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Oral administration 
of coenzyme Q10 ameliorates 
memory impairment induced 
by nicotine‑ethanol abstinence 
through restoration of biochemical 
changes in male rat hippocampal 
tissues
S. Mohammad Ahmadi‑Soleimani 1,2, Seyedalireza Ghasemi 3, Mohamad Amin Rahmani 4, 
Moein Gharaei 4, Maryam Mohammadi Bezanaj 4 & Farimah Beheshti 1,2*

Substance abuse among adolescents has become a growing issue throughout the world. The 
significance of research on this life period is based on the occurrence of neurobiological changes in 
adolescent brain which makes the individual more susceptible for risk‑taking and impulsive behaviors. 
Alcohol and nicotine are among the most available drugs of abuse in adolescents. Prolonged 
consumption of nicotine and alcohol leads to drug dependence and withdrawal which induce various 
dysfunctions such as memory loss. Coenzyme Q10  (CoQ10) is known to improve learning and memory 
deficits induced by various pathological conditions such as Diabetes mellitus and Alzheimer’s disease. 
In the present study we investigated whether  CoQ10 treatment ameliorates memory loss following 
a nicotine‑ethanol abstinence. Morris water maze and novel object recognition tests were done in 
male Wistar rats undergone nicotine‑ethanol abstinence and the effect of CoQ10 was assessed on at 
behavioral and biochemical levels. Results indicated that nicotine‑ethanol abstinence induces memory 
dysfunction which is associated with increased oxidative and inflammatory response, reduced 
cholinergic and neurotrophic function plus elevated Amyloid‑B levels in hippocampi.  CoQ10 treatment 
prevented memory deficits and biochemical alterations. Interestingly, this ameliorative effect of  CoQ10 
was found to be dose‑dependent in most experiments and almost equipotential to that of bupropion 
and naloxone co‑administration.  CoQ10 treatment could effectively improve memory defects induced 
by nicotine‑ethanol consumption through attenuation of oxidative damage, inflammation, amyloid‑B 
level and enhancement of cholinergic and neurotrophic drive. Further studies are required to assess 
the unknown side effects and high dose tolerability of the drug in human subjects.
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During the last decade, substance abuse among adolescents has become an alarming concern worldwide and 
this imposes a remarkable burden on global public health and health care  systems1–4. Although there exists a 
rather rich literature on the biological mechanisms of drug dependence and addiction in adult  individuals5–8, this 
matter has until recently remained largely underrated in the context of adolescent-specific complications. The 
significance of focus on this developmental period by researchers is based on the extensive evidence indicating 
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neurobiological features of adolescent brain in  humans9,10. These basically include structural and functional 
neuroadaptations such as axonal growth, myelination, synaptic pruning, and reduced volume of gray matter and 
changes of activity in neurotransmitter systems regulating reward-related  behaviors11–13. Clinical studies have 
shown that among the wide variety of psychoactive drugs, alcohol and nicotine fall into the category of cheap-
est and most-easily available options for  adolescents14. As for the nicotine, most adult smokers have reported 
the initiation of tobacco smoking before the age of  1815. A more alarming aspect of substance abuse is now the 
growing trend of tobacco-alcohol co-use among adolescents. This concern is based on solid evidences indicating 
that each of this drugs acts as a gate for the use of the other one. In other words, consumption of either alcohol 
or nicotine during adolescence biologically makes the individual more susceptible to show craving for the other 
 drug16–19. In this regard, statistical data indicates that in the United States, adolescents initiate alcohol drinking 
and tobacco smoking at almost the same average age (17.0 and 17.6 years, respectively)20. It should be noted that 
during adolescence alcohol drinking is often characterized by episodes of binge consumption. Some researchers 
have likened the alcohol-tobacco co-use to a two-way street in which on one hand, adolescent binge drinkers 
are more likely to become tobacco smokers and on the other hand adolescent tobacco smokers are more likely 
to become binge drinkers, each compared to their control  counterparts21.

As for the age-related outcomes, experimental evidence indicate that adolescent animals are biologically more 
sensitive to the mentioned rewarding effects of nicotine compared to adult subjects. Furthermore, they exhibit 
less aversion to nicotine intake than adults which could explain their higher desire for nicotine  consumption22–27. 
In addition, a more critical aspect of chronic nicotine intake is development of nicotine dependence and the 
subsequent withdrawal periods following drugs cessation. Nicotine abstinence has been found to induce var-
ious deficits among which memory and learning dysfunction have widely been studied during the last ten 
 years28–34. Almost the same scenario goes for prolonged ethanol effects in respect with the learning and memory 
 function35–39. According to the reports of the National Institute on Drug Abuse in United States, the percentage 
of adolescents reporting drug abuse showed a decline in 2021 and the rate of decline in young males was found 
to be greater than females, leading to females now engaging in more alcohol use in adolescence. A similar trend 
and sex-related discrepancy has also been reported for e-cigarettes (vaping) in  adolescents40. Experimental find-
ings have shown that ethanol-induced memory dysfunction occurs following chronic (> 6 months) consump-
tion and this condition is accompanied with permanent damages to various brain  tissues34,36,41–45. As for the 
mechanisms underlying the mentioned detrimental effects of nicotine and ethanol abstinence, literature evidence 
suggest the alteration of brain oxidative damage, inflammatory response, cholinergic activity and neurotrophic 
 factors33,34,44,45. Therefore, in attempt to find new therapeutic options for prevention or amelioration of nicotine/
ethanol effects, consideration of these mechanism are of great significance.

Coenzyme Q10 (CoQ10) is well known as a key regulator of the oxidative phosphorylation process in mito-
chondria. It promotes the synthesis of ATP from carbohydrates and fatty acids inside the cell to run the cellular 
machinery of different pathways. In addition, CoQ10 plays a critical role in redox control of cell signaling and 
gene  expression46. There are evidence indicating that CoQ10 promotes the cell growth, suppresses the apoptosis 
and increases the anti-oxidant defense  mechanisms46 . In this regard, CoQ10 has widely been shown to improve 
learning and memory deficits induced by various factors such as Diabetes  mellitus47,48, Parkinson’s and Alzhei-
mer’s  disease49,50 and  anesthetics51. The beneficial effects of  CoQ10 on memory function were found to be medi-
ated by reduction of oxidant  markers48, enhancement of cholinergic  transmission48, improvement of synaptic 
and mitochondrial function as well as increased concentration  ATP51 throughput the central nervous system. In 
our recent studies, we observed that abstinence from each of ethanol  alone44,45 or nicotine  alone33,52 could impair 
memory function and alter biochemical parameters in rats’ brains using the same procedures/concentrations 
we used in this work. Therefore, in the present study we aimed to find out how abstinence from co-exposure 
of these drugs, as a growing social concern, might affect the results. Furthermore, the present study aimed to 
find out whether  CoQ10 supplementation during adolescence could mitigate the occurrence of bio behavioral 
complications following nicotine-ethanol abstinence in adulthood.

Results
Behavioral manifestations associated with nicotine‑ethanol abstinence
Results indicated that following nicotine-ethanol abstinence (PNDS 42–63), animals display specific somatic 
signs including tremor, eye blink, yawning and grooming, when compared to the control (vehicle-treated) group 
(p < 0.0001). In addition, the number of animals displaying theses signs per group was significantly reduced fol-
lowing treatment by escalating doses of CoQ10. Similar results were found in rats treated by bupropion-naloxone 
combination and no abnormal manifestation was observed in naïve animals treated by CoQ10 400mg/kg alone 
(Table 1).

Quantification of ethanol consumption profile and blood ethanol levels
As indicated in Fig. 1, ethanol drinking amount (ml) was gradually increased during the entire experimental 
protocol in all groups (part A) and this caused a dramatic increase in blood ethanol levels (mg/dl) of all animals 
received ethanol in their drinking water, compared to the control group (part B, p < 0.0001). Our measurements 
indicated that the mean blood ethanol level in these animals reached an average of 243.64 mg/dl (pooled data, 
n = 50, not shown), which meets the criterion of binge consumption in humans, as defined by National Institute 
of  Health53.
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CoQ10 treatment improved the impairment of memory induced by nicotine‑ethanol absti‑
nence in MWM test
Our findings revealed a significant main effect for treatment (F (6, 1365) = 4.211, P < 0.001), day (F (4, 
1365) = 6.209; P < 0.001) and treatment × day interaction (F (24, 1365) = 5.110, P < 0.05) on the escape latency 
to find the platform. The results of MWM revealed that Nic-Eth abstinence impairs the development of spatial 
memory in rats. This is characterized by reduced slope of the curve in Nic-Eth vs. Vehicle group indicating that 
animals undergone adolescent Nic-Eth abstinence less easily learn and remember the location of escape platform 
compared to their control counterparts (Fig. 2A). Interestingly,  CoQ10 treatment, dose dependently reversed the 
mentioned effects of Nic-Eth abstinence (characterized by increased slope of the curve) (Fig. 2A). This finding is 
also consistent with reduced time of swimming in the target quadrant (platform location) in Nic-Eth group vs. the 
control subjects (F (6, 63) = 21.603, P < 0.001, Fig. 2B).  CoQ10 at dose 400mg/kg increased time of swimming in 
target quadrant (P < 0.01; Fig. 2B). For both indices, bupropion-naloxone combination (Nic-Eth-Bup-Nal group) 
could effectively reverse the effect of Nic-Eth abstinence almost with a potency equal to that of  CoQ10 400 mg/kg 
(Nic-Eth-Q10 400 group) (P < 0.001; Fig. 2A and B). Administration of  CoQ10 400 mg/kg in naïve rats induced 
the most significant ameliorative (i.e., memory improving) effect in all experimental groups (P < 0.05; Fig. 2A 
and B). In addition, dose–response comparisons in part B revealed that the effect of  CoQ10 increases following 
dose escalation (P < 0.0001 for 400 mg/kg vs. 100 mg/kg and P < 0.01 for 400 mg/kg vs. 200 mg/kg).

CoQ10 treatment improved the impairment of memory induced by nicotine‑ethanol absti‑
nence in NOR test
As shown, total exploration time was not different among the experimental groups (Fig. 3A), however, ani-
mals that experienced Nic-Eth abstinence during adolescence, displayed impaired memory compared to the 
control (vehicle) group (F (6, 63) = 16.5, P < 0.001, Fig. 3B). This effect was characterized by reduction in the 
time animal spent to explore the novel object, as well as reduction of discrimination index (F (6, 63) = 12.25, 
P < 0.001; Fig. 3C). Interestingly, this adverse effect was dose dependently improved by  CoQ10 treatment i.e., Nic-
Eth-  CoQ10 -treated animals (200 and 400 mg/kg) spent more time to explore the novel object compared to the 
Nic-Eth-treated subjects (P < 0.05 and P < 0.001, respectively; Fig. 3B). This is also shown as gradual increase in 
discrimination index following treatment with escalating doses of CoQ10 (P < 0.05 and P < 0.001, respectively; 
Fig. 3C). Moreover, treatment with combination of bupropion and naloxone (Nic-Eth-Bup-Nal group) reversed 
the effect of Nic-Eth abstinence almost with an efficacy similar to that of  CoQ10 400 mg/kg (Nic-Eth-  CoQ10 400 
group) (P < 0.001; Fig. 3B and C). The most potent effect was observed in naïve rats that only received  CoQ10 

Table 1.  Expression of ethanol-nicotine withdrawal signs in different experimental groups. *vs. Vehicle, 
*p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001, Data analyzed by Fisher’s exact test, n = 10 in each group.

Experimental group

Number of animals displaying withdrawal 
signs (out of 10)

Tremor Eye blink Yawning Grooming

Vehicle 0 0 0 0

Nic-Eth 10**** 9 *** 10**** 8***

Nic-Eth-CoQ10 (100mg/kg) 10 9 *** 9 *** 9 ***

Nic-Eth-CoQ10 (200mg/kg) 6 * 7 ** 7 ** 6 *

Nic-Eth-CoQ10 (400mg/kg) 5 * 4 5 * 6 *

Nic-Eth-Bup-Nal 4 5 * 5 * 5 *

CoQ10 400mg/kg 0 0 0 0

Figure 1.  Ethanol drinking profile and blood ethanol levels. (A) Ethanol drinking amount (ml) was gradually 
increased during the entire experimental protocol in all groups (only 7 time points are shown within PNDs 
21–42) and this caused a dramatic increase in blood ethanol levels (mg/dl) of all animals received ethanol in 
their drinking water, compared to the control group (p < 0.0001). Abbreviations: Nic: nicotine, Eth: ethanol, 
CoQ10: Coenzyme Q10, Bup: bupropion, Nal: naloxone, P*** < 0.001 vs. Vehicle.
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Figure 2.  Assessment of memory by MWM test. Nic-Eth abstinence impaired the development of spatial 
memory in rats. This is characterized by reduced slope of the curve in Nic-Eth vs. Vehicle group.  CoQ10 
treatment, dose dependently reversed the mentioned effects of Nic-Eth abstinence (A). Nic-Eth group displayed 
reduced time of swimming in the target quadrant vs. the control subjects and this effect was reversed by  CoQ10 
treatment at the dose 400mg/kg. Furthermore, bupropion-naloxone combination (Nic-Eth-Bup-Nal group) 
could effectively reverse the effect of Nic-Eth abstinence almost with a potency equal to that of CoQ10 400 
mg/kg. Administration of  CoQ10 400 mg/kg in naïve rats caused the most potent ameliorative effect in all 
experimental groups (B). Abbreviations: Nic: nicotine, Eth: ethanol, CoQ10: Coenzyme Q10, Bup: bupropion, 
Nal: naloxone and MWM: Morris water maze. P*** < 0.001 vs. Vehicle, P +  +  < 0.01 and P +  +  +  < 0.001 vs. Nic-
Eth. P**** < 0.0001.

Figure 3.  Assessment of memory by NOR test. Total exploration time was not different among the 
experimental groups (A). Animals undergone Nic-Eth abstinence, displayed impaired memory function 
compared to the control (vehicle) group. This was characterized by reduction in the time animal spent to 
explore the novel object (B) and the reduced discrimination index (C). As shown, this adverse effect was 
dose dependently reversed by  CoQ10 treatment (B and C). Abbreviations: Nic: nicotine, Eth: ethanol, CoQ10: 
Coenzyme Q10, Bup: bupropion, Nal: naloxone and NORT: novel object recognition test. P** < 0.01 and 
P**** < 0.0001.
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400 mg/kg (P < 0.001; Fig. 3B and C). Dose–response comparisons in part B revealed that the effect of  CoQ10 
increases following dose escalation (P < 0.0001 for 400 mg/kg vs. 100 mg/kg, P < 0.05 for 400 mg/kg vs. 200 mg/
kg) and P < 0.05 for 200 mg/kg vs. 100 mg/kg). In part C, results were as follows: P < 0.0001 for 400 mg/kg vs. 
100 mg/kg and P < 0.0001 for 400 mg/kg vs. 200 mg/kg.

CoQ10 treatment ameliorated the oxidative profile induced by nicotine‑ethanol abstinence
Our biochemical results revealed that the hippocampal concentration of pro-oxidant markers including MDA 
and nitrite increases in rats that experienced a period of Nic-Eth abstinence during adolescence (F (6, 63) = 6.223, 
P < 0.001; Fig. 4A and F (6, 63) = 7.109, P < 0.001; Fig. 4E). On the contrary, concentration and activity of anti-
oxidant markers including thiol and SOD/CAT decreased, respectively in these animals (F (6, 63) = 11.321, 
P < 0.001; Fig. 4B, F (6, 63) = 5.402, P < 0.001; Fig. 4C and F (6, 63) = 21.436, P < 0.001; Fig. 4D). Furthermore, 
the mentioned changes in both pro-and anti-oxidant parameters were found to be significantly reversed by 
 CoQ10 treatment (for MDA 200 and 400 mg/kg, P < 0.01 and P < 0.001 respectively; Fig. 4A, for thiol 400 mg/kg, 
P < 0.001; Fig. 4B, for SOD/catalase/nitrite 200 and 400 mg/kg, P < 0.001; Fig. 4C–E). Combination of bupro-
pion and naloxone (Nic-Eth-Bup-Nal group) reversed the effect of Nic-Eth abstinence on all mentioned factors 
almost with an efficacy similar to that of  CoQ10 400 mg/kg (Nic-Eth-Q10 400 group) (P < 0.001; Fig. 4A–E). In 
this respect, administration of  CoQ10 400 mg/kg alone in naïve rats induced the most potent effect (P < 0.001; 
Fig. 4A–E). Dose–response comparisons for the effect of  CoQ10 were as follows: MDA, (P < 0.0001 for 400 mg/
kg vs. 100 mg/kg, P < 0.0001 for 400 mg/kg vs. 200 mg/kg and P < 0.0001 for 200 mg/kg vs. 100 mg/kg). Thiol: 
(P < 0.001 for 400 mg/kg vs. 100 mg/kg and P < 0.05 for 400 mg/kg vs. 200 mg/kg). SOD: (P < 0.001 for 400 mg/kg 
vs. 100 mg/kg and P < 0.05 for 200 mg/kg vs. 100 mg/kg). CAT: P < 0.0001 for 400 mg/kg vs. 100 mg/kg, P < 0.0001 
for 400 mg/kg vs. 200 mg/kg and P < 0.000 for 200 mg/kg vs. 100 mg/kg). Nitrite: P < 0.0001 for 400 mg/kg vs. 
100 mg/kg, P < 0.01 for 400 mg/kg vs. 200 mg/kg, and P < 0.001 for 200 mg/kg vs. 100 mg/kg.

Figure 4.  Assessment of oxidative profile in hippocampal tissues. In nicotine-ethanol withdrawn rats, 
concentrations of pro-oxidant markers including MDA and nitrite was increased and this effect was reversed 
by CoQ10 treatment (A and E). On the contrary, anti-oxidant indices including thiol level and SOD/CAT 
activity were elevated in hippocampi and again this effect was prevented by CoQ10 administration (B, C and 
D). It should be noted that for all markers, the effect of CoQ10 at its highest dose (400 mg/kg) was almost 
equipotential to that of the Bup + Nal and the most potent effect was observed in naïve rats received CoQ10 
alone (A–D). Abbreviations: Nic: nicotine, Eth: ethanol, CoQ10: Coenzyme Q10, Bup: bupropion, Nal: 
naloxone, MDA: malondialdehyde, SOD: superoxide dismutas. P**** < 0.0001.
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CoQ10 treatment ameliorated the inflammatory response induced by nicotine‑ethanol 
abstinence
It was found that the concentrations of anti-inflammatory cytokine IL-10 reduces in hippocampal tissues of rats 
undergone Nic-Eth abstinence during adolescence (F (6, 63) = 12.589, P < 0.001; Fig. 5A). Conversely, concen-
tration of TNF-α, which is a pro-inflammatory factor, was increased in these animals (F (6, 63) = 9.9, P < 0.001; 
Fig. 5B). As for IL-10 and TNF-α, all doses of  CoQ10 and bupropion-naloxone combination reversed the effect of 
Nic-Eth abstinence almost equipotent (P < 0.001; Fig. 5A and B). Again,  CoQ10 400 mg/kg alone, when adminis-
tered in naïve rats, induced the most significant anti-inflammatory effect in regard with both IL-10 and TNF-α 
(P < 0.001; Fig. 5A and B, respectively). Dose–response comparisons for the effect of  CoQ10 were as follows: IL-10: 
P < 0.0001 for 400 mg/kg vs. 100 mg/kg, TNF-α: P < 0.0001 for 400 mg/kg vs. 100 mg/kg, P < 0.001 for 400 mg/
kg vs. 200 mg/kg, P < 0.05 for 200 mg/kg vs. 100 mg/kg.

CoQ10 treatment reversed the effect of nicotine‑ethanol abstinence on AChE activity, BDNF 
and Amyloid‑B
As shown in Fig. 6, the enzymatic activity of AChE and the concentration of amyloid-B were both increased in 
hippocampal tissues of rats undergone adolescent Nic-Eth abstinence (F (6, 63) = 22.451, P < 0.001; Fig. 6A and 
F (6, 63) = 8.098, P < 0.001; Fig. 6C). On the other hand, tissues level of BDNF was reduced in these animals (F 
(6, 63) = 18.709, P < 0.001; Fig. 6B), however, for AChE,  CoQ10 treatment at all doses (in Nic-Eth-Q10 group), 
could effectively reverse the effect of Nic-Eth abstinence (P < 0.001; Fig. 6A). Also, in Fig. 6B and C, we showed 
CoQ10 treatment at two highest doses can reverse the Nic-Eth abstinence effects (P < 0.001; Fig. 6B and C). 
Combination of bupropion and naloxone induced an improving effect almost similar to that of the highest  CoQ10 
dose (i.e., Nic-Eth-Q10 400 group) (P < 0.001; Fig. 6A–C). Finally, administration of  CoQ10 400 mg/kg in naïve 
rats, elevates BDNF and AChE activity in the absence of Nic-Eth treatment. Dose–response comparisons for the 
effect of  CoQ10 were as follows: AChE activity: P < 0.001 for 400 mg/kg vs. 100 mg/kg, BDNF: P < 0.0001 for 400 
mg/kg vs. 100 mg/kg and P < 0.001 for 200 mg/kg vs. 100 mg/kg. Amyloid-B: P < 0.0001 for 400 mg/kg vs. 100 
mg/kg and P < 0.0001 for 200 mg/kg vs. 100 mg/kg.

Discussion
In the present study, we first aimed to find out how abstinence from chronic nicotine-ethanol exposure during 
adolescence could affect the memory function in rats. From clinical point of view, these two phenomena, known 
as positive and negative reinforcement respectively, promote the individual’s craving for compulsive drug seek-
ing not only to experience euphoria, but also, avoid the undesirable somatic signs. Furthermore, our rationale 
for co-administration of nicotine and ethanol during adolescence in rats was based on the extensive evidence 
supporting the strong inclination of human adolescents for tobacco-alcohol co-consumption54. For example, 
majority of individuals with alcohol use disorder also smoke tobacco products  regularly55. Moreover, chronic 
smoking has been shown to increase the risk of alcohol use disorder and vice  versa56,57. It should be noted that 
the mentioned behavioral link between tobacco smoking and alcohol drinking is primarily established during 
 adolescence17,18,57. In other words, not only adolescent alcohol drinkers are more likely to become tobacco smok-
ers, but also adolescent tobacco smokers are more likely to become alcohol  drinkers58.

In is now well-established that both nicotine and alcohol abstinence following prolonged intake impairs vari-
ous dysfunctions with a marked adverse effect on learning and  memory33,44,45,59,60. Studies on human populations 

Figure 5.  Assessment of inflammatory profile in hippocampal tissues. In nicotine-ethanol withdrawn rats, 
concentrations of anti- and pro-inflammatory cytokines were decreased and increased including IL-10 
and TNF-α, respectively (A and B). As shown, for both indices, CoQ10 treatment effectively prevented the 
mentioned effect. In addition, the effect of CoQ10 at the dose of (400 mg/kg) was almost equipotential to that 
of the Bup + Nal and the most potent effect was found in naïve rats treated by CoQ10 alone. Abbreviations: Nic: 
nicotine, Eth: ethanol, CoQ10: Coenzyme Q10, Bup: bupropion, Nal: naloxone, IL-10: Interleukin-10 and TNF-
α: tumor necrosis factor-alpha. P**** < 0.0001.
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have revealed that nicotine-alcohol interaction further complicates the post-quit behavioral outcomes, therefore, 
finding therapeutic or ameliorative strategies are of paramount  significance61–63. Up to now, a wide variety of 
methods have been applied in clinic such as nicotine replacement therapy and pharmacological interventions 
including bupropion hydrochloride, varenicline, clonidine, monoamine oxidase inhibitors etc., however, efficacy, 
tolerability and convenience of these options are still the matter of controversy among the  researchers61.

CoQ10 is a critical cofactor in the mitochondrial chain of electron transport and has been found to have 
neuroprotective, anti-inflammatory, and antioxidant effects in nervous  system64–66. Consistently, there is clinical 
evidence indicating that attenuation of cognitive capacities in older adults is associated with reduced plasma 
concentration of  CoQ10

67,68. In line with this evidence, experimental findings have revealed that systemic admin-
istration of CoQ10 (10 mg/kg) effectively reverses the impairment of spatial and avoidance memory in  rodents48. 
Mechanisms underlying this effect was reported as enhancement of cholinergic activity and improvement of 
oxidative profile balance in hippocampal  tissues48. Therefore, in our study, animals were first exposed with 
simultaneous nicotine-ethanol administration and then received CoQ10 within the “abstinence period” i.e., 
following cessation of drugs.  CoQ10 was orally administered in order to mimic the supplementation applicability 
in clinical practice. In addition, three escalating doses of  CoQ10 was applied to test the dose-dependent nature 
of drug effects at behavioral level. Results indicated that abstinence from nicotine-ethanol exposure markedly 
impairs the development of memory in rats when tested by MWM and NORT, respectively (Figs. 2 and 3). This 
adverse effect was characterized by reduced slope of the curve in Fig. 2A, representing the fact that development 
of learning is delayed in rats. In other words, animals experienced nicotine-ethanol abstinence, leases rapidly 
learn and remember how to find the escape platform in water tank. In line with this, these subject spend a consid-
erably less swimming time within the target quadrant in which the escape platform is located. Our biochemical 
tests revealed that these behavioral deficits most probably result from increased oxidative markers, decreased 
anti-oxidant and neurotrophic capacity, exacerbation of inflammatory response, reduced cholinergic activity 
and accumulation of amyloid-B in hippocampal tissues. Interestingly all behavioral outcomes as well as the 

Figure 6.  Assessment of AChE, BDNF and amyloid-B in hippocampal tissues. In nicotine-ethanol withdrawn 
rats, the enzymatic activity of AChE as well as the concentration of amyloid-B was elevated in hippocampal 
tissues (A and C), however, BDNF level was diminished significantly (B). In all markers, the effect of CoQ10 at 
the dose of (400 mg/kg) was almost equipotential to that of the Bup + Nal and the most potent effect was found 
in naïve rats treated by CoQ10 alone. Abbreviations: Nic: nicotine, Eth: ethanol, CoQ10: Coenzyme Q10, Bup: 
bupropion, Nal: naloxone, AChE: acetylcholinesterase and BDNF: brain-derived neurotrophic factor. P** < 0.01 
and P**** < 0.0001.
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mentioned biochemical alterations were significantly reversed in animals treated by  CoQ10 and in most cases the 
ameliorative effect was found to be dose-dependent (Figs. 4, 5 and 6). Consistent with these findings, the somatic 
signs of nicotine-alcohol abstinence were also decreased in animals treated by  CoQ10. This particularly matters 
in clinical context because the individual treated by  CoQ10 is protected from memory dysfunction, while he/she 
experiences less physical suffering (negative reinforcement). Aside from these, our study included an independ-
ent group in which the subjects received bupropion and naloxone simultaneously during the abstinence interval 
(i.e., following cessation of nicotine and alcohol). The inclusion of this experimental group was done to find out 
whether the efficacy of  CoQ10 is comparable to that of bupropion and naloxone (both of which are commonly 
used in clinic for the management of smoking and alcohol abstinence syndromes)69–74. What we observed in 
our findings was truly intriguing because in all experiments,  CoQ10 treatment at the dose of 400 mg/kg induced 
almost the same effect as obtained by bupropion-naloxone co-administration. Therefore, it seems reasonable to 
suggest the use of  CoQ10 instead or in combination with bupropion and/or naloxone to ameliorate the adverse 
effects of nicotine-alcohol abstinence.

Our rationale for choosing these specific biochemical markers, was based on the results of our recent studies 
in which we observed that both nicotine and alcohol abstinence could induce memory deficits through alteration 
of oxidative status, inflammatory response, cholinergic activity, BDNF and amyloid-B in hippocampal tissues 
of adolescent male  rats33,44,45,52. In addition, there is a mechanistic connection between cholinergic function 
and inflammatory response, known as “cholinergic anti-inflammatory pathway” in literature. In brief, release 
of inflammatory cytokines (secondary to tissue damage, infection, ethanol/nicotine abstinence etc.) activates 
the vagus nerves ascending to the brain stem which is then excites the efferent vagus nerves descending to the 
visceral organs. Then, Ach release via cholinergic terminal promotes the suppression of further cytokine secre-
tion by macrophages through activation of α7-nicotinic acetylcholine  receptors75.

Therefore, in our results, elevation of acetylcholinesterase activity by nicotine-ethanol abstinence (in Fig. 6A) 
causes more Ach degradation in synaptic cleft and this attenuates the mentioned function of cholinergic pathway, 
as characterized in our results by increased level of TNF-a (Fig. 5B). On the other hand, the anti-inflammatory 
effect of CoQ10 (characterized by reduction of TNF-a, Fig. 5B) could be explained by potentiation of the “cho-
linergic anti-inflammatory pathway”. As we observed (in Fig. 6A), CoQ10 reduced the activity of acetylcho-
linesterase which represents more Ach availability in synaptic cleft to bind and activate the α7-Ach receptors.

Although the neuroprotective effects of  CoQ10 is rather established in literature, this issue has not been 
addressed in association with nicotine/alcohol abstinence in humans. Moreover, the present study, for the first 
time, probed into the neurobiological mechanism of  CoQ10 in this context. Clinical trials are essential to reveal 
whether prolonged and high dose administration of  CoQ10 is safely tolerated by nicotine and/or alcohol-depend-
ent patients. It should be noted that since we did not measure the behavioral characteristics of immature brain 
function in rats (as expected in adolescents such as impulsivity, risk taking etc.), one should carefully compare/
generalize our findings to the evidence obtained from studies on adolescent brains in human subjects. In this 
regard, the use of “early-life” (instead adolescent) drug exposure may represent a more accurate term. Finally, 
the present study included only male subjects both in design and experimentations. This particularly matters in 
respect with the aforementioned sex-dependent discrepancies in craving for drug abuse among  adolescents40. 
Moreover, recent studies on animal models have revealed that such differential reward behaviors are associated 
with differential function of nicotinic acetylcholine receptor  system76.

Conclusion
According to the results of this study, abstinence from adolescent nicotine and alcohol exposure results in impair-
ment of memory function. These adverse effects were found to be mediated by changes in the level/activity of 
oxidative, inflammatory, neurotrophic and cholinergic markers within the hippocampi. Moreover, administration 
of  CoQ10 could effectively prevent the frequency of abnormal signs and memory deficits at behavioral level as 
well as the mentioned biochemical alterations. As for the involved mechanisms, it seems that abstinence from 
nicotine and ethanol causes the neuroinflammation in hippocampal tissues and it might even exacerbate this 
phenomenon by suppression of cholinergic anti-inflammatory pathway. This could occur secondary to elevation 
of acetylcholinesterase and subsequent reduction of synaptic Ach levels. The opposite scenario explains how 
 CoQ10 induces its anti-inflammatory effects, i.e., probably through potentiation of cholinergic anti-inflammatory 
mechanism. However, this hypothesis has never been proposed or investigated within the hippocampal region 
and requires precise investigation in future studies.

Materials and methods
Animals, drugs and experimental protocols
Male Wistar rats (postnatal day 21–42, weighing 50 ± 5 g) were obtained from the animal house at Torbat Hey-
dariyeh University of Medical Sciences, Iran (in-house breeding facility). Animals were kept in Plexiglas cages 
with ad libitum access to food and water in a colony room under constant temperature (22 ± 2 ◦C) and 12-h 
light/dark cycle (Lights on at 6:00 AM).

All methods were carried out according to the relevant guidelines and regulations (Ethics number issued by 
ethics committee of Torbat Heydariyeh University of Medical Sciences: IR.THUMS.AEC.1402.002). In addition, 
all methods were reported in accordance with ARRIVE  guidelines77. Attempt was made to minimize the suf-
fering and the number of animals used in this study. Ethanol 99.9% were purchased form Dr. Mojallali Co. and 
freshly prepared prior to the experiments. Based on the methods of  previous44,78 studies, an escalating protocol 
was applied for addition of ethanol to animals’ drinking water as follows: 5% (PNDs 21–22), 10% (PNDs 23–24), 
15% (PNDs 25–26) and 20% (PNDs 27–42). Nicotine, as (-)-Nicotin,  C10H14N2, Merck, Germany) was obtained 
from Merck Co. and injected i.p. at the dose of 2 mg/kg.  CoQ10 and bupropion were administered through oral 
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gavage. Naloxone was injected i.p. at the dose of 10 mg/kg. All daily drug administrations, including injection 
and gavage, were done at 8:00 am by the same experimenter who was not informed of the study design.

Subjects were randomly assigned to 7 experimental groups (n = 10 in each group), as follows: Group 1: Ani-
mals were intraperitoneally (i.p.) injected with saline (NaCl 0.9%) in their adolescence (PND 21–42) and then 
received saline again through oral gavage for three weeks to undergo abstinence (PND 43–63). Group 2: animals 
received co-administration of nicotine (2 mg/kg i.p) and ethanol (in their drinking water) during adolescence 
(Nic-Eth group, PND 21–42) and then received saline through oral gavage for three weeks to undergo abstinence 
(PND 43–63). Groups 3–5: animals received co-administration of nicotine (2 mg/kg i.p) and ethanol (in their 
drinking water) during adolescence (PND 21–42) and then received  CoQ10 through oral gavage for three weeks 
(Nic-Eth-  CoQ10 group, PND 43–63) at three escalating doses of 100, 200 and 400 mg/kg. Groups 6: animals 
received co-administration of nicotine (2 mg/kg i.p) and ethanol (in their drinking water) during adolescence 
(PND 21–42) and then received co-administration of bupropion (20 mg/kg, i.p.) and naloxone (10 mg/kg, i.p.) for 
three weeks (PND 43–63). Groups 7: Animals were injected with saline (i.p.) in their adolescence (PND 21–42) 
and then received the highest dose of  CoQ10 (400 mg/kg) through oral gavage for three weeks (PND 43–63). It 
should be noted that the exposure timeframe (i.e., PND 21–42) in our study actually covers prepubescent (or 
juvenile) to mid adolescents in  rats79–81. Behavioral tests including the Morris water maze (MWM) and novel 
object recognition (NOR) test were performed between PNDs 63–69. Then, animals were first euthanized by 
carbon dioxide inhalation, then rapid decapitation was done using a guillotine. The skull was gently removed to 
access and excise the whole brain. In the next step, both hippocampi were carefully dissected under stereoscope 
by an expert researcher. Then, tissue samples were taken and transferred to microtubes to be kept frozen at -80 °C 
until use for biochemical measurements (see timeline in Fig. 1).

Behavioral assessments
MWM test
The MWM, has become as one of the most common behavioral tests for assessing memory function alongside 
spatial memory in rodents. The device is consisted of a large circular pool equipped with the hidden platform. 
The test includes 6 days in which five consecutive days are considered as trial period and the 6th day is known 
as the test phase. Each day consists of 4 trials and in each trial the animals are released into water from a fixed 
location and allowed to swim and find the escape platform within 60 s. The time spent to find the hidden plat-
form was recorded and processed. An inter-trial interval of 20 s was considered for all subjects. As expected, the 
more memory disturbance leads to the more time spent to reach the platform. Eventually, on probe day (sixth 
day), the escape platform was removed to assess spatial memory and how animals remember the quadrant in 
which the hidden platform was submerged. In this regard, they were allowed to swim and find the time spent 
in the desirable quadrant (the hidden platform was located). In fact, the more memory impairment leads to the 
less time spent in the desirable quadrant.

NOR test
The NOR test, was used to assess the memory function in rats based on the methods previously established in 
 literature82,83. In this methods, the test box includes an open square field (45 × 45 × 50  cm3) in which animals 
undergo three trials of habituation, training and testing. On day 1, rats are allowed to freely explore the filed 
for 5 min and on day 2, they have the opportunity to explore two identical objects in the box through touching 
and nose-poking. On day 3 (test day), the experimenter replaces one of the objects by a new one and animals 
can explore both familiar and novel objects for 5 min. In order to quantify the memory function in subjects, 
a discrimination index is calculated via the following formula: “Time of novel object exploration” divided by 
“Total exploration time” × 100.

Assessment of physical manifestations during nicotine‑ethanol abstinence
In order to assess the effect of nicotine-ethanol abstinence (PNDs 42–63) on physical manifestations among 
different experimental groups, animals were put in clear Plexiglas cages to visually check how many of them per 
group display specific somatic signs including tremor, eye blink, yawning and grooming during 15 min. At the 
end of assessment, animals were returned to their home cages.

Biochemical assessments
In order to reveal what cellular mechanisms mediate our behavioral observations, the following biochemical 
parameters were measured in hippocampal tissues: 1. Pro/antioxidant markers including superoxide dismutase 
(SOD), catalase, total thiol, nitrite and malondialdehyde (MDA). In addition, the inflammatory response was 
assessed via quantification of Interleukin-10 (IL-10) and tumor necrosis factor-alpha (TNF-α). Finally, acetylcho-
linesterase (AChE) activity plus the concentration of brain-derived neurotrophic factor (BDNF) and amyloid-B 
and were measured.

Blood content of ethanol, MDA, Thiol, Nitrite, SOD and catalase
At the end of nicotine-ethanol exposure, blood samples were taken and ethanol content was measured as mg/
dl by Cobas Integra 400 plus analyzer (Roche Diagnostic GmbH, Germany). The MDA tissue concentration, 
as a typical marker of lipid peroxidation, was measured using a previously described method. In brief, MDA 
reacts with thiobarbituric acid (TBA) and produces a red substance. In case of thiol, there is a reaction between 
DTNB (2, 2′ -dinitro-5,5′ -dithiolbenzoic acid) and thiol groups which finally forms a yellow complex. In both 
cases, absorbance level of the colorful final products are read by a spectrophotometer. For measurement of SOD 
and catalase activities, Madesh and Aebi protocols were used,  respectively84,85. In brief, the activity of SOD is 
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quantified through a colorimetric method with a detection threshold at 570 nm and as for the CAT activity, 
hydrogen peroxide acts as a substrate in the reaction. In addition, hippocampal concentration of nitrite was 
measured by a commercial colorimetric assay kit (Promega Corporation, USA). In this method, the supernatant 
of homogenized samples react with the Griess reagent and the absorbance is recorded at 520 nm.

Concentrations of IL‑10 and TNF‑α, BDNF, Amyloid‑B and AChE
In order to measure the hippocampal concentrations of IL-10, TNF-α, BDNF and amyloid-B, a commercial 
rat ELISA kits was purchased and the manufacturer’s instructions were followed (IBL International, Hamburg, 
Germany, and MyBioSource, San Diego, CA, USA). A microplate reader (Biotech, USA) was used to measure 
the absorption rates and results were compared to the standard curve in the same experiment. The activity AChE 
enzyme was measured by a method described in  previously86. In brief, the reaction proceeds between the thiol 
group of acetylthiocholine iodide as a substrate and the 5,5-dithiobis-2-nitrobenzoate ion which promotes the 
synthesis of 5-thio-2- nitrobenzoic acid. The absorbance rate is read at the wavelength of 405 nm and the enzy-
matic activity is obtained in comparison with the standard curve.

Statistical analyses
Data were transferred to GraphPad Prism software (version 6, USA) for statistical analyses. Two-way ANOVA 
test was applied for the analysis of MWM test, in which two independent variables (i.e., Time and Day) were 
addressed. For other results (NOR and biochemical tests), in which only one independent variable was the 
subject of analysis (i.e., time or concentration), one-way ANOVA was applied followed by Tukey’s post hoc test. 
Fisher’s exact test was used to analyze the effect of nicotine-ethanol abstinence. In all analyses, P-value < 0.05 
was considered statistically significant and data were presented as mean ± standard error of the mean (SEM).

Data availability
The datasets generated during and/or analyzed during the present study are available from the corresponding 
author.

Received: 2 March 2024; Accepted: 11 May 2024

References
 1. Chakravarthy, B., Shah, S. & Lotfipour, S. Adolescent drug abuse-Awareness & prevention. Indian J. Med. Res. 137(6), 1021 (2013).
 2. Czechowicz, D. Adolescent alcohol and drug abuse and its consequences—an overview. Am. J. Drug Alcohol Abuse. 14(2), 189–197 

(1988).
 3. Degenhardt, L., Stockings, E., Patton, G., Hall, W. D. & Lynskey, M. The increasing global health priority of substance use in young 

people. Lancet Psychiatry. 3(3), 251–264 (2016).
 4. Hall, W. D. et al. Why young people’s substance use matters for global health. Lancet Psychiatry. 3(3), 265–279 (2016).
 5. Nestler, E. J. Molecular mechanisms of drug addiction. J. Neurosci. 12(7), 2439 (1992).
 6. Nestler, E. J. Molecular mechanisms of drug addiction. Neuropharmacology. 47, 24–32 (2004).
 7. Nestler, E. J. Epigenetic mechanisms of drug addiction. Neuropharmacology. 76, 259–268 (2014).
 8. Self, D. W. & Nestler, E. J. Molecular mechanisms of drug reinforcement and addiction. Annu. Rev. Neurosci. 18(1), 463–495 (1995).
 9. Winters, K. C. & Arria, A. Adolescent brain development and drugs. Prev. Res. 18(2), 21 (2011).
 10. Arain, M. et al. Maturation of the adolescent brain. Neuropsychiatr. Dis. Treat. 9, 449 (2013).
 11. Salmanzadeh, H. et al. Adolescent drug exposure: A review of evidence for the development of persistent changes in brain func-

tion. Brain Res Bull. 156, 105–117 (2020).
 12. Andersen, S. L. Trajectories of brain development: Point of vulnerability or window of opportunity?. Neurosci. Biobehav. Rev. 

27(1–2), 3–18 (2003).
 13. Schepis, T. S., Adinoff, B. & Rao, U. Neurobiological processes in adolescent addictive disorders. Am. J. Addict. 17(1), 6–23 (2008).
 14. Latimer, W. & Zur, J. Epidemiologic trends of adolescent use of alcohol, tobacco, and other drugs. Child Adolesc. Psychiatr. Clin. 

19(3), 451–464 (2010).
 15. Society AC. Cancer facts & figures 2017. American cancer society Atlanta; (2013).
 16. Control CfD Prevention. Trends in cigarette smoking among high school students–United States, 1991–2001. MMWR Morbidity 

and Mortality Weekly Rep. 51(19), 409–412 (2002).
 17. Doubeni, C. A., Reed, G. & DiFranza, J. R. Early course of nicotine dependence in adolescent smokers. Pediatrics. 125(6), 1127–

1133 (2010).
 18. Spear, L. P. Consequences of adolescent use of alcohol and other drugs: Studies using rodent models. Neurosci. Biobehav. Rev. 70, 

228–243 (2016).
 19. Jackson, K. M., Sher, K. J., Cooper, M. L. & Wood, P. K. Adolescent alcohol and tobacco use: onset, persistence and trajectories of 

use across two samples. Addiction. 97(5), 517–531 (2002).
 20. Health UDo, Services H. National survey on drug use and health: Summary of national findings. US Department of Health and 

Human Services: Rockville, MD, USA. 2013.
 21. Johnson, P. B., Boles, S. M., Vaughan, R. & Kleber, H. D. The co-occurrence of smoking and binge drinking in adolescence. Addic‑

tive Behav. 25(5), 779–783 (2000).
 22. Torabi, M., Azizi, H., Ahmadi-Soleimani, S. M. & Rezayof, A. Adolescent nicotine challenge promotes the future vulnerability to 

opioid addiction: Involvement of lateral paragigantocellularis neurons. Life Sci. 234, 116784 (2019).
 23. Belluzzi, J. D., Lee, A. G., Oliff, H. S. & Leslie, F. M. Age-dependent effects of nicotine on locomotor activity and conditioned place 

preference in rats. Psychopharmacology. 174(3), 389–395 (2004).
 24. Wilmouth, C. E. & Spear, L. P. Adolescent and adult rats’ aversion to flavors previously paired with nicotine. Ann N Y Acad Sci. 

1021(1), 462–464 (2004).
 25. Shram, M. J., Funk, D., Li, Z. & Lê, A. D. Periadolescent and adult rats respond differently in tests measuring the rewarding and 

aversive effects of nicotine. Psychopharmacology. 186(2), 201–208 (2006).
 26. Brielmaier, J. M., McDonald, C. G. & Smith, R. F. Immediate and long-term behavioral effects of a single nicotine injection in 

adolescent and adult rats. Neurotoxicol Teratol. 29(1), 74–80 (2007).



11

Vol.:(0123456789)

Scientific Reports |        (2024) 14:11413  | https://doi.org/10.1038/s41598-024-61932-4

www.nature.com/scientificreports/

 27. Torres, O. V., Tejeda, H. A., Natividad, L. A. & O’Dell, L. E. Enhanced vulnerability to the rewarding effects of nicotine during the 
adolescent period of development. Pharmacol Biochem Behav. 90(4), 658–663 (2008).

 28. Portugal, G. S. & Gould, T. J. Nicotine withdrawal disrupts new contextual learning. Pharmacol Biochem Behav. 92(1), 117–123 
(2009).

 29. Gould, T. J. & Leach, P. T. Cellular, molecular, and genetic substrates underlying the impact of nicotine on learning. Neurobiol 
Learn Mem. 107, 108–132 (2014).

 30. Ashare, R. L., Falcone, M. & Lerman, C. Cognitive function during nicotine withdrawal: Implications for nicotine dependence 
treatment. Neuropharmacology. 76, 581–591 (2014).

 31. Wesnes, K. A., Edgar, C. J., Kezic, I., Salih, H. M. & de Boer, P. Effects of nicotine withdrawal on cognition in a clinical trial setting. 
Psychopharmacology. 229, 133–140 (2013).

 32. Wilkinson, D. S. & Gould, T. J. Withdrawal from chronic nicotine and subsequent sensitivity to nicotine challenge on contextual 
learning. Behav Brain Res. 250, 58–61 (2013).

 33. Ahmadi-Soleimani, S. M., Amiry, G. Y., Khordad, E., Masoudi, M. & Beheshti, F. Omega-3 fatty acids prevent nicotine withdrawal-
induced impairment of learning and memory via affecting oxidative status, inflammatory response, cholinergic activity, BDNF 
and amyloid-B in rat hippocampal tissues. Life Sci. 332, 122100 (2023).

 34. Hosseini, S. H. et al. Folic acid supplementation improved nicotine withdrawal-induced of memory loss via affecting oxidative 
status, inflammatory response, cholinergic activity, BDNF and amyloid-B in adolescent male rat. Neurosci. Lett. 815, 137489 (2023).

 35. Pfefferbaum, A., Sullivan, E. V., Rosenbloom, M. J., Mathalon, D. H. & Lim, K. O. A controlled study of cortical gray matter and 
ventricular changes in alcoholic men over a 5-year interval. Arch. Gen. Psychiatry. 55(10), 905–912 (1998).

 36. Farr, S. A., Scherrer, J. F., Banks, W. A., Flood, J. F. & Morley, J. E. Chronic ethanol consumption impairs learning and memory 
after cessation of ethanol. Alcohol Clin. Exp. Res. 29(6), 971–982 (2005).

 37. White, A. M. What happened? Alcohol, memory blackouts, and the brain. Alcohol Res. Health. 27(2), 186 (2003).
 38. Ros-Simó, C., Moscoso-Castro, M., Ruiz-Medina, J., Ros, J. & Valverde, O. Memory impairment and hippocampus specific protein 

oxidation induced by ethanol intake and 3, 4-Methylenedioxymethamphetamine (MDMA) in mice. J. Neurochem. 125(5), 736–746 
(2013).

 39. White, A. M., Matthews, D. B. & Best, P. J. Ethanol, memory, and hippocampal function: a review of recent findings. Hippocampus. 
10(1), 88–93 (2000).

 40. NIDA. Percentage of adolescents reporting drug use decreased significantly in 2021 as the COVID-19 pandemic endured. 2021.
 41. Bontempi, B., Beracochea, D., Jaffard, R. & Destrade, C. Reduction of regional brain glucose metabolism following different dura-

tions of chronic ethanol consumption in mice: a selective effect on diencephalic structures. Neuroscience. 72(4), 1141–1153 (1996).
 42. Lescaudron, L. & Verna, A. Effects of chronic ethanol consumption on pyramidal neurons of the mouse dorsal and ventral hip-

pocampus: a quantitative histological analysis. Exp. Brain Res. 58(2), 362–367 (1985).
 43. Squire, L., Amaral, D. G. & Press, G. Magnetic resonance imaging of the hippocampal formation and mammillary nuclei distinguish 

medial temporal lobe and diencephalic amnesia. J. Neurosci. 10(9), 3106–3117 (1990).
 44. Baradaran, Z. et al. Metformin improved memory impairment caused by chronic ethanol consumption during adolescent to adult 

period of rats: Role of oxidative stress and neuroinflammation. Behav. Brain Res. 411, 113399 (2021).
 45. Akbari, E. et al. Vitamin B12 administration prevents ethanol-induced learning and memory impairment through re-establishment 

of the brain oxidant/antioxidant balance, enhancement of BDNF and suppression of GFAP. Behav. Brain Res. 438, 114156 (2023).
 46. Crane, F. L. Biochemical functions of coenzyme Q10. J. Am. College Nutr. 20(6), 591–598 (2001).
 47. Monsef, A., Shahidi, S. & Komaki, A. Influence of chronic coenzyme Q10 supplementation on cognitive function, learning, and 

memory in healthy and diabetic middle-aged rats. Neuropsychobiology. 77(2), 92–100 (2019).
 48. Ishrat, T. et al. Coenzyme Q10 modulates cognitive impairment against intracerebroventricular injection of streptozotocin in rats. 

Behav. Brain Res. 171(1), 9–16 (2006).
 49. Li, Z. et al. The effect of creatine and coenzyme q10 combination therapy on mild cognitive impairment in Parkinson’s disease. 

Eur. Neurol. 73(3–4), 205–211 (2015).
 50. Komaki, H. et al. Investigation of protective effects of coenzyme Q10 on impaired synaptic plasticity in a male rat model of Alz-

heimer’s disease. Brain Res. Bull. 147, 14–21 (2019).
 51. Xu, G. et al. Coenzyme Q10 reduces sevoflurane-induced cognitive deficiency in young mice. Br. J. Anaesth. 119(3), 481–491 

(2017).
 52. Hosseini, S. H. et al. Folic acid supplementation improved nicotine withdrawal-induced of memory loss via affecting oxidative 

status, inflammatory response, cholinergic activity, BDNF and amyloid-B in adolescent male rat. Neurosci. Lett. 815, 137489 (2023).
 53. Courtney, K. E. & Polich, J. Binge drinking in young adults: Data, definitions, and determinants. Psychol. Bull. 135(1), 142 (2009).
 54. Cross, S. J., Lotfipour, S. & Leslie, F. M. Mechanisms and genetic factors underlying co-use of nicotine and alcohol or other drugs 

of abuse. Am. J. Drug Alcohol Abuse. 43(2), 171–185 (2017).
 55. Falk, D. E., Yi, H.-y & Hiller-Sturmhöfel, S. An epidemiologic analysis of co-occurring alcohol and tobacco use and disorders: 

findings from the National Epidemiologic Survey on Alcohol and Related Conditions. Alcohol Res Health. 29(3), 162 (2006).
 56. King, A. C. & Epstein, A. M. Alcohol dose–dependent increases in smoking urge in light smokers. Alcohol Clin. Exp. Res. 29(4), 

547–552 (2005).
 57. Rose, J. E. et al. Psychopharmacological interactions between nicotine and ethanol. Nicotine Tob Res. 6(1), 133–144 (2004).
 58. Johnson, P. B., Boles, S. M., Vaughan, R. & Kleber, H. D. The co-occurrence of smoking and binge drinking in adolescence. Addict. 

Behav. 25(5), 779–783 (2000).
 59. Amiry, G. Y., Haidary, M., Azhdari-Zarmehri, H., Beheshti, F. & Ahmadi-Soleimani, S. M. Omega-3 fatty acids prevent nicotine 

withdrawal-induced exacerbation of anxiety and depression by affecting oxidative stress balance, inflammatory response, BDNF 
and serotonin metabolism in rats. Eur. J. Pharmacol. 947, 175634 (2023).

 60. Ahmadi-Soleimani, S. M., Azizi, H., Beheshti, F., Azizi, O. & Abbasi-Mazar, A. A history of ethanol intake accelerates the develop-
ment of morphine analgesic tolerance: A protective potential for omega-3 fatty acids. Behav. Neurosci. 137(2), 101 (2023).

 61. Polosa, R. & Benowitz, N. L. Treatment of nicotine addiction: present therapeutic options and pipeline developments. Trends 
Pharmacol. Sci. 32(5), 281–289 (2011).

 62. Verplaetse, T. L. & McKee, S. A. An overview of alcohol and tobacco/nicotine interactions in the human laboratory. Am. J. Drug 
Alcohol Abuse. 43(2), 186–196 (2017).

 63. Narahashi, T. et al. Mechanisms of alcohol-nicotine interactions: Alcoholics versus smokers. Alcoholism 25, 152S-S156 (2001).
 64. Chaturvedi, R. K. & Beal, M. F. Mitochondrial diseases of the brain. Free Radic. Biol. Med. 63, 1–29 (2013).
 65. Crane, F. L. Biochemical functions of coenzyme Q10. J. Am. Coll. Nutr. 20(6), 591–598 (2001).
 66. Esrefoglu, M. Experimental and clinical evidence of antioxidant therapy in acute pancreatitis. World J. Gastroenterol. 18(39), 5533 

(2012).
 67. Fernández-Portero, C., Amián, J. G., Rdl, B., López-Lluch, G. & Alarcón, D. Coenzyme Q10 levels associated with cognitive 

functioning and executive function in older adults. J. Gerontol. A. 78(1), 1–8 (2023).
 68. Kure, C. E. et al. Relationships among cognitive function and cerebral blood flow, oxidative stress, and inflammation in older heart 

failure patients. J. Cardiac Failure. 22(7), 548–559 (2016).
 69. Warner, C. & Shoaib, M. How does bupropion work as a smoking cessation aid?. Addict. Biol. 10(3), 219–231 (2005).



12

Vol:.(1234567890)

Scientific Reports |        (2024) 14:11413  | https://doi.org/10.1038/s41598-024-61932-4

www.nature.com/scientificreports/

 70. Martínez-Raga, J., Keaney, F., Sutherland, G., Perez-Galvez, B. & Strang, J. Treatment of nicotine dependence with bupropion SR: 
Review of its efficacy, safety and pharmacological profile. Addict. Biol. 8(1), 13–21 (2003).

 71. Richmond, R. & Zwar, N. Review of bupropion for smoking cessation. Drug Alcohol Rev. 22(2), 203–220 (2003).
 72. Shiffman, S. et al. The effect of bupropion on nicotine craving and withdrawal. Psychopharmacology. 148, 33–40 (2000).
 73. Karras, A. & Kane, J. Naloxone reduces cigarette smoking. Life Sci. 27(17), 1541–1545 (1980).
 74. Handal, K. A., Schauben, J. L. & Salamone, F. R. Naloxone. Annals Emerg. Med. 12(7), 438–445 (1983).
 75. Tracey, K. J. Physiology and immunology of the cholinergic antiinflammatory pathway. J. Clin. Invest. 117(2), 289–296 (2007).
 76. Moen, J. K. & Lee, A. M. Sex differences in the nicotinic acetylcholine receptor system of rodents: impacts on nicotine and alcohol 

reward behaviors. Front. Neurosci. 15, 745783 (2021).
 77. Percie du Sert, N. et al. The ARRIVE guidelines 2.0: Updated guidelines for reporting animal research. J. Cerebral Blood Flow 

Metabol. 40(9), 1769–1777 (2020).
 78. Farr, S. A., Scherrer, J. F., Banks, W. A., Flood, J. F. & Morley, J. E. Chronic ethanol consumption impairs learning and memory 

after cessation of ethanol. Alcohol. 29(6), 971–982 (2005).
 79. Doremus-Fitzwater, T. L., Barreto, M. & Spear, L. P. Age-related differences in impulsivity among adolescent and adult Sprague-

Dawley rats. Behav. Neurosci. 126(5), 735 (2012).
 80. Saalfield, J. & Spear, L. Consequences of repeated ethanol exposure during early or late adolescence on conditioned taste aversions 

in rats. Dev. Cognit. Neurosci. 16, 174–182 (2015).
 81. Vetter-O’Hagen, C. S. & Spear, L. P. Hormonal and physical markers of puberty and their relationship to adolescent-typical novelty-

directed behavior. Dev. Psychobiol. 54(5), 523–535 (2012).
 82. Hoang, T. H. X. et al. Effects of Hippeastrum reticulatum on memory, spatial learning and object recognition in a scopolamine-

induced animal model of Alzheimer’s disease. Pharm Biol. 58(1), 1107–1113 (2020).
 83. Lueptow, L. M. Novel object recognition test for the investigation of learning and memory in mice. JoVE (J. Visual. Exper.). 126, 

e55718 (2017).
 84. Madesh, M. & Balasubramanian, K. Microtiter plate assay for superoxide dismutase using MTT reduction by superoxide. Indian 

J. Biochem. 35(3), 184–188 (1998).
 85. Aebi, H., Wyss, S. R., Scherz, B. & Gross, J. Properties of erythrocyte catalase from homozygotes and heterozygotes for Swiss-type 

acatalasemia. Biochem. Genet. 14, 791–807 (1976).
 86. Worek, F., Eyer, P. & Thiermann, H. Determination of acetylcholinesterase activity by the Ellman assay: A versatile tool for in vitro 

research on medical countermeasures against organophosphate poisoning. Drug Test Anal. 4(3–4), 282–291 (2012).

Acknowledgements
The authors would like to thank the Student Research Committee of Torbat Heydariyeh University of Medical 
Sciences (No: SRC-02-104) and Vice-Chancellery for Research and education of Torbat Heydariyeh University 
of Medical Sciences for providing financial supports.

Author contributions
S. Mohammad Ahmadi-Soleimani: Performed experiments and co-wrote the paper.  Seyedalireza Ghasemi: 
Performed experiments, and analyzed data. Mohamad Amin Rahmani: Performed experiments. Moein Gharaei: 
Performed experiments. Maryam Mohammadi Bezanaj: Performed experiments. Farimah Beheshti: Designed 
and performed experiments, analysed data and co-wrote the paper.

Competing interests 
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to F.B.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2024

www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Oral administration of coenzyme Q10 ameliorates memory impairment induced by nicotine-ethanol abstinence through restoration of biochemical changes in male rat hippocampal tissues
	Results
	Behavioral manifestations associated with nicotine-ethanol abstinence
	Quantification of ethanol consumption profile and blood ethanol levels
	CoQ10 treatment improved the impairment of memory induced by nicotine-ethanol abstinence in MWM test
	CoQ10 treatment improved the impairment of memory induced by nicotine-ethanol abstinence in NOR test
	CoQ10 treatment ameliorated the oxidative profile induced by nicotine-ethanol abstinence
	CoQ10 treatment ameliorated the inflammatory response induced by nicotine-ethanol abstinence
	CoQ10 treatment reversed the effect of nicotine-ethanol abstinence on AChE activity, BDNF and Amyloid-B

	Discussion
	Conclusion
	Materials and methods
	Animals, drugs and experimental protocols
	Behavioral assessments
	MWM test
	NOR test
	Assessment of physical manifestations during nicotine-ethanol abstinence

	Biochemical assessments
	Blood content of ethanol, MDA, Thiol, Nitrite, SOD and catalase
	Concentrations of IL-10 and TNF-α, BDNF, Amyloid-B and AChE

	Statistical analyses

	References
	Acknowledgements


