

[image: image1]
Long-Lasting Sex-Specific Effects Based On Emotion- and Cognition-Related Behavioral Assessment of Adult Rats After Post-Traumatic Stress Disorder From Different Lengths of Maternal Separation




		


ORIGINAL RESEARCH
published: 04 June 2019
doi: 10.3389/fpsyt.2019.00289


[image: image2]


			Long-Lasting Sex-Specific Effects Based On Emotion- and Cognition-Related Behavioral Assessment of Adult Rats After Post-Traumatic Stress Disorder From Different Lengths of Maternal Separation

			Rucui Yang 1, Haoran Sun 1, Yani Wu 1, Guohua Lu 2, Yanyu Wang 2, Qi Li 3, Jin Zhou 4, Hongwei Sun 2 and Lin Sun 2*

			1 Department of Clinical Medicine, Weifang Medical University, Weifang, China, 2 Department of Psychology, Weifang Medical University, Weifang, China, 3 Department of Psychiatry and Centre for Reproduction Growth and Development, University of Hong Kong, Hong Kong, Hong Kong, 4 College of Pharmacy, Weifang Medical University, Weifang, China


			Edited by:

			Fang Pan, Shandong University, China

			Reviewed by:

			Aimin Wang, Miami University, United States

			María Banqueri, Universidad de Oviedo, Spain

			*Correspondence:

			Lin Sun, 
linsun2013@wfmc.edu.cn

			Specialty section:

			This article was submitted to Mood and Anxiety Disorders, a section of the journal Frontiers in Psychiatry

			Received: 15 September 2018

			Accepted: 12 April 2019

			Published: 04 June 2019

			Citation:

			Yang R, Sun H, Wu Y, Lu G, Wang Y, Li Q, Zhou J, Sun H and Sun L (2019) Long-Lasting Sex-Specific Effects Based on Emotion- and Cognition-Related Behavioral Assessment of Adult Rats After Post-Traumatic Stress Disorder From Different Lengths of Maternal Separation. 
Front. Psychiatry 10:289. 
doi: 10.3389/fpsyt.2019.00289


			Adverse early life stress is a major cause of vulnerability to various mental disorders in adulthood, including post-traumatic stress disorder (PTSD). Recent studies have suggested that early life stress can help the body adapt optimally when faced with stressful trauma in adult life. An interaction may exist between early life stress (e.g., childhood trauma) and vulnerability to PTSD. This study aimed to evaluate emotion-related behaviors and verify the long-lasting effects of cognitive aspects of PTSD after exposure to severe adverse early life stress, such as long-term separation. Adverse early life stress was simulated by subjecting rats to 3 or 6 consecutive hours of maternal separation (MS) daily, from postnatal day (PND) 2 to PND 14. Single-prolonged stress (SPS) was simulated on PND 80 to imitate other adulthood stresses of PTSD with gender divisions (M-MS3h-PTSD, F-MS3h-PTSD, M-MS6h-PTSD, F-MS6h-PTSD, M-PTSD, and F-PTSD). After the MS and PTSD sessions, behavioral tests were conducted to assess the effectiveness of these treatments, which included an open field test (OFT), elevated plus maze test (EPMT), water maze test (WMT), and forced swimming test (FST) to detect anxiety-like behavior (OFT and EPMT), memory behavior (WMT), and depressive behavior (FST). The M-MS3h-PTSD group had fewer time entries into the open arms of EPMT than the F-MS3h-PTSD group, and the M-MS6h-PTSD group demonstrated fewer up-right postures in the OFT than the F-MS6h-PTSD group. The M-MS3h-PTSD group exhibited more exploratory behavior than the M-MS6h-PTSD and M-PTSD groups in the OFT. Less exploratory behavior was observed in the F-MS3h-PTSD group than in the F-MS6h-PTSD group, which demonstrated significantly increased freezing times in the FST compared to the F-PTSD group. The WMT revealed significant differences in learning and memory performance between the M-MS3h-PTSD group and other treatment groups, which were not found in the female rats. These findings demonstrate that an early stressful experience, such as MS, may be involved in helping the body adapt optimally when faced with additional trauma in adulthood, although mild early life stress might benefit learning and memory among males.
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			Introduction

			Studies have found that regions of the brain that are especially susceptible to stress during the first 7 years of life (1–3) are involved in detecting and responding to threats and in regulating stress responses. Modifying this system is one of the primary ways human brains are shaped by early adversity (4). For instance, studies on children raised in orphanages—where they lack proper social and maternal support—have reported lasting adverse effects on cognitive functioning and increased risk for psychiatric disorders (5, 6). Epidemiological studies have indicated that adverse early life events can increase one’s risk of developing psychopathology in adulthood (7). Although child abuse is a serious social problem in most countries, an understanding of various types of separations and corresponding gender differences in adulthood remains unclear.

			Early postnatal stress animal models have been developed due to the high prevalence and serious consequences of early stress in humans. Rats exposed to early-life stresses, such as maternal separation (MS) during lactation, serve as good models for studying the effects that neglect has in early life (8). The use of animal models to induce early life stress is common when studying long-term consequences of stress (9). Researchers have performed MS in various ways, such as different lengths of separation; some authors separated animals for 3h (10) every day, whereas others separated them from 4h (11) or 6h (12). Only a few papers have compared different lengths of MS (13, 14).

			Post-traumatic stress disorder (PTSD) is a highly disabling condition observed in individuals following exposure to severe emotional or physically life-threatening traumatic events (12), compounded by genetic and environmental factors (15). Early life stress and its associated changes in several hormonal states induce structural alterations. These alterations then induce disorders of brain functions throughout life (16). A focus on reliance has been largely ignored in relevant genetic and environmental interaction studies, referring to a dynamic pattern of positive adaptation despite experiencing significant trauma or adversity (17). Early environmental events exert enduring effects on behavioral parameters related to coping with stress, and animal models of stress represent an invaluable tool for investigating the complex relationship between brain development and stress (18, 19). In this study, the MS model was used to mimic early life stress and a potential influencing factor of PTSD.

			Repeated MS is thought to increase animals’ sensitivity to stress (9). Some studies have confirmed that the interaction of perinatal exposure to adversity with individual genetic liabilities may increase an individual’s vulnerability to psycho- and physiopathology throughout life (20). However, other studies have cited data supplementing other reports, questioning whether early life stress is always detrimental later in life (21–23). Adolescence is a life period during which behavioral development is particularly susceptible to social influences. Stressful social events during this time have been found to alter and canalize behavior in an adaptive fashion or enhance specific types of cognitive performance, such that earlier influences on behavioral development are complemented and modified (23, 24). Macrì and Würbel proposed that perinatal low-to-moderate stressful situations could induce “protective” effects in adulthood; however, severely stressful situations can result in detrimental effects. Although several studies have demonstrated that as a case of early handling, brief daily separation from the mother during the neonatal phase can attenuate the effects of chronic stress on inducing hypothalamic-pituitary-adrenal (HPA) axis reactivity (25), these effects in animal models of PTSD have not been examined.

			The aim of the present study was to compare the functional consequences of the PTSD model after MS at either 3h or 6h every day over a wide range of behaviors, which were either emotion-related (anxiety and depression) or learning-related (e.g., memory) in adulthood. The PTSD model after MS in rats imitates orphans or left-behind children exposed to a traumatic event (or events), as it alters vulnerability to psychiatric disorders and cognitive deficits in adult life. The sex of rats was considered because sexual differences in enduring early-life stress could induce rodents’ alterations in neurogenesis (26).

			Materials and Methods

			Animals

			Pregnant Sprague–Dawley (SD) rats were bred at our animal facility and randomly selected from the Animal Center of Weifang Medical University. The day of birth was recorded as postnatal day (PND) 0. Pups were subjected to either MS or animal-facility-reared treatment (27). Rats were divided into 4 groups: control, no MS, MS 3h, and MS 6h per day from PND 2 to PND 14. After that, the pups were weaned and kept with rats of the same sex, from which 7 male pups and 7 female pups were randomly selected from the groups that we mentioned before. The rest were removed to ensure an equal number of males and females per litter. The 56 animals (220–350g at the end of the experiment) were housed in a limited-access rat facility with 7 rats per polycarbonate cage at a constant room temperature (22 +/−2°C), humidity (55 ± 15%), and an artificial light-dark cycle of 12h (08:00–20:00/20:00–08:00). We performed model-building tasks at 13:00 and 16:00, after animals had reached adulthood. These experiments were designed to minimize the number of the animals used and were conducted in line with National Institutes of Health Guidelines (Use of Laboratory Animals) and ethical standards, including ethics committee approval as well as consent procedure. Experiments were approved by the Animal Care and Use Committee of Weifang Medical University.

			Maternal Separation

			Litters were randomly assigned to be reared under animal-facility-rearing conditions or undergo MS. Animals were randomly divided into 8 groups and their behavioral parameters were recorded separately: male control group (M-Control, n = 7), male rats with PTSD (M-PTSD, n = 7), male rats with 3h MS and PTSD (M-MS3h-PTSD, n = 7), male rats with 6h MS and PTSD (M-MS6h-PTSD, n = 7), female control group (F-Control, n = 7), female rats with PTSD (F-PTSD, n = 7), female rats with 3h MS and PTSD (F-MS3h-PTSD, n = 7), and female rats with 6h MS and PTSD (F-MS6h-PTSD, n = 7). In the F/M-MS3h-PTSD groups, litters were separated from their dams for 3h (9:00–12:00) each day (10, 19). In the F/M-MS6h-PTSD groups, litters were separated from their dams for 6h (9:00–15:00) each day (PND 2-PND 14). During separation, each dam was removed from its maternity cage and placed into an identical cage until the end of the separation period. The pups were then removed from the nest, placed in an incubator (30°C with humidity 55 ± 15%), and transferred to an adjacent room to eliminate influences of the dams’ odor and sounds. At the end of the separation period, pups were returned to their maternity cages and reunited with the dams. Pups without MS in the F/M-PTSD groups were left with the dams.

			The Establishment of PTSD Model

			Single prolonged stress (SPS) procedures were similar to previous experiments (28), conducted in three stages. Animals were immobilized for 2h (IMO 2h). Rats were then immediately subjected to a 20-min forced swim (FS 20min). After removal, they were dried and allowed 15 min to recover (Rest 15min) under a heating lamp before being exposed to diethyl ether until loss of consciousness. The SPS procedure refers to the application of the three stressors and a 7-day quiescent period (28). The quiescent period is critical for developing behavioral and PTSD-like physiological abnormalities after SPS (29). Behavioral experiments were generally performed approximately 7 days after establishing the PTSD model.

			Experimental Procedures

			All animals underwent all behavioral experiments, which were conducted sequentially with the same sequences: 1) open field test (OFT), 2) elevated plus maze test (EPMT), 3) water maze test (WMT), and 4) forced swimming test (FST) (Figure 1). This sequence was selected based on the principle of preference for light-pressure and general requirements for the operation of animal experiments (30, 31).
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			Figure 1 | (A) The process diagram of the experiment. SPS was conducted in three stages. Rats were immobilized for 2h (IMO 2 h), forced to swim for 20 min (FS 20 min), allowed to recover with a heating lamp for 15 min, and then exposed to diethyl ether until loss of consciousness (Ether). Rats were then returned to their home cages and left undisturbed for 7 days until the experimental manipulations. (B) The experiment included the control group (n = 14), PTSD group without MS (n = 14), PTSD-treated with prior 3h MS (n = 14), PTSD-treated with prior 6h MS (n = 14) or simply ‘Control,’ ‘PTSD,’ ‘MS3h-PTSD’ and ‘MS6h-PTSD’, respectively. Behavior experiments included OFT, EPMT, WMT and FST.

		


			Anxiety-Like Behavior

			Open field test. The chamber was a box without a lid (100 × 100 × 50 cm) consisting of a black floor and walls. Incandescent bulbs installed on the ceiling were used for illuminating the box. Each rat was transported from the colony room to the OFT room on the day of OFT. At the beginning of the experiment, the animals were placed gently in the corner and allowed to explore the chamber freely for 5 min, and upright numbers were recorded at the same time. Automated image analysis software (SMART 3.0, Panlab SL; Barcelona, Spain) was used for recording time spent in central areas, which evaluated the anxiety-like behavior. The open field was cleaned with ethanol after each test.

			Elevated plus maze test. The EPMT is commonly used to score PTSD-like anxiogenic behavior in rats by exploiting the conflict between rats’ innate fear of open spaces versus their desire to explore novel environments (32). The elevated plus maze was 50 cm above the floor and consisted of two open arms (50 cm × 10 cm) and two enclosed arms (50 cm × 10 cm × 40 cm) with an open roof extending from a center platform (10 cm × 10 cm). The structures were arranged so the two open arms were opposite each other. All the rats were placed gently in the central platform, facing the closed arm and allowed to explore the area freely for 5 min. After each test the maze was wiped with ethanol. A video camera was positioned above the apparatus to record each animal’s behavior, namely the following parameters: the number of open arm entries and the time spent in the open arms. An entry was counted when a rat’s four paws entered a closed or open arm. The shorter the time spent in open arms, the higher the rat’s anxiety.

			Learning and Memory Behavior

			Water maze test. The WMT can be used for measuring spatial navigation learning and memory in rats (33). We utilized a 160-cm-diameter pool filled with water to a depth of 30 cm and maintained at 23 ± 1°C. The pool had a 20×20 cm escape platform, which was hidden 1 cm below the water surface in the center of one quadrant of the pool. The platform was in the same location during the training session, and the order of start locations was quasi-random. Four prominent shapes were placed on the poor’s wall (one per quadrant: square, heart, triangle and moon), and the water was changed daily. Rats were placed in the pool and allowed to search for the platform for 90 s. The rat was guided to the platform and allowed to remain there for 20 s to recognize the location if it did not find the platform after 90 s. Rats were subjected to four sequential trials each day at an interval of 30 s, during which the rat was placed in its home cage in a different room. The training session lasted 4 days. The probe trial was performed on day 5, when the platform was removed. The escape latency time required for the rat to find and climb onto the platform was recorded. Each training session was recorded by a video camera mounted above the center of the tank, and movement data was analyzed using SMART 3.0.

			Depressive Behavior

			Forced swimming test. The FST is a test used for measuring depression-like behavior in rodents (31, 34). On the first day, we placed rats individually into a cylindrical tank composed of a transparent Plexiglas cylinder (diameter: 20 cm; height: 46 cm) to a depth of 36 cm filled with warm water (23–24°C) for 15 min (pretest session) in order to adapt to the apparatus better. At the same time on the following day, the rats were put into the cylinders for 5 min, after which they were removed from the cylinder, returned to their home cage and dried with a towel. Each rat assumed an immobile posture after being placed in the water, defined as the state in which rats made only the movements necessary to keep their head above the surface of water (35). The duration of each rat’s immobility at 5 min on the second day was scored using videotapes by a trained observer who was blind to the experimental conditions. Water in the tank was guaranteed to be changed after each trial. We referred to the process of Jong-Ho Lee et al., and Lanwei Hou et al. (11, 36) during this test.

			An overview of the experimental procedure is displayed in Figure 1.

			Statistical Analysis

			Data were expressed as mean ± standard error. We deleted the values with the largest difference in each group to ensure the credibility of the data, so the final quantity is 6. The OFT, EPMT, probe test of WMT, and FST results were analyzed using analysis of variance (ANOVA) with Tukey. Independent-samples t-test was used for the comparison of gender difference. A repeated-measures multivariate analysis of variance (MANOVA) was conducted to analyze of WMT escape latencies using SPSS statistical software (Version 22.0, SPSS, Inc.; Chicago, IL, USA) at a significance level of p < .05 and values are means ± standard error.

			Results

			Analysis of Anxiety-Like Behavior

			The F-MS3h-PTSD group demonstrated less upright time than the F-MS6h-PTSD rats (F(3,20) = 3.88, p = .025; Post hoc test: p = .017). The M-MS3h-PTSD and F-MS3h-PTSD rats showed no obvious gender differences between upright times (Figure 2A). Rats in the F-PTSD and F-MS6h-PTSD group exhibited significantly more upright time in the OFT apparatus than the M-PTSD and M-MS6h-PTSD rats (t = 7.432, p < .001; t = 6.154, p < .001; Figure 2D, F). In other cases there was no gender difference (Figure 2C, E, I, G, K and L). The M-MS6h-PTSD group and F-MS6h-PTSD group had less upright numbers and time spent in the central squares compared with their control groups (F(3,20) = 3.97, p = .023, Post hoc test: p =  .026; F(3,20) = 3.59, p = .032, Post hoc test: p = .028), (Figure 2A, G). The tracking images is shown in the figure (Figure 2M).
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			Figure 2 | Anxiety-related effect that MS had from PND 2 to PND 14 after subjecting the animals to the SPS as a PTSD model process in adulthood. (A) and (B): Upright numbers in the OFT. (G) and (H): Time spent in central squares (%). (A) and (G): Divided by gender and time difference of MS. (B) and (H): Divided by time difference of MS. (C), (D), (E), (F), (I), (J), (K) and (L): Gender difference. (M): Representative video tracking images during 5 min in the OFT. Values are means ± standard error. *p < .05 was statistically significant.

		


			The numbers of entries into the open arms in EPMT were not significantly different between the M-MS3h-PTSD and M-MS6h-PTSD groups and the M-PTSD group on PND 88; the same results were found in the females. The M-PTSD rats had less time entering the open arms when compared to the control group; however, the female rats suggested no significant differences between entering the open arms or the opposite side (Figure 3A). The female rats had more upright postures of OFT and time entering the open arms of the EPMT than the male rats with MS and PTSD (Figure 2F, Figure 3K). The results of time spent in the open arms in the M-MS3h-PTSD and M-MS6h-PTSD groups were not significantly different from the M-PTSD group, and no difference was found between the F-MS3h-PTSD and F-MS6h-PTSD groups and the F-PTSD group (Figure 3G). Rats in the M-MS3h-PTSD group spent significantly less time in the open arms of the EPMT than the F-MS3h-PTSD group (t = 2.936, p = .015; see Figure 3K). In other cases there was no gender difference (Figure 3C–F, I and L). The tracking images was shown in the figure (Figure 3M).
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			Figure 3 | Anxiety-related effect that MS had from PND 2 to PND 14 after subjecting the animals to the SPS as a PTSD model process in adulthood. (A) and (B): Number entering in open arms in the EPMT. (G) and (H): Time spent in open arms (s) in the EPMT. (A) and (G): Divided by gender and time difference of MS. (B) and (H): Divided by time difference of MS. (C), (D), (E), (F), (I), (J), (K) and (L): Gender difference. (M): Representative video tracking images during 5 min in the EPMT. Values are means ± standard error. *p < .05 was statistically significant.

		


			No significant difference between the groups was found when there were no gender differences in upright numbers of OFT and time spent in open arms of EPMT (Figure 2B, Figure 3G). There were statistically significant differences between the control groups and the experimental groups in the time spent in central squares of OFT (MS3h-PTSD: p = .021; MS6h-PTSD: p = .007) and number of entries into open arms of EPMT (PTSD: p = .003; MS3h-PTSD: p = .008; MS6h-PTSD: p = .006), (Figure 2H, Figure 3B). When consider time and gender, no difference was found about time spent in open arms (Figure 3H). Detailed data information can be found in the Supplementary Material.

			Analysis of Learning and Memory Behavior

			A repeated MANOVA was used to analyze the mean latency of each group in finding the platform during initial spatial learning with treatment and test days across different genders and separation time of MS. In male rats, the interaction was statistically significant between treatment and time (F(9,207) = 10.92, p < .001). The results showed that the separate effect that the treatment had was significant from day 1 to day 3 (Figure 4A). On day 1, the control groups spent less time finding the platform compared to other groups (PTSD: p = .014; MS3h-PTSD: p = .008; MS6h-PTSD: p = .003). On day 2, the PTSD and MS6h-PTSD groups demonstrated more time compared to the control (p = .001; p = .007) and MS3h-PTSD (p < .001; p < .001) groups. On day 3, the MS3h-PTSD group used less time compared to the control (p = .003) and PTSD (p = .003) groups. However, there were no striking differences on day 4 between any of the treatment groups. In female rats the interaction between treatment and time was statistically significant (F (9,207) = 12.73, p < .001). Further analysis of the female groups showed that the separate effects of treatment was significant on day 1, day 3 and day 4 (Figure 4B). On day 1, the control group used significantly fewer time compared to the rest groups (PTSD: p = .002; MS3h-PTSD: p < .001; MS6h-PTSD: p = .028) apart from that MS6h-PTSD group had significantly less time compared to the PTSD (p = .004) and MS3h-PTSD group (p = .001). No striking difference was found on day 2 between any of the groups. On day 3, the PTSD group spent less time compared to other groups (Control: p = .024; MS3h-PTSD: p = .021; MS6h-PTSD: *p < .001), and the MS3h-PTSD group used less time compared to the MS6h-PTSD group (p = .006). On day 4, the MS3h-PTSD group used less time compared to the control group (p = .001) as well as the MS6h-PTSD group (p = .010), and the MS6h-PTSD group used significantly more time compared to the PTSD group (p < .001). When we explored rats controlling for gender difference, the interaction was statistically significant between treatment and time (F(9,423) = 16.16, p < .001). The separate effects of treatment were significant from day 1 to day 4 (Figure 4C). On day 1, the control group used less time compared to other groups (PTSD: p < .001; MS3h-PTSD: p < .001; MS6h-PTSD: p < .001). On day 2, the PTSD group used more time compared to the control group (p = .005) and the MS3h-PTSD group (p < .001). On day 3, the control group required more time compared to the PTSD group (p = .017) and the MS3h-PTSD group (p = .003), and the MS6h-PTSD group used more time compared to the PTSD group (p = .027) and the MS3h-PTSD group (p = .005). On day 4, the control and MS6h-PTSD groups used more time respectively compared to the PTSD group (p = .045, p = .036) and the MS3h-PTSD group (p = .001, p = .010).
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			Figure 4 | Learning and memory-related effect that MS had from PND 2 to PND 14 after subjecting the animals to the process of SPS as a PTSD model in adult age. (A), (B) and (C): Mean latency to find the platform (s) in the spatial learning test in the WMT. (D) and (E): Quadrant time (%) of probe test in the WMT. (D): Divided by gender and time difference of MS. (E): Divided by time difference of MS. (F), (G), (H) and (I): Gender difference. (J): Representative video tracking images of probe test in the WMT. Values are means ± standard error. *p < .05 was statistically significant.

		


			The separate effect that the test day had from day 1 to day 4 was significant in all treatments no matter if the rats were male (Control: p = .001; PTSD: p = .003; MS3h-PTSD: p = .001; MS6h-PTSD: p < .001), female (Control: p = .003; PTSD: p < .001; MS3h-PTSD: p < .001; MS6h-PTSD: p = .001) or from the group without gender difference (Control: p < .001; PTSD: p < .001; MS3h-PTSD: p < .001; MS6h-PTSD: p = .000), suggesting that the groups’ learning ability improved after the treatment test.

			The results of the probe test revealed gender differences between rats in the MS3h group and the PTSD group; additionally, the M-MS3h-PTSD rats showed a higher spatial preference for the target quadrant than the F-MS3h-PTSD rats (F(5,66) = 2.72, p = .034). No significant differences were found between treatments (Figure 4D). A higher proportion of M-Control could be seen, compared with the M-PTSD and M-MS6h-PTSD groups, with significant differences (p = .014, p = .002; Figure 4D). When male and female rats were studied together without gender difference in WMT, the control groups required more quadrant time compared with rats in other groups, while there were no significant differences among the experimental groups (Figure 4E). The gender difference here is not significant (Figure 4F, G, H and J) and the tracking images was shown in the figure (Figure 4J). Detailed data information can be found in the Supplementary Material.

			Analysis of Depressive Behavior

			The F-MS3h-PTSD group showed more immobility than the F-PTSD group (F(3,20) = 8.49, p = .001; Post hoc test: p = .001) and no immobility difference in male rats (Figure 5A). No gender differences were found in terms of immobility between the MS3h-PTSD groups and MS6h-PTSD groups (Figure 5A). The F-MS3h-PTSD groups had more immobility time compared to the F-Control rats (F(3,20) = 8.49, p = .002). No significant differences emerged in depressive-like behavior between the MS3h-PTSD, MS6h-PTSD, and PTSD groups when there was no gender distinction (Figure 5B). The gender difference here is not significant (Figure 5C, D, E and F). Detailed data information can be found in the Supplementary Material.
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			Figure 5 | Depression-related effect that MS had from PND 2 to PND 14 after subjecting the animals to the process of SPS as a PTSD model in adult age. (A) and (B): Total immobility(s) in the FST. (A): Divided by gender and time difference of MS. (B): Divided by time difference of MS. (C), (D), (E), and (F): Gender difference. Values are means ± standard error. *p < .05 was statistically significant.

		


			Discussion

			Several lines of evidence have showed that in stressful contexts under MS conditions, physiological systems prepare themselves more efficiently (11). MS changes can be regarded as adaptive modifications. If animals are raised in stressful environments early, the nervous system, immune systems, and the endocrine system will be altered to cope with stressful conditions later (26, 37). This finding differs from previous theories positing that early adverse experiences represent a risk element for developing anxiety disorders. In this research, we performed MS 3h or MS 6h daily from PND 2 to PND 14 to mimic adverse early life stress along with the SPS process to mimic secondary stress in adulthood, resulting in PTSD.

			The impacts of MS on the rats’ neurobehavioral development remain ambiguous as a result of the varying patterns observed by researchers. Some have shown that the impacts of MS depend on separation conditions (e.g., length and time of separation, gender, environmental conditions such as ambient temperature, and genetic background) (38, 39). Care must be taken when implementing MS, as pups are affected by their mothers’ odor or sounds; thus, it is important to ensure complete separation to guarantee the accuracy of results. In this study, pups were removed from the nest and placed into a 30°C incubator. As one source of error, unscheduled husbandry of cages may lead to high levels of ammonia, which cannot be neglected (40). Results cannot be tied directly to a poor early social environment if pups lose body warmth, because temperature might play a role, hence the recommendation for an incubator to avoid hypothermia (41). These observations show that long-term effects can be influenced by distinct MS conditions. The length and time of day when maternal separation occurs carries significant implications for these effects. In this experiment, differences in daily separation time (3h or 6h per day) and gender were studied. Female rats with 6h MS showed less anxiety than those with 3h PTSD. Increased sensitivity of the pituitary gland to exogenous corticotrophin-releasing hormone administration and the impaired negative feedback regulation of the HPA axis in male rats could explain this phenomenon. We can postulate that the previously mentioned adaptations might be useless in non-stressful conditions, which could lead to neuropsychiatric-like disorders or behavioral impairments. This finding could explain inconsistent conclusions. Potential behavioral consequences, as well as the mechanisms underlying this effect, will require future research.

			Several animal models of PTSD, such as those involving social stress and predator stress, have been proposed. These animal models fail to demonstrate the most consistent neuroendocrinologic characteristic observed in PTSD patients, namely enhanced inhibition of the HPA axis, although they present behavioral alterations like PTSD (42–44). The SPS model, proposed by Liberzon et al., replicates the specific neuroendocrinologic abnormalities observed in PTSD patients (45), for example, enhanced glucocorticoid negative feedback. A recent ‘dismantling’ study that employed different components of SPS (i.e., two of three stressors) was compared to the effect of full SPS (involving restraint, forced swim, and ether exposure); only those rats that were exposed to the full procedure exhibited deficits in retention of extinction memories—a mechanism which was thought to contribute to an inability to retain new safe memories and prevent trauma recovery (46). Rats exposed to SPS in this study suggested enhanced inhibition of the HPA system. We used this classical animal model to establish severe PTSD-mimicking trauma in adults who had experienced early stress in their childhood.

			In the present study, rats that withdrew from the SPS test exhibited a significant reduction in exploratory activity, such as upright posturing during the OFT (47). Anxiety-like behavior and locomotor activity were evaluated via EPMT (48). The increased time spent in the closed arms during a 5-min session was indicative of high anxiety-like behaviors (49). The less time the rats spent in open arms, the more anxious and less curious they were. Although the OFT and EPMT can detect the degree of anxiety, the OFT is suited to measuring spontaneous activity, whereas the EPMT is suited to explore animals’ reactions to novelty in new and different environments. Gender differences were found in adult rats that had experienced MS before PTSD: male rats had significantly fewer upright numbers and less time in open arms in the OFT or EPMT. Female rats with MS 3h were more likely to enter the open arms in the EPMT. Male rats with less locomotor activities, which experienced severely adverse early life conditions (MS 6h), were more likely than female rats to exhibit anxious emotions after the second trauma in adulthood. The female rats showed less anxiety-like behavior and were more curious when subjected to severe early stress (MS 6h). Early adverse experience thus affected males more intensely, despite the fact that that compared to men, women have a higher prevalence of anxiety disorders. We thought the contradiction between these consequences might be attributable to species-specific differences, especially when studying sex differences in the susceptibility to early adverse conditions (50). The timing of estrogen in females should also be considered, as it may influence hormones and neurotransmitters. Anxiety-like behavior has been found to be directly related to certain hormone levels. León Rodríguez and Dueňas et al. found that females rats that experienced maternal separation from their mothers (6h per day, PND 1 - 21) displayed decreased levels of anxiety and impulsive behavior and were more active than their stressed male counterparts, consistent with our findings (51). Wang et al. employed repeated MS (one daily period of 4h from PND 1 to 21) and found no significant gender differences in anxiety or locomotor activity in the OFT, regardless of age (52). Some studies suggested that MS could exacerbate the result of exposure to a PTSD model in exploration activities, at least in male animals. Prut et al. discovered anxiety-like behavior in MS male rats, as determined by the time spent in the central area in OFT, which implied aggravation of the anxiety-like degree (i.e., increase of movement time in the surrounding area) when exposed to dangerous environments; however, this impact was not observed in females. Our study revealed no significant differences between the experimental group regarding anxiety as represented by the time entering the central area of the OFT regardless of gender or treatment. We suspect that early life stress might not always contribute to unpredictable traumatic events experienced in adulthood. The OFT material and the different MS operations may have been susceptible to the smell of the rats, which could have influenced the final results.

			Spatial learning data from the WMT showed that the M-MS3h-PTSD group had significantly lower mean latency when locating the platform on the second and third test day compared to the rats in the M-MS6h-PTSD group; this result implies that MS for the 3 h/day from PND 2 to 14 slightly strengthened spatial learning in the male adult rats, in line with prior research. This might be because mild early stress was more conducive to spatial learning. A previous study found that 24h maternal separation in PND 9 improved spatial learning (53) but found no significant gender difference in the spatial learning test. Our conclusions differ from those of other studies, and we suspect that this may be due to differences in the design of the experiment, which means that the results of MS are different from the results of PTSD after the MS, although the effects of possible experimental errors need to be taken into account. Our results suggest that the M-MS6h-PTSD group had poor performances in the spatial navigation learning; although the differences did not have statistical significance, the trend is still there. We suspect that 6h of MS could model the impacts of early life stress in cognitive dysfunction during adulthood and might lead to additional general learning deficits later in life. Longer MS could also result in dystrophy, which affects brain size, volume, activity, and the number of brain cells. Research has shown that early adverse experiences resulting from MS 6h could reduce cell proliferation in the dentate gyros of the hippocampus, hinder acquisition of spatial learning (54, 55), lead to neuronal cell death, and eventually cause memory impairment (56). Over time, all male rat groups showed enhanced spatial learning after 4 days’ training in this study, but no significant differences appeared in the rats’ ultimate learning ability in any group. Interactions between an individual genetic profile and the early environment, such as MS, could be involved in adaptive programming, which could amplify responsiveness in animals. Severely adverse early life conditions in female rats (MS6h) affected the spatial learning of the subject, which spent significantly less time on mean latency to find the platform on the first training day and more time on the third and fourth day, suggesting that MS 6 h/day from PND 2 to 14 slightly disrupted spatial learning in adult female rats. A similar situation was found on the third and fourth training days without gender difference. Xiu-Min Sun et al. found behavioral results of the WMT indicating that the rats’ memory and spatial learning ability were impaired by early life stress. Our study found that the spatial probe test showed no significant differences among the MS3h-PTSD, MS6h-PTSD and PTSD groups, implying that rats who experienced trauma early in life and then experienced a second trauma in adulthood do not suffer from effects on spatial memory. Charles V Vorhees and Michael T Williams offered that the number of times an animal floats could be reduced by proper water temperature (57); thus, a more stable temperature would be better during the experimental process.

			Immobility is a sign of increased depression-like behavior (49). Female rats that experienced PTSD gave evidence of lower levels of depression when subjected to the FST. This pattern was evidenced by the increased proportion of immobility latencies compared with the F-MS3h-PTSD group, suggesting that female rats that experienced mild early stress (MS 3h) prior to PTSD exhibited more depression-like behavior than the F-PTSD group. These findings were consistent with a study from Hesong Liu, Gaurav Patki et al., which found that experiencing early-life maternal stress causes depression-like behavior later in adulthood for PND 60. This research was found in male and female rats, implying no gender difference in this behavior (58). A difference was found in depression in female rats; differences in experimental design, control group, strain differences, or a combination of these factors might cause such discrepancies, these may also explain the high standard deviation of male rats in the blank control group and the PTSD group.

			Our study utilized emotion- and cognition-related behavioral assessments of adult rats following induced post-traumatic stress disorder after various lengths of maternal separation to explore the impact of MS on PTSD as well as the effects of different MS periods. Whether the aforementioned adaptations are useful in non-stressful environments remains unknown, although we will continue to explore this potential effect as well as the underlying mechanisms that may result from relevant treatments.

			Conclusions

			This study demonstrated that, with early life stress, female rats that showed less anxiety are more resilient to second stress in adulthood compared with male rats. Although there were signs of reduced anxiety in rats with early MS trauma compared with animals with only PTSD, they were not significant. Apart from that, male rats with slight MS exhibited better spatial learning than those exposed to severe MS. In terms of depression, female rats that experienced mild MS showed no adaptation to trauma but exhibited increased depression-like emotions. Although different results were obtained with different MS intensities, our data suggest that under several circumstances, early life stress could be adaptive in some respects, especially in spatial learning. This feature could play a role in predicting the emotional and cognitive outcomes of left-behind children who experience trauma in adulthood.

			Ethics Statement

			Our study followed the conventional requirements of experimental operation and was approved by the ethics committee of Weifang Medical University.

			Author Contributions

			LS, RY, HRS and YW designed the study. RY, HRS and YW collected the data. RY analyzed data and drafted the manuscript. GL, YW, QL, JZ, HWS and LS reviewed the manuscript. All authors contributed to and approved the final manuscript.

			Funding

			This research was supported by the Youth Natural Science Foundation of Shandong Province (ZR2017QH001), the science and technology foundation program of the colleges and universities of Shandong province (J17KB096), and the research award foundation program for outstanding young scientists of Shandong province (BS2014YY043), and the Students’ Research Fund of Weifang Medical University.

			Supplementary Material

			The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fpsyt.2019.00289/full#supplementary-material

			Supplementary Table 1 | Experimental data.

			References

				1.	Jensen SK, Dickie EW, Schwartz DH, Evans CJ, Dumontheil I, Paus T, et al. Effect of early adversity and childhood internalizing symptoms on brain structure in young men. JAMA Pediatr (2015) 169(10):938–46. doi: 10.1001/jamapediatrics.2015.1486

				2.	Lyons-Ruth K, Pechtel P, Yoon SA, Anderson CM, Teicher MH. Disorganized attachment in infancy predicts greater amygdala volume in adulthood. Behav Brain Res (2016) 308:83–93. doi: 10.1016/j.bbr.2016.03.050

				3.	Teicher MH, Anderson CM, Ohashi K, Khan A, McGreenery CE, Bolger EA, et al. Differential effects of childhood neglect and abuse during sensitive exposure periods on male and female hippocampus. Neuroimage (2018) 169:443–52. doi: 10.1016/j.neuroimage.2017.12.055

				4.	Teicher MH, Samson JA, Anderson CM, Ohashi K. The effects of childhood maltreatment on brain structure, function and connectivity. Nat Rev Neurosci (2016) 17(10):652–66. doi: 10.1038/nrn.2016.111

				5.	Rutter M, Sonuga-Barke EJ, Castle JI. Investigating the impact of early institutional deprivation on development: background and research strategy of the English and Romanian Adoptees (ERA) study. Monogr Soc Res Child Dev (2010) 75(1):1–20. doi: 10.1111/j.1540-5834.2010.00548.x

				6.	Kokubo M, Toya S, Amano I, Takatsuru Y. Early-life stress induces motor coordination dysfunction in adult mice. J Physiol Sci (2018) 68(5):663–9. doi: 10.1007/s12576-017-0580-6

				7.	Teicher MH. Childhood trauma and the enduring consequences of forcibly separating children from parents at the United States border. BMC Med (2018) 16(1):146. doi: 10.1186/s12916-018-1147-y

				8.	Nylander I, Roman E. Is the rodent maternal separation model a valid and effective model for studies on the early-life impact on ethanol consumption? Psychopharmacology (Berl) (2013) 229(4):555–69. doi: 10.1007/s00213-013-3217-3

				9.	Gross CM, Flubacher A, Tinnes S, Heyer A, Scheller M, Herpfer I, et al. Early life stress stimulates hippocampal reelin gene expression in a sex-specific manner: evidence for corticosterone-mediated action. Hippocampus (2012) 22(3):409–20. doi: 10.1002/hipo.20907

				10.	Dimatelis JJ, Vermeulen IM, Bugarith K, Stein DJ, Russell VA. Female rats are resistant to developing the depressive phenotype induced by maternal separation stress. Metab Brain Dis (2016) 31(1):109–19. doi: 10.1007/s11011-015-9723-8

				11.	Banqueri M, Mendez M, Arias JL. Behavioral effects in adolescence and early adulthood in two length models of maternal separation in male rats. Behav Brain Res (2017) 324:77–86. doi: 10.1016/j.bbr.2017.02.006

				12.	Sun XM, Tu WQ, Shi YW, Xue L, Zhao H. Female-dependent impaired fear memory of adult rats induced by maternal separation, and screening of possible related genes in the hippocampal CA1. Behav Brain Res (2014) 267:111–8. doi: 10.1016/j.bbr.2014.03.022

				13.	Pierce AN, Ryals JM, Wang R, Christianson JA. Vaginal hypersensitivity and hypothalamic-pituitary-adrenal axis dysfunction as a result of neonatal maternal separation in female mice. Neuroscience (2014) 263:216–30. doi: 10.1016/j.neuroscience.2014.01.022

				14.	Freund N, Thompson BS, Denormandie J, Vaccarro K, Andersen SL. Windows of vulnerability: maternal separation, age, and fluoxetine on adolescent depressive-like behavior in rats. Neuroscience (2013) 249:88–97. doi: 10.1016/j.neuroscience.2013.06.066

				15.	Sullivan EV, Pfefferbaum A, Swan GE, Carmelli D. Heritability of hippocampal size in elderly twin men: equivalent influence from genes and environment. Hippocampus (2001) 11(6):754–62. doi: 10.1002/hipo.1091

				16.	Gershon A, Sudheimer K, Tirouvanziam R, Williams LM, O’Hara R. The long-term impact of early adversity on late-life psychiatric disorders. Curr Psychiatry Rep (2013) 15(4):352. doi: 10.1007/s11920-013-0352-9

				17.	Kim-Cohen J, Turkewitz R. Resilience and measured gene-environment interactions. Dev Psychopathol (2012) 24(4):1297–306. doi: 10.1017/S0954579412000715

				18.	O’Malley D, Dinan TG, Cryan JF. Neonatal maternal separation in the rat impacts on the stress responsivity of central corticotropin-releasing factor receptors in adulthood. Psychopharmacology (Berl) (2011) 214(1):221–9. doi: 10.1007/s00213-010-1885-9

				19.	de Melo SR, de David Antoniazzi CT, Hossain S, Kolb B. Neonatal stress has a long-lasting sex-dependent effect on anxiety-like behavior and neuronal morphology in the prefrontal cortex and hippocampus. Dev Neurosci (2018) 40(2):93–103. doi: 10.1159/000486619

				20.	Sanchez MM, Ladd CO, Plotsky PM. Early adverse experience as a developmental risk factor for later psychopathology: evidence from rodent and primate models. Dev Psychopathol (2001) 13(3):419–49 doi: 10.1017/S0954579401003029

				21.	Frankenhuis WE, Del Giudice M. When do adaptive developmental mechanisms yield maladaptive outcomes? Dev Psychol (2012) 48(3):628–42. doi: 10.1037/a0025629

				22.	Fuentes S, Daviu N, Gagliano H, Garrido P, Zelena D, Monasterio N, et al. Sex-dependent effects of an early life treatment in rats that increases maternal care: vulnerability or resilience? Front Behav Neurosci (2014) 8:56. doi: 10.3389/fnbeh.2014.00056

				23.	Mittal C, Griskevicius V, Simpson JA, Sung S, Young ES. Cognitive adaptations to stressful environments: When childhood adversity enhances adult executive function. J Pers Soc Psychol (2015) 109(4):604–21. doi: 10.1037/pspi0000028

				24.	Sachser N, Hennessy MB, Kaiser S. Adaptive modulation of behavioural profiles by social stress during early phases of life and adolescence. Neurosci Biobehav Rev (2011) 35(7):1518–33. doi: 10.1016/j.neubiorev.2010.09.002

				25.	Oines E, Murison R, Mrdalj J, Gronli J, Milde AM. Neonatal maternal separation in male rats increases intestinal permeability and affects behavior after chronic social stress. Physiol Behav (2012) 105(4):1058–66. doi: 10.1016/j.physbeh.2011.11.024

				26.	Korosi A, Naninck EF, Oomen CA, Schouten M, Krugers H, Fitzsimons C, et al. Early-life stress mediated modulation of adult neurogenesis and behavior. Behav Brain Res (2012) 227(2):400–9. doi: 10.1016/j.bbr.2011.07.037

				27.	Meaney MJ, Aitken DH, Viau V, Sharma S, Sarrieau A. Neonatal handling alters adrenocortical negative feedback sensitivity and hippocampal type II glucocorticoid receptor binding in the rat. Neuroendocrinology (1989) 50(5):597–604. doi: 10.1159/000125287

				28.	George SA, Stout SA, Tan M, Knox D, Liberzon I. Early handling attenuates enhancement of glucocorticoid receptors in the prefrontal cortex in an animal model of post-traumatic stress disorder. Biol Mood Anxiety Disord (2013) 3(1):22. doi: 10.1186/2045-5380-3-22

				29.	Knox D, George SA, Fitzpatrick CJ, Rabinak CA, Maren S, Liberzon I. Single prolonged stress disrupts retention of extinguished fear in rats. Learn Mem (2012) 19(2):43–9. doi: 10.1101/lm.024356.111

				30.	Xiong GJ, Yang Y, Wang LP, Xu L, Mao RR. Maternal separation exaggerates spontaneous recovery of extinguished contextual fear in adult female rats. Behav Brain Res (2014) 269:75–80. doi: 10.1016/j.bbr.2014.04.015

				31.	Jiang Y, Wang Y, Sun X, Lian B, Sun H, Wang G, et al. Short- and long-term antidepressant effects of ketamine in a rat chronic unpredictable stress model. Brain Behav (2017) 7(8):e00749. doi: 10.1002/brb3.749

				32.	Jin S, Zhao Y, Jiang Y, Wang Y, Li C, Zhang D, et al. Anxiety-like behaviour assessments of adolescent rats after repeated maternal separation during early life. Neuroreport (2018) 29(8):643–9. doi: 10.1097/WNR.0000000000001010

				33.	Santin LJ, Rubio S, Begega A, Arias JL. Effects of chronic alcohol consumption on spatial reference and working memory tasks. Alcohol (2000) 20(2):149–59. doi: 10.1016/S0741-8329(99)00070-1

				34.	Álvarez-Suárez P, Banqueri M, Vilella M, Méndez M, Arias JL. The effect of recording interval length on behavioral assessment using the forced swimming test. Revista Iberoamericana de Psicología y Salud (2015) 6(2):90–5. doi: 10.1016/j.rips.2015.04.004

				35.	Lee JH, Kim HJ, Kim JG, Ryu V, Kim BT, Kang DW, et al. Depressive behaviors and decreased expression of serotonin reuptake transporter in rats that experienced neonatal maternal separation. Neurosci Res (2007) 58(1):32–9. doi: 10.1016/j.neures.2007.01.008

				36.	Hou L, Qi Y, Sun H, Wang G, Li Q, Wang Y, et al. Applying ketamine to alleviate the PTSD-like effects by regulating the HCN1-related BDNF. Prog Neuropsychopharmacol Biol Psychiatry (2018) 86:313–21. doi: 10.1016/j.pnpbp.2018.03.019

				37.	Banqueri M, Mendez M, Arias JL. Impact of stress in childhood: psychobiological alterations. Psicothema (2017) 29(1):18–22. doi: 10.7334/psicothema2016.264

				38.	Kosten TA, Lee HJ, Kim JJ. Early life stress impairs fear conditioning in adult male and female rats. Brain Res (2006) 1087(1):142–50. doi: 10.1016/j.brainres.2006.03.009

				39.	Farkas J, Reglodi D, Gaszner B, Szogyi D, Horvath G, Lubics A, et al. Effects of maternal separation on the neurobehavioral development of newborn Wistar rats. Brain Res Bull (2009) 79(3–4):208–14. doi: 10.1016/j.brainresbull.2008.12.011

				40.	Koontz JM, Kumsher DM, Kelly R, 3rd, Stallings JD. Effect of 2 bedding materials on ammonia levels in individually ventilated cages. J Am Assoc Lab Anim Sci (2016) 55(1):25–8.

				41.	Pinheiro RM, de Lima MN, Portal BC, Busato SB, Falavigna L, Ferreira RD, et al. Long-lasting recognition memory impairment and alterations in brain levels of cytokines and BDNF induced by maternal deprivation: effects of valproic acid and topiramate. J Neural Transm (Vienna) (2015) 122(5):709–19. doi: 10.1007/s00702-014-1303-2

				42.	Stein MB, Yehuda R, Koverola C, Hanna C. Enhanced dexamethasone suppression of plasma cortisol in adult women traumatized by childhood sexual abuse. Biol Psychiatry (1997) 42(8):680–6. doi: 10.1016/S0006-3223(96)00489-1

				43.	Yehuda R. Biology of posttraumatic stress disorder. J Clin Psychiatry (2001) 62(Suppl 17):41–6.

				44.	Yehuda R. Neuroendocrine aspects of PTSD. Psychiatric Annals (2005) 33(1):30–36. doi: 10.3928/0048-5713-20030101-06

				45.	Liberzon I, Lopez JF, Flagel SB, Vazquez DM, Young EA. Differential regulation of hippocampal glucocorticoid receptors mRNA and fast feedback: relevance to post-traumatic stress disorder. J Neuroendocrinol (1999) 11(1):11–7. doi: 10.1046/j.1365-2826.1999.00288.x

				46.	Pitman RK, Rasmusson AM, Koenen KC, Shin LM, Orr SP, Gilbertson MW, et al. Biological studies of post-traumatic stress disorder. Nat Rev Neurosci (2012) 13(11):769–87. doi: 10.1038/nrn3339

				47.	Casu MA, Pisu C, Sanna A, Tambaro S, Spada GP, Mongeau R, et al. Effect of delta9-tetrahydrocannabinol on phosphorylated CREB in rat cerebellum: an immunohistochemical study. Brain Res (2005) 1048(1–2):41–7. doi: 10.1016/j.brainres.2005.04.053

				48.	Myers B, Greenwood-Van Meerveld B. Divergent effects of amygdala glucocorticoid and mineralocorticoid receptors in the regulation of visceral and somatic pain. Am J Physiol Gastrointest Liver Physiol (2010) 298(2):G295–303. doi: 10.1152/ajpgi.00298.2009

				49.	Liu H, Atrooz F, Salvi A, Salim S. Behavioral and cognitive impact of early life stress: insights from an animal model. Prog Neuropsychopharmacol Biol Psychiatry (2017) 78:88–95. doi: 10.1016/j.pnpbp.2017.05.015

				50.	Diehl LA, Silveira PP, Leite MC, Crema LM, Portella AK, Billodre MN, et al. Long lasting sex-specific effects upon behavior and S100b levels after maternal separation and exposure to a model of post-traumatic stress disorder in rats. Brain Res (2007) 1144:107–16. doi: 10.1016/j.brainres.2007.01.084

				51.	Leon Rodriguez DA, Duenas Z. Maternal separation during breastfeeding induces gender-dependent changes in anxiety and the GABA-A receptor alpha-subunit in adult wistar rats. PLoS One (2013) 8(6):e68010. doi: 10.1371/journal.pone.0068010

				52.	Wang Q, Li M, Du W, Shao F, Wang W. The different effects of maternal separation on spatial learning and reversal learning in rats. Behav Brain Res (2015) 280:16–23. doi: 10.1016/j.bbr.2014.11.040

				53.	Lehmann J, Pryce CR, Bettschen D, Feldon J. The maternal separation paradigm and adult emotionality and cognition in male and female Wistar rats. Pharmacol Biochem Behav (1999) 64(4):705–15. doi: 10.1016/S0091-3057(99)00150-1

				54.	Oitzl MS, Workel JO, Fluttert M, Frosch F, De Kloet ER. Maternal deprivation affects behaviour from youth to senescence: amplification of individual differences in spatial learning and memory in senescent Brown Norway rats. Eur J Neurosci (2000) 12(10):3771–80. doi: 10.1046/j.1460-9568.2000.00231.x

				55.	Zhang L, Li B, Zhao W, Chang YH, Ma W, Dragan M, et al. Sex-related differences in MAPKs activation in rat astrocytes: effects of estrogen on cell death. Brain Res Mol Brain Res (2002) 103(1–2):1–11. doi: 10.1016/S0169-328X(02)00130-4

				56.	Baek SB, Bahn G, Moon SJ, Lee J, Kim KH, Ko IG, et al. The phosphodiesterase type-5 inhibitor, tadalafil, improves depressive symptoms, ameliorates memory impairment, as well as suppresses apoptosis and enhances cell proliferation in the hippocampus of maternal-separated rat pups. Neurosci Lett (2011) 488(1):26–30. doi: 10.1016/j.neulet.2010.10.074

				57.	Vorhees CV, Williams MT. Morris water maze: procedures for assessing spatial and related forms of learning and memory. Nat Protoc (2006) 1(2):848–58. doi: 10.1038/nprot.2006.116

				58.	Liu H, Patki G, Salvi A, Kelly M, Salim S. Behavioral effects of early life maternal trauma witness in rats. Prog Neuropsychopharmacol Biol Psychiatry (2018) 81:80–7. doi: 10.1016/j.pnpbp.2017.10.013

			Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

			Copyright © 2019 Yang, Sun, Wu, Lu, Wang, Li, Zhou, Sun and Sun. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

		

OEBPS/Images/Figure_5.jpg
20

(s) Aungowuw jesor.

8 = =

(s) Aamgowi fejor

o

1

20-

20

% 3 @

(s) Aamaow jejor

(s) Aungowwy jejor.

o.

°

&

& &
&

F

® o
& &





OEBPS/Images/Figure_2.jpg
=

sioquinuubdn
=
%
lm .
0¥
%
Stoquinu 3ubudn
=
%,
w& i
sioquinu 3y
D
%,
“%,
& & & o s
‘sioquinu 3yBLIdn
el

30
0.

10
o
o

s1aquinu uBudn

&
&

°

(%) setenbs _:.1__3
o uluads awiL

]M u\afk
° \@\\

(%) souenbs fenuod
= urjuads sy

a\w««

.\.. ‘Sotenbs fenued
i uads awy

sasenbs enuad
— urjuads awr

Q,@” Q,\é‘
Qé)‘(\‘*\\

'MERE

(%) sesenbs fenuss
rjuads sy

0.
El

(%) sotenbs fequs>

i uads sy

MS6h-PTSD

Dy 2]

MS3h-PTSD

PTSD

Male

Control

MS6h-PTSD

MS3h-PTSD

PTSD

Control

o





OEBPS/Images/crossmark.jpg
©

2

i

|





OEBPS/Images/Figure_4.jpg
MS6h-PTSD

MS3h-PTSD

Male

(%) uiy juespend

~+ Contral
-m- PTSD
~o- MS3h-PTSD
-+ MS6h-PTSD

(s) wioperd ayy puy
0} Aauaje| ueapy

session

(%

) swi3 Juespend

2 2 2 o
8 8 ¥ 8 & *°

(s) wioperd ay puy
0} Aouaje| ueay

d3 d4

d2

Female: d1

session

PTSD

Control

(s) wioperd ayy puy
0} Aouaje] ueapy

Female






OEBPS/Images/logo.jpg
, frontiers
in Psychiatry





OEBPS/Images/Figure_3.jpg
>

Number of entries

Time spentin

M

B C D E ¥
2 » P . 2 20
* 3 - g 3 g g
15 fe] o $01s S TR L TRE
t £ it £t i i
i BEo 350 HE 3Ew 35 o
H i i 3 i: g
E s EEs EEs EE s EE £z
2 H 2 2 2
0- N o g 0 0 [ 0- 0- =
L L P L0 L &L I @ 3
SEEE FSLLEE FELE & & & &
L L E S S & & <« <« <« <«
G & g “& &
&9 Ll
H L
% w0 w0 w0
% ST, T, £3,, £T,, £3,
= B - x : |
g it e g it it
£ 2z 85 g5 85 85
g §§m Ego n=§'° Ego Ego
T T
o o o o
P L L d P P N ©
<*‘i,‘1s‘"\f” oe@“’ Dl & CLE & & & &
\Y \é’ \‘é’ b %‘E & x{? \‘*
& W < (
) &
Control PTSD MS3h-PTSD MS6h-PTSD
Male
el S e
Control PTSD MS3h-PTSD MSEh-PTSD

Painids:





OEBPS/Images/Figure_1.jpg
D2 PND 14

—y|

End MS

PND S0

— 15 Gy

OFT: Open Filed Test
EPMT: Elevated Plus M
WMT: Water Maze Test

FST: Forced Swimming Test

D52

PND 55

Cndisturbea

13 days je—7
1oz i‘s'ﬂmm Restsmin Ether

End sPS

OFT,EPMT,

WMT,FST

N—>

Time





OEBPS/Images/fpsyt.2019.00289_cover.jpg
, frontiers
in Psychiatry

Long-Lasting Sex-Specific Effects
Based On Emotion- and Cognition-
Related Behavioral Assessment of

Adult Rats After Post-Traumatic
Stress Disorder From Different
Lengths of Maternal Separation





