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Temporal Changes in Cortical and Hippocampal Expression of Genes Important for Brain Glucose Metabolism Following Controlled Cortical Impact Injury in Mice
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Traumatic brain injury (TBI) causes transient increases and subsequent decreases in brain glucose utilization. The underlying molecular pathways are orchestrated processes and poorly understood. In the current study, we determined temporal changes in cortical and hippocampal expression of genes important for brain glucose/lactate metabolism and the effect of a known neuroprotective drug telmisartan on the expression of these genes after experimental TBI. Adult male C57BL/6J mice (n = 6/group) underwent sham or unilateral controlled cortical impact (CCI) injury. Their ipsilateral and contralateral cortex and hippocampus were collected 6 h, 1, 3, 7, 14, 21, and 28 days after injury. Expressions of several genes important for brain glucose utilization were determined by qRT-PCR. In results, (1) mRNA levels of three key enzymes in glucose metabolism [hexo kinase (HK) 1, pyruvate kinase, and pyruvate dehydrogenase (PDH)] were all increased 6 h after injury in the contralateral cortex, followed by decreases at subsequent times in the ipsilateral cortex and hippocampus; (2) capillary glucose transporter Glut-1 mRNA increased, while neuronal glucose transporter Glut-3 mRNA decreased, at various times in the ipsilateral cortex and hippocampus; (3) astrocyte lactate transporter MCT-1 mRNA increased, whereas neuronal lactate transporter MCT-2 mRNA decreased in the ipsilateral cortex and hippocampus; (4) HK2 (an isoform of hexokinase) expression increased at all time points in the ipsilateral cortex and hippocampus. GPR81 (lactate receptor) mRNA increased at various time points in the ipsilateral cortex and hippocampus. These temporal alterations in gene expression corresponded closely to the patterns of impaired brain glucose utilization reported in both TBI patients and experimental TBI rodents. The observed changes in hippocampal gene expression were delayed and prolonged, when compared with those in the cortex. The patterns of alterations were specific to different brain regions and exhibited different recovery periods following TBI. Oral administration of telmisartan (1 mg/kg, for 7 days, n = 10 per group) ameliorated cortical or hippocampal mRNA for Glut-1/3, MCT-1/2 and PDH in CCI mice. These data provide molecular evidence for dynamic alteration of multiple critical factors in brain glucose metabolism post-TBI and can inform further research for treating brain metabolic disorders post-TBI.
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INTRODUCTION

Glucose is an essential fuel for maintaining cellular functions. In particular, the brain uses glucose and its related intermediate metabolites as energetic substrates to support its functions. Under most normal and pathological conditions, brain glucose utilization is well preserved by complex mechanisms, regardless of peripheral glucose fluctuations.

Following traumatic brain injury (TBI), various brain tissues undergo two types of injuries. The primary injury results from direct mechanical damage to the brain. Subsequently, secondary injury elicits a series of pathophysiological cascade, including edema, increased intracranial pressure, hemorrhage, and decreased cerebral blood flow. Cellular processes during the secondary injury phase involve excessive release of excitatory neurotransmitters, activation of ion channels, mitochondrial dysfunction, hypoxia, and inflammation (1, 2), all leading to degradation of cellular structures, apoptosis (3), and affecting brain glucose requirements and utilization (4, 5). In fact, TBI consistently triggers transient increases and prolonged decreases in brain glucose utilization, as assessed by brain imaging in both TBI patients and experimental animals (6–12).

Our current understanding of molecular processes related effects of TBI on brain glucose utilization is limited. This limitation poses a critical barrier in developing potential therapeutic strategies for TBI management. Among more than 300 currently registered human clinical trials targeting to drug intervention of TBI, there are fewer than 10 trials targeted to normalize brain glucose utilization, and the intervention compounds used in these trials are limited to insulin or glucose/lactate (13). In contrast, several classes of FDA-approved pharmacological agents improve peripheral tissue glucose utilization, with clearly identified mechanisms. A better understanding of molecular mechanisms related to brain glucose utilization after TBI will accelerate investigations of these agents regarding their potential similar effect(s) in the posttraumatic-injured brain.

Brain glucose utilization requires glucose transport and metabolism, as schematized in Figure 1. Glucose transporters (Glut-1 and Glut-3) transport glucose from capillaries to astrocytes and/or neurons (14, 15). Several rate-limiting enzymes play critical roles in glucose metabolism, such as hexokinase 1 (HK1), pyruvate kinase (PK), and pyruvate dehydrogenase (PDH). Additionally, neurons use lactate as an energy substrate to produce ATP (16, 17). Lactate can be produced by glycogenolysis in astrocytes and transported to neurons via monocaboxylate transporters (MCT-1 and MCT-2) (15, 18, 19). HK2 (an isoform of hexokinase) and GPR81 (lactate receptor) are also important in brain glucose metabolism, especially in the injured brain. HK2 expression has been identified in the outer membrane of mitochondria in most brain area and is related to abnormal glycolysis during hypoxia and apoptosis (20). Lactate-activated GPR81 affects several biological pathways in the injured brain, including brain glucose metabolism (21–23). The expression of these enzymes and transporters in various brain tissues is vulnerable to primary and secondary brain injuries.
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FIGURE 1 | Schematized brain glucose utilization among capillaries, astrocytes and neurons. HK, hexokinase; PK, pyruvate kinase; PDH, pyruvate dehydrogenase; Glut-1, capillary glucose transporters 1; Glut-3, neuronal glucose transport 3; MCT-1, astrocyte monocaboxylate (lactate) transporters 1; MCT-2, neuronal monocaboxylate (lactate) transporters 2. GPR81 (G protein-coupled receptor 81 or hydrocarboxylic acid receptor 1, serve as lactate receptor when lactate is used for signaling molecule).



Several prior reports suggest how various types of TBI influence expression of these enzymes and transporters individually (24–26). In addition, gene array and proteomics studies have examined the expression of large numbers of genes or proteins, including the aforementioned enzymes/transporters, predominantly within a single brain region and/or at a single time point after experimental TBI (27–30). Because brain glucose metabolism is an orchestrated interplay, more fundamental questions remain to be answered. How does TBI simultaneously influence gene expression of multiple key enzymes/transporters that span the gamut of glucose-associated metabolic processes? Also, how does TBI-mediated gene expression vary in diverse brain regions during progression of and recovery from TBI?

In the current studies, we used a controlled cortical impact (CCI) injury mouse model of TBI to investigate: (1) temporal changes in gene expression of selected enzymes and transporters known to be critical for brain glucose utilization, (2) whether a known neuroprotective agent, telmisartan, ameliorates alterations in expression of the abovementioned genes following CCI. Telmisartan is an FDA-approved drug and was originally used for treatment of hypertension, based upon its activity as an angiotensin II AT1 receptor blocker (ARB). Telmisartan also activates peroxisome proliferator-activated receptor gamma (PPARγ), which improves peripheral tissue glucose utilization (31). Neuroprotective effects of telmisartan have recently been reported and are thought to be mediated in part by activating PPARγ (32–35). Because of the complex pathogenesis of TBI, optimized therapies for TBI should target several coexisting pathological mechanisms (36). Considering pleiotropic actions of telmisartan on TBI and glucose metabolism, we examined its effects on expression of genes that regulate to brain glucose utilization in a TBI mouse model.

In study 1, we examined expression of a set of genes related to glucose metabolism at multiple time points to determine if the temporal changes in mRNA expression were related to the temporal changes in brain glucose metabolism after brain injury. These points are chosen to represent early and secondary injuries phases following TBI. In study 2, we examined if gene expression affected by TBI would be ameliorated by telmisartan at a single time point that was selected based on results from study 1. Cortex and hippocampus are the two brain regions that are directly injured or located immediately underneath the injured cortex in our CCI mouse model. Thus, tissues from these two regions contralateral and ipsilateral to the injury were selected for measuring expression of the aforementioned genes.

Our ultimate goal is to develop much needed new therapeutic options for TBI. Data from the current studies will inform subsequent mechanistic studies and broaden our selection of other drugs for their potential role on impaired brain glucose metabolism following TBI.

MATERIALS AND METHODS

Animals and CCI Injury

All animal protocols were approved by the Georgetown University Animal Care and Use Committee and followed National Institutes of Health standards.

Healthy, intact male C57BL/6J mice, aged 8 weeks (Jackson Laboratories, Bar Harbor, ME, USA) were group housed at room temperature of 22 ± 1°C with a 12-h light/dark cycle and ad libitum access to food and water. Mice were habituated to the environmental conditions for 7 days. The CCI injury was induced over the parietal cortex as previously described, and was considered to elicit moderate TBI (37). Briefly, the brain is injured by rigid impactor to an intact dura exposed following a craniectomy on the left cortex. The following parameters were used to control impact severity: an impact velocity of 5.25 m/s, a dwell time of 0.1 s, an impact depth of 2.0 mm, and an impactor tip with 3.5 mm diameter. All mice were anesthetized with isoflurane (induction at 4% and maintenance at 2%) evaporated in oxygen and administered through a nose mask. Anesthesia depth was monitored by assessing respiration rate and pedal withdrawal reflexes. The mice were placed on a custom-made stereotaxic frame with a built-in heating bed that maintained body temperature at 37°C. After injury, the incisions were closed with staples, anesthesia was terminated, and the animals were placed in heated cages to maintain normal core temperature for 45 min postinjury. Sham-injured mice underwent the same procedures, including anesthesia, stereotaxic mounting, skin and fascia reflection, and incision closing with staples, but a cranial window was not introduced as we consider this to be part of the primary injury sequence in the CCI model.

In experiment 1, mice were decapitated without isoflurane anesthesia at seven different time points (6 h, 1, 3, 7, 14, 21, and 28 days) after CCI or sham injury (n = 6 per group). In experiment 2, mice were divided into vehicle or telmisartan groups after CCI or sham injury (n = 10/group, a total of four groups). Telmisartan (Sigma-Aldrich, 1 mg/kg, dissolved in 1% DMSO diluted in distilled water) or vehicle (1% DMSO diluted in distilled water) were administered by oral gavage at a volume of 5 mL/kg. Telmisartan was administrated 1 h post-CCI or sham injury, and once per day for the following 6 days. The experiment was ended 7 days after CCI or sham injury.

For both CCI- and sham-injured mice, the ipsilateral and contralateral parietal cortex and hippocampus were dissected and immediately placed in RNAlater® Solution (Ambion, Thermo Fisher Scientific) and stored at −20°C for total RNA extraction.

The following verifications were performed to ensure accuracy of the real-time PCR TaqMan® method. (1) The same samples were tested with or without DNase treatment for each of the nine target genes (Table 1) to eliminate possible genomic DNA contamination. (2) Standard curves (range from 0.122 to 250 ng/µL total RNA) were assessed for all nine genes to verify the sufficiency and specificity of PCR amplifications for each target gene. The slopes of standard curves were all within a 3.0–3.6 range, and coefficients of determination (R2) were all larger than 0.99, as required by the TaqMan® real-time PCR assay (3). Because target gene expression must be normalized using endogenous housekeeping genes, it was essential that the endogenous control genes used were not altered by TBI. We tested six different candidate endogenous housekeeping genes (Table 2) in samples collected at different time points after CCI to ensure that the expression level of selected housekeeping gene was stable and not altered by the injury. The variances in expression levels among those samples were calculated for each candidate housekeeping gene (data not shown). The gene with the smallest variance (cyclophilin) was selected for use as the endogenous housekeeping gene. Our results were consistent with a prior publication regarding selection of an endogenous housekeeping gene in mice after experimental TBI (38). To eliminate possible error caused by sample pipetting and differences in RNA quantity and efficiency of reverse transcription for each sample, we established a multiplex q-PCR method for all genes listed in Table 1. Each tested gene was measured in the separate reaction alone, and with cyclophilin, to verify that there was no significant primer dimer formation. The detailed real-time PCR TaqMan® condition was the same as the protocol provided by Applied Biosystems (39). The probes for each target gene and cyclophilin were labeled with FAM and VIC, respectively.

TABLE 1 | Brain glucose/lactate utilization related genes.

[image: image1]

TABLE 2 | Housekeeping genes tested.
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After the qRT-PCR method was verified as described above, total RNA was extracted from the dissected tissues using the Trizol reagent following the manufacturer’s protocol, and expression of nine different genes (Table 1) in cortex and hippocampus both ipsilateral and contralateral to the injury were measured by the multiplex q-PCR method. A comparative Ct (ddCt) method was used to determine gene expression levels for each sample.

Statistical Analysis

Data are presented as mean values ± SEM. SAS 9.2 was used for all analyses. P < 0.05 was considerate statistically significant.

For study 1, results were expressed as the percentage change over their corresponding control samples, which were collected at corresponding time points and corresponding (ipsilateral or contralateral) sites from sham-injured mice. Data were analyzed by two-way ANOVA with treatment (Sham vs. TBI) and time post-CCI as two independent factors. Because observed temporal changes varied for different genes and injured sides, the time frames used for calculating TBI effects differed, as specified in the Results section. For those genes that exhibited opposite trends of alterations at 6 h, compared with all other time points following CCI, one-way ANOVA was used to compare TBI and sham group at the 6 h time point only.

For study 2, data were analyzed by T-test. Comparison was made within the same injury sides (contralateral or ipsilateral) and the same drug treatment (vehicle or telmisartan).

RESULTS

Expression of Genes That Encode Critical Enzymes for Glucose Metabolism

Hexokinase 1, PK, and PDH are three rate-limiting enzymes that play critical roles in glucose metabolism (Figures 1 and 2). mRNA expressions of all three of these enzymes were significantly altered after CCI (Figure 2). However, the alterations differed in regard to brain region, site of injury, and time postinjury. mRNA levels of HK1, PK, and PDH all increased early (6 h) after injury in the contralateral cortex, and all decreased at various subsequent time points in the ipsilateral cortex and hippocampus. Moreover, the observed decreases in the ipsilateral side were kinetically delayed in the hippocampus when compared to those in the cortex. For HK1, the decreases occurred from day 1 to day 7 in the cortex (P < 0.05) and from day 3 to day 28 in the hippocampus (P < 0.05). For PK, the decreases occurred from 6 h to day 14 in the cortex (P < 0.05) and from day 7 to day 28 in the hippocampus (P < 0.05). For PDH, the decreases occurred from day 1 to day 7 in the cortex (P < 0.01) and from day 7 to day 28 in the hippocampus (P < 0.05). In contrast to these ipsilateral decreases, the expression of HK1, PK, and PDH in the contralateral cortex all increased 6 h postinjury (P < 0.05 for HK1, PK, and P < 0.01 for PDH) and returned to the level of sham controls by day 1 after injury. The only exception was the level of PDH mRNA in the contralateral cortex, which also had transient increase at day 3 postinjury (P < 0.05). As expected, in the contralateral hippocampus, none of the three genes exhibited altered expression at any time point following CCI. Together, these results demonstrated that the alterations observed on the ipsilateral side recovered in the cortex within days after injury, but persisted significantly longer in the hippocampus.
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FIGURE 2 | Hexokinase (HK), pyruvate kinase (PK), and pyruvate dehydrogenase (PDH) mRNA levels in the cortex and hippocampus measured at different time points postcontrolled cortical impact (post-CCI). Data are mean ± SEM (n = 3–6 per group at each time point for each group). #: P < 0.05, contralateral cortex of injured mice compared with the corresponding tissue of sham-injured mice at indicated single time points. Solid brackets indicate the comparison between ipsilateral side of cortex/hippocampus of CCI mice and the corresponding tissue obtained from sham operated mice.



Expression of Genes That Encode Critical Glucose Transporters

Glut-1 is a capillary glucose transporter and Glut-3 is a neuronal glucose transporter. In the contralateral cortex and hippocampus, expression of both Glut-1 and Glut-3 mRNAs increased at 6 h and returned to sham levels by day 1 following injury (P < 0.05) (Figure 3). However, in the ipsilateral cortex and hippocampus, CCI-affected Glut-1 and Glut-3 gene expression in an opposite manner. Glut-1 increased from 6 h to day 7 in the cortex (P < 0.01) and from 6 h to day 21 in the hippocampus (P < 0.01). Glut-3 decreased from day 3 to day 7 in the cortex (P < 0.05) and from day 3 to day 28 in the hippocampus (P < 0.01), despite transient increases at 6 h (P < 0.01 for both cortex and hippocampus). These data suggest that CCI affects the mRNAs of these two glucose transporters in opposite directions, based on their cellular locations. In general, capillary located Glut-1 mRNA increased, while neuronal located Glut-3 decreased.
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FIGURE 3 | Glut-1and Glut-3 mRNA levels in the cortex and hippocampus measured at different time points postcontrolled cortical impact (post-CCI). Data are mean ± SEM (n = 3–6 per group at each time point for each group). #: P < 0.05, contralateral cortex/hippocampus of injured mice compared with corresponding tissue obtained from sham-operated mice at indicated single time points. **, P < 0.01, ipsilateral cortex/hippocampus of injured mice compared with corresponding tissue obtained from sham-operated mice at indicated single time points. Solid brackets indicate the comparison between the ipsilateral side of cortex/hippocampus from CCI mice and corresponding tissue obtained from sham-operated mice.



Expression of Genes That Encode Critical Lactate Transporters

MCT-1 is an astrocyte lactate transporter and MCT-2 is a neuronal lactate transporter. MCT-1 mRNA increased substantially in both cortex and hippocampus, regardless of injury side (P < 0.01) (Figure 4). In contrast to these increases in MCT-1, MCT-2 mRNA decreased, and the duration and timing of the decreases were distinctive to injury sides. On the contralateral side, decreases in MCT-2 were only observed at day 1 postinjury for cortex (P < 0.05) and hippocampus (P < 0.01). On the ipsilateral side, decreases in MCT-2 were persistent from 6 h to day 28 postinjury in both cortex (P < 0.01) and hippocampus (P < 0.01). We also observed a trend to decreased MCT-2 mRNA returning to sham level in the cortex (time effect P < 0.01 by two way ANOVA), but not in the hippocampus. Therefore, similar to glucose transporters, CCI also affected these two lactate transporters’ mRNA in opposite directions based on their cellular locations. In general, mRNA of MCT-1 located in astrocytes increased, while mRNA of MCT-2 located in neurons decreased.
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FIGURE 4 | Monocaboxylate transporter (MCT)-1 and MCT-2 mRNA levels in the cortex and hippocampus measured at different time points postcontrolled cortical impact (post-CCI). Data are mean ± SEM (n = 3–6 per group at each time point). # or ## P < 0.05 or P < 0.01, contralateral cortex or hippocampus of injured mice compared with corresponding tissue obtained from sham-operated mice at indicated single time points. Solid brackets indicate the comparison between the ipsilateral side of the cortex or hippocampus from CCI-injured mice and the corresponding tissue obtained from sham-operated mice. Dashed brackets indicate the comparison between contralateral sides of the cortex or hippocampus from CCI-injured mice and the same sides of corresponding tissue obtained from sham-operated mice.



Expression of Genes That Encode HK2 and Lactate Receptor GPR81

Hexokinase 2 mRNA was dramatically increased at all time points in both cortex and hippocampus, regardless of injury sides (P < 0.01), except at 6 h time point on the contralateral side of hippocampus (Figure 5). The increased HK2 expression peaked at day 3 or day 7 postinjury on the ipsilateral cortex and hippocampus, respectively. Notably, among all the genes examined, the ipsilateral increases of HK2 mRNA were the most dramatic: 600% and 1,200% above the sham levels in cortex and hippocampus, respectively.
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FIGURE 5 | An isoform of hexokinase (HK2) and GPR81 mRNA levels in the cortex and hippocampus measured at different time points postcontrolled cortical impact (post-CCI). Data are mean values ± SEM (n = 3–6 per group at each time point). Solid brackets indicate the comparison between ipsilateral sides of the cortex or hippocampus from CCI-injured mice and the corresponding tissue obtained from sham-operated mice. Dashed brackets indicate the comparison between contralateral sides of the cortex or hippocampus from CCI-injured mice and the same side of corresponding tissue obtained from sham-injured mice.



Controlled cortical impact also increased expression of GPR81 mRNA in an injury side and time specific manner. On the ipsilateral side, GPR81 mRNA levels increased from 6 h to day 28 in the cortex (P < 0.01) and from day 7 to day 28 in the hippocampus (P < 0.05) post-TBI. On the contralateral side, GPR81 mRNA increased only at day 28 postinjury in the hippocampus (P < 0.05), but not in the cortex.

Telmisartan Selectively Ameliorated CCI-Affected Gene Expression of Glut-1/3, MCT-1/2, and PDH

From study 1, we found CCI increased gene expression for capillary glucose transporter Glut-1 and astrocyte lactate transporter MCT-1 and decreased gene expression for neuronal glucose transporter Glut-3 and lactate transporter MCT-2 in the ipsilateral side of both cortex and hippocampus (Figures 3 and 4). Such effects were confirmed in study 2 (Figures 3 and 4). However, telmisartan gavage at a dosage of 1 mg/kg for 7 days partially reversed the alterations of Glut-1 and Glut-3 in the ipsilateral cortex and hippocampus (Figure 6). For lactate transporters, telmisartan prevented increased MCT-1 expression in the contralateral, but not ipsilateral, hippocampus (Figure 7B). Compared to MCT-1, the decreased gene expression of MCT-2 was small and were prevented by telmisartan in the ipsilateral hippocampus (Figure 7D).
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FIGURE 6 | Telmisartan ameliorated controlled cortical impact (CCI)-affected gene expression for Glut-1 and Glut-3. mRNA of capillary glucose transporter Glut-1 (A,B) and neuronal glucose transporter Glut-3 (C,D) were increased or decreased 7 days after CCI in ipsilateral sides of cortex and hippocampus of mice (n = 10/group). Telmisartan (1 mg/kg) revised these changes. *P < 0.05 traumatic brain injury (TBI) vs. Sham.
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FIGURE 7 | Telmisartan ameliorated controlled cortical impact (CCI)-affected gene expression for MCT-1 and MCT-2. mRNA of astrocyte lactate transporter MCT-1 (A,B) and neuronal lactate transporter MCT-2 (C,D) were increased or decreased 7 days after CCI in ipsilateral or contralateral sides of cortex and hippocampus of mice (n = 10/group). Telmisartan (1 mg/kg) revised these changes. *P < 0.05 traumatic brain injury (TBI) vs. Sham.



We also measured HK1, PK, PDH, HK2, and GPR81 gene expression in the contralateral and ipsilateral sides of both cortex and hippocampus. Telmisartan partially reversed the CCI-induced changes in ipsilateral hippocampal PDH mRNA levels, but not other alterations caused by CCI, 7 days postinjury (Table 3).

TABLE 3 | Gene expression of HK1, PK, PDH, HK2, and GPR81 measured 7 days post-TBI.
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DISCUSSION

The temporal alterations in gene expression we observed in these brain areas corresponded closely to transient early increases and subsequent decreases in brain glucose utilization reported in humans and experimental animals following various types of TBI injury (6–12, 41, 42). Six hours after CCI, mRNA levels for two glucose transporters (Glut-1 and Glut-3) and three critical enzymes (HK1, PK, and PDH) were all significantly increased in contralateral brain area. These transient increases might reflect the need for short-term increases in brain glucose utilization immediately following TBI reported previously (6, 7). At various subsequent time points, we observed decreased mRNA expression for HK1, PK, and PDH in the ipsilateral cortex and hippocampus. HK1, PK, and PDH protein levels have been reported to decrease following different types of TBI (29, 43, 44). Thus, our observed decreases in mRNA of three critical enzymes agree with previously reported relative protein changes and the prolonged decreases in brain glucose metabolism.

Interestingly, mRNA for both glucose and lactate transporters changed in opposite directions, depending on the locations of these transporters. Glut-1, predominantly expressed in capillaries (14, 15), increased; whereas neuronal Glut-3 decreased in the ipsilateral cortex and hippocampus. Similarly, lactate transporter MCT-1, predominantly located in astrocytes (15, 18, 19), increased; whereas neuronal lactate transporter MCT-2 decreased in the ipsilateral cortex and hippocampus. These findings suggest that the sustained impairments in brain glucose utilization following TBI may be neuron-specific, despite stimulated expressions of glucose and lactate transporters in capillary and astrocytes. One possible explanation might relate to neuronal susceptibility to death and neuronal loss immediately after injury of the ipsilateral hemisphere. Further research on cell-specific glucose metabolism appears warranted to enhance our understanding of TBI impaired brain glucose utilization.

Changes in hippocampal gene expression were both delayed and prolonged, when compared with those in the cortex. This finding agrees with clinical observations that the hippocampus exhibits prolonged impairments in glucose metabolism when compared with other brain regions, as detected by positron emission tomography (11). For all three key glucose metabolism-related enzymes tested in the current study, their mRNA alterations returned to or toward normal shortly after injury in the cortex. In contrast, alterations of the same three genes persisted for the duration of study in the hippocampus. The underlying molecular mechanisms responsible for these kinetic and tissue-specific changes likely involve multiple factors. One possible factor is permeability of gap junctions, which are intercellular channels connecting the cytoplasm of two cells. These neuronal gap junctions are critically important in the secondary neuronal death following CCI (45). The observation that the gap junctions in the hippocampus are significantly more permeable than those in the cortex (46) might explain why the hippocampus appears to be more vulnerable to harmful molecules resulted from the secondary injury following TBI. Our data also suggest that the delayed and prolonged alteration of these genes in hippocampus may be a cause of the corresponding protracted effects of TBI on memory. Such hypothesis needs to be confirmed by further studies on longer periods after TBI.

The finding of dramatically increased HK2 mRNA expression both contralateral and ipsilateral to the injured cortex and hippocampus was unexpected. HK2 is an isoform of hexokinase. Unlike HK1, the temporal changes of HK2 mRNA expression suggest hypoxia and apoptosis related to abnormal glycolysis (20). Up-regulation of HK2 mRNA is typically associated with aerobic glycolysis rather than oxidative phosphorylation to generate ATP (47), possibly due to the activation of neuroinflammatory responses in microglia and astrocytes (48). Moreover, HK2 expression was associated with poor prognosis and worse overall survival of glioma patients (47, 40, 49). Following CCI, HK2 expression peaked at day 3 or day 7 postinjury and remained two-fold elevated above sham levels at the end of study. These dynamic features and relevance to the recovery process suggest that HK2 mRNA may serve as a biomarker to monitor the progress of injury and recover following TBI. Further studies will determine whether detection of HK2 mRNA in neuron-specific exosomes isolated from peripheral blood can serve as a candidate biomarker for monitoring the progress of TBI.

GPR81 is a G protein-coupled receptor activated by lactate (22, 50, 51). Brain lactate concentrations are significantly increased following TBI (52). The increased lactate can serve both as an alternative brain energetic fuel, and as a signaling molecule affecting several biological pathways in the injured brain (22, 23, 53). Overexpression of GPR81 has been shown to increase cell vulnerability to ischemic injury, whereas inhibition of GPR81 prevented neuronal cell death and reversed brain ischemia-induced apoptosis (53). Thus, GPR81 antagonism has been suggested as a possible therapeutic strategy for the treatment of cerebral ischemia (54). Of note, GPR81 also participates in lactate related neuronal protection initiated by acute organ injury (21, 22, 55). Our findings suggest that use of lactate as a supplementary fuel following brain injury (56, 57) may have complicated consequences. The timing, benefits and harm of such approach requires further investigation.

In brief, CCI-induced alterations in gene expression were specific for the injury side and postinjury time. One possible explanation is that the secondary injury may radiate from initial injury site like a wave to adjacent tissues. Thus, in general, alterations contralateral to the injury were less severe than those ipsilateral to the injury, except at 6 h. Also, alterations in hippocampal gene expression were both delayed and prolonged compared with those in the cortex. These results were of interest because they allow visualization of changes that code most important factors in glucose metabolism.

Telmisartan and other ARBs are strongly neuroprotective in many rodent models of brain disorders, including TBI (35, 58–62) In experimental TBI, telmisartan reduced inflammation and neuronal injury and protected cognition (35, 63–71), effects mediated in part by activating PPARγ (32–35). Telmisartan has also been assessed in patients with Alzheimer’s disease in an NIH approved clinical trial (72). Although telmisartan improved glucose utilization in human peripheral tissues and olfactory tracts (73, 74), its effects on normalizing glucose metabolic-related pathways post-TBI have not been reported. In the current study, we observed that telmisartan improved some, but not all alterations in gene expression 7 days post-TBI. Primarily, CCI-induced changes in mRNAs for glucose/lactate transporters impaired by CCI were partially improved by telmisartan, as well as mRNA for one of three genes encodes critical enzymes related to glucose metabolism. These improvements were only detected when comparison was made between telmisartan-treated Sham vs. TBI groups, not between vehicle-treated TBI vs. telmisartan-treated TBI groups. How these improvements interact with other known neuroprotective pathways require further investigation.

The current findings represent an initial step in our research and need to be complemented, in further studies, with data integrating gene expression with protein levels and glucose utilization. We did not examine the temporal alterations in behavior, biochemistry or histology in this mouse model, as those data have been previously published by our group (37, 58–60). It should also be noted that longitudinal recovery from TBI-induced brain metabolic depression has been related to recovery of behavioral dysfunction assessed by the Morris Water Maze performance (12).

In summary, we measured temporal changes in gene expression of crucial factors that span the interacting pathways associated with glucose metabolism in two key brain regions after CCI in adult mice. The observed temporal alterations in gene expression corresponded closely to temporal alterations in brain glucose utilization reported in TBI patients and experimental animals (6–12). TBI-mediated changes in gene expressions persisted longer in hippocampal vs. cortical tissues and some of those alterations in gene expression were ameliorated by the neuroprotective agent telmisartan. These results will inform subsequent more comprehensive investigations on development of pharmacological interventions that can target the dynamic interplay in brain glucose metabolic disorders following TBI.

ETHICS STATEMENT

All protocols were approved by the Georgetown University Animal Care and Use Committee with National Institutes of Health standards; and Washington DC VA medical Center committee for Research & Development, and Research Safety committee.

AUTHOR CONTRIBUTIONS

JZ conceived the experiments, performed the statistical analyses, and wrote the first draft of the manuscript. JZ, MPB, JS, and MRB designed the experiments. JZ, MPB, SV, and LH performed the experiments. JZ, MPB, SV, DT, JS, and MRB contributed to interpretation of data and revisions of the manuscript. All authors contributed to and have approved the final manuscript.

FUNDING

This research was supported by the National Center for Advancing Translational Sciences (NCATS), NIH, through the Clinical and Translational Science Awards Program, Federal funds UL1TR000101; and by VA Office of Research and Development Biomedical Laboratory Research & Development Program, Award Number I01BX007080.

REFERENCES

1. Werner C, Engelhard K. Pathophysiology of traumatic brain injury. Br J Anaesth (2007) 99(1):4–9. doi:10.1093/bja/aem131

2. Walker KR, Tesco G. Molecular mechanisms of cognitive dysfunction following traumatic brain injury. Front Aging Neurosci (2013) 5:29. doi:10.3389/fnagi.2013.00029

3. Park E, Bell JD, Baker AJ. Traumatic brain injury: can the consequences be stopped? CMAJ (2008) 178(9):1163–70. doi:10.1503/cmaj.080282

4. Sokoloff L. Relation between physiological function and energy metabolism in the central nervous system. J Neurochem (1977) 29(1):13–26. doi:10.1111/j.1471-4159.1977.tb03919.x

5. Bak LK, Schousboe A, Sonnewald U, Waagepetersen HS. Glucose is necessary to maintain neurotransmitter homeostasis during synaptic activity in cultured glutamatergic neurons. J Cereb Blood Flow Metab (2006) 26(10):1285–97. doi:10.1038/sj.jcbfm.9600281

6. Bergsneider M, Hovda DA, Shalmon E, Kelly DF, Vespa PM, Martin NA, et al. Cerebral hyperglycolysis following severe traumatic brain injury in humans: a positron emission tomography study. J Neurosurg (1997) 86(2):241–51. doi:10.3171/jns.1997.86.2.0241

7. O’Connell MT, Seal A, Nortje J, Al-Rawi PG, Coles JP, Fryer TD, et al. Glucose metabolism in traumatic brain injury: a combined microdialysis and [18F]-2-fluoro-2-deoxy-D-glucose-positron emission tomography (FDG-PET) study. Acta Neurochir Suppl (2005) 95:165–8. doi:10.1007/3-211-32318-X_35

8. Humayun MS, Presty SK, Lafrance ND, Holcomb HH, Loats H, Long DM, et al. Local cerebral glucose abnormalities in mild closed head injured patients with cognitive impairments. Nucl Med Commun (1989) 10(5):335–44. doi:10.1097/00006231-198905000-00004

9. Ruff RM, Crouch JA, Troster AI, Marshall LF, Buchsbaum MS, Lottenberg S, et al. Selected cases of poor outcome following a minor brain trauma: comparing neuropsychological and positron emission tomography assessment. Brain Inj (1994) 8(4):297–308. doi:10.3109/02699059409150981

10. Lakshmanan R, Loo JA, Drake T, Leblanc J, Ytterberg AJ, McArthur DL, et al. Metabolic crisis after traumatic brain injury is associated with a novel microdialysis proteome. Neurocrit Care (2010) 12(3):324–36. doi:10.1007/s12028-010-9342-5

11. Selwyn RG, Cooney SJ, Khayrullina G, Hockenbury N, Wilson CM, Jaiswal S, et al. Outcome after repetitive mild traumatic brain injury is temporally related to glucose uptake profile at time of second injury. J Neurotrauma (2016) 33(16):1479–91. doi:10.1089/neu.2015.4129

12. Moore AH, Osteen CL, Chatziioannou AF, Hovda DA, Cherry SR. Quantitative assessment of longitudinal metabolic changes in vivo after traumatic brain injury in the adult rat using FDG-microPET. J Cereb Blood Flow Metab (2000) 20(10):1492–501. doi:10.1097/00004647-200010000-00011

13. NIH. ClinicalTrials.gov [online database] (2017). Available from: https://clinicaltrials.gov/

14. Vannucci SJ, Maher F, Simpson IA. Glucose transporter proteins in brain: delivery of glucose to neurons and glia. Glia (1997) 21(1):2–21. doi:10.1002/(SICI)1098-1136(199709)21:1<2::AID-GLIA2>3.0.CO;2-C

15. Simpson IA, Carruthers A, Vannucci SJ. Supply and demand in cerebral energy metabolism: the role of nutrient transporters. J Cereb Blood Flow Metab (2007) 27(11):1766–91. doi:10.1038/sj.jcbfm.9600521

16. Serres S, Bouyer JJ, Bezancon E, Canioni P, Merle M. Involvement of brain lactate in neuronal metabolism. NMR Biomed (2003) 16(6–7):430–9. doi:10.1002/nbm.838

17. Magistretti PJ. Neuron-glia metabolic coupling and plasticity. J Exp Biol (2006) 209(Pt 12):2304–11. doi:10.1242/jeb.02208

18. Halestrap AP, Price NT. The proton-linked monocarboxylate transporter (MCT) family: structure, function and regulation. Biochem J (1999) 343(Pt 2):281–99. doi:10.1042/bj3430281

19. Carpenter KL, Jalloh I, Hutchinson PJ. Glycolysis and the significance of lactate in traumatic brain injury. Front Neurosci (2015) 9:112. doi:10.3389/fnins.2015.00112

20. Mergenthaler P, Kahl A, Kamitz A, van Laak V, Stohlmann K, Thomsen S, et al. Mitochondrial hexokinase II (HKII) and phosphoprotein enriched in astrocytes (PEA15) form a molecular switch governing cellular fate depending on the metabolic state. Proc Natl Acad Sci U S A (2012) 109(5):1518–23. doi:10.1073/pnas.1108225109

21. Bergersen LH. Lactate transport and signaling in the brain: potential therapeutic targets and roles in body-brain interaction. J Cereb Blood Flow Metab (2015) 35(2):176–85. doi:10.1038/jcbfm.2014.206

22. Morland C, Lauritzen KH, Puchades M, Holm-Hansen S, Andersson K, Gjedde A, et al. The lactate receptor, G-protein-coupled receptor 81/hydroxycarboxylic acid receptor 1: expression and action in brain. J Neurosci Res (2015) 93(7):1045–55. doi:10.1002/jnr.23593

23. Lauritzen KH, Morland C, Puchades M, Holm-Hansen S, Hagelin EM, Lauritzen F, et al. Lactate receptor sites link neurotransmission, neurovascular coupling, and brain energy metabolism. Cereb Cortex (2013) 24(10):2784–95. doi:10.1093/cercor/bht136

24. Orhan N, Ugur Yilmaz C, Ekizoglu O, Ahishali B, Kucuk M, Arican N, et al. Effects of beta-hydroxybutyrate on brain vascular permeability in rats with traumatic brain injury. Brain Res (2015) 1631:113–26. doi:10.1016/j.brainres.2015.11.038

25. Hamlin GP, Cernak I, Wixey JA, Vink R. Increased expression of neuronal glucose transporter 3 but not glial glucose transporter 1 following severe diffuse traumatic brain injury in rats. J Neurotrauma (2001) 18(10):1011–8. doi:10.1089/08977150152693700

26. Xing G, Ren M, Watson WD, O’Neill JT, Verma A. Traumatic brain injury-induced expression and phosphorylation of pyruvate dehydrogenase: a mechanism of dysregulated glucose metabolism. Neurosci Lett (2009) 454(1):38–42. doi:10.1016/j.neulet.2009.01.047

27. Opii WO, Nukala VN, Sultana R, Pandya JD, Day KM, Merchant ML, et al. Proteomic identification of oxidized mitochondrial proteins following experimental traumatic brain injury. J Neurotrauma (2007) 24(5):772–89. doi:10.1089/neu.2006.0229

28. Tweedie D, Rachmany L, Kim DS, Rubovitch V, Lehrmann E, Zhang Y, et al. Mild traumatic brain injury-induced hippocampal gene expressions: the identification of target cellular processes for drug development. J Neurosci Methods (2016) 272:4–18. doi:10.1016/j.jneumeth.2016.02.003

29. Kobeissy FH, Ottens AK, Zhang Z, Liu MC, Denslow ND, Dave JR, et al. Novel differential neuroproteomics analysis of traumatic brain injury in rats. Mol Cell Proteomics (2006) 5(10):1887–98. doi:10.1074/mcp.M600157-MCP200

30. Dash PK, Kobori N, Moore AN. A molecular description of brain trauma pathophysiology using microarray technology: an overview. Neurochem Res (2004) 29(6):1275–86. doi:10.1023/B:NERE.0000023614.30084.eb

31. Semple RK, Chatterjee VK, O’Rahilly S. PPAR gamma and human metabolic disease. J Clin Invest (2006) 116(3):581–9. doi:10.1172/JCI28003

32. Garrido-Gil P, Joglar B, Rodriguez-Perez AI, Guerra MJ, Labandeira-Garcia JL. Involvement of PPAR-gamma in the neuroprotective and anti-inflammatory effects of angiotensin type 1 receptor inhibition: effects of the receptor antagonist telmisartan and receptor deletion in a mouse MPTP model of Parkinson’s disease. J Neuroinflammation (2012) 9:38. doi:10.1186/1742-2094-9-38

33. Min LJ, Mogi M, Shudou M, Jing F, Tsukuda K, Ohshima K, et al. Peroxisome proliferator-activated receptor-gamma activation with angiotensin II type 1 receptor blockade is pivotal for the prevention of blood-brain barrier impairment and cognitive decline in type 2 diabetic mice. Hypertension (2012) 59(5):1079–88. doi:10.1161/HYPERTENSIONAHA.112.192401

34. Wang J, Pang T, Hafko R, Benicky J, Sanchez-Lemus E, Saavedra JM. Telmisartan ameliorates glutamate-induced neurotoxicity: roles of AT(1) receptor blockade and PPARgamma activation. Neuropharmacology (2013) 79:249–61. doi:10.1016/j.neuropharm.2013.11.022

35. Villapol S, Balarezo MG, Affram K, Saavedra JM, Symes AJ. Neurorestoration after traumatic brain injury through angiotensin II receptor blockage. Brain (2015) 138(Pt 11):3299–315. doi:10.1093/brain/awv172

36. Andriessen TM, Jacobs B, Vos PE. Clinical characteristics and pathophysiological mechanisms of focal and diffuse traumatic brain injury. J Cell Mol Med (2010) 14(10):2381–92. doi:10.1111/j.1582-4934.2010.01164.x

37. Washington PM, Forcelli PA, Wilkins T, Zapple DN, Parsadanian M, Burns MP. The effect of injury severity on behavior: a phenotypic study of cognitive and emotional deficits after mild, moderate, and severe controlled cortical impact injury in mice. J Neurotrauma (2012) 29(13):2283–96. doi:10.1089/neu.2012.2456

38. Thal SC, Wyschkon S, Pieter D, Engelhard K, Werner C. Selection of endogenous control genes for normalization of gene expression analysis after experimental brain trauma in mice. J Neurotrauma (2008) 25(7):785–94. doi:10.1089/neu.2007.0497

39. Applied Biosysterms. TaqMan Gene Expression Assay Solutions. (2016) Available from: http://tools.thermofisher.com/content/sfs/brochures/taqman-gex-brochure.pdf

40. Palmieri D, Fitzgerald D, Shreeve SM, Hua E, Bronder JL, Weil RJ, et al. Analyses of resected human brain metastases of breast cancer reveal the association between up-regulation of hexokinase 2 and poor prognosis. Mol Cancer Res (2009) 7(9):1438–45. doi:10.1158/1541-7786.MCR-09-0234

41. Marklund N, Sihver S, Langstrom B, Bergstrom M, Hillered L. Effect of traumatic brain injury and nitrone radical scavengers on relative changes in regional cerebral blood flow and glucose uptake in rats. J Neurotrauma (2002) 19(10):1139–53. doi:10.1089/08977150260337958

42. Liu YR, Cardamone L, Hogan RE, Gregoire MC, Williams JP, Hicks RJ, et al. Progressive metabolic and structural cerebral perturbations after traumatic brain injury: an in vivo imaging study in the rat. J Nucl Med (2010) 51(11):1788–95. doi:10.2967/jnumed.110.078626

43. Wu P, Zhao Y, Haidacher SJ, Wang E, Parsley MO, Gao J, et al. Detection of structural and metabolic changes in traumatically injured hippocampus by quantitative differential proteomics. J Neurotrauma (2013) 30(9):775–88. doi:10.1089/neu.2012.2391

44. Ottens AK, Bustamante L, Golden EC, Yao C, Hayes RL, Wang KK, et al. Neuroproteomics: a biochemical means to discriminate the extent and modality of brain injury. J Neurotrauma (2010) 27(10):1837–52. doi:10.1089/neu.2010.1374

45. Belousov AB, Wang Y, Song JH, Denisova JV, Berman NE, Fontes JD. Neuronal gap junctions play a role in the secondary neuronal death following controlled cortical impact. Neurosci Lett (2012) 524(1):16–9. doi:10.1016/j.neulet.2012.06.065

46. Tabernero A, Sanchez-Alvarez R, Medina JM. Increased levels of cyclins D1 and D3 after inhibition of gap junctional communication in astrocytes. J Neurochem (2006) 96(4):973–82. doi:10.1111/j.1471-4159.2005.03623.x

47. Wolf A, Agnihotri S, Micallef J, Mukherjee J, Sabha N, Cairns R, et al. Hexokinase 2 is a key mediator of aerobic glycolysis and promotes tumor growth in human glioblastoma multiforme. J Exp Med (2011) 208(2):313–26. doi:10.1084/jem.20101470

48. Fitzgerald DP, Palmieri D, Hua E, Hargrave E, Herring JM, Qian Y, et al. Reactive glia are recruited by highly proliferative brain metastases of breast cancer and promote tumor cell colonization. Clin Exp Metastasis (2008) 25(7):799–810. doi:10.1007/s10585-008-9193-z

49. Wolf A, Agnihotri S, Munoz D, Guha A. Developmental profile and regulation of the glycolytic enzyme hexokinase 2 in normal brain and glioblastoma multiforme. Neurobiol Dis (2011) 44(1):84–91. doi:10.1016/j.nbd.2011.06.007

50. Cai TQ, Ren N, Jin L, Cheng K, Kash S, Chen R, et al. Role of GPR81 in lactate-mediated reduction of adipose lipolysis. Biochem Biophys Res Commun (2008) 377(3):987–91. doi:10.1016/j.bbrc.2008.10.088

51. Liu C, Wu J, Zhu J, Kuei C, Yu J, Shelton J, et al. Lactate inhibits lipolysis in fat cells through activation of an orphan G-protein-coupled receptor, GPR81. J Biol Chem (2009) 284(5):2811–22. doi:10.1074/jbc.M806409200

52. Cureton EL, Kwan RO, Dozier KC, Sadjadi J, Pal JD, Victorino GP. A different view of lactate in trauma patients: protecting the injured brain. J Surg Res (2010) 159(1):468–73. doi:10.1016/j.jss.2009.04.020

53. Mosienko V, Teschemacher AG, Kasparov S. Is L-lactate a novel signaling molecule in the brain? J Cereb Blood Flow Metab (2015) 35(7):1069–75. doi:10.1038/jcbfm.2015.77

54. Shen Z, Jiang L, Yuan Y, Deng T, Zheng YR, Zhao YY, et al. Inhibition of G protein-coupled receptor 81 (GPR81) protects against ischemic brain injury. CNS Neurosci Ther (2015) 21(3):271–9. doi:10.1111/cns.12362

55. Lerch MM, Conwell DL, Mayerle J. The anti-inflammasome effect of lactate and the lactate GPR81-receptor in pancreatic and liver inflammation. Gastroenterology (2014) 146(7):1602–5. doi:10.1053/j.gastro.2014.04.025

56. Alessandri B, Schwandt E, Kamada Y, Nagata M, Heimann A, Kempski O. The neuroprotective effect of lactate is not due to improved glutamate uptake after controlled cortical impact in rats. J Neurotrauma (2012) 29(12):2181–91. doi:10.1089/neu.2011.2067

57. Bouzat P, Sala N, Suys T, Zerlauth JB, Marques-Vidal P, Feihl F, et al. Cerebral metabolic effects of exogenous lactate supplementation on the injured human brain. Intensive Care Med (2014) 40(3):412–21. doi:10.1007/s00134-013-3203-6

58. Saavedra JM. Angiotensin II AT(1) receptor blockers as treatments for inflammatory brain disorders. Clin Sci (Lond) (2012) 123(10):567–90. doi:10.1042/CS20120078

59. Saavedra JM. Angiotensin II AT(1) receptor blockers ameliorate inflammatory stress: a beneficial effect for the treatment of brain disorders. Cell Mol Neurobiol (2011) 32(5):667–81. doi:10.1007/s10571-011-9754-6

60. Saavedra JM. Evidence to consider angiotensin II receptor blockers for the treatment of early Alzheimer’s disease. Cell Mol Neurobiol (2016) 36(2):259–79. doi:10.1007/s10571-015-0327-y

61. Elkahloun AG, Hafko R, Saavedra JM. An integrative genome-wide transcriptome reveals that candesartan is neuroprotective and a candidate therapeutic for Alzheimer’s disease. Alzheimers Res Ther (2016) 8:5. doi:10.1186/s13195-015-0167-5

62. Saavedra JM, Sanchez-Lemus E, Benicky J. Blockade of brain angiotensin II AT1 receptors ameliorates stress, anxiety, brain inflammation and ischemia: therapeutic implications. Psychoneuroendocrinology (2011) 36(1):1–18. doi:10.1016/j.psyneuen.2010.10.001

63. Villapol S, Yaszemski AK, Logan TT, Sanchez-Lemus E, Saavedra JM, Symes AJ. Candesartan, an angiotensin II AT(1)-receptor blocker and PPAR-gamma agonist, reduces lesion volume and improves motor and memory function after traumatic brain injury in mice. Neuropsychopharmacology (2013) 37(13):2817–29. doi:10.1038/npp.2012.152

64. Villapol S, Saavedra JM. Neuroprotective effects of angiotensin receptor blockers. Am J Hypertens (2015) 28(3):289–99. doi:10.1093/ajh/hpu197

65. Ando H, Zhou J, Macova M, Imboden H, Saavedra JM. Angiotensin II AT1 receptor blockade reverses pathological hypertrophy and inflammation in brain microvessels of spontaneously hypertensive rats. Stroke (2004) 35(7):1726–31. doi:10.1161/01.STR.0000129788.26346.18

66. Nishimura Y, Ito T, Saavedra JM. Angiotensin II AT(1) blockade normalizes cerebrovascular autoregulation and reduces cerebral ischemia in spontaneously hypertensive rats. Stroke (2000) 31(10):2478–86. doi:10.1161/01.STR.31.10.2478

67. Benicky J, Sanchez-Lemus E, Honda M, Pang T, Orecna M, Wang J, et al. Angiotensin II AT1 receptor blockade ameliorates brain inflammation. Neuropsychopharmacology (2011) 36(4):857–70. doi:10.1038/npp.2010.225

68. Saavedra JM, Ando H, Armando I, Baiardi G, Bregonzio C, Juorio A, et al. Anti-stress and anti-anxiety effects of centrally acting angiotensin II AT1 receptor antagonists. Regul Pept (2005) 128(3):227–38. doi:10.1016/j.regpep.2004.12.015

69. Saavedra JM, Armando I, Bregonzio C, Juorio A, Macova M, Pavel J, et al. A centrally acting, anxiolytic angiotensin II AT1 receptor antagonist prevents the isolation stress-induced decrease in cortical CRF1 receptor and benzodiazepine binding. Neuropsychopharmacology (2006) 31(6):1123–34. doi:10.1038/sj.npp.1300921

70. Iwanami J, Mogi M, Tsukuda K, Min LJ, Sakata A, Jing F, et al. Low dose of telmisartan prevents ischemic brain damage with peroxisome proliferator-activated receptor-gamma activation in diabetic mice. J Hypertens (2010) 28(8):1730–7. doi:10.1097/HJH.0b013e32833a551a

71. Pang T, Wang J, Benicky J, Sanchez-Lemus E, Saavedra JM. Telmisartan directly ameliorates the neuronal inflammatory response to IL-1beta partly through the JNK/c-Jun and NADPH oxidase pathways. J Neuroinflammation (2012) 9:102. doi:10.1186/1742-2094-9-102

72. NIH. Telmisartan to Prevent Alzheimer’s in African Americans 2015-2017 (2017). Available from: https://clinicaltrials.gov/ct2/show/NCT02471833

73. Imabayashi E, Matsuda H, Yoshimaru K, Kuji I, Seto A, Shimano Y, et al. Pilot data on telmisartan short-term effects on glucose metabolism in the olfactory tract in Alzheimer’s disease. Brain Behav (2012) 1(2):63–9. doi:10.1002/brb3.13

74. Sasaki T, Noda Y, Yasuoka Y, Irino H, Abe H, Adachi H, et al. Comparison of the effects of telmisartan and olmesartan on home blood pressure, glucose, and lipid profiles in patients with hypertension, chronic heart failure, and metabolic syndrome. Hypertens Res (2008) 31(5):921–9. doi:10.1291/hypres.31.921

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 © 2017 Zhou, Burns, Huynh, Villapol, Taub, Saavedra and Blackman. 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) or licensor 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.

OPS/images/fendo-08-00231-g005.jpg
Cortex

HK2 P<0.01

% over the relative sham

A

6hr 1d 3d 7d 14d 21d 28d

400
P<0.01

w
S
3

GPR81 & 200

S genh

100

% over the relative sham

6hr 1d 3d 7d 14d 21d 28d

Hippocampus

1600]
| P<0.01
1400 .

1200‘
1000‘
800
600 ‘
4001
200 ‘

3d 7d 14d 21d 28d

400;
300
200

100

o+

6hr 14d 21d 28d

1d

3d 7d

Time after TBI (hours or day)

—g—TBlipsilateral ,

Sham

+TB| contralateral





OPS/images/fendo-08-00231-g006.jpg
Glut-1

Glut-3

Relative expression level

Relative expression level

Vehicle Telmisartan

Vehicle Telmisartanl

Relative expression level

o

S

~

)

Hippocampus
*

Vehicle Telmisartan

Vehicle Telmisartan

Contralateral side

Ipsilateral side

Vehicle Telmisartan

Vehicle Telmisartan

Contralateral side

Ipsilateral side

Sham

Relative expression level

Contralateral side

o

@

=

~

Ipsilateral side

o

Vehicle Telmisartan

Vehicle Telmisartan

Contralateral side

m B!

Ipsilateral side





OPS/images/fendo-08-00231-g003.jpg
Glut-1

Glut-3

% over the relative sham

% over the relative sham

220
200
180
160
140

100

80~
6hr

200
180
160/
140
120 4
100
80
607

40
6 hr

* %

Cortex

P<0.01

220
200
180
160
140
120
100

80
14d 21d 28d

200
180
160°
140
120
100

80

60

40
28d

14d

21d

Hippocampus

P<0.01

6hr 28d

P<0.01

6hr 1d 3d 7d 14d 21d 28d

Time after TBI (hours or day)

—fg—TBlipsilateral 4s,u4s Sham

=\ TBI contralateral





OPS/images/fendo-08-00231-g004.jpg
400
350]
300

MCT-1 250

1501
100

% over the relative sham

50

MCT-2

% over the relative sham

2001

Cortex Hippocampus
P<0.01 400 P<0.01
g g 50 g '
6hr 1d 3d 7d 14d 21d 28d 6hr 1d 3d 7d 14d 21d 28d
140

120

P<0.01 P<0.01

40

7d  14d 21d 28d 6hr 1d 3d 7d 14d 21d 28d:

Time after TBI (hours or day)

—g—TBl ipsilateral Sham —f TBI contralateral






OPS/images/fendo-08-00231-t002.jpg
Gene name

TagMan gene expression ID

Bt
Pop4
Polr2a
Bom

Te
Cyclophilin

Mm00468217_m1
Mm00481282_m1
MmO0839493_m1
MmO00437762_m1
MmO00441941_m1
Custom designed (40)





OPS/images/fendo-08-00231-g007.jpg
MCT-1

MCT-2

=
5}

)

o

4

Relative expression level

2
0

[ )
® 8 o o

Relative expression level
&

0]

Cortex

* %

11

Vehicle Telmisartan Vehicle Telmisartan!

Contralateral side Ipsilateral side

11

Vehicle Telmisartan Vehicle Telmisartan

Contralateral side Ipsilateral side

O

*

ﬁ

Sham

B Hippocampus
By
% *% ok
58
S *
2
6
&
3
o4
2
K}
52
4
Vehicle Telmisartan Vehicle Telmisartan
Contralateral side Ipsilateral side
32
k) *
c 16
S
7
8 12
5
S g
°
2
S 4
]
o
oM M . .

Vehicle Telmisartan Vehicle Telmisartan

Contralateral side Ipsilateral side

R





OPS/images/fendo-08-00231-t001.jpg
Gene name  TagMan gene expressionID  Function

Hit Mm00439344_m1 Hexokinase 1

PK Mm00834102_gH Pyruvate kinase

PDH Mm00499323_m1 Pyruvate dehydrogenase

Slc2at MmO00441480_m1 Glut-1: capillry glucose
transporter

Sic2a3 Mm00441483_m1 Glut-3: neuronal glucose
transporter

Sic16at MmO01306379_m1 MCT-1: astrocyte lactate
transport

Sic16a7 MmO00441442_m1 MCT-2: neuronal lactate
transporter

GPRE1 MmO0558586_s1 lactate receptor

Hk2 Mm00443385_m1 Hexokinase isoform 2





OPS/images/cover.jpg
frontiers
in Endocrinology

Temporal Changes in Cortical
and Hippocampal Expression of
Genes Important for Brain
Glucose Metabolism Following
Controlled Cortical Impact Injury
in Mice





OPS/images/fendo-08-00231-g001.jpg
|

=> G6P —>Lactate

Glucose:





OPS/images/fendo-08-00231-g002.jpg
I
2

)
=

Q2
o
I

% over the relative sham % over the relative sham

% over the relative sham

& 8 8

Cortex

8

3 7d 14d

3d 7d 14d

21d 28d

21d 284

6hr

1d

3d 7d 14d

21d 28d

160
140
120
100
80
60

a0

160;

140

80,
601

40

160,
140
120
100/

20

60

Hippocampus

6hr 1d 3d 7d

6hr 1d 3d 7d

14d 21d 284

P<0.05

14d 21d 28d

0
ehr  1d 3d 7d

Time after TBI (hours or day)

—g— T8l ipsilateral

Sham

—f= T8I contralateral

P<0.05

14d 21d 28d





OPS/images/logo.jpg
Ghesk for

i@





OPS/images/fendo-08-00231-t003.jpg
Tissue Drug Treat HK1 PK PDH HK2 GPR-81
Contralateral cortex Vehicle Sham 1.40 +0.06 4.96+0.18 4754037 82081 10.31 £ 1.32
T8I 1.32 +0.05 5.04+022 462026 143+43" 15.94 + 3.29
Telmisartan Sham 1.40 + 0.06 4522042 4.65+025 791043 1053 £ 1.14
T8I 1.31+0.06 4.59.+0.20 4.83+0.31 11409 11742128
Ipsilateral cortex Vehicle Sham 1.54 +0.12 3.46 + 026 4.78.£054 6.5+ 060 7.06 +£2.02
T8I 1.35 £ 0.03" 377+0.18 4.36+0.34 533+ 11.3" 16.79+ 1.7
Telmisartan Sham 1.53+0.10 372£023 455+ 0.35 136+6.16 7.92£1.19
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Data are presented as relative ratio of tested gene/cyclophilin and shown as mean + SE (n = 9-10 per group).
*P < 0.05 compared with Sham within the same drug treatment in the same brain area.
P < 0.01 compared with Sham within the same drug treatment in the same brain area.






