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Simple Summary: Heat stress is serious problem for livestock. While riding horses and racehorses
spend the majority of their days in stalls, there are few reports on effective methods for reducing stall
heat stress. The aim of the present study was to evaluate the effectiveness of an ice horse blanket in
hot and humid environments. Twenty healthy horses were measured first without the blanket (C)
and then measured with the blanket (IB), or vice versa, in a cross-over trial. The blanket was designed
to keep cooling the front back, the rear back, and the loin. The skin surface temperature of the front
back was decreased with cooling time in IB, whereas it was not changed in C. Similarly, respiratory
rate and plasma cortisol level also decreased only in IB. The blanket used in the present study had
the advantage of allowing for gentle cooling of the horse’s body without the use of water or fans.
Applying this methodology should enable effective reduction of heat stress not only in horses but
also in other mammals kept in barns.

Abstract: Heat stress is serious problem for livestock. While riding horses and racehorses spend the
majority of their days in stalls, there are few reports on effective methods for reducing stall heat stress.
The aim of the present study was to evaluate the effectiveness of an ice horse blanket in hot and
humid environments. Twenty healthy horses were measured first without the blanket (C) and then
measured with the blanket (IB), or vice versa, in a cross-over trial. The blanket was designed to keep
cooling the front back, the rear back, and the loin. Skin surface temperature, respiratory rate, rectal
temperature, and plasma cortisol level in both C and IB were measured at 10:00, 12:30, and 15:00. The
skin surface temperature of the front back was decreased with cooling time in IB, whereas it was not
changed in C. Similarly, heart rate, respiratory rate, and plasma cortisol level also decreased only
in IB. The blanket used in the present study had the advantage of allowing for gentle cooling of the
horse’s body without the use of water or fans. Applying this methodology should enable effective
reduction of heat stress not only in horses but also in other mammals kept in barns.
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1. Introduction

Global warming has been a point of contention for scientists, politicians, and envi-
ronmentalists. Global warming is a gradual process that threatens to have serious conse-
quences such as rising sea levels, crop failure and famine, changes in global rainfall patterns,
changes in plant and animal populations, and serious health consequences [1]. According to
Hu et al. [2], the global mean surface temperature (GMST) has increased rapidly in recent
decades, and global warming has become a well-known topic. While global warming
appears to have slowed in the decade from 2000 to 2014, the GMST reached an historic high
in 2015. Global warming continued in 2021, and temperatures around the world and Japan
remained consistent with the Japan Environmental Ministry’s guidelines [3]. As global
warming continues, temperatures will continue to rise, increasing the risk of developing
heat-related diseases such as heat stroke.

Animals 2022, 12, 2505. https:/ /doi.org/10.3390/ani12192505

https:/ /www.mdpi.com/journal /animals


https://doi.org/10.3390/ani12192505
https://doi.org/10.3390/ani12192505
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/animals
https://www.mdpi.com
https://orcid.org/0000-0002-8565-5836
https://orcid.org/0000-0001-5059-3164
https://doi.org/10.3390/ani12192505
https://www.mdpi.com/journal/animals
https://www.mdpi.com/article/10.3390/ani12192505?type=check_update&version=2

Animals 2022, 12, 2505

20f15

Indeed, heat is a major health issue for livestock. Park et al. [4] stated that heat stress in
industrial animals decreased productivity and immunity. According to Chaiybutr et al. [5],
heat stress reduces milk production in cattle. Heat stress due to either climate or exercise,
or both, has been shown to increase the risk of heat stroke in horses [6]. Horses have a high
metabolic rate but a small surface area for heat dissipation, as described by Janczarek et al. [7].
As a result, horses must be actively cooled, even more so in hot environments. Studies of
heat in horses often focus on the effects of exercise and in the paddock [6-9]. However,
there are few reports on the stall where horses spend the majority of their lives.

Fans, mist fans, evaporative cooling, and sprinklers are well-established ways to cool
cattle in heat [5,10-13]. Humans frequently use fans and air conditioners as heat protection
devices [14,15]. In the case of horses, mist curtains, fans, and cold ice water poured over
the horse’s body are used to reduce heat stress [7,8,16]. However, it is not appropriate to
use water in the stall, as it is widely believed that water causes horses to slip, they injure
themselves, and if a horse spends a long time in the stall with its hoof wet, bacteria and
fungus will develop on the hoof, making it unsanitary and in fact, the insanitary condition
of it can cause hoof disease such as white line disease and thrush [17,18].

Takahashi et al. [8] reported that cooling with two fans was less effective than cooling
with water in Thoroughbreds following exercise. McGill et al. [19], who evaluated the
treatment by drenching the horses’ bodies with a fan following exercise, found no effect on
heart rate, respiratory rate, and rectal temperature. According to these findings, fans alone
would be insufficient to cool the horses.

Recently, a new method of attaching ice packs to clothing has been developed for
humans. Zare et al. [20] indicated that the ice vest had a positive effect on perceptual strain
and surface temperature in humans. Furthermore, Luomala et al. [21] showed that the ice
vest decreased a part of skin surface temperature. Hasegawa et al. [22] proved that the
ice vest significantly decreased mean skin temperature and heart rate in humans. Horses
have the highest sweating rates of any endotherm, approximately double the maximum
sweating rates of humans [23]. Additionally, Collier et al. [23], reported that cutaneous and
respiratory evaporative heat loss contributed approximately 71% and 29%, respectively, to
total evaporative heat loss on horses in hot and humid environments. On the other hand,
Bilgili et al. [24], reported that cutaneous and respiratory evaporative heat loss contributed
approximately 90% and 10%, respectively, to total evaporative heat loss in humans. These
two studies, as well as others [7,8], demonstrate that horses and humans have comparable
thermal regulation. Due to the similarities in thermal regulation between horses and
humans, the ice vest could be used to provide heat protection for horses. Because the ice
vest technique does not require water or wind, it should be effective for horses in stalls.

There is a growing interest in animal welfare at the moment. Animal welfare includes
the five freedoms of animals comprising: freedom from hunger, malnutrition, and thirst;
freedom from fear and distress; freedom from heat stress or physical discomfort; freedom
from pain, injury, and disease; and freedom to express normal patterns of behaviour [25].
Improving the thermal environment of horses is deemed critical because it results in
increased freedom from heat stress or physical discomfort, as well as freedom from pain,
injury, and disease. Indeed, if the heat environment is not improved, the risk of heat stroke
and associated complications increases in horses [7,8].

The aim of the present study was to determine whether an ice blanket was effective
on heart rate (HR), respiratory rate (RR), skin temperature (SK), rectal temperature (RT),
and plasma cortisol in horses, particularly in the stall, in hot and humid environments.

2. Materials and Methods

The present study was conducted at Kitasato University’s veterinary school’s stable and
a private horseback riding club. Both facilities were located in Towada city (Aomori prefecture,
Japan), at latitude 40.4° N and longitude 141.1° E, respectively. The Kitasato University School
of Veterinary Medicine’s Ethics Committee approved this study (Ref No. 21-041).
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2.1. Horses

Seven Thoroughbreds (6 geldings and 1 female) and 13 cross-breeds were used (8 geldings
and 5 female). Clinically sound, the horses were routinely used as riding horses. The age
(mean £ SD) was 11.8 & 5.8. On the experimental days, the horses were not exercised and
were resting in their stalls.

2.2. Ice Horse Blankets

The ice horse blanket consisted of a thin horse blanket made of rag waffle fabric
(WAFFLE RUG, Oriental-Sophie CO., Tochigi, Japan), four cold-sheet bags (Cooling and
Warming Sheets, Nemuritti LLC., Tochigi, Japan) and 8 ice packs (melting point 0 °C,
750 g, 170 x 195 x 30 mm per ice pack, CAPTAIN STAG, NATURAMU Co., Osaka, Japan,
Figure 1a,b). Each cold-sheet bag is capable of holding two ice packs (Figure 1b). The
cold sheets have properties which do not conduct heat easily (heat retaining property), the
cold-sheet bags which are made from the cold sheets also have the same property. The ice
horse blanket weighs approximately 9 kg in total.

Figure 1. The ice horse blanket consisted of a thin horse blanket, four bags, and 8 ice packs. (a) One
side of an ice horse blanket is shown. (b) Each cold-sheet bag could contain two ice packs.

It was designed to keep cooling the 3 sites of the horse’s body: the front back, the rear
back, and the loin. To ensure that they would not overcool the horse’s body, a preliminary
study determined that the contact area would maintain a temperature of approximately
20 °C. In addition, preliminary experiments proved that the temperature of the contact area
did not change within at least five hours under the sun. According to the manufacturer’s
instructions, the ice pack should be kept below freezing for at least 2 h in an environment
of 30 °C.

2.3. Experimental Design

To eliminate the effect of order on treatment, a cross-over trial was conducted, as
shown in Figure 2. In one group, horses were first measured without a blanket (C) and then
treated with an ice horse blanket (IB). In another group, horses were first measured with an
ice blanket (IB) and then without the blanket (C). We did not put any blanket on the horses
in the C measurements, as the preliminary study predicted that the horses would sweat
excessively and exhaustion would occur in the blanket without ice packs. Additionally,
to eliminate the effects of continuous days of experimentation, a gap of at least one day
between measurement dates was allowed.
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Figure 2. Flow diagram of the cross-over trial.

2.4. Procedure

Five variables were measured sequentially: (1) skin surface temperature; (2) heart rate,
HR; (3) respiratory rate, RR; (4) rectal temperature, RT; and (5) plasma cortisol. The order of
the measurements was chosen to minimize the effects of the stimuli. Sampling was always
carried out while a horse was clipped to a wash rack without a blanket. After the first
sampling (10:00), the ice horse blanket was placed on IB’s horse (Figure 3). The horse was
then returned to its stall. The horse was sampled three times per treatment. The sampling
times were 10:00, 12:30, and 15:00. Sampling was always carried out without the use of a
blanket. Because the cooling effect of the ice packs might decrease faster than expected
due to the body temperature of the horses, all eight ice packs were replaced at 12:30 with
freshly frozen ones as a precaution. One sampling per horse took less than 15 min.

Figure 3. In the IB groups, the horses were equipped with ice horse blankets.
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2.5. Physiological Measures

Skin surface temperature, HR, RR, and RT were measured at 10:00, 12:30, and 15:00.
A lead rope was clipped to the horse’s halter for the measurements, and the horse was
positioned to stand in areas where horses are constantly cared for with brushes and other
items. A thermal camera was used to determine the temperature of the horses’ skin surface
on the left (FLIR CX-Series Compact Thermal Imaging Camera, FLIR Co., Wilsonville, OR,
USA). Skin surface temperature was always photographed, immediately after the ice horse
blanket was removed. The skin surface temperature at 13 body sites was measured using a
slight modification of the method described by Wilk et al. [26] and Westermann et al. [27]
(Figure 4). Skin surface temperatures had to be obtained including the horse’s entire
body at one time immediately after its blanket was removed because, if a time difference
occurred, the temperature could change and would not be accurate. The distance required
to capture the horse’s entire body at one time was 2 m away from the horse. Obtaining 2
m was difficult in the stalls or the stables. Therefore, horses were clipped to wash rucks
outside the stables and skin surface temperatures were obtained at the place. At once,
Sampling of other Variables was also carried out continuously at the same place. The HR
was determined by using a stethoscope (Classic II S. E. Stethoscope, 3M Japan Co., Tokyo,
Japan). The RR was determined visually by observing flank movement. RT was obtained
by using a digital thermometer (CITIZEN CT 422, CITIZEN Inc., Tokyo, Japan) inserted
6.5 cm into the rectum.

Figure 4. The 13 body sites; (SP1; head, SP2; neck, SP3; withers, SP4; shoulder, SP5; front back,
SP6; front abdomen, SP7; rear back, SP8; rear abdomen, SP9; loin, SP10; thigh, SP11; buttock, lil;
fore-cannon, Li2; rear-cannon).

2.6. Cortisol Assays

At 10:00, 12:30, and 15:00, blood samples (5 mL each) were collected via jugular
venipuncture into an evacuated vial containing heparin (VP-H050k, TERUMO Inc., Tokyo,
Japan). They were placed on ice and centrifuged (2000 g, 10 min) to separate the plasma.
Within 2 h, the plasma samples were stored at —30 °C until analyses. Cortisol levels in the
plasma were determined in duplicate using the Cortisol Enzyme Immunoassay Kit (K003-
H5, Arbor Assays Co., Ann Arbor, MI, USA) according to the manufacturer’s protocol.
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2.7. Statistical Analysis

Data from one gelding horse were excluded as the horse was out of control and the
sampling could not be continued (Figure 2). Seven Thoroughbreds and twelve crossbreds
were used in the statistical analysis. The age (mean £ SD) was 12.2 £ 5.7. Two-way
repeated measures analysis of variance (ANOVA) was used to analyze the interaction
between the treatment and time (treatment X time), the main effect of treatment (C vs. IB)
and the main effect of time (10:00 vs. 12:30 vs. 15:00). When a significant main effect in time
or a significant interaction was found, one-way repeated ANOVA was used to determine
the difference between the three time points (simple main effect in time). When a significant
interaction was found, one-way repeated measures ANOVA was also used to determine
the simple main effect in treatment. If the ANOVA was significant, Tukey’s multiple
comparison test was used to identify the difference between different time points. The
amount of change in concentration between the time of measurement and 10:00 (A Plasma
cortisol) was also calculated for plasma cortisol only. Statistical analysis was performed
almost identically also for A plasma cortisol. However, the multiple comparisons were not
performed for the time of A plasma cortisol, as the number of levels on main factor in time
of A plasma cortisol was only two (12:30-10:00, 15:00-10:00).

Correlation between surface temperatures of the 3 sites of horse’s body (front back, rear
back, and loin) and 3 measurement variables (HR, RR, and plasma cortisol) was analyzed
with a Pearson’s product moment correlation coefficient. The correlation analysis was
carried out for both, C and IB groups (both groups; n =19 x 6, C group; n =19 x 3 and IB
group; n = 19 x 3). The differences between means correlations were considered significant
at p < 0.05 and considered to be a tendency at p < 0.1.

2.8. Weather Condition

The present study was conducted on days when the weather forecast indicated that
the ambient temperature would exceed 25 °C. The atmospheric conditions were estimated
using the environmental meter (ENVIRONMENTAL METER AHLT-100, AS ONE Inc,,
Santa Clara, CA, USA. The ambient temperature (Tamb), humidity (RH), and the wind
speed were based on the device set in front of a specific stable located in the center of
the stable. To avoid differences in the management environment between normal and
measurement days, on measurement day, the fan was left on for 9 horses that normally
have a fan in their stall. The temperature-humidity index (THI) was calculated from Tamb
(°C) and RH (%) in the present study, based on the formula used by Holcomb et al. [9] and
Schiitz et al. [28]:

THI = (1.8 x Tamb + 32) — [(0.55 — 0.0055 x RH) x (1.8 x Tamb — 26)].

Tamb, RH, and THI at each time point of C and IB are shown in Tables 1 and 2. Values
are expressed as mean £ SE. There was no significant interaction for Tamb between time
and treatment. The main effect of treatment was not significant. The main effect of time
was significant (p < 0.05) and Tukey’s test revealed that the Tamb at 12:30 was significantly
higher than that at 10:00. Tamb at 15:00 tended to be higher than that at 10:00. There was no
significant interaction for RH between time and treatment. The main effect of treatment was
not significant. The main effect of time was significant (p < 0.05) and Tukey’s test revealed
that the RH at 12:30 was significantly lower than that at 10:00. There was no significant
interaction for THI between time and treatment. The main effect of treatment was not
significant. The main effect of time was significant (p < 0.05) and Tukey’s test revealed that
the THIs at 12:30 and 15:00 were significantly higher than that at 10:00.

There was no significant interaction for the wind speed between time and treatment.
The main effects of time and treatment were not significant. The wind speed was 0 m/s,
but the wind speed by the fan was 0.1-1.5 m/s.
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Table 1. Mean =+ SE of ambient temperature (Tamb), relative humidity (RH), and temperature—
humidity index (THI).

Weather Condition

Mean =+ SE, (n = 19)

(©)10:00 (O©)12:30 (O)15:00 (IB)10:00 (IB)12:30 (IB)15:00
Tamb (°C) 265+047 279 +£05°> 2744 05% 2624052 27.6 £0.6° 2714+ 06
RH (%) 710+ 182 672+ 1.7° 692+ 1620 709 £2.02 67.6+19P 69.4 +1.92b
THI 757 £0.6%2 778 £0.7° 773 +£07° 75.5 £ 0.6 2 773 +£08° 769 £0.9°
Significant differences between each time point within group are represented by different letters (2P p < 0.05).
Table 2. Statistics of ambient temperature (Tamb), relative humidity (RH), and temperature-humidity
index (THI).
. Statistics
Weather Condition Treatment x Time ME in Time ME in Treatment
Tamb (°C) NS p <0.05 NS
RH (%) NS p <0.05 NS
THI NS p <0.05 NS

ME; main effect, NS; not significant.

3. Results
3.1. Physiological Measures

The skin surface temperature at each time point of C and IB are shown in Tables 3-5.
There was significant interaction for the skin surface temperature on front back between
treatment and time (p < 0.05). The simple main effects of treatment were significant at 12:30
and 15:00 (p < 0.05). In other words, the skin surface temperatures (front back) in the IB at
12:30 and 15:00 were significantly lower than those of C (p < 0.05). The simple main effect of
time was significant only in the IB (p < 0.05). In the IB group, the skin surface temperature
(front back) at 15:00 was significantly lower than that at 10:00 (p < 0.05). There was no
significant interaction for the skin surface temperature on rear back between treatment and
time. However, the p-value of the interaction tended to be significant (p = 0.058). The simple
main effects of treatment were significant at 12:30 and 15:00 (p < 0.05). In other words, the
skin surface temperatures (rear back) in the IB at 12:30 and 15:00 were significantly lower
than those of C (p < 0.05). The simple main effect of time was not significant. However, the
p-value of the main effect of time tended to be significant only in the IB group (p = 0.061).
In the IB group, the skin surface temperature (rear back) at 15:00 tended to be lower than
that at 10:00 (p = 0.056). There was significant interaction for the skin surface temperature
on loin between treatment and time (p < 0.05). The simple main effects of treatment were
significant at 12:30 and 15:00 (p < 0.05). In other words, the skin surface temperatures (loin)
in the IB at 12:30 and 15:00 were significantly lower than those of C (p < 0.05). For the
skin surface temperature on fore-cannon, the main effect of time was significant (p < 0.05)
and Tukey’s test revealed that the skin surface temperature (fore-cannon) at 12:30 was
significantly higher than that at 10:00 (p < 0.05). For the skin surface temperature on rear-
cannon, the main effect of time was significant (p < 0.05) and Tukey’s test revealed that the
skin surface temperature (rear-cannon) at 12:30 was significantly higher than that of 10:00
(p < 0.05). There was neither significant interaction for the skin surface temperature in other
sites of the horse’s body between treatment and time, nor the main effects of treatment
and time.

HR, RR, and RT at each time point of C and IB are shown in Tables 6-8. There was
significant interaction for HR between treatment and time (p < 0.05). The simple main
effects of treatment were significant at 12:30 and 15:00 (p < 0.05). In other words, HRs in the
IB at 12:30 and 15:00 were significantly lower than those of C (p < 0.05). The simple main
effect of time was significant only in the IB (p < 0.05). In the IB group, the HRs at 12:30 and
15:00 were significantly lower than that of 10:00 (p < 0.05). There was significant interaction
for RR between treatment and time (p < 0.05). The simple main effects of treatment were
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significant at 12:30 and 15:00 (p < 0.05). In other words, RRs in the IB at 12:30 and 15:00 were
significantly lower than that of C (p < 0.05). The simple main effect of time was significant
only in the IB (p < 0.05). In the IB group, the RRs at 12:30 and 15:00 were significantly lower
than that of 10:00 (p < 0.05). In RT, the main effect of treatment was significant, and RT was
higher in the IB than C (p < 0.05). The main effect of time was not significant. However, The
p-value of the main effect of time tended to be significant only in the C group (p = 0.053).
As the main effect of treatment was significant, one-way repeated ANOVA was conducted
in both groups separately. One-way repeated ANOVA was significant only in the C group
(p < 0.05). Tukey’s test revealed that the RT at 15:00 were significantly lower than that of
10:00 in the C group (p < 0.05).

Table 3. Mean =+ SE of skin surface temperature.

Skin Surface Temperature (°C)

Mean =+ SE, (n =19)

(C)10:00 (0)12:30 (C)15:00 (IB)10:00 (IB)12:30 (IB)15:00
Head 31.6 £0.5 32.0+ 0.8 31.7 + 0.7 31.7 4+ 0.8 32.0 4+ 0.7 320+ 0.7
Neck 32.0 £ 05 32.7 4+ 0.7 31.6 £ 0.6 31.6 + 0.8 32.1+06 31.8 4+ 0.7
Withers 333 +0.6 334 +0.8 33.0 £ 0.7 33.0+ 0.6 324 +0.6 323+ 0.6
Shoulder 33.0 + 0.5 33.14+ 0.6 32.8 4+ 0.6 32.7+ 0.6 323405 322405
Front back 32.9 4+ 0.6 33.8+0.8 332 +0.8 32.7 £ 0.62 3154+ 050 3094 0.6
Front abdomen 3294+ 0.5 33.0+ 0.6 325+ 0.6 32.84+ 0.6 3224 0.7 3234 0.6
Rear back 33.0 £ 0.6 33.7 4+ 0.9 332 +0.8 325+ 0.6 315+05* 31.1+05*
Rear abdomen 325+ 0.6 33.2 + 0.6 32.8+0.7 32.8 + 0.6 32.6 + 04 323+ 0.5
Loin 3254+ 0.5 33.7+0.8 333+ 09 3234+ 0.6 31.6 £ 0.6* 3124+ 05*
Thigh 323 +05 32.7 4+ 0.7 323 +0.7 322406 322 +04 32.1+05
Buttock 322 +05 329+ 0.8 32.4 4+ 0.8 323407 322405 32.14+ 05
Fore-cannon 31.8+0.82 347+11P 335+123  31.8+10°2 339+ 09P 33.0+ 1.0
Rear-cannon 3234092 350+11P 339+123 319+11°2 344+ 08P 33.2+092

Significant differences between C and IB at same time point are represented by asterisk (* p < 0.05). Significant
differences between each time point within group are represented by different letters (*® p < 0.05).

Table 4. Statistics 1 of skin surface temperature.

. o Statistics
Skin Surface Temperature (°C) Treatment x Time ME in Time ME in Treatment
Head NS NS NS
Neck NS NS NS
Withers NS NS NS
Shoulder blade NS NS NS
Front back p <0.05 - -
Front abdomen NS NS NS
Rear back p<0.1 - -
Rear abdomen NS NS NS
Loin p <0.05 - -
Thigh NS NS NS
Buttock NS NS NS
Fore-cannon NS p<0.05 NS
Rear-cannon NS p <0.05 NS

ME; main effect, NS; not significant.
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Table 5. Statistics 2 of skin surface temperature.
Statistics
in Treatment in Treatment in Treatment in Time in Time
Head - - - - -
Neck - - - - -
Withers - - - - -
Shoulder blade - - - - -
Front back NS p <0.05 p <0.05 NS p <0.05
Front abdomen - - - - -
Rear back NS p <0.05 p<0.05 NS p<0.1
Rear abdomen - - - - -
Loin NS p <0.05 p <0.05 NS NS
Thigh - - - - -
Buttock - - - - -
Fore-cannon - - - - -
Rear-cannon - - - - -
SME; simple main effect, NS; not significant.
Table 6. Mean =+ SE of heart rate (HR), respiratory rate (RR), and rectal temperature (RT).
. . Mean = SE, (n =19)

Physiological Measures (C)10:00 (©)12:30 (C)15:00 (IB)10:00 (IB)12:30 (IB)15:00
HR (bpm) 36.6 + 0.9 36.6 + 1.2 36.0 £ 1.0 381+1.12 339+ 0.5* 329 +0.7*
RR (bpm) 324 +17 30.6 + 1.5 30.0 +1.1 333+252 231+14% 21.6 +£1.5%

RT (°C) 37.32+0.052 3723 +0043 37204+004P 3736+005* 37.38+004* 37.32+0.04%

Significant differences between C and IB at same time point are represented by asterisk (* p < 0.05). Significant
differences between each time point within group are represented by different letters (*® p < 0.05).

Table 7. Statistics 1 of heart rate (HR), respiratory rate (RR), and rectal temperature (RT).

hvsi ical Statistics
Physiological Measures Treatment x Time ME in Time ME in Treatment
RR (bpm) p< 0.05 - -
RT (°C) NS p<0.1 p <0.05

ME; main effect, NS; not significant.

Table 8. Statistics 2 of heart rate (HR), respiratory rate (RR), and rectal temperature (RT).

Statistics
Physio]ogica] Measures (10:00) SME (12:30) SME (15:00) SME (C) SME (IB) SME
in Treatment in Treatment in Treatment in Time in Time
HR (bpm) NS p <0.05 p <0.05 NS p <0.05
RR (bpm) NS p <0.05 p <0.05 NS p <0.05
RT (°C) - - - - -

SME; simple main effect, NS; not significant.

3.2. Plasma Cortisol

Plasma cortisol levels at each time point of C and IB are shown in Figure 5. There was
a significant interaction for the cortisol between treatment and time (p < 0.05). The simple
main effect of treatment was not significant. However, the p-value of the main effect of
treatment tended to be significant only at 15:00 (p = 0.054). In other words, the cortisol in the
IB at 15:00 was tended to be lower than that of C (p = 0.054). The simple main effect of time
was not significant. However, the p-value of the main effect of time tended to be significant
only in the IB group (p = 0.058). In the IB group, the cortisol at 15:00 was significantly lower
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than that at 10:00 (p < 0.05). A plasma cortisol at each time point of C and IB groups during
the study is shown in Figure 6. There was no significant interaction for A plasma cortisol
between treatment and time. The main effect of treatment was significant and A plasma
cortisol was lower in the IB than C (p < 0.05). The main effect of time was not significant.

= o = Control

~ 70 amm@m= [ce horse blanket
&
\%/D 65
S 60
E
e 55
g
% 50
O
5 5
o
S 40
I
g 35
8
[al0

30

10:00 12:30 15:00

Figure 5. Plasma cortisol concentration. Values are expressed as mean + SE. Tendency between C
and IB at same time point are represented by dagger (t p < 0.1). Significant differences between each
time point within group are represented by different letters (*® p < 0.05).
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Figure 6. Values are expressed as mean + SE; A plasma cortisol. Significant differences between C
and IB at same time point are represented by asterisk (* p < 0.05).

3.3. Correlation between Skin Surface Temperatures of the Three Sites of Horse’s Body (Front Back,
Rear Back, Loin) and three Measurement Parameters (HR, RR and Plasma Cortisol)

Correlation between skin surface temperatures of the three sites of horse’s body (front
back, rear back, loin) and three measurement parameters (HR, RR, and plasma cortisol)
are shown in Table 9. The front back and HR of both groups were significantly correlated
(R =0.237, p = 0.011). The front back and HR of the C group only were not significantly
correlated. The front back and HR of the IB group only was significantly correlated
(R =0.390, p = 0.0030). The other correlation results were similar with the correlation result
between front back and HR.
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Table 9. Correlation between skin surface temperatures of the three sites of horse’s body (front back,
rear back, loin) and 3 measurement parameters (HR, RR, and plasma cortisol).

M Front Back and HR Rear Back and HR Loin and HR
casures C IB Both C IB Both C IB
Correlation 0.0550 0.390 0.232 0.0470 0.396 0.235 0.0830 0.365
p-value NS 0.0030 0.013 NS 0.0020 0.012 NS 0.0050
M Front back and RR Rear back and RR Loin and RR
easures C IB Both C IB Both C IB
Correlation 0.135 0.386 0.295 0.344 0.344 0.257 0.177 0.298
p-value NS 0.0030 0.0010 NS 0.0090 0.0060 NS 0.025
M Front back and cortisol Rear back and cortisol Loin and cortisol
easures C IB Both C IB Both C IB
Correlation 0.211 0.355 0.213 0.157 0.288 0.213 0.160 0.281
p-value NS 0.0070 0.023 NS 0.030 0.023 NS 0.034

NS: not significant.

4. Discussion

The thermoneutral zone is the temperature range within which homeothermic animals
do not have to expend energy to maintain core body temperature [9]. According to Mor-
gan [29], the thermoneutral zone for horses ranges between a lower critical temperature
of 5 °C and a higher critical temperature of 25 °C. Tamb exceeded 25 °C at 10:00, 12:30,
and 15:00 in the present study. As a result, the Tamb in the present study was above the
horse’s thermoneutral zone, indicating that the horse was under a heat load. The THI was
an effective tool for determining livestock response to climate change [30]. In the present
study, THI was found to be between 76 and 78. There are, however, few studies on THI
in horses. St-Pierre et al. [31], reported that the THI threshold for dairy cows has been
estimated to be around 70. Chaiyabutr et al. [5], who conducted a study on the effects of
heat on milk production and fluid regulation in Holstein cattle in a tropical environment,
reported that cattle experience mild heat stress between THI 72-74 and are exposed to
severe heat stress resulting in decreased milk production at THI 75. Humans are believed
to begin feeling stressed at THI 75, according to the Japan Weather Association (JWA) [32].
The present study’s measured conditions were deemed stressful for both humans and
dairy cattle. There is no doubt that the climatic conditions in the present study were quite
severe for lactating cows and humans, though it is unknown how stressful they were for
the horses.

Generally, horses can develop colic if their bodies have been overcooled. The tempera-
ture of the cooling site was kept at around 20 °C in the present study to avoid overcooling
the site. The horses were kept cooling the three sites of their bodies (the front back, the
rear back, and the loin), as the three sites have anatomically blood vessels (capillaries, right
azygos vein, caudal vena cava, intercostal arteries, and intercostal veins) and can place
objects stably. However, the cooling levels at the three sites were slightly different. As
shown in Table 3, the front back’s skin surface temperature was colder than those of the
rear back and loin. The blanket displacement was greater at the rear than at the front of the
torso, resulting in inadequate cooling of the rear back and loin. While we anticipated that
skin surface temperature would also decrease in other sites than the cooled areas, there
were no sites with a significant decrease or tendency to decrease outside the three cooled
areas. As the ice hose blanket in the present study did not indicate cooling effect outside of
the cooled area, it is an inferior method to water in effectiveness.

The skin surface temperatures of fore-cannon and rear-cannon at 12:30 were signif-
icantly higher than those at 10:00 in both groups (p < 0.05). In horses, the limbs are the
area that requires the most extensive care. However, the skin surface temperatures were
elevated in both groups. The Limbs cooling with running water is often carried out on wash
ruck for conventional daily management of horses and the method could most efficiently
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decreased skin surface temperature in leisure horses [16]. However, generally, one-time use
of the method results in the limb’s temperature rising again over time. Additionally, there
are few reports on an effective method for cooling the limbs in stalls, including the present
study. Therefore, future studies to develop an effective method for cooling the limbs in
stalls are necessary.

As shown in Table 6, the HRs at 12:30 and 15:00 were significantly lower than that of
10:00 in the IB group (p < 0.05). Rammerstorfer et al. [33] indicated that the average HR for
mature reining horses was 28-34 bpm in thermoneutral conditions. HR increases when the
sympathetic nervous system is dominant and decreases to return to the normal value when
the parasympathetic nervous system is dominant [34]. In stress situations, the sympathetic
nervous system is dominant [35]. HRs were approximately 37 bpm at 10:00, 37 at 12:30,
and 36 bpm at 15:00 in the C group, whereas they were approximately 38 bpm at 10:00,
34 bpm at 12:30, and 33 bpm at 15:00 in the IB group. As a result of using the ice blanket, HRs
in the IB group were closer to the normal range for horses. RRs in the IB at 12:30 and 15:00 were
significantly lower than that of 10:00 (p < 0.05). According to Holcomb et al. [9], the average RR
for horses in thermoneutral conditions is 10-14 bpm, though the horse breed was not specified.
Holcomb et al. [9] showed that the RR of horses was 31.7 bpm in the hot environment at
Tamb 37.9°C. At 10:00, 12:30, and 15:00, the C group’s RRs were approximately 32, 31, and
30 bpm. In the IB group, they were approximately 33, 23, and 21 bpm. As a result of an
effective cooling process, RRs in the IB group approached the normal value.

RT generally represents the deep body temperature of the animal. Contrary to initial
expectations, RTs in the C were significantly lower than those of IB group over the entire
measurement period in the present study. RT of the C group were lower at 15:00 than that at
10:00. Although these significant differences occurred, the difference between C and IB was
less than 0.1 °C. In the C group, the difference between 10:00 and 15:00 was approximately
0.12 °C. The maximum permissible error for the thermometer used in the present study,
according to the manufacturer’s manual, is 0.1 °C when the device was measured in a
thermostatic bath at a room temperature of 23 °C. Given these considerations, the present
study’s differences in RT were within the error range. The fact that there was a statistically
significant difference in RT at 10:00, when the two groups were not wearing anything, can
be considered a difference unaffected at least by the presence or absence of an ice blanket.

As shown in Figure 5, the cortisol at 15:00 was significantly lower than that at 10:00
in the IB group (p < 0.05). Cortisol increases in stressed humans [36]. Similarly, cortisol
levels were increased in horses during stressful transport [37,38]. Cortisol levels, on the
other hand, decrease following a stress-free treatment, such as moving horses from stalls to
paddocks [39]. Plasma cortisol levels in the C group were approximately 52.1, 54.6, and
53 ng/mL at 10:00, 12:30, and 15:00 in the present study. Plasma cortisol levels in the IB
group, on the other hand, were 55.6, 50.1, and 48.2 ng/mL. In horses, the plasma cortisol
level exhibits a circadian rhythm that is higher in the morning and lower at night [40].
Between 12:30 and 15:00, its concentration gradually decreases. Thus, the present study’s
findings indicated that the use of the ice blanket maintained normal diurnal variation in
cortisol levels.

Takahashi et al. [8], who compared five cooling methods in Thoroughbred horses after
strenuous exercise in hot and humid environments, indicated that the cooling methods
using the water or fans reduced the RT after 30 min. It was reported by Holcomb et al. [9]
that the skin surface temperature, RR and RT of horses (four Quarter horses and eight
Thoroughbred horses) were lower in pens with shade than in pens without shade. However,
Holcomb et al. [6], found no difference in skin surface temperature, RR, RT, and serum
cortisol between horses with and without shade in the study using 18 Thoroughbreds,
13 Quarter horses, an Arabian horse, a Warmblood, and 3 Standardbreds. Under hot
conditions, mist curtains or shade in the paddock had no effect on the HR of Warmblood
horses [7]. The above study on horses showed that water and fans were effective in reducing
heat stress, but shade was effective or ineffective, and mist curtains were ineffective. Numerous
research reports on bovines have been published. According to Chaiyabutr et al. [5], evaporative
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cooling has no effect on the RR, RT, or plasma cortisol levels of crossbred Holstein cattle
in a tropical environment. Sprinklers do not reduce RR in Holstein cattle kept in the hot
environment [12]. As described in Chanchai et al. [11], cooling with a mist fan decreased
RR and RT in cattle containing 87.5% Holstein genes in a tropical environment. These
studies show that mist fans, but not evaporative cooling or sprinklers, are effective in cattle.

Wang et al. [41] demonstrated that using a fan device, evaporative cooling clothing,
or liquid cooling clothing, the surface temperature of non-exercising humans decreased.
The vest equipped with small fans lowered the skin surface and core temperatures of
workers [42]. While the ice vest at about 23 °C did not change mean surface temperature
or core temperature of humans during exercise, it decreased a part of the skin surface
temperature [21]. A 15 °C ice vest reduced perceptual strain but had no effect on HR or
surface temperature in humans during exercise [20]. Hasegawa et al. [22] reported that the
ice vest expected to be about 16 °C or lower significantly reduced mean skin temperature,
HR, and RT in humans in warm and humid conditions. These reports of cooling vests
being effective in humans served as a major source of inspiration for the present study’s
methodology. As a result, the ice horse blanket was effective in cooling horses staying in
their stalls. The present study’s methodology was superior to others, most likely because it
allowed for gentle and prolonged cooling only of the horses” backs to loin without the use of
water or fans. Water could not be used in stalls and fans are inadequate for cooling horses.
Cooling the belly of a horse is generally not good. Basically, conventional methods would
cool the horse’s entire body. In addition, the methods would be rapid and brief cooling.
There is no doubt that the ice horse blankets in the present study reduced heat stress in the
horses in the stall. Applying this methodology should enable effective reduction of heat
stress not only in horses but also in other mammals kept in barns.

The present study has a limitation in that the limbs could not be effectively cooled.
Additionally, it is necessary to investigate whether the ice blanket can be used to effectively
cool horses immediately after exercise. Moreover, additional research is needed to compare
the cost of cooling ice packs with other methods.

5. Conclusions

The ice horse blanket used in the present study decreased the HR, RR, skin surface
temperature, and plasma cortisol level. This method effectively alleviated heat stress in the
stalls, where horses spend the majority of their day. The blanket used in the present study
had the advantage of allowing for gentle cooling of the horse’s body without the use of
water or fans. Applying this methodology should enable effective reduction of heat stress
not only in horses but also in other mammals kept in barns.

Author Contributions: Conceptualization: Y.O., S.T., and A.M.; methodology: Y.O., YM., and A.M.;
formal analysis: Y.O. and A.M.; investigation: Y.O., S.T., YM., and A.M.; data curation: Y.O.,S.T.,
and A.M.; resources: A.M.; writing—original draft preparation: Y.O. and A.M.; writing—review and
editing: Y.O and Y.M; visualization: Y.O.; supervision: A.M.; project administration: A.M. All authors
have read and agreed to the published version of the manuscript.

Funding: This research received no external funding.

Institutional Review Board Statement: This study was approved by the Ethics Committee of Ki-
tasato University, School of Veterinary Medicine, Japan (Ref No. 21-041).

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: We thank the members of the equestrian team at Kitasato University for their
cooperation to perform the present study. The authors also thank Ayuko Kamimura and Satoru
Nakamura. The authors would like to thank Enago (www.enago.jp (accessed on 4 April 2022)) for the
English language review.

Conflicts of Interest: The authors declare no conflict of interest.


www.enago.jp

Animals 2022, 12, 2505 14 of 15

References

1. Khasnis, A.A.; Nettleman, M.M. Global warming and infectious disease. Arch. Med. Res. 2005, 36, 689—-696. [CrossRef] [PubMed]

2. Hu, X,; Cai, M,; Yang, S.; Sejas, S.A. Air temperature feedback and its contribution to global warming. Sci. China Earth Sci. 2018,
61, 1491-1509. [CrossRef]

3. Ministry of the Environment (MOE), Heat Stroke Protection Website. Available online: https://www.wbgt.env.go.jp/heatillness_
pr.php (accessed on 14 March 2022).

4. Park, D.S,; Gu, B.H,; Park, Y.J.; Joo,S.S,; Lee, S.S.; Kim, S.H.; Kim, E.T.; Kim, D.H.; Lee, S.S.; Lee, S.J.; et al. Dynamic changes in
blood immune cell composition and function in Holstein and Jersey steers in response to heat stress. Cell Stress Chaperones 2021,
26, 705-720. [CrossRef] [PubMed]

5. Chaiyabutr, N.; Chanpongsang, S.; Suadsong, S. Effects of evaporative cooling on the regulation of body water and milk
production in crossbred Holstein cattle in a tropical environment. Int. |. Biometeorol. 2008, 52, 575-585. [CrossRef]

6. Holcomb, K.E.; Tucker, C.B,; Stull, C.L. Shade use by small groups of domestic horses in a hot, sunny environment. J. Anim. Sci.
2015, 93, 5455-5464. [CrossRef]

7. Janczarek, I.; Stachurska, A.; Wilk, I.; Wisniewska, A.; Rézaniska-Boczula, M.; Kaczmarek, B.; Luszczyriski, J.; Kedzierski, W.
Horse preferences for insolation, shade or mist curtain in the paddock under heat conditions: Cardiac and behavioural response
analysis. Animals 2021, 11, 933. [CrossRef]

8.  Takahashi, Y.; Ohmura, H.; Mukai, K.; Shiose, T.; Takahashi, T. A comparison of 5 cooling methods in hot and humid environments
in Thoroughbred horses. ]. Equine Vet. Sci. 2020, 91, 103130. [CrossRef]

9.  Holcomb, K.E; Tucker, C.B.; Stull, C.L. Physiological, behavioral, and serological responses of horses to shaded or unshaded pens
in a hot, sunny environment. J. Anim. Sci. 2013, 91, 5926-5936. [CrossRef]

10. Magrin, L.; Brscic, M.; Lora, I.; Rumor, C.; Tondello, L.; Cozzi, G.; Gottardo, F. Effect of a ceiling fan ventilation system on finishing
young bulls” health, behaviour and growth performance. Animal 2017, 11, 1084-1092. [CrossRef]

11.  Chanchai, W.; Chanpongsang, S.; Chaiyabutr, N. Effects of misty-fan cooling and supplemental rbST on rumen function and
milk production of crossbred Holstein cattle during early, mid and late lactation in a tropical environment. Anim. Sci. J. 2009, 81,
230-239. [CrossRef]

12.  Tresoldi, G.; Schiitz, K.E.; Tucker, C.B. Cooling cows with sprinklers: Effects of soaker flow rate and timing on behavioral and
physiological responses to heat load and production. J. Dairy Sci. 2019, 102, 528-538. [CrossRef] [PubMed]

13.  Chen, ].M,; Schiitz, K.E.; Tucker, C.B. Sprinkler flow rate affects dairy cattle avoidance of spray to the head, but not overall, in an
aversion race. Appl. Anim. Behav. Sci. 2016, 179, 23-31. [CrossRef]

14. He, Y,; Chen, W.; Wang, Z.; Zhanga, H. Review of fan-use rates in field studies and their effects on thermal comfort, energy
conservation, and human productivity. Energy Build. 2019, 194, 140-162. [CrossRef]

15. Tahara, Y.; Morito, N.; Nishimiya, H.; Yamagishi, H.; Yamaguchi, M. Evaluation of environmental and physiological factors of a
whole ceiling-type air conditioner using a salivary biomarker. Build Environ. 2009, 44, 1156-1161. [CrossRef]

16. Janczarek, I.; Wisniewska, A.; Tkaczyk, E.; Wnuk-Pawlak, E.; Kaczmarek, B.; Liss-Szczepanek, M.; Kedzierski, W. Effect of
Different Water Cooling Treatments on Changes in Rectal and Surface Body Temperature in Leisure Horses after Medium-Intensity
Effort. Animals 2022, 12, 525. [CrossRef]

17.  Kuwano, A.; Yoshihara, T.; Takatori, K.; Kosuge, J. Onychomycosis in white line disease in horses: Pathology, mycology and
clinical features. Equine Vet J. 1998, 26, 27-35. [CrossRef]

18.  Petrov, K,; Dicks, M.T. Fusobacterium necrophorum, and not Dichelobacter nodosus, is associated with equine hoof thrush. Vet.
Microbiol. 2013, 161, 350-352. [CrossRef]

19. McGill, S.; Coleman, B.; Hayes, M. Air Speed to Increase Rate of Cool Out for Horses After Intense Exercise. J. Equine Vet. Sci.
2021, 102, 103641. [CrossRef]

20. Zare, M.; Dehghan, H.; Vazdanirad, S.; Khoshakhlagh, A.H. Comparison of the impact of an optimized ice cooling vest and a
paraffin cooling vest on physiological and perceptual strain. Saf. Health Work 2019, 10, 219-223. [CrossRef]

21. Luomala, M.J,; Oksa, J.; Salmi, J.A.; Linnamo, V.; Holmér, I.; Smolander, J.; Dugué, B. Adding a cooling vest during cycling
improves performance in warm and humid conditions. J. Therm. Biol. 2012, 37, 47-55. [CrossRef]

22. Hasegawa, H.; Takatori, T.; Komura, T.; Yamasaki, M. Wearing a cooling jacket during exercise reduces thermal strain and
improves endurance exercise performance in a warm environment. J. Strength Cond. Res. 2005, 19, 122-128. [CrossRef] [PubMed]

23. Collier, R.J.; Gebremedhin, K.G. Thermal biology of domestic animals. Annu. Rev. Anim. Biosci. 2015, 3, 513-532. [CrossRef]
[PubMed]

24. Bilgili, M.; Simsek, E.; Sahin, B.; Yasar, A.; Ozbek, A. Estimation of human heat loss in five Mediterranean regions. Physiol. Behav.
2015, 149, 61-68. [CrossRef] [PubMed]

25.  World Organisation for Animal Health (OIE), Animal Welfare at WOAH. Available online: https://www.woah.org/en/what-we-
do/animal-health-and-welfare/animal-welfare (accessed on 14 March 2022).

26. Wilk, I; Wnuk-Pawlak, E.; Janczarek, I.; Kaczmarek, B.; Dybczyniska, M.; Przetacznik, M. Distribution of superficial body
temperature in horses ridden by two riders with varied body weights. Animals 2020, 10, 340. [CrossRef]

27. Westermann, S.; Stanek, C.; Schramel, J.P.; Ion, A.; Buchner, HH.F. The effect of airflow on thermographically determined

temperature of the distal forelimb of the horse. Equine Vet. |. 2013, 45, 637-641. [CrossRef]


http://doi.org/10.1016/j.arcmed.2005.03.041
http://www.ncbi.nlm.nih.gov/pubmed/16216650
http://doi.org/10.1007/s11430-017-9226-6
https://www.wbgt.env.go.jp/heatillness_pr.php
https://www.wbgt.env.go.jp/heatillness_pr.php
http://doi.org/10.1007/s12192-021-01216-2
http://www.ncbi.nlm.nih.gov/pubmed/34080136
http://doi.org/10.1007/s00484-008-0151-x
http://doi.org/10.2527/jas.2015-9520
http://doi.org/10.3390/ani11040933
http://doi.org/10.1016/j.jevs.2020.103130
http://doi.org/10.2527/jas.2013-6497
http://doi.org/10.1017/S1751731116002482
http://doi.org/10.1111/j.1740-0929.2009.00726.x
http://doi.org/10.3168/jds.2018-14962
http://www.ncbi.nlm.nih.gov/pubmed/30343920
http://doi.org/10.1016/j.applanim.2016.03.007
http://doi.org/10.1016/j.enbuild.2019.04.015
http://doi.org/10.1016/j.buildenv.2008.08.012
http://doi.org/10.3390/ani12040525
http://doi.org/10.1111/j.2042-3306.1998.tb05119.x
http://doi.org/10.1016/j.vetmic.2012.07.037
http://doi.org/10.1016/j.jevs.2021.103641
http://doi.org/10.1016/j.shaw.2019.01.004
http://doi.org/10.1016/j.jtherbio.2011.10.009
http://doi.org/10.1519/14503.1
http://www.ncbi.nlm.nih.gov/pubmed/15707380
http://doi.org/10.1146/annurev-animal-022114-110659
http://www.ncbi.nlm.nih.gov/pubmed/25387108
http://doi.org/10.1016/j.physbeh.2015.05.027
http://www.ncbi.nlm.nih.gov/pubmed/26025784
https://www.woah.org/en/what-we-do/animal-health-and-welfare/animal-welfare
https://www.woah.org/en/what-we-do/animal-health-and-welfare/animal-welfare
http://doi.org/10.3390/ani10020340
http://doi.org/10.1111/evj.12019

Animals 2022, 12, 2505 15 of 15

28.

29.
30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Schiitz, K.E.; Rogers, A.R; Poulouin, Y.A.; Cox, N.R; Tucker, C.B. The amount of shade influences the behavior and physiology of
dairy cattle. J. Dairy Sci. 2010, 93, 125-133. [CrossRef]

Morgan, K. Thermoneutral zone and critical temperatures. J. Therm. Biol. 1998, 23, 59-61. [CrossRef]

Lallo, C.H.O.; Cohen, J.; Rankine, D.; Taylor, M.; Cambell, J.; Stephenson, T. Characterizing heat stress on livestock using the
temperature humidity index (THI)—Prospects for a warmer Caribbean. Reg. Environ. Change 2018, 18, 2329-2340. [CrossRef]
St-Pierre, N.R.; Cobanov, B.; Schnitkey, G. Economic losses from heat stress by US livestock industries. ]. Dairy Sci. 2003, 86, 52-77.
[CrossRef]

Japan Weather Association (JWA), Index Information Table. Available online: https://tenki.jp/indexes (accessed on 14 March 2022).
Rammerstorfer, C.; Potter, G.D.; Brumbaugh, G.W.; Gibbs, P.G.; Varner, D.D.; Rammerstorfer, E.H. Physiologic responses of
acclimatized or non-acclimatized mature reining horses to heat stress: I. heart rate, respiration rate, lactate, rectal temperature,
cortisol and packed cell volume. J. Equine Vet. Sci. 2001, 21, 431-438. [CrossRef]

Mueller, I.; Snidman, N.; DiCorcia, J.A.; Tronick, E. Acute maternal stress disrupts infant regulation of the autonomic nervous
system and behavior: A casp study. Front. Psychiatry 2021, 12, 716664. [CrossRef]

Won, E.; Kim, Y.K. Stress, the autonomic nervous system, and the immune-kynurenine pathway in the etiology of depression.
Curr. Neuropharmacol. 2016, 14, 665-673. [CrossRef]

Appelhans, B.M.; Pagoto, S.L.; Peters, E.N.; Spring, B.]. HPA axis response to stress predicts short-term snack intake in obese
women. Appetite 2010, 54, 217-220. [CrossRef] [PubMed]

Stull, C.L.; Morrow, J.; Aldridge, B.A.; Stott, J.L.; McGlone, J.J. Inmunophysiological responses of horses to a 12-hour rest during
24 hours of road transport. Vet. Record. 2008, 162, 609-614. [CrossRef] [PubMed]

Melchert, M.; Nagel, C.; Aurich, C.; Aurich, J. Transport-related stress in five-day-old foals and their dams. J. Vet. Behav. 2020, 39, 86-89.
[CrossRef]

Suagee-Bedore, ].K,; Linden, D.R.; Bennett-Wimbush, K. Effect of pen size on stress responses of stall-housed horses receiving one
hour of daily turnout. J. Equine Vet. Sci. 2021, 98, 103366. [CrossRef]

Bohak, Z.; Szabé, E; Beckers, ].E; Melo de Sousa, N.; Kutasi, O.; Nagya, K.; Szenci, O. Monitoring the circadian rhythm of serum
and salivary cortisol concentrations in the horse. Domest. Anim. Endocrinol. 2013, 45, 38—42. [CrossRef]

Wang, F.; Song, W. An investigation of thermophysiological responses of human while using four personal cooling strategies
during heatwaves. J. Therm. Biol. 2017, 70, 37-44. [CrossRef]

Wang, F; Ke, Y.; Udayraj; Yang, B.; Xu, P.; Noor, N. Effect of cooling strategies on overall performance of a hybrid personal cooling
system incorporated with phase change materials (PCMs) and electric fans. J. Therm. Biol. 2022, 92, 102655. [CrossRef]


http://doi.org/10.3168/jds.2009-2416
http://doi.org/10.1016/S0306-4565(97)00047-8
http://doi.org/10.1007/s10113-018-1359-x
http://doi.org/10.3168/jds.S0022-0302(03)74040-5
https://tenki.jp/indexes
http://doi.org/10.1016/S0737-0806(01)70017-2
http://doi.org/10.3389/fpsyt.2021.714664
http://doi.org/10.2174/1570159X14666151208113006
http://doi.org/10.1016/j.appet.2009.11.005
http://www.ncbi.nlm.nih.gov/pubmed/19925839
http://doi.org/10.1136/vr.162.19.609
http://www.ncbi.nlm.nih.gov/pubmed/18480019
http://doi.org/10.1016/j.jveb.2020.02.005
http://doi.org/10.1016/j.jevs.2020.103366
http://doi.org/10.1016/j.domaniend.2013.04.001
http://doi.org/10.1016/j.jtherbio.2017.05.007
http://doi.org/10.1016/j.jtherbio.2020.102655

	Introduction 
	Materials and Methods 
	Horses 
	Ice Horse Blankets 
	Experimental Design 
	Procedure 
	Physiological Measures 
	Cortisol Assays 
	Statistical Analysis 
	Weather Condition 

	Results 
	Physiological Measures 
	Plasma Cortisol 
	Correlation between Skin Surface Temperatures of the Three Sites of Horse’s Body (Front Back, Rear Back, Loin) and three Measurement Parameters (HR, RR and Plasma Cortisol) 

	Discussion 
	Conclusions 
	References

