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Abstract

:

Cold-inducible RNA-binding protein (CIRP) is a stress-responsive protein involved in several signal transduction pathways required for cellular function, which are associated with apoptosis and proliferation. The present study aimed to investigate the possible effects of CIRP-mediated regulation of glucose metabolism in the liver following acute cold exposure. The livers and serum of male C57BL/6 mice were collected following cold exposure at 4 °C for 0 h, 2 h, 4 h, and 6 h. Glucose metabolic markers and the expression of glucose metabolic-related proteins were detected in the liver. Acute cold exposure was found to increase the consumption of glycogen in the liver. Fructose-1,6-diphosphate (FDP) and pyruvic acid (PA) were found to show a brief increase followed by a sharp decrease during cold exposure. Anti-apoptotic protein (Bcl-2) expression was upregulated. CIRP protein expression displayed a sequential increase with prolonged acute cold exposure time. Acute cold exposure also increased the level of protein kinase B (AKT) phosphorylation, and activated the AKT-signaling pathway. Taken together, these findings indicate that acute cold exposure increased the expression of CIRP protein, which regulates mouse hepatic glucose metabolism and maintains hepatocyte energy balance through the AKT signaling pathway, thereby slowing the liver cell apoptosis caused by cold exposure.
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1. Introduction


Any organisms that live at a particular environmental temperature are affected by changes in temperature. When organisms are exposed to an excessively cold environment, it often causes tissue histopathological damages [1]. Cold exposure was reported to induce liver oxidative damage and metabolic changes as well [2]. Cold also provokes a series of hypothermic cellular effects, including reduced oxygen consumption, decreased metabolic rate, and changes in the state of redox and gene expression [3]. This results in metabolic disorders of the organism’s body, synthesis of total protein is suppressed, immune function is reduced, and damage is caused to various organs of the animal body; if serious enough, such issues can be life-threatening.



Acute cold exposure significantly increases systemic energy expenditure and causes substantial metabolic changes, including increased ingestion, decreased insulinemia, increased hepatic glucose production, and increased glucose and fat utilization in peripheral tissues [4]. It has been reported that liver glycogen exposed to cold decreases rapidly, and the key enzymes required for the synthesis of glycogen in the liver are up-regulated, which eventually leads to the consumption of ATP and apoptosis in cells [5,6]. Although energy metabolism is the basis for organism survival, breeding, and other important life activities, it is also closely related to human obesity, type II diabetes, and other metabolic syndromes. Therefore, studying the regulation of energy metabolism has great significance for improving human health.



Cold-induced RNA binding protein (CIRP) was the first cold shock protein identified in mammals in 1997. CIRP was found to increase in a dose-dependent manner in response to UV radiation or UV mimetics [7], and was subsequently further identified as a protein induced under conditions of mild cold shock [8]. Recently, increasing research shows that CIRP is associated with a variety of physiological and pathological processes, including the regulation of hibernating activities in amphibians [9,10], the growth and development of humans and animals (e.g., neurodevelopment, embryonic development, and reproductive development) [11,12,13,14,15,16], expression of circadian rhythm genes [17,18], carcinogenesis [19,20,21], and immune response [22,23,24]. In addition, CIRP also plays a crucial role in the cryoprotection of tissues and organs, as well as treating brain injury [25,26,27]. Despite a large number of studies, it remains unclear whether CIRP can exert metabolic regulation under low temperatures to protect tissues from cryogenic threats. In the present study, we report that as a low-temperature response protein, CIRP may participate in the control of low-temperature metabolism in the organism, and we explore the potential mechanisms for this.




2. Results


2.1. Acute Cold Exposure Induced Changes in Core Body Temperature


Our results show that acute cold exposure induces a decrease in core body temperature in mice (Figure 1; p < 0.05 and p < 0.01), and core body temperature drops to 35.9 °C at cold exposure at 6 h.




2.2. Acute Cold Exposure Induces A Plasma Glucose, Insulin, and Glucagon Time-Course


To identify the effect of cold exposure on metabolism in mice, we assessed the level of plasma glucose, insulin, and glucagon (GC) in the serum of mice in both the control and cold-exposed groups. As shown in Figure 2, compared with the normal temperature control group, while the level of blood glucose was significantly decreased in the cold exposure group at 6 h, there was no significant change in the 2 h and 4 h cold exposure groups (p < 0.01). The level of glucagon increased in the cold-exposed groups, with significant differences at 4 h and 6 h (p < 0.01). However, insulin levels fluctuated in the cold-exposed groups.




2.3. Acute Cold Exposure-Induced Changes in Hepatic Fructose-1,6-diphosphate (FDP) and Pyruvic Acid (PA) in Mice


To determine the effect of acute cold exposure on liver glycolysis in mice, we determined the glycolytic intermediates of FDP and PA. The mouse FDP and PA content before and after cold exposure were measured. As shown in Figure 3, the level of both FDP and PA in the livers of mice exhibited significant changes during cold exposure. Compared with the normal temperature control group, the FDP and PA content were significantly elevated in the 2 h cold exposure group, which decreased to levels comparable to the control group in the 4 h cold-exposed group, and continued to decrease further in the 6 h cold-exposed group.




2.4. Acute Cold Exposure Induces Glycogen Depletion


In Periodic Acid-Schiff (PAS) staining, the glycogen was stained purple and the nuclei of the hepatic cells were stained blue. The depth of purple is proportional to the glycogen content. As shown in Figure 4 (p < 0.01), compared with the control group, there was a significant reduction in the glycogen content in the livers of each of the groups of mice.




2.5. Acute Cold Exposure Upregulates CIRP Expression


Previous studies have shown that cold exposure can lead to the upregulation of CIRP protein expression. The results of this study showed that CIRP protein expression displayed sequential changes with prolonged acute cold exposure time, and there was a significant difference at 6 h compared with the control group (Figure 5; p < 0.05 and p < 0.01). Thus, we further validated that acute cold exposure can affect the level of CIRP protein expression.




2.6. Acute Cold Exposure Activates the AKT Signaling Pathway


To investigate the mechanism of glucose metabolism under cold exposure, we measured the AKT signaling pathway by measuring the level of liver AKT, glycogen synthase kinase-3β (GSK3β), and 6-phosphofructo-2-kinase/fructose-2,6-biphosphatase 2 (PFKFB2) protein expression and phosphorylation. As shown in Figure 6, cold exposure enhanced the level of p-AKT (Figure 6A; p < 0.01), p-GSK3β (Figure 6B; p < 0.01), and p-PFKFB2 (Figure 6D; p < 0.01) protein expression, and reduced p-GS (Figure 6C; p < 0.05 and p < 0.01) protein expression.




2.7. Acute Cold Exposure Induces Apoptosis


To determine the influence of cold exposure on cell apoptosis, the expression of caspase 3, Bcl-2, and Bax in the liver was measured. As shown in Figure 7A, no significant change in the expression of cleaved caspase 3 was observed between the experimental and control groups. The ratio of Bcl-2/Bax protein expression (Figure 7B; p < 0.01) in the livers of the experimental mouse groups was significantly elevated compared to that of the control group.




2.8. Effect of AKT on Glucose Metabolism in C57BL/6 Mouse Liver under Cold Exposure


To further investigate the mechanism of glucose metabolism under cold exposure, wortmannin was injected intraperitoneally into mice. The level of liver AKT, GSK3β, and PFKFB2 protein expression and phosphorylation were measured. As shown in Figure 8, wortmannin reduces the increase in p-AKT (Figure 8A; p < 0.05), p-GSK (Figure 8B; p < 0.05), and p-PFKFB2 (Figure 8D; p < 0.01) protein expression induced by cold exposure, and enhanced p-GS (Figure 8C; p < 0.01) protein expression.




2.9. CIRP Silencing Inhibits AKT Activity


To verify the role of CIRP in the changes of glucose metabolism induced by acute cold exposure, AML-12 cells were transfected with CIRP siRNA. The level of CIRP protein expression and AKT phosphorylation were measured by Western Blot. As shown in Figure 9, CIRP silencing significantly reduces AKT phosphorylation levels.





3. Discussion


It has been shown that cold exposure causes variations in several physiological responses (e.g., resting energy expenditure and substrate metabolism) [28]. In addition, the liver acts as the primary metabolic organ involved in metabolic adaptive regulation, maintaining body glucose homeostasis, and plays an important role in the body’s energy metabolism. In the present study, we evaluated the level of blood glucose, insulin, and glucagon following cold exposure. The level of blood glucose was found to significantly decline following acute cold exposure. Moreover, glucose homeostasis is tightly regulated by insulin and glucagon. The level of glucagon continued to increase throughout the period of cold exposure; however, the level of insulin fluctuates during acute cold exposure. Glucagon is a major stimulator of gluconeogenesis and hepatic glycogenolysis and also promotes glycogen breakdown in the liver [29]. Insulin is also a major glucose-regulating hormone. Moreover, insulin and glucagon have been found to collaborate to control the rate of glucose utilization and production to maintain a euglycemic state [29]. In the present study, we found that the level of blood glucose was significantly reduced following 4 h of cold exposure. One possible reason is that all of the tissues except the liver increase their glucose uptake following cold exposure [30], and their energy expenditure increases up to three- to five-fold above the resting energy expenditure [28]. The regulation of insulin and glucagon is insufficient to maintain constant blood glucose.



It has been well accepted that energy depletion leads to the suppression of protein synthesis and activation of endoplasmic reticulum (ER)-stress signaling [31]. Cold exposure increases glucose uptake and consumption in peripheral tissues [32], and the release of hepatic glucose increases to meet the body’s energy requirements. Excessive energy requirements may lead to energy depletion and apoptosis in liver cells. In addition, hepatocyte apoptosis is an important component of liver tissue failure and liver damage [33]. It has been suggested that cells with impaired mitochondrial energy metabolism reach an energy threshold, which triggers apoptosis [34]. Studies have shown that liver glycogen is dramatically reduced by exposure to −15 °C for 4 h [5], and 5 min of −20 °C cold exposure can induce liver edema and histopathological damage in rats [1]. In this study, we also found that the liver glycogen content decreased sharply after acute cold exposure, whereas cleaved caspase 3 did not change.



AKT is a central signaling molecule involved in a variety of intracellular signal transduction pathways and plays diverse cellular roles, including cellular growth, proliferation, metabolism, survival, angiogenesis, and migration [35]. Previous studies have reported that ER stress-induced hepatocyte death is dependent on AKT inhibition [36], and activation of the AKT pathway participates in the protective effects of liver injury [37,38]. In this context, we examined the activity of the AKT pathway following cold exposure.



The results of this study indicate that the phosphorylation of AKT and GSK3β was significantly higher in the livers of mice following cold exposure, the phosphorylation status of GS was reduced. GSK3β was phosphorylated and deactivated by AKT, which led to the activation of GS via dephosphorylation [29]. Thus, the major signaling pathways for glycogen synthesis in the liver were activated. This result may be due to the fact that cold exposure increases the consumption of hepatic glycogen, resulting in decreased glycogen content and an increased demand for glycogen synthesis. These findings agree with previous observations that acute cold exposure increases key enzymes required for liver glycogen synthesis [5].



PFKFB-2 is a bifunctional enzyme that catalyzes the production and destruction of fructose-2,6-bisphosphate. Fructose-2,6-bisphosphate is the physiologic allosteric activator of PFK-1, the rate-limiting enzyme of glycolysis [39], which catalyzes fructose-6-phosphate to fructose-1, 6-bisphosphate. Fructose-1,6-diphosphate is a metabolic intermediate that promotes cell metabolism, stimulates the process of glycolysis, provides sufficient adenosine triphosphate levels, and sustains intracellular calcium levels [40,41]. In summary, PFKFB-2 plays an integral role in the regulation of glycolysis. We noted that PFKFB-2 was activated by phosphorylation following cold exposure, which indicates that glycolysis activity is enhanced after cold exposure. Concomitantly, we have also found that fructose-1,6-diphosphate and pyruvate in the liver were increased during 0–2 h of cold exposure followed by a sustained decrease. FDP is the major intermediate metabolite of glycolysis and PA is the end product of glycolysis [40]. Thus, elevated FDP and pyruvate levels following cold exposure are indicative of increased levels of glycolysis, and the decreased levels after 2 h of cold exposure may be due to excessive energy requirements and substrate deficiencies.



Bcl-2 and Bax are important members of the Bcl-2 family, which control the intracellular signals that promote apoptosis and anti-apoptosis, and plays an important role in regulating endogenous apoptosis [42]. The anti-apoptotic protein, Bcl-2, and pro-apoptotic protein, Bax, balance cell survival and apoptosis by controlling mitochondrial outer membrane permeabilization [43,44]. Hypothermic conditions have been reported to significantly up-regulate the expression of the anti-apoptotic protein, Bcl-2, in endothelial cells [45]. In this study, our findings show that acute cold stress had no effect on Bax, but induced increased levels of Bcl-2. Moreover, the Bcl-2/Bax ratio increased in the liver of cold-exposed mice. These observations indicate that cold exposure activates the AKT-signaling pathway, which in turn affects the expression of glucose metabolism-related genes and anti-apoptotic genes in the livers of mice.



As a stress-responsive protein, the expressions of CIRP will up-regulate and respond to environmental signals under certain conditions of stress, allowing cells or organisms to quickly adapt to new environments. CIRP is associated with several signal transduction pathways required for cellular function, which are associated with both apoptosis and proliferation [46,47]. It has been reported that CIRP activates both the MAPK and NF-κB signaling pathways [48,49] and induces TRX expression [50]. In addition, CIRP overexpression was associated with reduced levels of p53, thereby downregulating proapoptotic genes and upregulating anti-apoptotic genes [51]. When the body was in stress states, CRIP expression was increased immediately to protect the homeostasis. It had been reported, CRIP would medicate by AKT signaling pathway, CIRP increased the level of p-AKT and activated AKT signal transduction pathway to reduce the level of apoptosis [52].



In our previous studies, CIRP inhibited neuronal apoptosis by blocking the formation of oxygen free radicals under low temperature conditions [26]. In the present study, the expression of CIRP in the livers of mice was up-regulated following acute cold exposure. To further verify the role of CIRP in acute cold exposure-induced changes in glucose metabolism, AML-12 cells were transfected with CIRP siRNA. After CIRP silencing, p-AKT expression was decreased and the AKT signaling pathway was inhibited. The results in our study were consistent with previous research.



In order to confirm the results between CRIP and AKT, we injected the inhibiter of AKT in mice and measured a series of indexes. The results demonstrated that the expression of p-AKT was decreased and activated level was inhibited, and the signaling pathway of apoptosis was increased remarkably compared with the control group. The phenomenon above confirmed our results in vitro. It was proved that AKT plays a key role in the process of cold stress and the CRIP could influence the activity of AKT. Finally, can conclude that CIRP regulates glucose metabolism by enhancing AKT-signaling pathway activity.



In conclusion, the findings of the present study demonstrate that acute cold exposure increases the expression of CIRP protein, which may regulate the hepatic glucose metabolism and maintain a hepatocyte energy balance through the AKT-signaling pathway under conditions of cold exposure, thereby slowing liver cell apoptosis caused by cold exposure. A proposed role of CIRP in acute cold stress in the liver is demonstrated in Figure 10.




4. Materials and Methods


4.1. Animals


Male specific pathogen-free C57BL/6 mice (seven weeks old; 30–32 g) were purchased from the Experimental Animal Center of PLA Academy of Military Medical Sciences (Shenyang, China). All mice were raised in an artificial climate chamber with controlled light and temperature. The mice were supplied with a restricted diet (fed from 08:00 p.m. to 08:00 a.m.) and had free access to water under a 12 h light–dark cycle at a constant temperature (28 ± 1 °C) and humidity (60 ± 10%). Prior to the experiment, mice were acclimatized to the laboratory conditions for a week. The study was approved by the Institutional Animal Care and Use Committee of Heilongjiang Bayi Agricultural University (Daqing, China, approved date: 5 February 2019).




4.2. Cold Exposure Experiment, Core Body Temperature Measurement and Sample Collection


The conditions of cold exposure have been previously described [53]. At the beginning of the experiment, mice were randomly distributed into six groups (eight mice per group): (A) control group, (B) 2 h cold exposure group, (C) 4 h cold exposure group, (D) 6 h cold exposure group, (E) wortmannin injection group, and (F) normal saline injection group. Wortmannin (0.5 mg/kg) was dissolved in dimethylsulfoxide (DMSO) and injected intraperitoneally into each mouse of the wortmannin injection group 1 h before cold exposure. As a control, NS containing the same concentration of DMSO was injected into the normal saline injection group mice. The study protocol is presented in Figure 11. The control group was maintained at 28 ± 1 °C. Groups B–F were exposed to the cold (4 ± 1 °C) in the artificial climate chamber for 2 h, 4 h, and 6 h, respectively. After terminating cold exposure, core body temperature was measured, then the livers and serum were harvested from mice, and the mice were euthanized. A part of the mouse livers was immediately fixed with 4% paraformaldehyde, while the remaining sections were immediately frozen in liquid nitrogen and placed in RNase- and DNase-free 1.5 mL Eppendorf tubes, and preserved at −80 °C until use. To avoid the influence of diurnal cycling, all samples were collected at approximately the same time each day.




4.3. Cell Culture and Treatment


AML-12 cell line was supplied by National Key Basic Animal Medicine Laboratory of Heilongjiang Bayi Agricultural University (Daqing, China). The cells were cultured at 37 °C in 5% CO2 in DMEM medium (#SH30022.01, Hyclone, Logan, UT, USA) and supplemented with 10% fetal bovine serum (#FB15015, CLARK Bioscience, Richmond, VA, USA).




4.4. siRNA Transfections


CIRP small interfering RNA (siCIRP) was obtained from Shanghai Sagon Biotech (Shanghai, China), with the sequences: Sense, 5′-GGUCCUACAGAGACAGCUATT-3, and antisense, 5′-AGACUUCCCAUUCAUAGCCTT-3′. AML-12 cells were transfected with 50nM siRNA, using 10 µL Lipofectamine 2000 (Invitrogen; Thermo Fisher Scientific, Waltham, MA, USA), and were plated simultaneously onto 6-well plates. AML-12 cells were cultured at 32 °C for 6 h after transfection 72 h.




4.5. Measurement of Biochemical Parameters


The level of serum fasting glucose was measured using commercial cards (IDEXX laboratories. Westbrook, ME, USA). Serum insulin and glucagon levels were measured using a commercial ELISA kit (Cloud-Clone Corp, Katy, TX, USA). Fructose-1,6-diphosphate (FDP) and pyruvic acid (PA) in the liver were measured using a commercial kit (Solarbio, Beijing, China).




4.6. PAS Staining


Formalin-fixed livers were embedded in paraffin after routine clearing and dehydration, and sections (5 µm thick) were prepared from paraffin-embedded tissue blocks using a rotary microtome. PAS staining was performed using a Periodic Acid Schiff/PAS Stain Kit (Solarbio, China) according to the manufacturer’s instructions. Briefly, after the sections were deparaffinized and rehydrated, they were incubated in 3% H2O2 for 15 min at room temperature to block endogenous peroxidase activity. The sections were each stained with Periodic Acid Schiff (PAS) reagent to examine the glycogen content of liver tissues.




4.7. Western Blot Analysis


Liver tissue specimens were homogenized with a ground glass tissue grinder in RIPA lysis buffer (#P0013B, Beyotime, Shanghai, China) containing protease and phosphatase inhibitors (PMSF) (#ST506, Beyotime, Shanghai, China), then lysed for 30 min on ice to prepare protein extracts. The extracts were sonicated and centrifuged at 16,060 rcf for 15 min at 4 °C. The concentration of the protein in each sample was determined with BCA protein assay reagent (#P0010, Beyotime, Shanghai, China), reconstituted in lysis buffer to a uniform protein concentration, then boiled for 10 min in the presence of a loading buffer. An equal amount of protein was separated by sodium dodecyl sulfate-polyacrylamide gel electrophoresis, and thereafter, electrotransferred to a PVDF membrane (0.45 μm, Millipore, Darmstadt, Germany). The membranes were blocked in 5% nonfat milk in Tris-buffered saline containing 0.05% Tween-20 (TBST) for 1 h at room temperature, then incubated with the primary antibodies overnight at 4 °C. Membranes were removed into TBST and washed three times for 10 min, after which they were incubated with the secondary antibody for 2 h at room temperature. The membranes were washed three times as previously described. After washing, the membranes were imaged using an ECL kit and ChemiDoc XRS (Bio-Rad, Hercules, CA, USA) and analyzed with ImageJ software (http://imagej.nih.gov/ij/, accessed on 22 March 2019). Alpha-tubulin was used as the reference protein.



CIRBP (1:17000, #ab166779) and GSK3β (1:8000, #ab32391) antibodies were purchased from Abcam (Amyjet Scientific Inc., Upper Heyford, UK). AKT (1:1000, #90272), phospho-AKT (Ser473) (1:1000, #12694), PFKFB2 (1:1000, #13045), phospho-PFKFB2 (Ser483) (1:1000, #13064), phospho-GSK3β (Ser9) (1:1000, #9323), GS (1:1000, #3886), and phospho-GS (Ser641) (1:1000, #3891) antibodies were purchased from Cell Signaling Technology (Danvers, MA, USA). Bax (1:2000, #60267-1-lg), Bcl-2 (1:2000, #60178-1-lg), and caspase 3 (1:500, #66470-2) antibodies were purchased from Proteintech (Rosemont, IL, USA). Secondary antibodies were labeled with horseradish peroxidase goat anti-mouse IgG (1:20000, # SA00001-1, Proteintech, Rosemont, IL, USA), goat anti-rabbit IgG (1:20000, #SA00001-2, Proteintech, Rosemont, IL, USA), and goat anti-mouse IgG, IgM, and IgA (1:10000, ThermoFisher, #A-10668).




4.8. Statistical Analysis


All data are expressed as the means ± standard error of the mean (SEM). Statistical analysis of the data was performed using GraphPad Prism software (La Jolla, CA, USA). Significant differences were evaluated by a one-way analysis of variance (ANOVA). For all analyses, post hoc comparisons were made using Fisher’s Least-Significant Difference (LSD) post hoc test. A p value < 0.05 was considered statistically significant.








Author Contributions


P.L. did the experiments and wrote the manuscript. R.Y. contributed to study design. S.L. (Shuai Lian) did the statistic work. H.S., Y.Y. and Y.L. analyzed the data and interpreted the results of experiments. H.Y. corrected the manuscript for publication. S.L. (Shize Li) supervised the work, evaluated the data, and approved the final version. All authors read and approved the final manuscript.




Funding


This study was supported by the National Natural Science Foundation of China (No. 31772695); the National Key Research and Development Program of China (No. 2016YFD0501210) and “948” Key Program of the Ministry of Agriculture of China (No. 2011-G35). The funders had no role in the study design, data collection and analysis, decision to publish, or preparation of the manuscript.




Conflicts of Interest


The authors declare no conflicts of interest.




References


	



Bozkurt, A.; Ghandour, S.; Okboy, N.; Oner, S.; Arbak, S.; Coskun, T.; Yeğen, BC. Inflammatory response to cold injury in remote organs is reduced by corticotropin-releasing factor. Regul. Pept. 2001, 99, 131–139. [Google Scholar] [CrossRef]

	



Venditti, P.; Pamplona, R.; Ayala, V.; De Rosa, R.; Caldarone, G.; Di Meo, S. Differential effects of experimental and cold-induced hyperthyroidism on factors inducing rat liver oxidative damage. J. Exp. Biol. 2006, 209, 817–825. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Lleonart, M.E. A new generation of proto-oncogenes: Cold-inducible RNA binding proteins. Biochim. Et Biophys. Acta 2010, 1805, 43–52. [Google Scholar] [CrossRef] [PubMed]

	



Sepa-Kishi, D.M.; Sotoudeh-Nia, Y.; Iqbal, A.; Bikopoulos, G.; Ceddia, R.B. Cold acclimation causes fiber type-specific responses in glucose and fat metabolism in rat skeletal muscles. Sci. Rep. 2017, 7, 15430. [Google Scholar] [CrossRef]

	



Wang, J.; Chen, Y.; Zhang, W.; Zheng, G.; Meng, S.; Che, H.; Ke, T.; Yang, J.; Chen, J.; Luo, W. Akt activation protects liver cells from apoptosis in rats during acute cold exposure. Int. J. Biol. Sci. 2013, 9, 509–517. [Google Scholar] [CrossRef] [PubMed]

	



Meneghini, A.; Ferreira, C.; Abreu, L.C.; Ferreira, M.; Ferreira Filho, C.; Valenti, V.E.; Murad, N. Cold stress effects on cardiomyocytes nuclear size in rats: Light microscopic evaluation. Braz. J. Cardiovasc. Surg. 2008, 23, 530–533. [Google Scholar] [CrossRef]

	



Sheikh, M.S.; Carrier, F.; Papathanasiou, M.A.; Hollander, M.C.; Zhan, Q.; Yu, K.; Fornace, A.J., Jr. Identification of several human homologs of hamster DNA damage-inducible transcripts. Cloning and characterization of a novel UV-inducible cDNA that codes for a putative RNA-binding protein. J. Biol. Chem. 1997, 272, 26720–26726. [Google Scholar] [CrossRef] [PubMed]

	



Nishiyama, H.; Itoh, K.; Kaneko, Y.; Kishishita, M.; Yoshida, O.; Fujita, J. A glycine-rich RNA-binding protein mediating cold-inducible suppression of mammalian cell growth. J. Cell Biol. 1997, 137, 899–908. [Google Scholar] [CrossRef]

	



Saito, T.; Sugimoto, K.; Adachi, Y.; Wu, Q.; Mori, K.J. Cloning and characterization of amphibian cold inducible RNA-binding protein. Comp. Biochem. Physiol. Part B Biochem. Mol. Biol. 2000, 125, 237–245. [Google Scholar] [CrossRef]

	



Sugimoto, K.; Jiang, H. Cold stress and light signals induce the expression of cold-inducible RNA binding protein (cirp) in the brain and eye of the Japanese treefrog (Hyla japonica). Comp. Biochem. Physiol. Part A Mol. Integr. Physiol. 2008, 151, 628–636. [Google Scholar] [CrossRef]

	



Xia, Z.; Zheng, X.; Zheng, H.; Liu, X.; Yang, Z.; Wang, X. Cold-inducible RNA-binding protein (CIRP) regulates target mRNA stabilization in the mouse testis. FEBS Lett. 2012, 586, 3299–3308. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Peng, Y.; Yang, P.H.; Tanner, J.A.; Huang, J.D.; Li, M.; Lee, H.F.; Xu, R.H.; Kung, H.F.; Lin, M.C. Cold-inducible RNA binding protein is required for the expression of adhesion molecules and embryonic cell movement in Xenopus laevis. Biochem. Biophys. Res. Commun. 2006, 344, 416–424. [Google Scholar] [CrossRef] [PubMed]

	



van Venrooy, S.; Fichtner, D.; Kunz, M.; Wedlich, D.; Gradl, D. Cold-inducible RNA binding protein (CIRP), a novel XTcf-3 specific target gene regulates neural development in Xenopus. BMC Dev. Biol. 2008, 8, 77. [Google Scholar] [CrossRef] [PubMed]

	



Xia, Z.; Jiang, K.; Liu, T.; Zheng, H.; Liu, X.; Zheng, X. The protective effect of Cold-inducible RNA-binding protein (CIRP) on testicular torsion/detorsion: An experimental study in mice. J. Pediatric Surg. 2013, 48, 2140–2147. [Google Scholar] [CrossRef]

	



Xia, Z.P.; Zheng, X.M.; Zheng, H.; Liu, X.J.; Liu, G.Y.; Wang, X.H. Downregulation of cold-inducible RNA-binding protein activates mitogen-activated protein kinases and impairs spermatogenic function in mouse testes. Asian J. Androl. 2012, 14, 884–889. [Google Scholar] [CrossRef][Green Version]

	



Jo, J.W.; Lee, J.R.; Jee, B.C.; Suh, C.S.; Kim, S.H. Exposing mouse oocytes to necrostatin 1 during in vitro maturation improves maturation, survival after vitrification, mitochondrial preservation, and developmental competence. Reprod. Sci. 2015, 22, 615–625. [Google Scholar] [CrossRef] [PubMed]

	



Gerber, A.; Saini, C.; Curie, T.; Emmenegger, Y.; Rando, G.; Gosselin, P.; Gotic, I.; Gos, P.; Franken, P.; Schibler, U. The systemic control of circadian gene expression. Diabetesobesity Metab. 2015, 17 (Suppl. 1), 23–32. [Google Scholar] [CrossRef][Green Version]

	



Bellesi, M.; de Vivo, L.; Tononi, G.; Cirelli, C. Effects of sleep and wake on astrocytes: Clues from molecular and ultrastructural studies. BMC Biol. 2015, 13, 66. [Google Scholar] [CrossRef]

	



Jian, F.; Chen, Y.; Ning, G.; Fu, W.; Tang, H.; Chen, X.; Zhao, Y.; Zheng, L.; Pan, S.; Wang, W.; et al. Cold inducible RNA binding protein upregulation in pituitary corticotroph adenoma induces corticotroph cell proliferation via Erk signaling pathway. Oncotarget 2016, 7, 9175–9187. [Google Scholar] [CrossRef][Green Version]

	



Sakurai, T.; Kashida, H.; Watanabe, T.; Hagiwara, S.; Mizushima, T.; Iijima, H.; Nishida, N.; Higashitsuji, H.; Fujita, J.; Kudo, M. Stress response protein cirp links inflammation and tumorigenesis in colitis-associated cancer. Cancer Res. 2014, 74, 6119–6128. [Google Scholar] [CrossRef]

	



Sakurai, T.; Yada, N.; Watanabe, T.; Arizumi, T.; Hagiwara, S.; Ueshima, K.; Nishida, N.; Fujita, J.; Kudo, M. Cold-inducible RNA-binding protein promotes the development of liver cancer. Cancer Sci. 2015, 106, 352–358. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Bolognese, A.C.; Sharma, A.; Yang, W.L.; Nicastro, J.; Coppa, G.F.; Wang, P. Cold-inducible RNA-binding protein activates splenic T cells during sepsis in a TLR4-dependent manner. Cell. Mol. Immunol. 2018, 15, 38–47. [Google Scholar] [CrossRef]

	



Qiang, X.; Yang, W.L.; Wu, R.; Zhou, M.; Jacob, A.; Dong, W.; Kuncewitch, M.; Ji, Y.; Yang, H.; Wang, H.; et al. Cold-inducible RNA-binding protein (CIRP) triggers inflammatory responses in hemorrhagic shock and sepsis. Nat. Med. 2013, 19, 1489–1495. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Ode, Y.; Aziz, M.; Wang, P. CIRP increases ICAM-1(+) phenotype of neutrophils exhibiting elevated iNOS and NETs in sepsis. J. Leukoc. Biol. 2018, 103, 693–707. [Google Scholar] [CrossRef]

	



Saito, K.; Fukuda, N.; Matsumoto, T.; Iribe, Y.; Tsunemi, A.; Kazama, T.; Yoshida-Noro, C.; Hayashi, N. Moderate low temperature preserves the stemness of neural stem cells and suppresses apoptosis of the cells via activation of the cold-inducible RNA binding protein. Brain Res. 2010, 1358, 20–29. [Google Scholar] [CrossRef] [PubMed]

	



Li, J.H.; Zhang, X.; Meng, Y.; Li, C.S.; Ji, H.; Yang, H.M.; Li, S.Z. Cold inducible RNA-binding protein inhibits hippocampal neuronal apoptosis under hypothermia by regulating redox system. Acta Physiol. Sin. 2015, 67, 386–392. [Google Scholar]

	



Alkabie, S.; Boileau, A.J. The Role of Therapeutic Hypothermia After Traumatic Spinal Cord Injury—A Systematic Review. World Neurosurg. 2016, 86, 432–449. [Google Scholar] [CrossRef] [PubMed]

	



Acosta, F.M.; Martinez-Tellez, B.; Sanchez-Delgado, G.; Alcantara, J.M.A.; Acosta-Manzano, P.; Morales-Artacho, A.J.; Ruiz, J.R. Physiological responses to acute cold exposure in young lean men. PLoS ONE. 2018, 13, e0196543. [Google Scholar]

	



Sharabi, K.; Tavares, C.D.; Rines, A.K.; Puigserver, P. Molecular pathophysiology of hepatic glucose production. Mol. Asp. Med. 2015, 46, 21–33. [Google Scholar] [CrossRef] [PubMed]

	



Wang, X.; Wahl, R. Responses of the insulin signaling pathways in the brown adipose tissue of rats following cold exposure. PLoS ONE 2014, 9, e99772. [Google Scholar] [CrossRef] [PubMed]

	



Zhang, Y.; Ishida, C.T.; Shu, C.; Kleiner, G.; Sanchez-Quintero, M.J.; Bianchetti, E.; Quinzii, C.M.; Westhoff, M.A.; Karpel-Massler, G.; Siegelin, M.D. Inhibition of Bcl-2/Bcl-xL and c-MET causes synthetic lethality in model systems of glioblastoma. Sci. Rep. 2018, 8, 7373. [Google Scholar] [CrossRef] [PubMed]

	



Betz, M.J.; Enerback, S. Targeting thermogenesis in brown fat and muscle to treat obesity and metabolic disease. Nat. Rev. Endocrinol. 2018, 14, 77–87. [Google Scholar] [CrossRef]

	



Qin, J.; Mai, Y.; Li, Y.; Jiang, Z.; Gao, Y. Effect of mild hypothermia preconditioning against low temperature (4 degrees C) induced rat liver cell injury in vitro. PLoS ONE 2017, 12, e0176652. [Google Scholar] [CrossRef] [PubMed]

	



Richter, C.; Schweizer, M.; Cossarizza, A.; Franceschi, C. Control of apoptosis by the cellular ATP level. FEBS Lett. 1996, 378, 107–110. [Google Scholar] [CrossRef][Green Version]

	



Manning, B.D.; Cantley, L.C. AKT/PKB signaling: Navigating downstream. Cell 2007, 129, 1261–1274. [Google Scholar] [CrossRef]

	



Han, C.Y.; Lim, S.W.; Koo, J.H.; Kim, W.; Kim, S.G. PHLDA3 overexpression in hepatocytes by endoplasmic reticulum stress via IRE1-Xbp1s pathway expedites liver injury. Gut 2016, 65, 1377–1388. [Google Scholar] [CrossRef] [PubMed]

	



He, N.; Jia, J.J.; Xie, H.Y.; Li, J.H.; He, Y.; Yin, S.Y.; Liang, R.P.; Jiang, L.; Liu, J.F.; Xu, K.D.; et al. Partial Inhibition of HO-1 Attenuates HMP-Induced Hepatic Regeneration against Liver Injury in Rats. Oxidative Med. Cell. Longev. 2018, 2018, 9108483. [Google Scholar] [CrossRef] [PubMed]

	



Leng, J.; Wang, Z.; Fu, C.L.; Zhang, J.; Ren, S.; Hu, J.N.; Jiang, S.; Wang, Y.P.; Chen, C.; Li, W. NF-kappaB and AMPK/PI3K/Akt signaling pathways are involved in the protective effects of Platycodon grandiflorum saponins against acetaminophen-induced acute hepatotoxicity in mice. Phytother. Res. 2018, 32, 2235–2246. [Google Scholar] [CrossRef]

	



Baillet, A.; Hograindleur, M.A.; El Benna, J.; Grichine, A.; Berthier, S.; Morel, F.; Paclet, M.H. Unexpected function of the phagocyte NADPH oxidase in supporting hyperglycolysis in stimulated neutrophils: Key role of 6-phosphofructo-2-kinase. FASEB J. 2017, 31, 663–673. [Google Scholar] [CrossRef] [PubMed]

	



Rui, L. Energy metabolism in the liver. Compr. Physiol. 2014, 4, 177–197. [Google Scholar] [PubMed]

	



Bickler, P.E.; Kelleher, J.A. Fructose-1,6-bisphosphate stabilizes brain intracellular calcium during hypoxia in rats. Stroke 1992, 23, 1617–1622. [Google Scholar] [CrossRef] [PubMed]

	



Ashkenazi, A.; Fairbrother, W.J.; Leverson, J.D.; Souers, A.J. From basic apoptosis discoveries to advanced selective BCL-2 family inhibitors. Nat. Rev. Drug Discov. 2017, 16, 273–284. [Google Scholar] [CrossRef]

	



Luedde, T.; Kaplowitz, N.; Schwabe, R.F. Cell death and cell death responses in liver disease: Mechanisms and clinical relevance. Gastroenterology 2014, 147, 765–783.e4. [Google Scholar] [CrossRef]

	



Kalkavan, H.; Green, D.R. MOMP, cell suicide as a BCL-2 family business. Cell Death Differ. 2018, 25, 46–55. [Google Scholar] [CrossRef]

	



Sakurai, T.; Kudo, M.; Watanabe, T.; Itoh, K.; Higashitsuji, H.; Arizumi, T.; Inoue, T.; Hagiwara, S.; Ueshima, K.; Nishida, N.; et al. Hypothermia protects against fulminant hepatitis in mice by reducing reactive oxygen species production. Dig. Dis. 2013, 31, 440–446. [Google Scholar] [CrossRef] [PubMed]

	



Lujan, D.A.; Ochoa, J.L.; Hartley, R.S. Cold-inducible RNA binding protein in cancer and inflammation. Wiley Interdiscip. Rev. Rna 2018, 9, e1462. [Google Scholar] [CrossRef] [PubMed]

	



Zhong, P.; Huang, H. Recent progress in the research of cold-inducible RNA-binding protein. Future Sci. 2017, 3, Fso246. [Google Scholar] [CrossRef]

	



Sakurai, T.; Itoh, K.; Higashitsuji, H.; Nonoguchi, K.; Liu, Y.; Watanabe, H.; Nakano, T.; Fukumoto, M.; Chiba, T.; Fujita, J. Cirp protects against tumor necrosis factor-alpha-induced apoptosis via activation of extracellular signal-regulated kinase. Biochim. Et Biophys. Acta 2006, 1763, 290–295. [Google Scholar] [CrossRef] [PubMed]

	



Zheng, X.; Wang, Q.; Zhang, Y.; Yang, D.; Li, D.; Tang, B.; Li, X.; Yang, Y.; Ma, S. Intermittent cold stress enhances features of atherosclerotic plaque instability in apolipoprotein Edeficient mice. Mol. Med. Rep. 2014, 10, 1679–1684. [Google Scholar] [CrossRef]

	



Li, S.; Zhang, Z.; Xue, J.; Liu, A.; Zhang, H. Cold-inducible RNA binding protein inhibits H(2)O(2)-induced apoptosis in rat cortical neurons. Brain Res. 2012, 1441, 47–52. [Google Scholar] [CrossRef] [PubMed]

	



Lee, H.N.; Ahn, S.M.; Jang, H.H. Cold-inducible RNA-binding protein, CIRP, inhibits DNA damage-induced apoptosis by regulating p53. Biochem. Biophys. Res. Commun. 2015, 464, 916–921. [Google Scholar] [CrossRef] [PubMed]

	



Liu, J.; Xue, J.; Zhang, H.; Li, S.; Liu, Y.; Xu, D.; Zou, M.; Zhang, Z.; Diao, J. Cloning, expression, and purification of cold inducible RNA-binding protein and its neuroprotective mechanism of action. Brain Res. 2015, 1597, 189–195. [Google Scholar] [CrossRef] [PubMed]

	



Xu, B.; Lian, S.; Li, S.Z.; Guo, J.R.; Wang, J.F.; Wang, D.; Zhang, L.P.; Yang, H.M. GABAB receptor mediate hippocampal neuroinflammation in adolescent male and female mice after cold expose. Brain Res. Bull. 2018, 142, 163–175. [Google Scholar] [CrossRef] [PubMed]








[image: Ijms 20 01470 g001 550]





Figure 1. Effect of acute cold exposure on core body temperature in C57BL/6 mouse. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 2. Effect of acute cold exposure on the level of (A) glucose, (B) insulin, and (C) glucagon in C57BL/6 mouse plasma. The data are presented as the mean ± standard error of the mean (SEM) (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 3. Effect of acute cold exposure on the level of glycolytic intermediates: (A) fructose-1,6-diphosphate (FDP) and (B) pyruvic acid (PA) in C57BL/6 mouse livers. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 4. Effect of acute cold exposure on glycogen content in C57BL/6 mouse livers. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 5. Effect of acute cold exposure on the level of cold-inducible RNA-binding protein (CIRP) expression in C57BL/6 mouse livers. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 6. Effect of acute cold exposure on glucose metabolism in C57BL/6 mouse livers. (A) The level of protein kinase B (AKT) protein and phosphorylation status (Thr308) in the liver; (B) the level of glycogen synthase kinase-3β (GSK3β) protein and phosphorylation status (Ser9) in the liver; (C) the level of glycogen synthase (GS) protein and phosphorylation status (Ser641) in the liver; (D) the level of 6-phosphofructo-2-kinase/fructose-2,6-biphosphatase 2 (PFKFB2) protein and phosphorylation status (Ser483) in the liver. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 7. Effect of acute cold exposure on the expression of (A) caspase-3, (B) Bcl-2, and Bax in the livers of C57BL/6 mice. The data are presented as mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 






Figure 7. Effect of acute cold exposure on the expression of (A) caspase-3, (B) Bcl-2, and Bax in the livers of C57BL/6 mice. The data are presented as mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01.



[image: Ijms 20 01470 g007]







[image: Ijms 20 01470 g008 550]





Figure 8. Effect of AKT on glucose metabolism in C57BL/6 mouse livers under cold exposure. (A) The level of protein kinase B (AKT) protein and phosphorylation status (Thr308) in the liver; (B) the level of glycogen synthase kinase-3β (GSK3β) protein and phosphorylation status (Ser9) in the liver; (C) the level of glycogen synthase (GS) protein and phosphorylation status (Ser641) in the liver; (D) the level of 6-phosphofructo-2-kinase/fructose-2,6-biphosphatase 2 (PFKFB2) protein and phosphorylation status (Ser483) in the liver. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 9. Effect of CIRP silencing on the level of protein kinase B (AKT) protein and phosphorylation status (Thr308) in C57BL/6 mouse livers. The data are presented as the mean ± SEM (n = 8). Statistically significant differences are indicated; * p < 0.05 and ** p < 0.01. 
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Figure 10. A proposed model for the molecular mechanisms of acute cold stress in the liver. Arrows express promotion, T-bar represent inhibition. 
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Figure 11. Study Protocol. Mice in the room temperature (RT) control group were left undisturbed, whereas cold-exposed mice were exposed to 4 °C. 






Figure 11. Study Protocol. Mice in the room temperature (RT) control group were left undisturbed, whereas cold-exposed mice were exposed to 4 °C.



[image: Ijms 20 01470 g011]








© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access article distributed under the terms and conditions of the Creative Commons Attribution (CC BY) license (http://creativecommons.org/licenses/by/4.0/).






media/file8.jpg
CiRe [ ] 170
o Tl (W] < 1D:

conrol 2n_4h_6h
250 IS

CIRPIacTubulin

04-

03

02

o1

o0





media/file13.png
Cleaved ‘ ‘ -19 kDa
Caspase-3 -17 kDa

a-Tubulin |M -52 kDa

control 2h 4h 6h

28 °C 4 °C
Bcl-2 | . —— — | 26 kDa
Bax [ g | 21 kDa

O-TUbULIN | om—— 52 kDa
control 2h  4h  6h

28 °C 4 °C

o

—

o
1

0.08-

0.06

0.04-

0.02+

cleaved caspase3/a-Tubulin

0.00-

Bcl-2/Bax

Bl control

Bl cold2h
B cold4h
Il cold6h





media/file12.jpg
Cleaved 194D

G (I .0
I ———————— "}

s e

Tubulin [ ——1 52 kDS

jum

% oo

Bel2Bax

- ol
= con2n
= coan
-cosn

e





media/file18.jpg





media/file9.png
CIRP [ e % S| -'7kDa
a-Tubulin [ﬁ-.—l -52 kDa

control 2h 4h 6 h

CIRP/a-Tubulin

28 °C 4°C






media/file14.jpg
A

PAKT s> owos

AKT

a-Tubulin

P-GSK3p
GSK3p

a-Tubulin

a-Tubulin

P-PFKFB-2
PFKFB-2
a-Tubulin

Scon

NS Connol
SCon

60 kDa
S2kDa

46 kDa

46 kDa
-52kDa

-85 kDa
85 kDa
52kDa

55 kDa
55 kDa
-52kDa

jos— em—

posas

al
e e g
g oy
i

H

fa






media/file20.jpg
Room tempmm«

@)/\_’ =

Cold exposure 4£1°C






media/file5.png
a'a) B/jown yd

< B/jown 4a4





media/file15.png
A

p-AKT (Thr308) | et W | ) kDo

<
N
AKT |e—e—a— 60 kDa
a-Tubulin [—— 52 kDa
>
WT NS Control > ]
4°C6h
B
GSK3p soon
X
GSK3B s W wwe| 46 kDa 8
<
o-Tubulin GNP S| -52 kD2 3
WT NS Control
4°C 6h
C
p-GS [E s s | -85 kDa
GS |—-~| 85kDa 3
7))
o-Tubulin | 52kDa 2
WT NS Control
4°C 6 h
D 1.0-
p-PFKFB-2 |[* = == s | -55kDa N __
EO.S
PFKFB-2 | e — — — | -55 kDa Eo.s
o-Tubulin IM s2kDa Eos
NS Control 502
4°C 6 h 0.0

T
AN

o°°





media/file19.png
s

&

Cold

aw
DN
=
-

g
Glycolysis Glycogen
synthesis

Y
B

Apoptosis /






media/file2.jpg





nav.xhtml


  ijms-20-01470


  
    		
      ijms-20-01470
    


  




  





media/file11.png
A

p-AKT (Serd73) |

AKT

o-Tubulin

p-GSK3p
GSK3p

a-Tubulin

P-GS
GS

a-Tubulin

p-PFKFB-2
PFKFB-2

o-Tubulin

W W] -60 kDa

|-- — -l -60 kDa

| —c— c——| _52 kD
control 2h 4h 6h
28 °C 4°C

[5 = %% B W | 46 kDa
I--.-l—%kDa

I ———— ———— | -52 kDa

control 2h 4h 6h
28 °C 4 °C

(W W W ] S5 kD

— D

control 2h 4 h 6h

28 °C 4 °C

B w— w—=| -55 kDa

I_- — e w55 kDa
l-—.—| -52 kDa

control 2h 4h 6h
28 °C 4 °C

p-GSIGS

p-AKT (Serd73) /AKT

p-GSK3B/GSK3B

p-PFKFB2/PFKFB2

0.8

1.0+






media/file6.jpg
e —
gy
8 —
Control (400%) Cold 2h (400%) 2o
]
§os
H
Soo
&
&

Cold 4h (400X) Cold 6h (400%) <&





media/file1.png
*%

T
o
<

T T T
0 o <t
™ (2] ™

ainjesadwa)} Apoq 81092

32





media/file10.jpg
wion
[—— 101

oo
o
Tl —— 0

——=—sm
[ ———

—_— 5 —=
t

VAV





media/file7.png
—
(4]
1

* %
]
1
* % 1
* % 1
1

Control (400X) Cold 2h (400X) 1.0-

Cold 4h (400X) Cold 6h (400X)

0.5+

Relative content of glycogen

o
T






media/file16.jpg
CIRPa-Tubulin

p-AKT (Thr308)

CIRP

& s | -17 kDa

-60 kDa

AKT |[——— | -00 kDa
o-Tubulin  [Se——] 52 kD2
SiRNA _NC_Control
32°C6h
}L‘ |E 0.4 B =
e T T P B
2
01
g
& oo
y"' & d,f






media/file3.png
200+

T
o
n

150+
100+

jw/Bd suobean|9

2h 4h 6h

Oh

1500

s

1000
500+

Jw/B6d uinsu|

<

J/Ioww 3soan|9

6h

4h

2h

Oh

2h 4h 6h

Oh





media/file17.png
CIRP/a-Tubulin

CIRP |- s | -17kDa
p-AKT (Thr308) [} .60 kDa

AKT | — —— -0 kDa

a-Tubulin | —— -5 kDa

siRNA NC Control

32°C6h
ns
-
0.3- : - i <
— T N
~~
0.24 0
-
H
9
N
0.1 ~
<
0.0 : &

S,






media/file4.jpg
]

0.

<

Bjiownt v
Bytown! da4

o

h

an

2h

on

&h

an

2h

oh





media/file0.jpg
o

T
o
<

© © <
© © ©

ainmjesadwa) Apoq 3109

32





media/file21.png
Room temperature ]
28+1 °C

Specimen
collection

and
measured

[ Cold exposure 4+1 °C J






