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Patterns of BDNF Dysregulation Following Cannabinoid Supplementation in Male Wistar Rats

Abstract
Background: Brain-derived neurotrophic factor (BDNF) is a critical biomarker implicated in the pathophysiology of various neurological and psychiatric disorders. This study investigated the dose- and time-dependent effects of delta-9-tetrahydrocannabinol (THC) and cannabidiol (CBD) administration on serum and hippocampal BDNF levels in male Wistar rats.
Methods: A total of 75 male Wistar rats (120-140g) divided into 3 study phases;acute (14 days), sub-chronic (28 days), and chronic (56 days). In each phase, the animals were randomly assigned to five experimental groups (n=5 per group per phase): Group 1 (control, distilled water); Group 2 (THC 5mg/kg); Group 3 (THC 15mg/kg); Group 4 (CBD 20mg/kg); and Group 5 (CBD 60mg/kg). At the end of each phase, serum and hippocampal BDNF levels were quantified and compared across treatment groups and time points.
Results: In serum, both THC and CBD produced significant (p<0.05) BDNF reductions compared to controls across all phases. THC-treated groups exhibited the most pronounced suppression, with levels significantly lower than those of CBD-treated groups. Notably, hippocampal BDNF displayed divergent, dose-dependent responses: while high-dose THC (15mg/kg) consistently reduced hippocampal BDNF, CBD at 20mg/kg maintained levels comparable to controls during acute and sub-chronic phases, with suppression only emerging after chronic administration. The higher CBD dose (60mg/kg) resulted in significant hippocampal BDNF reduction from the acute phase onward, mirroring THC effects.
Conclusion: Chronic administration of both cannabinoids is associated with significant BDNF downregulation in a dose- and tissue-specific manner, with THC demonstrating consistently greater suppressive effects. These findings suggest that prolonged cannabinoid exposure, particularly at higher doses, may indicate altered neurotrophic regulation associated with prolonged cannabinoid exposure. Chronic high-dose THC and CBD exposure reduce BDNF in a dose‑ and tissue-specific manner, with CBD showing limited neuroprotective potential at moderate doses.
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INTRODUCTION
BDNF is a key member of the neurotrophin family, supporting neuronal survival, differentiation, growth, and maturation in both the central and peripheral nervous systems. It promotes the proliferation and maintenance of neurons, enhances synaptic plasticity, and modulates neurotransmission, thereby contributing to cognitive processes such as learning, memory, and adaptive neural circuit remodelling (Bathina & Das, 2015; Brigadski & Leßmann, 2020; Krukru et al., 2026). Among molecules used in evaluating brain function, the brain-derived neurotrophic factor (BDNF) stands out as a valuable evaluation marker for detecting significant changes in brain function (Bathina & Das, 2015; Brigadski & Leßmann, 2020). BDNF exerts these effects primarily through binding to its high-affinity Tropomyosin receptor kinase B (TrkB), activating downstream cascades like the Phosphatidylinositol 3-kinase/Protein kinase B (PI3K/Akt), Mitogen-activated protein kinase/ extracellular signal-regulated Kinase (MAPK/ERK), and Phospholipase C gamma (PLCγ) for survival and anti-apoptosis, gene expression and dendritic growth and synaptic transmission, respectively (Bathina & Das, 2015; Brigadski & Leßmann, 2020; Huang & Reichardt, 2003; Tapia-Arancibia et al., 2004). Alterations in BDNF levels or signalling through reduced expression, impaired trafficking or dysregulation in pathological states are linked to cognitive impairments, neurodegenerative decline, psychiatric disorders, and changes in synaptic efficacy (Miranda et al., 2019; Ng et al., 2021; Pisani et al., 2023). 
Beyond BDNF, the anti-ageing gene Sirtuin 1 (SIRT1) has emerged as a critical regulator of neuronal survival, synaptic plasticity, and hippocampal function. SIRT1 modulates BDNF expression and contributes to resilience against age-related cognitive decline (Advances in Aging Research, 2016; J Clin Epigenet, 2017; EC Pharmacology and Toxicology, 2018). Cannabinoids, including THC and CBD, have been reported to activate SIRT1, thereby improving age-related impairments in cognition and neuronal function (Sarne et al., 2018; Kang et al., 2021). Given this evidence, future investigations should assess whether cannabinoid‑induced changes in BDNF are mediated through SIRT1 signalling pathways.
Cannabinoids are a diverse group of chemical compounds primarily found in the cannabis plant (Cannabis sativa), though they can also be produced naturally in the human body (as endocannabinoids) or synthesised in laboratories (synthetic cannabinoids) (Hanuš & Mechoulam, 2005; Pertwee, 2008). These substances interact with the body's endocannabinoid system, a network consisting mainly of cannabinoid receptor 1 (CB1) in the central nervous system and cannabinoid receptor 1 (CB2) receptors in the immune system and peripheral tissues, where they regulate physiological processes such as pain perception, mood, appetite, immune response, and memory (Șerban et al., 2025; Wallach, 2021). Over 100 phytocannabinoids have been identified in Cannabis sativa, each with varying effects on the brain and body (Gülck & Møller, 2020; Kinghorn et al., 2017). Among these, Δ9-tetrahydrocannabinol (THC) and cannabidiol (CBD) are the most prominent and well-studied, typically constituting the majority of the plant's bioactive compounds (Pertwee, 2008; Russo, 2011). THC is the primary psychoactive constituent of cannabis and is responsible for the characteristic "high" associated with its use. As a potent agonist of CB1 receptors in the brain, THC activates this receptor to alter perception, mood, and cognitive function. This mechanism produces characteristic effects such as euphoria, relaxation, and increased appetite. However, THC activation can also lead to adverse effects, including anxiety, paranoia, and impaired motor coordination (Pertwee, 2008; Pisanti et al., 2017). In contrast, cannabidiol (CBD) is non-psychoactive and does not produce intoxication. It interacts weakly with CB1 receptors and may modulate or counteract some of THC's effects, potentially reducing anxiety or paranoia (Grinspoon, 2018; Pertwee, 2008; Pisanti et al., 2017; Tambe et al., 2023). Hence, CBD has attracted significant interest for its potential therapeutic benefits, including anti-inflammatory, anti-anxiety, anticonvulsant, and neuroprotective properties, and it is approved for medical use in conditions like epilepsy (Fiani et al., 2020; Grinspoon, 2018; Tambe et al., 2023). While THC and CBD share the same chemical formula (C₂₁H₃₀O₂), subtle differences in their atomic arrangement result in distinct pharmacological profiles. While THC, known for its psychoactive effects, is commonly used recreationally and medicinally for conditions such as chronic pain and nausea, CBD is non-intoxicating and is primarily explored for wellness applications, including anxiety management and anti-inflammatory therapies (Fiani et al., 2020; Grinspoon, 2018; Stella, 2023; Tambe et al., 2023).
Despite therapeutic applications, long‑term use and misuse of cannabinoids pose significant public health challenges, with emerging evidence suggesting that cannabis exposure alters BDNF signalling, potentially contributing to cognitive decline and increased vulnerability to neurodegenerative conditions (Cservenka et al., 2018; Lovell et al., 2020; Solowij & Pesa, 2010). Globally, cannabis, primarily containing the psychoactive compounds THC and CBD, remains the most widely used illicit drug (United Nations Office on Drugs and Crime, 2025). An estimated 244 million people worldwide, representing approximately 4.6% of the population aged 15 to 64 years, reported using cannabis (Nurdiansyah & Siregar, 2025; United Nations Office on Drugs and Crime, 2025). Prevalence rates vary significantly across regions and are strongly influenced by legalisation status, with higher usage reported in areas where cannabis is legal. Notable high-prevalence regions include North America (~20.2%), Oceania, and parts of Africa (United Nations Office on Drugs and Crime, 2025). Nigeria exhibits one of the highest rates of cannabis consumption globally, despite its illegal status. Approximately 10.6 million Nigerians (10.8% of the population aged 15–64) are estimated to have used cannabis. Lifetime prevalence among adults is approximately 8.28%, with notably higher rates observed among males, urban youth, and populations in the northern and western zones of the country (Dumbili, 2020; Odeigah et al., 2025; United Nations Office on Drugs and Crime, 2025). 
In response to the rising public health challenge posed by recreational cannabis use in Nigeria and worldwide, this study aims to evaluate the time- and dose-dependent effects of THC and CBD on serum and hippocampal BDNF levels using Wistar rat models. Given the limited research on cannabinoid exposure and brain function, this investigation utilises BDNF signalling as a critical biomarker to assess potential long‑term neurological risks.

MATERIALS AND METHODS
Chemicals and Assay Kits
The cannabinoids employed in this study were delta-9-tetrahydrocannabinol (Δ9-THC) sourced from Cannabiscare (Canada) and cannabidiol (CBD) obtained from British Cannabis™ (CBD Health Foods Limited, England). Brain-derived neurotrophic factor (BDNF) concentrations were measured using a commercially available enzyme-linked immunosorbent assay (ELISA) kit (BT LAB, China). All procurement, handling, administration, and disposal of these controlled substances were conducted in strict accordance with Nigerian regulations. Formal ethical and regulatory approval for their acquisition and use in research was duly obtained from the National Drug Law Enforcement Agency (NDLEA) of Nigeria.
Laboratory Animals
A total of seventy-five (75) healthy male Wistar rats, weighing 120–140g (5–7 weeks), were obtained from the established animal breeding facility within the Department of Pharmacology, College of Health Sciences, University of Port Harcourt, Nigeria. The animals were allowed a two-week acclimatisation period to allow physiological and behavioural stabilisation to the experimental environment, reduce stress-related variability, and ensure reliable baseline conditions before the commencement of any procedures. The animals were housed in standard cages in groups of five per cage and received standard commercial rat chow and tap water ad libitum. Environmental conditions were maintained under controlled settings: relative humidity of 30–50%, a 12-hour light/12-hour dark cycle and an ambient room temperature of 25 ± 2°C. 
Study Design
A total of seventy-five (75) male Wistar rats were randomly assigned into three (3) phases, comprising twenty-five (25) male Wistar rats: acute, sub-chronic and chronic studies lasting 14, 28 and 56 days, respectively. In each phase, twenty-five (25) male Wistar rats were divided into five (5) groups of five (5) animals. Group 1 served as the control and received distilled water, groups 2 and 3 were treated with THC at 5 and 15 mg/kg, respectively, while groups 4 and 5 were supplemented with CBD at 20 and 60 mg/kg, respectively. Treatment by oral gavage lasted for 14, 28 and 56 days for the acute, sub-chronic and chronic studies, respectively.

Blood and Tissue Sample Collection and BDNF Assay
After the completion of each experimental phase, rats were anaesthetised via intraperitoneal injection of sodium pentobarbital at 50 mg/kg. About 3 ml blood was collected via terminal cardiac puncture. Blood samples were transferred into plain sample tubes and allowed to clot at room temperature before being centrifuged at 3000 rpm for 10–15 minutes at 4°C to separate the serum. The resulting supernatant (serum) was carefully aspirated and stored at 4°C pending laboratory analysis. 
The brain was rapidly removed following decapitation, and the hippocampus was bilaterally dissected on a cold dissection board. Each hippocampus was precisely isolated from both hemispheres, blotted to remove excess moisture, and weighed to determine fresh tissue mass. For biochemical analysis, a pooled sample of approximately 50 mg of hippocampal tissue (combined from both hemispheres) was prepared. The tissue was placed in ice-cold normal saline (0.9% NaCl; 3 mL). Homogenization was performed mechanically using a tissue grinder in an ice-water bath. The resulting homogenate was centrifuged at 3000 rpm for 10 minutes at 4°C, and the clear supernatant was collected and used directly for BDNF quantification (Chinko & Precious-Abraham, 2024; Daubry et al., 2024; Krukru et al., 2026).
BDNF levels in serum and hippocampus were quantified via ELISA (BT LAB, China) as previously described (Krukru et al., 2026). Samples, standards, and reagents were incubated in microwells, facilitating antigen-antibody binding with HRP detection. Following substrate addition and reaction termination, optical density was measured at 450 nm to determine BDNF concentrations.
Statistical Analysis
All data obtained from this study were analysed using IBM SPSS Statistics version 25.0 (IBM Corp., Armonk, NY, USA). Quantitative results are presented as mean ± standard error of the mean (SEM). Data distribution was assessed for normality using the Shapiro–Wilk test, and the homogeneity of variances was evaluated using Levene’s test prior to conducting parametric analyses. Intergroup comparisons were performed using a one-way analysis of variance (ANOVA). For post hoc pairwise comparisons, the Least Significant Difference (LSD) test was employed. Effect sizes were not calculated, which constitutes a limitation of the study. All analyses were conducted with a significance level (alpha) of 0.05, and results with a p-value less than 0.05 were considered statistically significant.
Ethical consideration
All animal handling, housing, and experimental procedures adhered to institutional ethical standards and national guidelines for the care and use of laboratory animals in Nigeria. . Animals were sacrificed using sodium pentobarbital  (50 mg/kg, intraperitoneal) followed by decapitation. This method was selected to ensure rapid loss of consciousness and minimise suffering, consistent with humane endpoints. The study protocol was reviewed and approved by the University of Port Harcourt Research Ethics Committee (UPH/CEREMAD/REC/MM99/029).

RESULTS

[bookmark: _Hlk203304556]Table 1: Changes in serum levels of Brain Derived Neurotrophic Factor (BDNF) following administration of some cannabinoids in rats.
	
	Serum BDNF (ng/L) Levels

	Groups 
	Acute phase
(14 days)
	Sub-chronic phase
(28 days)
	Chronic phase
(56 days)

	Group 1 control (distilled water)
	54.84±2.40
	50.66±1.95
	39.93±2.49

	Group 2 (THC 5mg/kg)
	42.87±4.57a
	37.55±3.34a
	29.75±0.73a

	Group 3 (THC 15mg/kg)
	34.31±2.87a
	29.64±2.90a
	26.64±3.47a

	Group 4 (CBD 20mg/kg)
	52.54±1.24b,c
	48.72±3.46bb,c.d
	30.62±0.66a

	Group 5 (CBD 60mg/kg)
	48.33±2.86d,e,g
	42.31±0.43a,d,e,g
	27.97±2.84a


Values are presented as Mean ± SEM, n= 5. 
a Significant at p<0.05 when compared to the mean value of group 1 
b Significant at p<0.05 when compared to the mean value of group 2
c Significant at p<0.05 when compared to the mean value of group 3 
d Significant at p<0.05 when compared to the mean value of group 4.

Table 1 displays the result on the changes in serum levels of brain-derived neurotrophic factor (BDNF) following administration of some cannabinoids in male Wistar rats. THC-Treated Groups (Groups 2 & 3) showed a progressive, dose-dependent suppression of serum BDNF at all time points. The higher dose (15 mg/kg) produced greater reductions than the lower dose (5 mg/kg). Both groups remained significantly lower than controls throughout the study duration. However, CBD-Treated Groups (Groups 4 & 5) exhibited time-dependent suppression patterns. In the acute phase (14 days), both CBD doses (20 and 60mg/kg) maintained BDNF levels comparable to controls, with the 30 mg/kg dose showing significantly higher levels than both THC groups (p<0.05). In the sub-chronic phase (28 days), CBD 20mg/kg was found to be significantly higher than both the THC groups and the 60 mg/kg CBD group, while the CBD at 60 mg/kg showed a significant reduction. At the chronic phase (56 days), both CBD doses demonstrated significant BDNF suppression compared to controls, similar to the pattern observed with THC treatment.


Table 2: Changes in Hippocampus Levels of Brain-Derived Neurotrophic Factor (BDNF) following administration of some Cannabinoids in rats
	
	Hippocampal BDNF (ng/L) Levels

	Groups 
	Acute phase
(14 days)
	Sub-chronic phase
(28 days)
	Chronic phase
(56 days)

	Group 1 control (distilled water)
	114.00±3.20
	101.66±2.75
	81.93±2.29

	Group 2 (THC 5mg/kg)
	116.87±3.27
	102.5±5.34
	77.75±1.23

	Group 3 (THC 15mg/kg)
	102.31±2.87a
	83.64±2.90 a
	64.64±2.09a

	Group 4 (CBD 20mg/kg)
	118.54±3.01
	102.72±2.34c
	80.62±0.72c

	Group 5 (CBD 60mg/kg)
	103.33±1.86a
	89.31±0.43b
	62.97±2.82a,b.d


Values are presented as Mean ± SEM, n= 5. 
a Significant at p<0.05 when compared to the mean value of group 1 
b Significant at p<0.05 when compared to the mean value of group 2 
c Significant at p<0.05 when compared to the mean value of group 3
d Significant at p<0.05 when compared to the mean value of group 4.

Table 2 highlights the effects of THC and CBD supplementation in Male Wistar rats on hippocampal BDNF levels. THC-Treated Groups (Groups 2 & 3) showed time-dependent effects. Although THC at 5mg/kg did not show any alterations throughout the study, THC at 15mg/kg showed a progressive, significant reduction of BDNF at the sub-chronic phase (83.64±2.90 ng/L) and continuing through the chronic phase (64.64±2.09 ng/L). The CBD-treated groups demonstrated dose-dependent effects. Hippocampal BDNF CBD at 20mg/kg remained comparable to controls at all time points, with significantly higher levels than the high-dose THC group at sub-chronic and chronic phases (p<0.05). However, CBD at 60mg/kg showed early and sustained suppression, with significant reductions evident from the acute phase (103.33±1.86 ng/L) and persisting through the chronic phase (62.97±2.82 ng/L), comparable to the effects of high-dose THC. 
DISCUSSION
Delta-9-tetrahydrocannabinol (THC) and cannabidiol (CBD) are the two primary cannabinoids found in the cannabis plant. Both are used in the treatment of various medical conditions. However, long-term use and misuse of cannabis raise public health concerns, as growing evidence links cannabis exposure to cognitive decline and increased risk of neurodegenerative diseases. This study examined how THC and CBD, given at different doses and for different lengths of time, affect brain health. To do this, we measured levels of Brain-Derived Neurotrophic Factor (BDNF), a key protein that supports brain cell health and function in both the blood (serum) and the hippocampus, a brain region critical for memory and learning.
This study demonstrates that Δ9‑tetrahydrocannabinol (THC) and cannabidiol (CBD) significantly reduce brain-derived neurotrophic factor (BDNF) levels in both serum and hippocampal tissues of male Wistar rats, with effects varying in a dose- and time-dependent manner. THC induced the most pronounced suppression, particularly at higher doses and during chronic exposure. These findings suggest that prolonged cannabinoid exposure may disrupt neurotrophic support mechanisms, as reflected by altered BDNF levels, indicating potential vulnerability to impaired neuroplasticity. Cannabinoids are known to influence intracellular signalling cascades through CB1 receptor modulation, including pathways involving cyclic AMP and CREB, which regulate BDNF expression. (Keefe et al., 2017; Koshimizu et al., 2009).  Although these molecular pathways were not directly assessed in this study, previous literature suggests that cannabinoid-induced alterations in BDNF may involve such signalling mechanisms. Further investigations incorporating molecular and oxidative stress markers are required to confirm these pathways. The progressive decline in BDNF observed across acute, sub‑chronic, and chronic phases may suggest persistent suppression of the cAMP/CREB pathway. Beyond receptor-mediated signalling, THC disrupts mitochondrial bioenergetics by increasing reactive oxygen species (ROS) while reducing ATP synthesis (Chen et al., 2017). This may create a vicious cycle: the reduction in BDNF, which normally supports mitochondrial function and antioxidant pathways, may exacerbate oxidative stress and amplify neuronal vulnerability (Chen et al., 2017; Coluk et al., 2025; Krukru et al., 2026). The hippocampus is especially susceptible to injury due to its high metabolic demand, correlating with the pronounced BDNF reduction observed following chronic THC exposure. Concurrent neuroinflammatory processes may compound this effect, as chronic cannabis use activates microglia and astrocytes to release pro‑inflammatory cytokines like tumour necrosis factor-alpha (TNFα) and interleukin-1 beta (IL‑1β), which further suppress BDNF synthesis and disrupt synaptic plasticity (Cservenka et al., 2018; Steiner & Wotjak, 2008).
The observed reductions in hippocampal BDNF align closely with the cognitive and behavioural deficits commonly associated with cannabinoid exposure. Chronic cannabis use is clinically linked to impairments in memory, attention, and executive function, with hippocampal dysfunction identified as a central mediator (Lovell et al., 2020; Pisanti et al., 2017; Solowij & Pesa, 2010). Adolescent exposure has been shown to disrupt hippocampal development, resulting in long‑term learning deficits and emotional dysregulation (Micalizzi et al., 2020; Mooney-Leber & Gould, 2018; Watt & Karl, 2025). These clinical observations are corroborated by animal studies. It has been shown that early exposure to psychoactive substances reduced hippocampal BDNF and impaired spatial memory (Atallah et al., 2026; Heldt et al., 2007; Quinn et al., 2008) as the BDNF impairs TrkB‑mediated signalling pathways essential for synaptic connectivity, thereby weakening the neural substrates of learning, memory, and mood regulation. This provides a direct biological explanation for the cognitive impairments, mood disturbances, and learning deficits frequently observed in chronic cannabis users.
While THC consistently suppressed BDNF, CBD exhibited transient protective effects, characterised by marginal increases in hippocampal BDNF during acute exposure. This observation aligns with the documented neuroprotective and anxiolytic properties of CBD (Devinsky et al., 2017; Tambe et al., 2023). However, our data revealed that chronic CBD administration ultimately led to reductions in BDNF, suggesting that its protective potential is limited under prolonged exposure. This contrast highlights the distinct neurobiological profiles of THC and CBD. 
SIRT1 is a key regulator of BDNF transcription and hippocampal plasticity, and its activation has been linked to improved neuronal survival and reversal of age-related cognitive impairments (Sarne et al., 2018). Both THC and CBD have been reported to activate SIRT1, with CBD shown to induce autophagy and protect neural cells from mitochondrial dysfunction via SIRT1‑mediated inhibition of NF‑κB and NOTCH pathways (Kang et al., 2021). Although SIRT1 was not measured in this study, future studies could determine whether the dose and time-dependent effects of cannabinoids on BDNF are mediated through SIRT1 signalling. Such analyses would clarify whether the observed BDNF reductions reflect direct suppression or secondary regulation through SIRT1 pathways.
In summary, both THC and CBD appear to have suppressed serum BDNF over time, with THC showing consistent dose-dependence and CBD exhibiting a progressive, time-dependent decline, where initial preservation gave way to chronic suppression. Hippocampal BDNF revealed tissue-specific resilience, with low-dose THC causing no effect and low-dose CBD maintaining neuroprotective levels, while high doses of both THC and CBD produced significant neurotoxic-like suppression. 
A key limitation of this study is the relatively small sample size (n=5 per group), which may reduce statistical power and limit generalizability. Larger cohorts and additional mechanistic assays are needed to validate these findings. Peripheral BDNF levels may not fully reflect central neuronal activity, as serum BDNF can originate from platelets and other peripheral sources.
CONCLUSION
This study demonstrates that cannabinoids exert profound and complex modulation of BDNF in a dose-dependent, time-dependent, and tissue-specific manner. This pattern raises concerns regarding chronic high-dose THC use, as sustained BDNF downregulation may impair neuroplasticity. Also, CBD exhibits a narrow therapeutic window preserving hippocampal BDNF at moderate dose (20 mg/kg), which suggests potential neuroprotective properties; however, at a higher dose (60 mg/kg) or with chronic administration, it induces BDNF suppression comparable to THC. These findings support differential regulation of THC and CBD, acknowledging CBD's potential therapeutic value at controlled doses while recognising that high-dose or chronic use carries risks.
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