducing the use of animals [1, 3, 4, 22, 23]. In these cases, injectable
anesthesia will be useful because of easy handling of the administration and no setting of the anesthetic machine.

A part of injectable anesthetics has been the limited use due to no longer commercially available as anesthesia (e.g. pentobarbital
sodium) or categorizing as narcotic drugs (e.g. ketamine) in Japan [8, 16]. However, a variety of injectable anesthetics are
commercially available. A combination of anesthesia with medetomidine-midazolam-butorphanol (MMB) has been recommended
as non-narcotic injectable anesthesia. This combination produces the duration of surgical anesthesia for 40-50 min in mice
[16-18, 2527, 35]. In addition, its anesthetic effects can be reversed by administration of a selective and specific a,-antagonist,
atipamezole [15, 18, 27, 28, 35]. However, several studies have reported that MMB anesthesia has side-effects including
bradycardia, hyperglycemia, cataract, exophthalmos, and hypothermia during and after anesthesia [26, 27, 35]. Hypothermia is
the one of severe adverse effects during anesthetic events [9]. Small animals such as mice can cause hypothermia easily during
and after anesthesia because of their high surface area to body weight ratio [9]. In the other studies, it has been reported that
hypothermia during anesthesia produce bradycardia, disturbed circadian rhythm, increased infection, and delayed recovery from
anesthesia [5, 9, 10, 12, 20, 24, 30, 32, 34]. To prevent from hypothermia, thermal support has been proposed during and after
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anesthesia [3, 9, 12, 22, 29, 33]. However, the duration of thermal support has been limited to about 1 hr from administration of
anesthesia and there is no report to search the adequate durations for preventing hypothermia induced by MMB anesthesia [3, 10,
12, 22,27, 29, 33].

This study aimed to investigate the levels of hypothermia induced by MMB and ISO anesthesia, and the appropriate durations of
thermal support to prevent the hypothermia in mice.

MATERIALS AND METHODS

Ethical statement
All procedures in this study were took in accordance with the Guidelines for Animal Experimental issued by Japanese

Association for Laboratory Animal Science and approved by the provisions of Nippon Veterinary and Life Science University
(Approved No. 28S-62, 29K-25, 30K-26, 2019K-14).

Animals

A total of 23 male ICR mice (3540 g), aged 8 weeks were purchased from Tokyo Laboratory Animal Science Co., Ltd. (Tokyo,
Japan). Mice were housed less than 5 animals per group in polycarbonate cages (CL-0104-2; CLEA Japan, Inc., Tokyo, Japan) with
sterilized wood-chip bedding (Soft chip; Sankyo Labo Service Corp., Inc., Tokyo, Japan) under controlled conditions: an ambient
temperature 23-25°C, the related humidity 40-60%, and the light/dark cycle consisted of a 12 hr/12 hr cycle (lights on at 07:00
and lights off at 19:00). All mice received a commercial diet (EF; Oriental Yeast Co., Ltd., Tokyo, Japan) and water ad libitum. The
mice were acclimated to housed condition for a week before the experiment.

Drugs preparation

The doses of drugs were used with as follows: 1) MMB; a combination of 0.3 mg/kg medetomidine hydrochloride (Domitor®;
Nippon Zenyaku Kogyo Co., Ltd., Fukushima, Japan), 4.0 mg/kg midazolam (Dormicum®; Astellas Pharma Inc., Tokyo, Japan)
and 5.0 mg/kg butorphanol (Vetorphale®; Meiji Seika Pharma Co., Ltd., Tokyo, Japan), and 2) 0.3 mg/kg atipamezole (Antisedan®;
Nippon Zenyaku Kogyo Co., Ltd.) [14]. All injectable drugs were diluted with sterilized saline to be total volume of 0.1 ml/10
g body weight and were intraperitoneally injected into mice. Prior to experimentation, the adjusted drugs were kept at 4°C in a
refrigerator.

Implantation surgery

A body temperature measuring device (nano tag®; KISSEI COMTEC Co., Ltd., Nagano, Japan) was implanted intraperitoneal
cavity of mouse. The device can measure the body temperature of mice persistently. Each mouse was anesthetized with MMB
anesthesia at the same dose described above. As soon as the loss of the righting reflex were confirmed, the mice were cut the
hair about abdomen and placed in dorsal position on a heating pad (BWT-100A; Bio Research Center Co., Ltd., Nagoya, Japan)
controlled at 37°C. The device was implanted into the peritoneal cavity of mice and the surgical site was sutured. Atipamezole 0.3
mg/ kg was injected intraperitoneally to recover from anesthesia. All of the mice were housed individually in polycarbonate cages
(CL-0103-2; CLEA Japan, Inc.) and allowed over 2-week periods for recovery from implantation surgery.

Body temperature measurements

Body temperature data of mice were recorded and collected by the device software (nanotag viewer®; KISSEI COMTEC Co.,
Ltd.). The communication with the device (FeliCa®; SONY Co., Ltd., Tokyo, Japan) was used radio-frequency identification
reader (PaSoRi®; SONY Co., Ltd.). Their system allowed mice to measure noninvasive core body temperature continuously. Body
temperature of the mice were recorded from 06:00 the day before the experiment to 08:00 on the next day of the experiment. The
data acquisition was carried out to restrain the mice at the end of measurement of body temperature.

Experiment 1; The levels of hypothermia induced by anesthesia (without thermal support)

All experiments were conducted at between 13:00 and 18:00. All of the mice were divided with two anesthetic groups as
described below.

MMB group: Mice (n=15; 40.10 = 0.82 g) were treated with MMB anesthesia for 40 min and placed back into their individual
home cage. At 40 min later, the mice were antagonized with atipamezole and returned to their home cages again.

1SO group: Mice (n=8; 38.21 + 0.82 g) were anesthetized with Isoflurane (Mylan Seiyaku Co., Ltd., Tokyo, Japan) during 40
min by using a rodent inhalant anesthetic apparatus (WP-SAAO01; LMS Co., Ltd., Tokyo, Japan). An animal was placed in the
induction chamber prefilled with 5% concentration at a flow rate of 2 I/min. To confirm loss of the righting reflex, the chamber
with the animal was tipped over. After induction of inhalation anesthesia, the mice were rapidly transferred to the nose mask and
placed in dorsal recumbency on the polycarbonate cage (CL-0104-2; CLEA Japan, Inc.) with wood chips. Nozzle and nose mask
of the apparatus were fixed with a curing tape to the cage previously. The concentration of isoflurane was individually reduced and
regulated to 1.5-2% at flow rate of 2 I/min. At 40 min after the induction of inhalation anesthesia, the inhalant anesthetic apparatus
was stopped. The mouse was put back in its home cage.
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Experiment2; The durations of thermal support for preventing
hypothermia induced by anesthesia (with thermal support)

External thermal supports were performed by using heating plate (HP-
4530; AS ONE Co., Ltd., Osaka, Japan) and heating pad (BWT-100A;
Bio Research Center Co., Ltd.) during anesthesia. A polycarbonate cage
with wood chips was placed on heating plate set at 46°C due to maintain
37-38°C on a surface of the warming cage. The warming cage was used
during 10 min (in MMB group) and after 40 min (in both anesthetic
group) from the onset of anesthesia induction. In the other durations,
assuming surgical operative periods (10—40 min after the anesthesia
induction), heating pad controlled at 37°C was used for mice during
anesthesia. At the end of thermal support periods, mice were returned
to their home cages.

MMB group: The mice used in Experiment 1 was assigned randomly
four groups. The mice were repeatedly used four times in this
experimental trial. At least a week from the first trial, each group of mice
was treated with the same protocol again. Each four groups of mice were
received thermal support for 1 hr (MMB-1 hr; (n=7; 40.84 £ 0.94 g)), 2
hr (MMB-2 hr; (n=11; 39.32 + 1.19 g)), 3 hr (MMB-3 hr; (n=16; 41.30
+0.68 g)) and 5 hr (MMB-5 hr; (n=11; 39.70 £ 0.95 g)) after injection
of anesthesia. Animals were treated with MMB anesthesia and put on
the warming cage maintained at 37-38°C. The mice were treated with
atipamezole at 40 min after the injection of MMB anesthesia.
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Fig. 1. Comparison of body temperature of normal body

temperature (NBT: open bar) and minimum body tem-
perature (MBT: closed bar) in both anesthetic groups
(MMB; n=15, ISO; n=8). The normal body temperature
(NBT) is defined as a lowest body temperature of mice
for 24 hr of the day before experiments (07:00-07:00).
In addition, the minimum body temperature (MBT) is
defined as the lowest body temperature of mice during 6
hr from when the animal was returned to home cage at

the end of anesthesia for 40 min. Data are expressed as
mean =+ SE. Statistically significant considered as P<0.05.
Data were analyzed by student’s #-test in comparison of
anesthetic intergroup (7: P<0.01), and by paired z-test in
comparison of an intragroup (**: P<0.01).

1SO group: The mice used in Experiment 1 were received thermal
support for only 1 hr (ISO-1 hr; (n=8; 42.40 + 1.47 g)) after administration
of ISO anesthesia. After the induction of inhalation anesthesia, mouse
was transferred on heating pad and equipped with the nose mask of
inhalant anesthetic apparatus. The mice were received anesthesia
during 40 min and thermal support on the warming cage to 60 min from
administration of anesthesia.

Statistical analysis

Concerning body temperature data in this study, a normal body temperature (NBT) was defined as a physiologically lowest
body temperature of mouse for 24 hr of the day before experiments (07:00-07:00). In addition, the normothermic state of mice
was defined as the range of body temperature between the physiologically lowest and highest value on the previous day of the
anesthetic experiments. A minimum body temperature (MBT) was defined as the lowest body temperature of mouse during 7 hr from
administration of anesthesia. The state of hypothermia was defined as when the value of MBT was lower than the value of NBT
described above. Similarly, the state of normothermia was defined as when the value of MBT was same or higher than the value of
NBT. All experimental data were analyzed by SAS® University edition (SAS Institute Japan Ltd., Tokyo, Japan) statistically. Results
are presented as mean + SE, and statistically significant considered to be P<0.05. Data were analyzed by student’s 7-test in comparison
of an intergroup, and by paired #-test in comparison of an intragroup. The frequency of hypothermia was analyzed by Fisher’s exact
test in comparison of the two intergroup.

RESULTS

The levels of hypothermia induced by anesthesia (without thermal support)

Data of NBT and MBT in MMB and ISO anesthetic groups were shown in Fig. 1. Both anesthesia significantly caused
hypothermia in mice (£<0.01). In comparison of each anesthetic groups, MBT in MMB group (28.34 + 0.23°C) were significantly
(P<0.01) lower than that in ISO group (30.95 + 0.50°C). Data of the recovery time from hypothermia to NBT were shown in
Fig. 2. Remarkably, the recovery time in MMB group (217.81 £ 18.78 min) significantly delayed (P<0.01) compared with that in
ISO group (25.56 + 3.27 min).

The durations of thermal support for preventing hypothermia induced by anesthesia (with thermal support)

The changes of body temperature from the end of thermal support were shown in Fig. 3. In ISO group, mice maintained the
state of normothermia after end of thermal support for 1 hr. In MMB group, the body temperature of mice decreased below NBT
within 60 min after the end of thermal support for 1 and 2 hr. However, thermal support for 3 and 5 hr were maintained body
temperature of mice within the normothermic range. The individual data of the frequency of hypothermia showed in Table 1. There
was significant difference between MMB-3 hr and MMB-5 hr, and the hypothermia mice were observed in MMB-3 hr at a certain
frequency but not at all in MMB-5 hr.
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Fig. 2. The time of recovery from body temperature at 40 min after
administration of anesthesia to normal body temperature (NBT) in
both anesthetic groups (MMB: n=15; closed bar, ISO: n=8; gray
bar). The normal body temperature (NBT) is defined as a lowest
body temperature of mice for 24 hr of the day before experiments
(07:00-07:00). Data are expressed as mean + SE. Statistically
significant considered as P<0.05. Data were analyzed by student’s
t-test (*¥*: P<0.01).

DISCUSSION

Our results suggested that 1) the mice under MMB anesthesia
showed significantly decreased body temperature and delayed
the recovery time to return normothermia compared with ISO
anesthesia, and 2) the mice should be received the thermal
support for 5 hr in MMB anesthesia and for 1hr in ISO anesthesia.

In the present study, we used an innovative device measuring
body temperature of mice. The device used in this study
incorporates a consumable battery, memory storage, temperature
sensor, and three-axis acceleration sensor. The device enables the
continuous measurements of body temperature and locomotor
activity without touching mice. Many researchers have used the
telemetry system for measuring the consecutive data of body
temperature in mice, but it is difficult to get the individual
temperature data in group-housing mice by the system. But the
device used in this study can measure the individual temperature
data under group-housing condition. In addition, the devise does

Time (min)

Fig. 3. Changes of body temperature during 60 min from the return
to home cage (0 min) in each durations of thermal support (ISO-
1 hr: n=8; open circle, MMB-1 hr: n=7; closed circle, MMB-2
hr: n=11; triangle, MMB-3 hr: n=16; square, MMB-5 hr: n=11;
cross). Data are expressed as mean + SE. The gray scale suggested
the range of normothermia. The normothermic range was defined
as each mean value of body temperature of mouse between lowest
(NBT) and highest on a previous day of anesthetic experiments.
Statistically significant considered as P<0.05. Data were analyzed
with NBT by paired #-test (¥*: P<0.01, *: P<0.05).

Table 1. The mice with or without hypothermia in each durations
of thermal support

Agent Durations of _ Hyp(?thenma -
thermal support With Without Ratio

ISO 1 hr 0 8 0.00
MMB 1 hr 7 0 1.00
2 hr 9 1 0.90
3hr 7 9 0.442
Shr 0 11 0.00°

ISO, isoflurane; MMB, medetomidine-midazolam-butorphanol. The
number of normothermia or hypothermia in each durations of thermal
support. Statistically significant considered as P<0.05. The data of two
groups between MMB-3 hr and MMB-5 hr were analyzed by Fisher’s exact
test (ab: P<0.05).

not need to prepare the other specialized devices (e.g. battery charger, data receiver and modulator) and its initial cost is less than
the telemetry system. Moreover, the data of body temperature obtained from the device is ideal and independent because the device
is implanted to intraperitoneal cavity of the animal. There are the only two reports that the noninvasive data of body temperature in
anesthetized mice were analyzed [10, 19].

Hypothermia during anesthesia has been known as one of major adverse effects under anesthesia [2, 9]. In general, hypothermia
during anesthesia is induced by the inhibition of central and peripheral nervous system, hypotension and the heat loss of
redistribution. Small animals including mice are easily induced to hypothermia during anesthesia because of their high surface area
ratio to body weight [9, 11]. Therefore, it also can be induced the delay of recovery from anesthesia, and sometimes the anesthetic
death has observed in mice [9]. As the results, hypothermia during anesthesia affects the postoperative outcome, quality of data,
and the number of laboratory animals used [3, 4, 22, 33]. It is important to prevent perioperative and postoperative hypothermia
[3,9, 29, 33]. In this study, there were significant differences between normothermia and minimum body temperature after
postanesthesia in both anesthetic groups (Fig. 1). In addition, the time of recovery from anesthesia induction to the normothermia
delayed significantly in MMB compared with ISO anesthesia (Fig. 2). In our results, the combination of MMB also induced
prolonged hypothermia in mice. The combination includes three anesthetic agents of medetomidine, midazolam, and butorphanol
[16-18, 25, 27, 35]. Medetomidine is an a,-adrenergic agonist with higher selectively than xylazine and produces sedative,
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hypnotic and analgesic effects for most animals [8, 11]. Midazolam is a benzodiazepine agonist and has sedative and potentiate
effects of other drugs such as medetomidine and butorphanol [8, 11, 23]. Butorphanol is used as an analgesic drug in veterinary
field [7, 11]. The analgesic effect of butorphanol is also useful to produce postoperative analgesia [14]. In the past reports, the
pharmacological functions of an a,-adrenergic receptor subtypes, especially, the role of a,,_adrenergic receptor may provide a
clue to the MMB-induced hypothermia observed in this study. The 0,4 adrenergic receptor is needed for the sedative, hypothermic
and antinociceptive effects induced by dexmedetomidine, which is an enantiomer of medetomidine [13, 21]. The effects of
dexmedetomidine were abolished in a,,-receptor knockout or point mutation mouse [13, 21]. Therefore, it seemed that the
prolonged hypothermia of mice induced by MMB anesthesia would be caused by medetomidine of a,-adrenergic agonist.

In general anesthesia for mice, inhalation anesthesia has been recommended for surgical procedure currently, because the
induction and the regulation of anesthesia can be easy [8, 31, 32]. The anesthetic concentrations of ISO were maintained
concentrations of 1.5-2% in present study. It has been suggested that the minimum alveolar concentrations (MAC), which is the
concentrations of EDs, for surgery in animals were 1.3—1.4% for mice in ISO anesthesia. The 1.5 times MAC of ISO has been
usually used for surgery in the all of animals [8, 31]. The ISO concentration used in the present study was effective and it would
work as the control experiment to the injectable anesthesia experiments. As the characteristics of ISO, it is minimal hepatic
metabolism in living body of animal because of the low blood gas solubility [6]. These leads both rapid induction and recovery
from ISO anesthesia in the animals [6, 8]. Therefore, the results of this study indicated that ISO-induced hypothermia of mice were
adequately prevented with thermal support for 1 hr. In addition to hypothermia, an anesthesia affects blood property, respiratory
and cardiovascular functions [26, 35]. It has been reported that administration of ISO anesthesia induced the lower decrease of
heart rate and the higher respiratory depression than the injection anesthesia although O, saturation remained more stable under
ISO anesthesia [35]. On the other hand, the injection of MMB anesthesia induced the increases of blood glucose, creatinine kinase,
inorganic phosphorus and potassium in addition to moderate depression of cardiac and respiratory function [26, 35]. Inhalation
anesthesia has many advantages of some physiological parameters affected by anesthesia in mice, but the injectable anesthesia is
available without a specific equipment, and this is a great advantage to an inhalation anesthesia.

Previous study has been reported efficacy of several external thermal support units to prevent hypothermia during anesthesia.
Taylor suggested that the thermal supports such as heating pad and warm water-blanket prevented isoflurane-induced hypothermia
in rodents [33]. Similarly, Caro et al. studied the comparison between water-blanket, warming gel and reflective foil, and clarified
that each of thermoregulatory devices kept core body temperature during anesthesia in mice [3]. The durations of thermal support
by external heating devices often were terminated within about 1 hr during anesthesia [3, 9, 12, 22, 27, 29, 33]. Moreover, it has
been little known adequate periods for thermal support during injectable anesthesia in laboratory rodents. This study indicated
the durations of thermal support for an injectable anesthesia in addition to general inhalant anesthesia in mice. In each durations
of thermal support, the body temperature of mice maintained normothermia in 1 hr for ISO and 3 hr or 5 hr for MMB anesthesia
(Fig. 3). However, the frequency of hypothermia was highly observed in MMB-3 hr, and all of the mice completely maintained
normothermia in MMB-5 hr (Table 1). We additionally examined the MMB-4 hr group, and the results were similar to MMB-3 hr,
two out of five mice did not maintain normothermia in MMB-4 hr (Data not shown). The levels of anesthetic hypothermia may
vary to depend on the strain, sex, age and body weight of mouse, anesthetic durations and postoperative housing-condition (e.g.
materials of cage-bedding and number of animal). Fleischmann ef al. reported that the body temperature of the mice treated with
the anesthetic combination recovered within 2 hr from administration of antagonistic combination to their baseline [10]. In the
report, female C57BL/6 mice were treated with the anesthetic combination with 0.5 mg/kg medetomidine, 5.0 mg/kg midazolam
and 0.05 mg/kg fentanyl, and its antagonistic combination with 2.5 mg/kg atipamezole, 0.5 mg/kg flumazenil and 1.2 mg/kg
naloxone were injected at 50 min after anesthesia [10]. The difference of the doses of medetomidine and atipamezole would result
in that the decrease of body temperature was minor influence compared with our results. Fleischmann ef al. reported the treatment
of 5 times larger amount of antagonist (atipamezole) compared with agonist (medetomidine) recovered to normal body temperature
within 2 hr, suggesting that an increased amount of antagonist (atipamezole) might shorten recovery time to normothermia. It
needs more investigations of the adequate amounts of antagonist (atipamezole). Moreover, fentanyl has been categorized with
a narcotic drug regulated by the law in Japan, and the use of narcotic drugs requires the license for handling. For the anesthetic
structure of 0.3 mg/kg medetomidine, 4.0 mg/kg midazolam and 5.0 mg/kg butorphanol, the antagonization at the dose of 0.3 mg/
kg atipamezole (same amount of medetomidine) to mice has been widely used in Japan [18, 35]. In the present study, we applied
non-narcotic anesthetic (MMB) regimen to mice and noninvasively monitored the body temperature of the mice implanted the
measuring device. In addition to thermal supports, it is also important to inject antagonistic drug at the suitable dose to promote the
recovery from hypothermia by anesthesia.

In conclusion, this study suggested that the durations of thermal support for MMB anesthesia in mice required 5 hr or over and
for ISO did 1 hr from administration of anesthesia. Further study is need to prevent hypothermia by anesthesia, considering the
adequate thermal support such as heating devices, comfortable and safety temperature, and thermal support durations.
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