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Simple Summary: Heat stress causes significant negative responses in the dairy industry. The
objective of this study was to assess the effect of heat stress on the autophagy and apoptosis of the
rumen, abomasum, duodenum, liver and kidney in calves. The results showed that heat stress could
increase the autophagy and apoptosis of the kidney, duodenum and abomasum. However, heat
stress had no effect on the autophagy and apoptosis of the liver. In cows, most studies of autophagy
and apoptosis have only focused on mammary remodeling. Our results provide new knowledge
regarding autophagy and autophagy in calf heat stress management.

Abstract: The objective of this study was to assess the effect of heat stress on the autophagy and
apoptosis of the rumen, abomasum, duodenum, liver and kidney in calves. Two groups of Holstein
male calves were selected with similar birth weights and health conditions. Heat stress (HT): Six
calves (birth weight 42.2 + 2.3) were raised from July 15 to August 19. Cooling (CL): Six calves
(birth weight 41.5 + 3.1 kg) were raised from April 10 to May 15. All the calves were euthanized
following captive bolt gun stunning at 35 d of age. The expression of protein 1 light chain 3-II
(LC3-1I) and caspase3 in the rumen, abomasum, duodenum, liver and kidney were determined by
western blotting. In addition, other possible relevant serum biochemical parameters were evaluated.
Significant differences were observed in alkaline phosphatase (ALP), albumin (ALB) and glucose
(Glu). The results showed that heat stress could increase the autophagy and apoptosis of the kidney,
duodenum and abomasum. However, heat stress had no effect on the autophagy and apoptosis of
the liver. Additionally, the expression of caspase-3 in the rumen in HT was significantly lower than
that in CL. In conclusion, the effects of heat stress on autophagy and apoptosis are organ-specific. The
results provide knowledge regarding autophagy and autophagy in calf heat stress management.
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1. Introduction

Heat stress causes significant negative responses in the dairy industry. Heat stress is caused
by excessive temperature conditions that cannot be compensated for by the temperature regulation
mechanism of cows. The temperature regulation ability is weaker for young calves than for adult
cows, with an upper end of about 29 °C, and heat stress is considered to occur at temperatures greater
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than 32 °C and 60% humidity [1]. Extensive research has shown the diminution of liver enzyme
activities and kidney functions in cows during heat stress [2,3]. In rats and pigs, heat stress apparently
promotes intestinal mucosal damage due to reduced intestinal blood flow and tissue hyperthermia [4,5].
The reduced blood flow of the digestive tract is probably harmful to the barrier function integrity of
rumen [6].

Autophagy and apoptosis are universal mechanisms that regulate gut homeostasis and reduce
digestive tract damage [7,8]. When cells are under stress, autophagy and apoptosis are activated [9].
Autophagy is a specific protein degradation process that has been recognized as an important
mechanism for cell survival under stress conditions [10,11]. The protein 1 light chain 3-II (LC3-II) is a
useful marker of autophagic membranes and is essential for the expansion of the early autophagosome
during cellular house-keeping and autophagic cell death [12,13]. In elegans, autophagy-related genes
are transcriptionally upregulated in response to heat shock [14]. Heat stress also triggers autophagy in
different types of cells such as human alveolar basal epithelial cells and rat cardiomyocytes [15]. In vivo
apoptosis and autophagy are two forms of physiological and conserved programmed cell death [16].
Apoptosis is characterized by a series of morphological changes, including plasma membrane blebbing,
nuclear condensation, and fragmentation, all of which lead to the formation of apoptotic bodies [9]. In
general, autophagy is activated first and maintains cell homeostasis [17]. When stress is prolonged
or exceeds a threshold, apoptosis is activated [9,18]. In cows, heat stress can induce the apoptosis of
granulosa cells, as evidenced by the activation of caspase-3 [19]. Caspase-3 is an executioner caspase
which plays an important role in apoptosis [9].

In cows, most studies of autophagy and apoptosis have only focused on mammary
remodeling [20-22]. Thus far, very little attention has been paid to the role of autophagy and
apoptosis in calves. The objective of this study was to assess the effect of heat stress on the autophagy
and apoptosis of the rumen, abomasum, duodenum, liver and kidney in calves. We hypothesized that
autophagy and autophagy would be stimulated to relieve heat stress. We hope to provide knowledge
regarding autophagy and autophagy in calf heat stress management.

2. Materials and Methods

The study was conducted at the Shandong high-speed modern dairy farm in Ji Ning, Shandong,
China in 2018. Animal care and use were approved and conducted under established standards of the
Ethics Committee on animals of Shandong Agricultural University (SDAUA-2018-012).

Two groups of Holstein male calves were selected with similar birth weights and health conditions.
Heat stress (HT): Six calves (birth weight 42.2 + 2.3) were raised from July 15 to August 19. Cooling (CL):
Six calves (birth weight 41.5 + 3.1 kg) were raised from April 10 to May 15. Calves were individually
housed in 1.5 X 3.4 m pens inside a naturally ventilated barn with free-choice water and solid feed. The
HT calves were housed in the same pens and were only provided with shade. The relative humidity
and air temperature of each pen were recorded at 7 days before euthanasia. The temperature humidity
index (THI) of the HT and CL groups were calculated as described previously [23]. In the HT group,
the average THI was 85.08, whereas the average the THI was 63.49 in the CL group. All the calves
were provided with 4 L of colostrum within 2 hours from birth. From the next day, calves were fed 6 L
of whole milk once daily until being euthanized. The ingredient and nutrient composition of the calf
starter is given in Table 1.

The rectal temperature and respiratory rate of each calf were recorded 3 times per day. At 35 + 2
d of age, fifteen milliliters of blood were collected from the caudal vein using 20 ml syringes. The
samples were collected in the procoagulant tube, centrifuged at 1000x g for 15 min, and then the serum
was collected in a 1.5 ml Eppendorf tube and stored at —20 °C. All the calves were euthanized following
captive bolt gun stunning at 35 + 2 d of age. After the opening of the body cavity, the samples of the
rumen, abomasum, duodenum (entire wall from 6 cm distal to the pylorus), liver and left kidney were
washed with normal saline. Then, these samples were frozen in liquid nitrogen and stored at —80 °C
until western blotting was performed.
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Table 1. Ingredient and nutrient composition of the experimental calves’ starter.

Items Content (% of DM)
Ingredients, % of DM
Corn grain 48
Wheat bran 12.6
Soybean meal 18.8
Extruded soybean 7
Corn gluten meal 9
Salt 0.55
Calcium carbonate 2
Dicalcium phosphate 1.15
Vitamin and trace mineral premix 1 0.9
Nutrients % of DM
DM, % 89.3
CP, % 22.13
Crude fat, % 4.32
NDF, % 17.14
ADEF, % 6.62
Ca, % 1.07
P, % 0.56
ME, Mcal/kg 2.83

DM: dry matter; CP: crude protein; NDF: neutral detergent fiber; ADF: acid detergent fiber; ME: metabolizable
energy.1 Premix contained (mg/kg): vitamin A, 4,035; vitamin D, 1,740; vitamin E, 39; Fe, 18; Zn, 37; Cu, 10.6; Mn,
15.3; Co, 0.12; 1, 0.47; and Se, 0.35.

Briefly, the tissue samples blocks were washed with PBS (Solarbio, P1020-500ml, Beijing, China), cut
into small pieces, homogenized in PBS at 4 °C using a Servicebio KZ-II homogenizer, kept onice for 0.5 h,
oscillated to ensure complete tissue cracking every 5 min, and then centrifuged (3000 x g, 10 min, 4 °C).
Protein concentration was detected by a bicinchoninic acid (BCA) Protein Assay Kit (G2026, Servicebio,
Wuhan, China). A Laemmli sample buffer (Bio-Rad, 1610737, Shanghai, China) was used to dilute the
sample and then boiled for 5 min. Immunoblotting was performed as previously described [24,25].
The LC3 (Sigma-Aldrich, L8918, Shanghai, China), caspase-3 (Sigma-Aldrich, C8487, Shanghai, China)
and f3-actin (Sigma-Aldrich, A2066, Shanghai, China) antibodies and appropriate secondary antibodies
(Servicebio, GB23303, Wuhan, China) were applied according to the manufacturer’s guidelines. The
chemiluminescence of the bands of interest was detected with a digital G: Box imager (Syngene,
Frederick, MD, USA). Image ] software (National Institutes of Health, Bethesda, MD, USA) was used to
quantify the band density. Alanine aminotransferase (ALT), aspartate aminotransferase (AST), alkaline
phosphatase (ALP), total protein (TP), albumin (ALB), glucose (Glu) and total cholesterol (TCHO) of
the serum were determined with an automatic biochemical analyzer (Type 7020, Hitachi, Tokyo, Japan).

The data were analyzed with a completely randomized design using a one-way ANOVA of SAS
8.2 (SAS Institute Inc., Cary, NC, USA). The individual calf was considered as the experimental unit.
The means were compared using Duncan’s multiple range test. Significance was declared at p < 0.05.

3. Results

In the HT group, the average THI was 85.08, whereas the average THI was 63.49 in the CL group.
It could also be seen that the rectal temperature (39.36 + 0.26 vs. 38.31 £ 0.19 °C, respectively; p < 0.01)
and respiratory rate (55.17 + 3.49 vs. 34.17 + 2.48 breaths per minute; respectively; p < 0.01) of the
HT calves were significantly higher than the CL calves. Those data indicated that the HT calves were
exposed to heat stress, while the CL calves were not subjected to heat stress.

No differences were observed in the concentrations of ALT, AST, TP and TCHO in plasma of
two groups (Table 2). ALP and ALB in the CL group were significantly higher than that in the HT
group (p < 0.05), while the CL calves had a lower amount of serum Glu (p < 0.05). Compared with
the CL calves, the HT calves had a lower expression of LC3-II in the kidney (p < 0.05) and tended
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to have a lower expression in the duodenum, abomasum and rumen (Figure 1). The expressions of
caspase-3 in the kidney, duodenum and abomasum were elevated in the HT calves relative to the CL
calves (p < 0.01). No significant differences were found in caspase-3 expression of the liver between the
two groups (Figure 2). Interestingly, the expression of caspase-3 in the rumen in the HT group was
significantly lower than that of the CT group.
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Figure 1. Effects of the temperature humidity index (THI) on the microtubule-associated protein 1 light
chain 3-II (LC3-II) expression of the liver, kidney, duodenum, abomasum and rumen in the HT and CL
calves. Treatment was as follows: (1) HT: Calves were fed from July 15 to August 19; (2) CL: Calves
were fed from April 10 to May 15. Insets depict representative blots. Values represent means + standard
deviation Response from statistical result, p < 0.05. 3-Actin was used to normalize the expression of
target proteins. The letters below the bar graph indicate different organs. Different letters above the bar
indicate differences between different groups (p < 0.05).

Table 2. Serum concentrations of alanine aminotransferase (ALT), aspartate aminotransferase (AST),
alkaline phosphatase (ALP), total protein (TP), albumin (ALB), glucose (Glu) and total cholesterol
(TCHO) of the calves in the CL (cooling) and HT (heat stress) groups.

Item CL HT p-Value SEM
ALT, U/L 17.00 13.00 0.063 1.094
AST, U/L 44.78 44.98 0.959 1.908
ALP, U/L 274.99 191.16 0.082 24.229
TPB, g/L 59.48 62.79 0.490 2.261
ALB, g/L 24.36 22.75 0.007 0.334

Glu, mmol/L 4.97 6.29 0.014 0.291

TCHO, mmol/L 244 2.28 0.211 0.0631
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Figure 2. Effects of the THI on the caspase3 expression of the liver, kidney, duodenum, abomasum and
rumen in the HT and CL calves. Treatment was as follows: (1) HT: Calves were fed from July 15 to
August 19; (2) CL: Calves were fed from April 10 to May 15. Insets depict representative blots. Values
represent means + standard deviation. Response from statistical result, p < 0.05. 3-Actin was used to
normalize the expression of target proteins. The letters below the bar graph indicate different organs.
Different letters above the bar indicate differences between different groups (p < 0.05).

4. Discussion

In our study, the THI, rectal temperature and respiratory rate indicated that the HT calves were
exposed to significant environmental heat stress, while the CL calves did not suffer from heat stress.
The current study found that the HT group had a higher concentration of Glu than the CL group. This
result agrees with an earlier study, which showed that Glu tended to have a higher concentration in an
HT group [26]. However, a previous study found that pancreatic insulin response to Glu stimulation
and the concentration of insulin in calves were not affected by the heat stress [27,28]. It seems possible
that the high concentration of serum Glu was connected to the impaired cell metabolism and osmolarity
caused by heat stress without the change of insulin. It has been suggested that ALP plays a vital role
in bone mineralization and hepatobiliary diseases [29,30]. The low concentration of ALP in the HT
calves may impact the development of bone and hepatobiliary. ALB may be able to regulate oncotic
pressure and modulate inflammatory or immunological responses [31]. In our study, the concentration
of serum ALB was lower in the HT calves than the CL calves. Our result agrees with a previous study,
indicating that heat stress could decrease the concentration of serum ALB, which perhaps, in turn,
could impact oncotic pressure [31].

We analyzed the expression of LC3-II and caspase-3 of the HT and CL calves to assess the effect
of the THI on autophagy and apoptosis in calves. In our study, we found that different organs have
different levels of autophagy and apoptosis. All the organs in our study except liver were affected
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by heat stress. In the duodenum and abomasum, especially the kidney, the level of autophagy
and apoptosis were increased by heat stress. A previous study found that heat stress could induce
autophagy in hepatocellular carcinoma [32]. In the skeletal muscle of Sus scrofa, the markers of
autophagosome formation and autophagic activation were increased by heat stress [33]. These results
were similar to those of our study. The enhanced autophagy may be a self-protection mechanism of
organs under heat stress.

Hyperosmolarity, which is one of the consequences of heat stress, could activate several mediator
systems that may cause renal injury [34]. Calves extensively sweating results in a serious loss of water
and salt, which could lead to an increase of urine-specific gravity and osmolarity [34]. In our study, the
high concentration of Glu in the HT calves may have been due to the increase of osmotic pressure.
Additionally, the activity of aldose reductase, which can convert Glu into sorbitol and is increased by
hyper osmolarity [35]. Sorbitol can protect kidney cells from the hyperosmotic environments under
the conditions of plasma hyperosmolarity and dehydration [36,37]. Previous studies have found
that hyperosmotic stress could induce apoptosis and suppressed mammalian target of rapamycin
complex 1 (mTORC1) which could inhibit autophagy [38,39]. However, sorbitol dehydrogenase could
convert sorbitol into fructose. In the small intestine, the metabolism of fructose is associated with local
inflammation and increased intestinal permeability [40,41]. These physiological duodenal changes
probably caused the high level of apoptosis in the duodenum seen in our study:.

One interesting finding was that the level of autophagy and apoptosis in the liver were not affected
by heat stress. Autophagy, which is a response to stressful conditions of the liver, could eliminate
damaged mitochondria and accumulated lipid droplets in liver [42]. Both autophagy and apoptosis
play important roles in liver injury [42]. It seems possible that the liver has a strong regulatory ability to
reduce the damage caused by heat stress. Additionally, the apoptosis level was decreased by heat stress
in the rumen. It seems that the effects of heat stress on autophagy and apoptosis are organ-specific.
Further work is required to evaluate the effect of osmotic pressure on autophagy and apoptosis. In
addition, further study should focus on the effects of heat stress on the liver.

5. Conclusions

In conclusion, heat stress could increase the level of autophagy and apoptosis of the kidney,
duodenum and abomasum. However, heat stress has no effect on the autophagy and apoptosis of the
liver. Heat stress decreased serum ALP and ALB and increased Glu concentration. In conclusion, the
effects of heat stress on autophagy and apoptosis are organ-specific. These results provide knowledge
regarding autophagy and autophagy in calf heat stress management.
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