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Disrupted connectivity 
in the olfactory bulb‑entorhinal 
cortex‑dorsal hippocampus circuit 
is associated with recognition 
memory deficit in Alzheimer’s 
disease model
Morteza Salimi1, Farhad Tabasi1,2,8, Maryam Abdolsamadi3,8, Samaneh Dehghan4,5, 
Kolsoum Dehdar1,2, Milad Nazari6,7, Mohammad Javan1,2, Javad Mirnajafi‑Zadeh1,2 & 
Mohammad Reza Raoufy1,2*

Neural synchrony in brain circuits is the mainstay of cognition, including memory processes. 
Alzheimer’s disease (AD) is a progressive neurodegenerative disorder that disrupts neural synchrony 
in specific circuits, associated with memory dysfunction before a substantial neural loss. Recognition 
memory impairment is a prominent cognitive symptom in the early stages of AD. The entorhinal–
hippocampal circuit is critically engaged in recognition memory and is known as one of the earliest 
circuits involved due to AD pathology. Notably, the olfactory bulb is closely connected with the 
entorhinal–hippocampal circuit and is suggested as one of the earliest regions affected by AD. 
Therefore, we recorded simultaneous local field potential from the olfactory bulb (OB), entorhinal 
cortex (EC), and dorsal hippocampus (dHPC) to explore the functional connectivity in the OB-EC-
dHPC circuit during novel object recognition (NOR) task performance in a rat model of AD. Animals 
that received amyloid-beta (Aβ) showed a significant impairment in task performance and a marked 
reduction in OB survived cells. We revealed that Aβ reduced coherence and synchrony in the OB-EC-
dHPC circuit at theta and gamma bands during NOR performance. Importantly, our results exhibit 
that disrupted functional connectivity in the OB-EC-dHPC circuit was correlated with impaired 
recognition memory induced by Aβ. These findings can elucidate dynamic changes in neural activities 
underlying AD, helping to find novel diagnostic and therapeutic targets.

Alzheimer’s disease (AD) is a progressive neurodegenerative disease and one of the most common causes of 
dementia with devastating morbidity and mortality1. AD is characterized by escalating cognitive decline, com-
monly anterograde amnestic cognitive impairments. Patients present with varying manifestations depending 
on the disease stage and primarily affected structures2. However, AD patients frequently present with deficits in 
recognition memory3, which notably can occur in prodromal stages as an early cognitive symptom4,5. Therefore, 
altered recognition memory is potentially associated with changes in regions’ activities earlier than significant 
changes in volume or architecture, which could serve as biomarkers.

OPEN

1Department of Physiology, Faculty of Medical Sciences, Tarbiat Modares University, Tehran  1411713116, 
Iran. 2Faculty of Medical Sciences, Institute for Brain Sciences and Cognition, Tarbiat Modares University, Tehran, 
Iran. 3Department of Mathematics, Faculty of Science, Islamic Azad University, North Tehran Branch, Tehran, 
Iran. 4Stem Cell and Regenerative Medicine Research Center, Iran University of Medical Sciences, Tehran, Iran. 5Eye 
Research Center, The Five Senses Institute, Rassoul Akram Hospital, Iran University of Medical Sciences, Tehran, 
Iran. 6Department of Molecular Biology and Genetics, Aarhus University, Aarhus, Denmark. 7DANDRITE, The 
Danish Research Institute of Translational Neuroscience, Aarhus University, Aarhus, Denmark. 8These authors 
contributed equally: Farhad Tabasi and Maryam Abdolsamadi. *email: raoufy@modares.ac.ir

http://crossmark.crossref.org/dialog/?doi=10.1038/s41598-022-08528-y&domain=pdf


2

Vol:.(1234567890)

Scientific Reports |         (2022) 12:4394  | https://doi.org/10.1038/s41598-022-08528-y

www.nature.com/scientificreports/

Several hypotheses have been introduced to explain the etiopathogenesis and clinical course of AD. The 
amyloid hypothesis is a widely accepted explanation based on extracellular aggregation and deposition of amy-
loid-beta peptides (Aβ) as a causal factor in AD6. The Aβ interferes with neuronal homeostasis, causes synaptic 
dysfunction and dysregulated neural excitability7, and triggers other pathological events8,9, leading to cognitive 
impairments. Compelling evidence demonstrated that cognitive impairment in AD might not be related to 
neuronal degeneration alone but also occur due to deficits in synchronized neural activities10,11. However, little 
is known about neural connectivity in circuits related to recognition memory.

Organized communications and information transfer during memory processes in both local circuits and 
distant networks in the brain are allocated by synchronized rhythmic activities10. AD is associated with signifi-
cantly disrupted connectivity in such neuronal communications12, which can be present from early preclinical 
stages before progression to overt Alzheimer’s dementia13. Notably, AD tends to involve specific neural assemblies 
and networks that are more vulnerable to Aβ aggregates14. Two structures that are proposed affected in AD early 
stages are the entorhinal cortex (EC)15 and hippocampus (HPC)16, both pivotal for proper memory functions, 
notably, object recognition17. Functional and structural changes in EC and HPC can be detected years before 
significant clinical symptoms, and therefore, suggested as potential biomarkers for AD diagnosis18.

Recent evidence indicates that olfactory network dysfunction may precede hippocampal formation 
damages19–21. Olfactory dysfunction is shown to be present as a disturbed sense of smell, proposed as an early 
sign of neurodegenerative diseases, including AD21. Functional changes in the olfactory system, particularly the 
olfactory bulb (OB), are shown in AD patients, with or even without smell problems21. Thus, OB can be a key 
candidate for investigating early functional changes in the brain induced by AD pathology.

Notably, the OB rhythmic oscillations, which are phase-locked to respiration, are global, propagate throughout 
the brain, coupled to fast cortical oscillations (e.g., gamma) and most importantly, synchronize distant regions’ 
activities22–25. Therefore, OB could be considered a pivotal regulator of neural activity in the brain during cog-
nitive performances26,27. On the other hand, the OB is closely connected with the EC-HPC circuit, which has 
synchronized oscillatory activity during spatial recognition22,28. Hence, exploring the OB network in recognition 
memory can provide useful information about dynamic functional connectivity alterations in AD.

The novel object recognition (NOR) task is widely accepted to evaluate memory deficits in AD animal 
models29. This task is based on the natural propensity of the animal to explore a new object, more than a famil-
iar one, and does not concern spatial reference memory30. Given close structural and functional connections 
between OB and hippocampal formation, we hypothesized that the Aβ could disrupt OB-EC-HPC circuit con-
nectivity in the AD rat model, resulting in recognition memory impairment. Therefore, to explore the circuit’s 
connectivity in NOR performance, we simultaneously recorded local field potentials (LFPs) from OB, EC, and 
dorsal HPC (dHPC) during NOR task performance in an animal model of AD (Fig. 1 illustrates study protocol). 
This study can provide a better understanding of task-related dynamic circuit connectivity in AD, particularly 
in those regions that are more vulnerable to Aβ aggregates.
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Figure 1.   Experimental protocol and histological verification. (A) Schematic representation of the study 
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Results
Histopathological findings.  Immunostaining of Aβ1–42 of EC and dHPC sections demonstrated a high 
level of Aβ plaques in Aβ animals compared to the saline group (Fig. 2). This result verifies our model induction. 
Moreover, we evaluated the pathology of Aβ as well as the number of survived cells in the OB subregions in both 
groups. As shown in Fig. 3, generally animals that received Aβ showed a significant increase in plaque accumula-
tion. Our findings showed that Aβ pathology affected granule cell layer (GCL), glomerular layer (GLM), external 
plexiform layer (EPL), and mitral cell layer (MCL) containing glomerular, mitral, and tufted cells rather than 
the rest of the subregions. Similarly, the number of survived cells in the Aβ group is significantly lower than in 
the saline group, illustrating that the Aβ caused a degenerative condition in the OB. Focusing on subregions 
illustrates no significant changes across different subregions of OB in the Aβ group. Altogether, these results 
demonstrate that Aβ1-42 infusion results in Aβ plaque formation and neural loss, hallmarks of AD pathology in 
our region of interests (i.e., OB, EC, and dHPC), and confirm model induction.

Recognition memory performance.  The ability to recognize a previously exposed entity can be used to 
determine memory alterations. Due to innate exploratory behavior, animals naturally tend to spend more time 
exploring a novel object than a familiar object, meaning animals remember a previously explored object31. The 
novel object recognition (NOR) evaluates an animal’s behavior in exposure to a novel and a familiar object by 
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Figure 2.   Aβ plaques accumulation in regions of interest of AD model animals. (A) Schematic sections for 
immunostaining in the dHPC and EC (B) Immunostaining sections from animals received i.c.v saline and 
Aβ. Immunostaining of anti-Aβ1-42 indicated a high level of plaque accumulation in Aβ animals compared to 
the saline group. (C) Fluorescence intensity (a.u.) is significantly higher in Aβ animals compared to the saline 
group. White bar scale indicating 200 µm. Aβ amyloid-beta, AD Alzheimer’s disease, DAPI, 4′,6-diamidino-2-
phenylindole; dHPC dorsal hippocampus; a.u., arbitrary units.
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assessing the discrimination index (DI)30. NOR can be used for evaluating different types of memory, including 
recognition memory.

Moreover, when the novel object was tested 50 min after training, we found that Aβ animals spent significantly 
less time exploring the novel object (mean ± SEM of time: 1.98 ± 0.23 s vs. 4.45 ± 0.61 s, p = 0.003) and more time 
exploring the familiar object than rats that received saline (average percentage of time spent for the novel object 
in Aβ and control animals was 54.94% and 78.76%, respectively. p = 0.015; mean ± SEM of DI in Aβ and control 
animals was 0.18 ± 0.05 and 0.42 ± 0.03, respectively, p = 0.001; Fig. 4). However, no significant changes were found 
for traveled distance in the open field box (mean ± SEM of total traveled distance in Aβ and control animals was 
1459 ± 131.3 cm and 1627 ± 85.06 cm, respectively, p = 0.31), indicating locomotor activity was intact and not 
different among groups. These results showed that recognition memory is impaired in animals that received Aβ 
compared to the control group.
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Figure 3.   Survived cells in the OB. (A and B) Schematic representation of OB subregions. (C) a sample 
of immunostaining sections from OB of animals that received i.c.v. saline and Aβ. (D) Immunostaining of 
anti-Aβ1-42 indicated a high level of plaque accumulation in Aβ animals compared to the saline group. (E) 
Representative of OB section stained by Nissl method to evaluate the survived cells in OB subregions. (F) Aβ 
animals demonstrate significantly lower survival cells in this region compared to the saline group. Red arrows 
show dense bodies of dead cells. Aβ amyloid-beta, OB olfactory bulb, GCL granule cell layer, GLM glomerular 
layer, EPL external plexiform layer, MCL mitral cell layer, SUB subependymal layer, *p < 0.05, **p < 0.01, 
***p < 0.001 compared to saline. #p < 0.05, ##p < 0.01, ###p < 0.001 comparision among OB subregions in Aβ 
group.
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Aβ dropped coherence in OB‑EC‑dHPC circuit during NOR task performance.  The EC-dHPC is 
a critical circuit for memory performance, particularly object recognition memory17,32. Accordingly, to explore 
whether Aβ affects the interaction between EC-dHPC during recognition memory, we examined the coherence 
of the circuit during NOR task performance (Fig. 5A–C). Our analysis showed animals that received Aβ had sig-
nificantly lower coherence values in EC-dHPC at theta and gamma bands (p = 0.004 and p = 0.0014, respectively; 
Fig. 5D,E, upper sections) while exploring the novel object. On the other hand, OB sends axonal projection 
to the hippocampal formation areas, particularly to the EC33. Therefore, we evaluated the functional connec-
tivity between OB and EC-dHPC during recognition memory performance. In Aβ animals, the coherence of 
OB with EC and dHPC was significantly reduced at both theta and gamma frequency bands (OB-EC: p = 0.04 
and p = 0.001, respectively and OB-dHPC: p = 0.004 and p = 0.001, respectively; Fig. 5D,E middle and bottom 
sections). These results indicate that Aβ can disrupt the functional connectivity in the OB-EC-dHPC circuit, 
notably in theta and gamma bands.

We then assessed the correlation between recognition memory performance and coherence in the OB-EC-
dHPC circuit to find a possible relationship between LFPs and the behavior (Fig. 5F). Accordingly, DI (as a 
measure of NOR performance accuracy) was positively correlated with EC-dHPC coherence for the saline group 
at theta and gamma (r = 0.79, p = 0.02, and r = 0.8, p = 0.02, respectively), and for Aβ animals at theta (r = 0.86, 
p = 0.02). In the OB-EC circuit, this correlation was significantly positive for the saline group at theta (r = 0.939, 
p = 0.009) and also for Aβ animals at both theta and gamma (r = 0.79, p = 0.03, and r = 0.67, p = 0.08, respectively). 
Finally, in the OB-dHPC circuit, the results showed a negative correlation for the saline group at theta (r = − 0.91, 
p = 0.01) and for Aβ animals in gamma (r = − 0.86, p = 0.03).

Synchrony in OB‑EC‑dHPC circuit during recognition memory performance.  To address the 
effect of Aβ on signal synchrony, we explored the time-lagged cross-correlation in the OB-EC-dHPC circuit. 
During NOR performance, Aβ animals exhibited a significant drop of cross-correlation at both theta and gamma 
bands in EC-dHPC (p = 0.048 and p = 0.025, respectively), OB-EC (p = 0.043 and p = 0.047, respectively), and 
OB-dHPC (p = 0.012 and p = 0.006, respectively) circuits (Fig. 6A,B). We then computed the lag of information 
influx in this circuit. Similarly, our analyses indicated a significant reduction in the lag of information influx 
from OB to EC (p = 0.014) and EC to dHPC (p < 0.001) in Aβ animals compared to the control group. These 
results show that the Aβ impaired the amount and the direction of information influx.

Moreover, we found that NOR performance in Aβ animals was correlated with cross-correlation (referred to 
as correlation in Fig. 6C,D) in the OB-EC-dHPC circuit at theta and gamma frequency bands: In the EC-dHPC 
circuit, for Aβ animals, DI was negatively and positively correlated with cross-correlation at theta (r = − 0.72, 
p = 0.05) and gamma (r = 0.92, p = 0.01), respectively; for the saline group, this correlation was significantly 
positive at theta range (r = 0.84, p = 0.03). Regarding the OB-EC circuit, the correlation between NOR perfor-
mance and cross-correlation was positive for both Aβ and saline groups at theta (r = 0.88, p = 0.009, and r = 0.67, 
p = 0.06, respectively) and for Aβ animals at gamma (r = 0.83, p = 0.02). In the OB-dHPC circuit, DI was corre-
lated with cross-correlation positively for both Aβ and saline groups at theta and gamma (r = 0.83, p = 0.04, and 
r = 0.79, p = 0.02, respectively), and negatively for the Aβ group at gamma (r = − 0.91, p = 0.01). These observations 
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suggested that Aβ strongly disrupts synchrony and direction of information influx within OB-EC-dHPC regions, 
which is correlated with NOR performance.

Discussion
The current study explored the OB-EC-dHPC circuit connectivity during the NOR task in the rat model of 
AD. The EC-dHPC is a critical circuit for object recognition17,32. Moreover, the OB is closely connected with 
hippocampal formation, particularly EC, a hub for the hippocampus28,33,34. Initially, we found that coherence 
and synchrony of the EC-dHPC circuit are decreased in Aβ animals compared to the control group at theta and 
gamma bands during NOR task performance. Further, we assessed the OB connectivity with the EC-dHPC cir-
cuit. Aβ, demonstrate impaired object recognition performance. Further, we found that Aβ reduced coherence 
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**p < 0.01. Aβ amyloid-beta, OB olfactory bulb, EC entorhinal cortex, dHPC dorsal hippocampus, LFP local field 
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and synchrony of OB-EC and OB-dHPC at theta and gamma frequencies during task performance. Notably, 
we revealed that disrupted functional connectivity in the OB-EC-dHPC circuit is correlated with recognition 
memory impairment induced by Aβ. Our results provide direct evidence regarding Aβ-induced synchrony dis-
ruption in the OB-EC-dHPC circuit during the NOR task, which is associated with impaired NOR.

Synchronized neural activities in brain circuits are essential for organized cognitive functions, which are 
affected in patients with AD10,13. These pathological events can be observed from the early stages of the dis-
ease, known as mild cognitive impairment (MCI)13,35. AD patients exhibit altered organized communication 
in both local and long-range circuits associated with cognitive deficits11. Several studies in these patients dem-
onstrate changes in functional connectivity of oscillatory activities at resting-state and also during cognitive 
performances36,37. For instance, AD patients showed decreased global synchrony in alpha, beta, and gamma 
frequency bands during resting-state38. Also, in task-related neural synchrony, AD patients showed lower syn-
chronization in alpha, and beta ranges activity during information maintenance of working memory39. This 
evidence demonstrated a disconnected state in the brain’s networks occurring in AD11.

AD pathology has a propensity to alter the function and structure of specific brain regions14. For instance, 
change in hippocampal synchrony occurs in the prodromal stages of AD, which is proposed as an early bio-
marker for the disease13. Moreover, hypotrophic changes in EC and HPC can be detected in MCI patients, who 
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Figure 6.   Aβ disrupts synchrony in the OB-EC-dHPC circuit during recognition memory performance. (A 
and B) Mean correlation in time lag at theta and gamma bands, respectively. The network correlation in Aβ 
animals decreased at both theta and gamma ranges compared to the saline group. A reduction was found at the 
theta band for information influx lag from OB to EC and EC to dHPC in Aβ animals. Moreover, Aβ animals 
showed an inverted direction of information influx from OB to EC and EC to dHPC at theta band. (C and D) 
Correlation between task performance and synchrony at theta and gamma bands, respectively. A correlation 
was found between NOR performance and synchrony in the OB-EC-dHPC circuit at theta and gamma bands. 
At theta band, NOR performance was positively correlated with OB-dHPC and OB-EC synchrony for both 
groups. Also, in the EC-dHPC circuit, this correlation was negative and positive for Aβ animals and the saline 
group, respectively. At the gamma band, the correlation was negative between NOR performance and circuits 
for Aβ animals. Lines display the mean of correlation coefficient across the lag, and the shaded area represents 
SEM. Bar graphs are generated by an average of maximum coefficient and lag values for cross-correlation. 
Comparisons were conducted by t-test and Pearson correlation coefficients. n = 6 per group. For Pearson 
correlation, data were assessed regarding outliers. *p < 0.05, **p < 0.01; ns, not significant. ##p < 0.01, ###p < 0.001 
according to one-sample t-test comparison with the constant value of zero. Aβ amyloid-beta, OB olfactory bulb, 
EC entorhinal cortex, dHPC dorsal hippocampus, NOR novel object recognition.
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progressed to Alzheimer’s dementia40. In this line, the EC is known as one the earliest regions affected by AD41,42, 
and its dysfunction can be responsible for initial memory symptoms43. The EC is implicated in converging spatial 
and sensory information44, and alterations in its function due to AD may explain why these patients are showing 
deficits in recognition memory at preclinical stages45. Consistent with previous observations, the present study 
demonstrated that coherent oscillatory activity in EC-dHPC was correlated with NOR task performance. Also, 
we found that Aβ animals with impaired NOR performance showed remarkably lower coherence in this circuit 
at both theta and gamma ranges. This indicates coherent activity at low (theta) and high (gamma) frequencies 
between EC-dHPC is required for object recognition memory. In Aβ animals, we found disrupted oscillatory 
coupling at theta and gamma ranges between EC and dHPC associated with impaired object recognition.

Recent evidence suggests that pathologic and degenerative changes in OB may occur even before EC 
damage19,20. This is based on observations that hyposmia and anosmia occur in preclinical AD, before significant 
memory symptoms46,47, and are associated with olfactory network impairments48. Consequently, OB involvement 
can induce pathological changes in connected structures, including EC and HPC48.

Intact OB oscillations, notably in the gamma band, are required for odor-related processing and memory 
and learning processes49. The OB is closely connected with regions responsible for spatial coding and memory 
processes, such as EC via direct reciprocal connections33 and HPC via EC via the perforant pathway50. Therefore, 
changes in OB activities can influence EC and HPC functions. Our results illustrated that oscillatory coupling 
in OB-EC and OB-dHPC at theta and gamma range is required for NOR. Also, task performance was correlated 
with the circuit’s synchronized activity at the theta and gamma range. Accordingly, Aβ animals in our study 
demonstrated disrupted synchrony in theta and gamma range in OB connection with EC-dHPC circuit during 
task performance. One paradoxical results of the current study were that in some frequency ranges a negative 
correlation between connectivity parameters and object recognition performance was found. Our findings were 
consistent with the former observation claiming that connectivity between brain circuits involving the hippocam-
pus, rather than being directly associated with memory performance, is reflective of a ‘compensatory response 
for preserving optimal performance’51. Thus, animals with less memory function had employed more values of 
connectivity at least in some frequency ranges to improve the impaired function. We assumed that this effect 
may not only be restricted to the memory impairment model but also animals with intact memory performance 
could recruit the brain oscillation for cognitive performance. However further investigations are required to 
address how brain function gained neural oscillations.

It has been previously shown that soluble Aβ can impair OB activities52. The Aβ is a potential synaptic regula-
tor, which acts as positive and negative regulators in presynaptic and postsynaptic activities, respectively53. Aβ 
accumulation can change the proportion of abnormally hypo- and hyperactive neurons in cortical circuits12, 
inducing synaptic decline52. On the other hand, it has been postulated that synaptic activity can modulate the 
Aβ levels, particularly in the interstitial fluid54. For instance, gamma oscillations are suggested to counteract 
amyloid load and AD-associated pathology by inducing neuronal and glial responses55. Moreover, interactions 
between subregions of OB cells play an important role in generating oscillations at a wide range of frequencies 
particularly theta and gamma bands56,57. For example, it has been shown that inhibitory activity in glomerular 
cells entrained slow oscillations which were temporally coupled with gamma range during odor sniffing58. On 
the other hand, principal cells within the GLM receive glutaminergic input from olfactory neurons. Besides, 
granule cells in the GCL exert lateral inhibition across larger distances neurons. Frequent sniffing induces slow 
inhibition in mitral and tufted cells59–62 in the EPL and MCL, resulting in faster, gamma range activities in the 
OB58 which can propagate to deep brain structures such as the ventral hippocampus and entorhinal cortex. Our 
investigation regarding Aβ pathology and the number of alive cells indicated that GLM, EPL and MCL layers 
containing glomerular, mitral, and tufted cells had dominantly affected by Aβ deposition. Taken together, the 
relationship between Aβ and OB dysfunction is reciprocal and not one-way: Aβ can impair OB activities, and 
this impairment can result in Aβ overproduction and accumulation63. Several mechanisms can potentially justify 
our observations regarding impaired neural synchrony induced by Aβ in the OB-EC-dHPC at low- and high-
frequency ranges during the NOR task:

Firstly, OB rhythmic activity dynamically modulates other brain areas, notably the EC-dHPC, during a 
cognitive performance28. Thus, disrupted coupling due to Aβ in this circuit, probably via its direct effect on OB 
synapses and regardless of neural loss, may be responsible for impaired recognition memory. Reciprocally, EC 
damages induced by Aβ can disrupt the activity of OB21, which potentially exaggerates connectivity disruption 
in the circuit.

Secondly, OB has been known as a critical center for adult neurogenesis and acts as a hub in differentiating 
neural precursors for other brain regions64. Previously demonstrated that olfactory bulbectomy causes dendritic 
remodeling and altered synaptic plasticity in EC and HPC, resulting in decreased adult neurogenesis and spatial 
memory deficits65. The olfactory bulbectomy significantly reduced dendritic arborization in EC and reduced 
neural excitability66. Hence, disordered OB architecture and function can induce neuronal degeneration and 
hypotrophy in adjacent areas, including EC66 and HPC65. This observation corroborates our assumption that OB 
rhythmic activity is required for EC-dHPC function and plasticity. The OB-EC functional connectivity can poten-
tially be responsible for reinforcing synaptic plasticity in the circuit, which can be disrupted by Aβ deposition.

Thirdly, specific structures in olfactory regions may act as a hub for propagating the proteinopathy in the 
neurodegenerative diseases to other areas, such as EC and HPC67. Aβ could behave prion-like and spread to 
adjacent areas via neural pathways68. Therefore, Aβ accumulation can spread to EC and then HPC, inducing 
pathological changes in these structures and functions.

It is noteworthy to mention that none of these mechanisms act spontaneously, and a combination is probably 
responsible for the symptomatology of AD. More studies are required to confirm these mechanisms and their 
potential application in predicting or even preventing AD complications.
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In conclusion, we showed that Aβ disrupts neural synchrony leading to cognitive dysfunction. In particular, 
this study provided direct evidence regarding disrupted oscillatory connectivity between OB and EC-dHPC 
circuit at theta and gamma bands in association with impaired NOR performance. Recognition memory deficit 
related to altered OB-EC-dHPC connectivity can bring attention to the dynamic role of OB in integrating brain 
activities. We performed this experiment after the fourth week of model induction, considered an early stage 
of AD. Thus, observed changes in the dynamic activity of OB may be assumed as an early biomarker for AD, 
although more chronological studies are needed.

Although we showed a marked reduction in OB’s cellular population, these results cannot differentiate 
between functional and non-functional neurons nor concern the alterations in synaptic activities. Further stud-
ies are needed to address that AD pathology-induced neural dysfunction in OB can present before irreversible 
structural damages and overt dementia. Thus, targeting these structures for early diagnosis and therapeutic 
interventions can prevent further damage and reduce neural injuries associated with cognitive problems. Our 
findings open a path for more selective targeting of structures, such as OB in AD, given its causal role in organi-
zation brain communication.

Materials and methods
Animals.  The experiments were performed on adult pathogen-free male Wistar rats weighing 210-230  g 
obtained from Tarbiat Modares University (Tehran, Iran) and housed in 21 ± 2 °C, 12-h light–dark cycle, with 
free access to food and water. All experiments and procedures were done following the Tarbiat Modares Univer-
sity guidelines for animal care and approved by the Ethics Committee of the Faculty of Medical Sciences, Tarbiat 
Modares University (IR.MODARES.REC.1398.037). All animal procedures were in accordance with ARRIVE 
guidelines.

Surgery and electrode implantation.  Rats were anesthetized using intraperitoneal injections of keta-
mine (100 mg/kg) and xylazine (10 mg/kg) at day 0 (see Fig. 1A for timeline). We placed the anesthetized ani-
mals on a stereotaxic apparatus, and a longitudinal incision was made, then the skull was exposed by pulling the 
skin back. After drilling the skull on intended positions, stainless-steel recording electrodes (127 µm in diameter, 
A.M. System Inc., USA) were implanted unilaterally according to the stereotaxic coordinates of OB (AP: 8.5 mm, 
L: − 1 mm, DV: − 1.5 mm), the lateral portion of EC (AP: − 7.04 mm, L: − 5.5 mm, DV: − 6.5 mm) and dHPC 
(AP: − 3.6 mm, L: − 2.2 mm, DV: − 2.7 mm)69. We then implanted a stainless-steel screw at the right side of the 
parietal bone as a reference point. Finally, acrylic dental adhesive was poured around the electrodes and screws.

To confirm electrodes position, brains were carefully removed and fixed with 4% paraformaldehyde for 48 h. 
After preparing a 20 μm coronal section using a cryo micro-slicer, we visually compared them with the matching 
slices of the rat brain atlas69 (Fig. 1B). Animals with misplaced electrodes and animals that did not perform the 
tasks were excluded from the study. Data presented here are taken from twelve rats.

AD model induction.  Aβ aggregation and plaque formation in the brain is one of the hallmarks and key 
components of AD pathology, which could be responsible for other pathologies6,70, including tau aggregation8,9,71. 
Aβ can accumulate intra- and extracellularly, causing devastating impairment in synaptic and neuronal func-
tions, respectively. More importantly, Aβ induces neural apoptosis, resulting in neural degeneration72,73. Aβ1-42 is 
a critical agent frequently found in AD patients’ brains70 that can induce neuronal apoptosis and AD-associated 
pathology72,74.

AD model was induced by Aβ1–42 (Cat No. A9810, Sigma-Aldrich, USA) dissolved in normal saline at the 
concentration of 4 μg/μl. The solution was kept at room temperature for 3 days before administration75. Aβ1–42 
or saline was injected in a volume of 2 μl over 5 min via a microsyringe pump (Stoelting, Lane Dale, IL, USA) 
connected to the 25-gauge stainless steel needle bilaterally into the lateral cerebral ventricles according to stere-
otaxic coordination (AP: 0.8 mm, L: ± 1.6 mm, DV: − 3 mm).

Behavioral assessment.  In the assessment locomotor activity and habituation phase of the NOR test, ani-
mals were placed individually in the center of the open field box to explore the area freely. To evaluate locomotor 
activity, animals were individually placed into the open field maze and allowed to explore freely for 10 min. Total 
traveled was calculated using the graphical interface of MATLAB76.

The NOR test is a reliable, sensitive, easy-to-perform behavioral method to evaluate spatial recognition 
memory77 in the AD animal model. This test does not concern the spatial reference memory and avoids induc-
ing excessive stress29, negatively affecting memory and learning. Although it is a one-trial test, it consists of two 
phases: after habituation with the environment, in the first phase, rats first were placed in an open field box 
(50 cm high, 75 × 75 cm) center containing a couple of the same objects in the opposite corners 10 cm away from 
walls. Two types of objects, box-shaped (Fig. 1A right) and cylindrical shaped with 10 (diameter) × 20 (height) 
cm were used in this study (Fig. 1A left). Rats were exploring the objects for 4 min. In the second phase, after 
a 50-min delay, rats underwent a 4-min test identical to the previous, except one of the training phase objects 
was replaced with a novel object. Animals with intact memory spend more time beside the novel object than a 
previously-encountered object77. In this regard, we calculated the discrimination index (DI) as follows:

(

novel object exploration time − familiar object exploration time
)

total exploration time
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We also counted the percent and absolute time that animals explored the novel object. To calculate the object 
exploration time and number, we considered the while that nose-object distance was continuously less than 
2.5 cm.

Four visual cues were placed 50 cm away from the mazes. The behavioral performances were recorded using 
a ceiling-mounted camera above the platform.

Histopathological assessment.  Immunofluorescence.  Rats were transcardially perfused with cold 
phosphate-buffered saline (PBS, 10 mM, pH = 7.4), followed by 4% paraformaldehyde in PBS under urethane 
(1.2 g/Kg) anesthesia. Brains were post-fixed in 4% paraformaldehyde for four hours at 4 °C. Cryoprotection was 
done with 30% sucrose solution in PBS. Coronal sections through the OB, EC, and dHPC were prepared using 
a freezing microtome (8 µm thick).

For immunofluorescent labeling, the sections were washed with PBS, permeabilized with Triton- × 100 0.2% 
for 20 min, and blocked in PBS, 0.2% Triton-X100, 10% normal serum during one hour at RT, followed by over-
night incubation with primary antibody for anti-Aβ antibody (A8717, 1:700) at 4 °C. After successive washing 
with PBS, slides were incubated with proper fluorescent-labeled secondary antibodies (goat anti-rabbit, Alexa 
Fluor® 488; 1:2000, ab150077) for one hour at room temperature. Nuclei were counterstained with 4’,6-diami-
dino-2- phenylindole (DAPI; Invitrogen Corp., USA), mounted, and images were taken using Olympus fluores-
cence microscopy and DP72 camera (BX51 TRF, USA).

Four sections of each animal were analyzed using ImageJ software (NIH, USA) for either plaque number or 
fluorescence intensity quantification. Aβ fluorescence intensity was assessed by measuring the mean gray value of 
OB, EC, and dHPC areas. Each value was normalized to the mean of tissue background intensity and presented 
as the percent of the saline group.

Nissl staining.  Nissl staining was used to evaluate the number of survived cells in both groups. The procedure 
was performed according to manufacture protocol. Briefly, the sections were rehydrated by graded series alco-
hols (96%, 80%, and 70%) and stained with 0.1% Cresyl Fast Violet (Merck, Germany) at room temperature for 
5 min. Afterward, the sections were washed and then dehydrated by graded series alcohols (70%, 80%, 96%, and 
100%) cleared in xylene, cover-slipped using Entellan (Merck, chemical, Germany), and photographed. Images 
were captured from non-overlapping, consecutive microscopic fields using light Olympus BX-51 microscope 
and DP72 camera at 400 × magnification. A grid (50 μm × 50 μm) was randomly assigned to the images, and 
seven squares were counted for survived cells. The number of survived cells is expressed as the number of cells/
mm2.

Signal processing.  LFPs were simultaneously obtained from OB, EC, and dHPC via a fixed miniature 
buffer head stage with high-input impedance (BIODAC-A, TRITA Health Technology Co., Tehran, Iran). The 
signals were amplified using 1000 amplification gain, low-pass filtered < 250 Hz, and digitized at 1 kHz through a 
recording system (BIODAC-ESR18622, TRITA Health Technology Co., Tehran, Iran)78,79. EEG lab toolbox was 
applied for pre-processing the signals, including noise rejection and baseline correction80.

To find whether functional coupling in EC-dHPC circuit during recognition memory performance, we gen-
erated an inter-regional coherence map on a NOR maze when rats spontaneously explored the objects. LFP was 
binned into a positional frame, and the mean pixel coherence was color-coded. Accordingly, we selected 2 s before 
and 1 s after exploring the novel object. Finally, we averaged the coupling parameters per animal.

To measure the coherence, we computed magnitude-squared coherence using the mscohere function of MAT-
LAB. Synchrony in the OB-EC-dHPC network was calculated using cross-correlation analysis, defined as the 
xcorr function in MATLAB software (the "coeff " option was selected for normalizing values). Max values of 
correlation in each trial were considered as synchrony parameters. All values of maximum cross-correlation 
were averaged per animal.

Statistical analysis.  GraphPad Prism (version 6.0) was applied to analyze the data and create graphs sta-
tistically. The normality distribution of the data was examined via the Kolmogorov–Smirnov test. As all data 
showed normal distribution, a t-test comparison was made. One sample t-test was applied to compare the mean 
values with the constant value of 0 or 100. The Pearson’s correlation coefficient was applied to assess the cor-
relation between behavioral results and connectivity measures. All data evaluated for the existence of outliers 
for Pearson’s correlation and removed if a significant outlier exists. The p-value less than 0.05 was considered 
statistically significant.

Data availability
The datasets generated during and analyzed during the current study are available from the corresponding author 
on reasonable request.

Received: 21 December 2021; Accepted: 2 March 2022

References
	 1.	 Prince, M. J. et al. World Alzheimer Report 2015-The Global Impact of Dementia: An analysis of prevalence, Incidence, Cost and 

Trends (Alzheimer’s Disease International, 2015).
	 2.	 Knopman, D. S. et al. Alzheimer disease. Nat. Rev. Dis. Prim. 7, 33. https://​doi.​org/​10.​1038/​s41572-​021-​00269-y (2021).
	 3.	 2015 Alzheimer’s disease facts and figures. Alzheimers Dement 11, 332–384, https://​doi.​org/​10.​1016/j.​jalz.​2015.​02.​003 (2015).

https://doi.org/10.1038/s41572-021-00269-y
https://doi.org/10.1016/j.jalz.2015.02.003


11

Vol.:(0123456789)

Scientific Reports |         (2022) 12:4394  | https://doi.org/10.1038/s41598-022-08528-y

www.nature.com/scientificreports/

	 4.	 Goldstein, F. C., Loring, D. W., Thomas, T., Saleh, S. & Hajjar, I. Recognition memory performance as a cognitive marker of pro-
dromal Alzheimer’s disease. J. Alzheimers Dis. 72, 507–514. https://​doi.​org/​10.​3233/​JAD-​190468 (2019).

	 5.	 Russo, M. J. et al. Usefulness of discriminability and response bias indices for the evaluation of recognition memory in mild cogni-
tive impairment and Alzheimer disease. Dement. Geriatr. Cogn. Disord. 43, 1–14. https://​doi.​org/​10.​1159/​00045​2255 (2017).

	 6.	 Braak, H. & Braak, E. Frequency of stages of Alzheimer-related lesions in different age categories. Neurobiol. Aging 18, 351–357 
(1997).

	 7.	 Maestú, F., de Haan, W., Busche, M. A. & DeFelipe, J. Neuronal excitation/inhibition imbalance: Core element of a translational 
perspective on Alzheimer pathophysiology. Ageing Res. Rev. 69, 101372. https://​doi.​org/​10.​1016/j.​arr.​2021.​101372 (2021).

	 8.	 Bolmont, T. et al. Induction of tau pathology by intracerebral infusion of amyloid-β-containing brain extract and by amyloid-β 
deposition in APP × tau transgenic mice. Am. J. Pathol. 171, 2012–2020. https://​doi.​org/​10.​2353/​ajpath.​2007.​070403 (2007).

	 9.	 Guo, J.-P., Arai, T., Miklossy, J. & McGeer, P. L. Aβ and tau form soluble complexes that may promote self aggregation of both into 
the insoluble forms observed in Alzheimer’s disease. Proc. Natl. Acad. Sci. U.S.A. 103, 1953–1958. https://​doi.​org/​10.​1073/​pnas.​
05093​86103 (2006).

	10.	 Uhlhaas, P. J. & Singer, W. Neural synchrony in brain disorders: Relevance for cognitive dysfunctions and pathophysiology. Neuron 
52, 155–168 (2006).

	11.	 Delbeuck, X., Van der Linden, M. & Collette, F. Alzheimer’disease as a disconnection syndrome?. Neuropsychol. Rev. 13, 79–92 
(2003).

	12.	 Busche, M. A. et al. Clusters of hyperactive neurons near amyloid plaques in a mouse model of Alzheimer’s disease. Science 321, 
1686–1689 (2008).

	13.	 Goutagny, R. et al. Alterations in hippocampal network oscillations and theta-gamma coupling arise before Aβ overproduction 
in a mouse model of Alzheimer’s disease. Eur. J. Neurosci. 37, 1896–1902. https://​doi.​org/​10.​1111/​ejn.​12233 (2013).

	14.	 Seeley, W. W., Crawford, R. K., Zhou, J., Miller, B. L. & Greicius, M. D. Neurodegenerative diseases target large-scale human brain 
networks. Neuron 62, 42–52 (2009).

	15.	 Stranahan, A. M. & Mattson, M. P. Selective vulnerability of neurons in layer II of the entorhinal cortex during aging and Alzhei-
mer’s disease. Neural Plast. 2010 (2010).

	16.	 Balestrieri, J. V. L., Nonato, M. B., Gheler, L. & Prandini, M. N. Structural volume of hippocampus and Alzheimer’s disease. Rev. 
Assoc. Med. Bras. 66, 512–515 (2020).

	17.	 Bird, C. M. The role of the hippocampus in recognition memory. Cortex 93, 155–165. https://​doi.​org/​10.​1016/j.​cortex.​2017.​05.​
016 (2017).

	18.	 Devanand, D. P. et al. Hippocampal and entorhinal atrophy in mild cognitive impairment. Neurology 68, 828. https://​doi.​org/​10.​
1212/​01.​wnl.​00002​56697.​20968.​d7 (2007).

	19.	 Christen-Zaech, S. et al. Early olfactory involvement in Alzheimer’s disease. Can. J. Neurol. Sci. 30, 20–25 (2003).
	20.	 Ubeda-Bañon, I. et al. The human olfactory system in two proteinopathies: Alzheimer’s and Parkinson’s diseases. Trans. Neurode-

gener. 9, 22. https://​doi.​org/​10.​1186/​s40035-​020-​00200-7 (2020).
	21.	 Zou, Y.-M., Da Lu, L.-P.L., Zhang, H.-H. & Zhou, Y.-Y. Olfactory dysfunction in Alzheimer’s disease. Neuropsychiatr. Dis. Treat. 

12, 869 (2016).
	22.	 Gourévitch, B., Kay, L. M. & Martin, C. Directional coupling from the olfactory bulb to the hippocampus during a go/no-go odor 

discrimination task. J. Neurophysiol. 103, 2633–2641 (2010).
	23.	 Franks, K. H., Chuah, M. I., King, A. E. & Vickers, J. C. Connectivity of pathology: The olfactory system as a model for network-

driven mechanisms of Alzheimer’s disease pathogenesis. Front. Aging Neurosci. 7, 234 (2015).
	24.	 Salimi, M. et al. Distraction of olfactory bulb-medial prefrontal cortex circuit may induce anxiety-like behavior in allergic rhinitis. 

PloS One 14, e0221978 (2019).
	25.	 Ghazvineh, S. et al. Rhythmic air-puff into nasal cavity modulates activity across multiple brain areas: A non-invasive brain 

stimulation method to reduce ventilator-induced memory impairment. Respir. Physiol. Neurobiol. 287, 103627 (2021).
	26.	 Biskamp, J., Bartos, M. & Sauer, J.-F. Organization of prefrontal network activity by respiration-related oscillations. Sci. Rep. 7, 

45508. https://​doi.​org/​10.​1038/​srep4​5508 (2017).
	27.	 Zelano, C. et al. Nasal respiration entrains human limbic oscillations and modulates cognitive function. J. Neurosci. 36, 12448–

12467. https://​doi.​org/​10.​1523/​jneur​osci.​2586-​16.​2016 (2016).
	28.	 Salimi, M. et al. The olfactory bulb modulates entorhinal cortex oscillations during spatial working memory. J. Physiol. Sci. 71, 21. 

https://​doi.​org/​10.​1186/​s12576-​021-​00805-1 (2021).
	29.	 Zhang, R. et al. Novel object recognition as a facile behavior test for evaluating drug effects in AβPP/PS1 Alzheimer’s disease mouse 

model. J. Alzheimers Dis. 31, 801–812. https://​doi.​org/​10.​3233/​JAD-​2012-​120151 (2012).
	30.	 Ennaceur, A. & Delacour, J. A new one-trial test for neurobiological studies of memory in rats. 1: Behavioral data. Behav. Brain 

Res. 31, 47–59. https://​doi.​org/​10.​1016/​0166-​4328(88)​90157-x (1988).
	31.	 Antunes, M. & Biala, G. The novel object recognition memory: Neurobiology, test procedure, and its modifications. Cogn. Process. 

13, 93–110. https://​doi.​org/​10.​1007/​s10339-​011-​0430-z (2012).
	32.	 Vnek, N., Gleason, T., Kromer, L. & Rothblat, L. Entorhinal–hippocampal connections and object memory in the rat: Acquisition 

versus retention. J. Neurosci. 15, 3193–3199. https://​doi.​org/​10.​1523/​jneur​osci.​15-​04-​03193.​1995 (1995).
	33.	 Gretenkord, S. et al. Coordinated electrical activity in the olfactory bulb gates the oscillatory entrainment of entorhinal networks 

in neonatal mice. PLoS Biol. 17, e2006994 (2019).
	34.	 Hozumi, S. et al. Characteristics of changes in cholinergic function and impairment of learning and memory-related behavior 

induced by olfactory bulbectomy. Behav. Brain Res. 138, 9–15 (2003).
	35.	 Galluzzi, S. et al. Supporting evidence for using biomarkers in the diagnosis of MCI due to AD. J. Neurol. 260, 640–650 (2013).
	36.	 Jeong, J. EEG dynamics in patients with Alzheimer’s disease. Clin. Neurophysiol. 115, 1490–1505 (2004).
	37.	 Babiloni, C. et al. Abnormal fronto-parietal coupling of brain rhythms in mild Alzheimer’s disease: A multicentric EEG study. Eur. 

J. Neurosci. 19, 2583–2590 (2004).
	38.	 Koenig, T. et al. Decreased EEG synchronization in Alzheimer’s disease and mild cognitive impairment. Neurobiol. Aging 26, 

165–171. https://​doi.​org/​10.​1016/j.​neuro​biola​ging.​2004.​03.​008 (2005).
	39.	 Pijnenburg, Y. et al. EEG synchronization likelihood in mild cognitive impairment and Alzheimer’s disease during a working 

memory task. Clin. Neurophysiol. 115, 1332–1339 (2004).
	40.	 Du, A. T. et al. Higher atrophy rate of entorhinal cortex than hippocampus in AD. Neurology 62, 422. https://​doi.​org/​10.​1212/​01.​

WNL.​00001​06462.​72282.​90 (2004).
	41.	 Khan, U. A. et al. Molecular drivers and cortical spread of lateral entorhinal cortex dysfunction in preclinical Alzheimer’s disease. 

Nat. Neurosci. 17, 304–311. https://​doi.​org/​10.​1038/​nn.​3606 (2014).
	42.	 Zhou, M., Zhang, F., Zhao, L., Qian, J. & Dong, C. Entorhinal cortex: A good biomarker of mild cognitive impairment and mild 

Alzheimer’s disease. Rev. Neurosci. 27, 185–195. https://​doi.​org/​10.​1515/​revne​uro-​2015-​0019 (2016).
	43.	 Van Hoesen, G. W., Hyman, B. T. & Damasio, A. R. Entorhinal cortex pathology in Alzheimer’s disease. Hippocampus 1, 1–8 (1991).
	44.	 Moser, E. I., Kropff, E. & Moser, M.-B. Place cells, grid cells, and the brain’s spatial representation system. Annu. Rev. Neurosci. 31, 

69–89 (2008).
	45.	 Tsao, A., Moser, M.-B. & Moser, E. I. Traces of experience in the lateral entorhinal cortex. Curr. Biol. 23, 399–405 (2013).

https://doi.org/10.3233/JAD-190468
https://doi.org/10.1159/000452255
https://doi.org/10.1016/j.arr.2021.101372
https://doi.org/10.2353/ajpath.2007.070403
https://doi.org/10.1073/pnas.0509386103
https://doi.org/10.1073/pnas.0509386103
https://doi.org/10.1111/ejn.12233
https://doi.org/10.1016/j.cortex.2017.05.016
https://doi.org/10.1016/j.cortex.2017.05.016
https://doi.org/10.1212/01.wnl.0000256697.20968.d7
https://doi.org/10.1212/01.wnl.0000256697.20968.d7
https://doi.org/10.1186/s40035-020-00200-7
https://doi.org/10.1038/srep45508
https://doi.org/10.1523/jneurosci.2586-16.2016
https://doi.org/10.1186/s12576-021-00805-1
https://doi.org/10.3233/JAD-2012-120151
https://doi.org/10.1016/0166-4328(88)90157-x
https://doi.org/10.1007/s10339-011-0430-z
https://doi.org/10.1523/jneurosci.15-04-03193.1995
https://doi.org/10.1016/j.neurobiolaging.2004.03.008
https://doi.org/10.1212/01.WNL.0000106462.72282.90
https://doi.org/10.1212/01.WNL.0000106462.72282.90
https://doi.org/10.1038/nn.3606
https://doi.org/10.1515/revneuro-2015-0019


12

Vol:.(1234567890)

Scientific Reports |         (2022) 12:4394  | https://doi.org/10.1038/s41598-022-08528-y

www.nature.com/scientificreports/

	46.	 Kjelvik, G. et al. The brain structural and cognitive basis of odor identification deficits in mild cognitive impairment and Alzheimer’s 
disease. BMC Neurol. 14, 1–10 (2014).

	47.	 Doty, R. L. Olfactory dysfunction in neurodegenerative diseases: Is there a common pathological substrate?. Lancet Neurol. 16, 
478–488 (2017).

	48.	 Masurkar, A. V. & Devanand, D. Olfactory dysfunction in the elderly: Basic circuitry and alterations with normal aging and Alz-
heimer’s disease. Curr. Geriatr. Rep. 3, 91–100 (2014).

	49.	 Beshel, J., Kopell, N. & Kay, L. M. Olfactory bulb gamma oscillations are enhanced with task demands. J. Neurosci. 27, 8358–8365 
(2007).

	50.	 Witter, M. P. The perforant path: Projections from the entorhinal cortex to the dentate gyrus. Prog. Brain Res. 163, 43–61 (2007).
	51.	 Tamura, M., Spellman, T. J., Rosen, A. M., Gogos, J. A. & Gordon, J. A. Hippocampal-prefrontal theta-gamma coupling during 

performance of a spatial working memory task. Nat. Commun. 8, 2182. https://​doi.​org/​10.​1038/​s41467-​017-​02108-9 (2017).
	52.	 Alvarado-Martínez, R., Salgado-Puga, K. & Peña-Ortega, F. Amyloid beta inhibits olfactory bulb activity and the ability to smell. 

PloS One 8, e75745 (2013).
	53.	 Palop, J. J. & Mucke, L. Amyloid-beta-induced neuronal dysfunction in Alzheimer’s disease: From synapses toward neural networks. 

Nat. Neurosci. 13, 812–818. https://​doi.​org/​10.​1038/​nn.​2583 (2010).
	54.	 Cirrito, J. R. et al. Synaptic activity regulates interstitial fluid amyloid-β levels in vivo. Neuron 48, 913–922 (2005).
	55.	 Iaccarino, H. F. et al. Gamma frequency entrainment attenuates amyloid load and modifies microglia. Nature 540, 230–235 (2016).
	56.	 Whittington, M. A. & Traub, R. D. Interneuron diversity series: Inhibitory interneurons and network oscillations in vitro. Trends 

Neurosci. 26, 676–682. https://​doi.​org/​10.​1016/j.​tins.​2003.​09.​016 (2003).
	57.	 Klausberger, T. & Somogyi, P. Neuronal diversity and temporal dynamics: The unity of hippocampal circuit operations. Science 

321, 53–57. https://​doi.​org/​10.​1126/​scien​ce.​11493​81 (2008).
	58.	 Fukunaga, I., Herb, J. T., Kollo, M., Boyden, E. S. & Schaefer, A. T. Independent control of gamma and theta activity by distinct 

interneuron networks in the olfactory bulb. Nat. Neurosci. 17, 1208–1216. https://​doi.​org/​10.​1038/​nn.​3760 (2014).
	59.	 Shusterman, R., Smear, M. C., Koulakov, A. A. & Rinberg, D. Precise olfactory responses tile the sniff cycle. Nat. Neurosci. 14, 

1039–1044. https://​doi.​org/​10.​1038/​nn.​2877 (2011).
	60.	 Luo, M. & Katz, L. C. Response correlation maps of neurons in the mammalian olfactory bulb. Neuron 32, 1165–1179. https://​doi.​

org/​10.​1016/​s0896-​6273(01)​00537-2 (2001).
	61.	 Margrie, T. W., Sakmann, B. & Urban, N. N. Action potential propagation in mitral cell lateral dendrites is decremental and controls 

recurrent and lateral inhibition in the mammalian olfactory bulb. Proc. Natl. Acad. Sci. U. S. A. 98, 319–324. https://​doi.​org/​10.​
1073/​pnas.​01152​3098 (2001).

	62.	 Yokoi, M., Mori, K. & Nakanishi, S. Refinement of odor molecule tuning by dendrodendritic synaptic inhibition in the olfactory 
bulb. Proc. Natl. Acad. Sci. U.S.A. 92, 3371–3375. https://​doi.​org/​10.​1073/​pnas.​92.8.​3371 (1995).

	63.	 Franks, K. H., Chuah, M. I., King, A. E. & Vickers, J. C. Connectivity of pathology: The olfactory system as a model for network-
driven mechanisms of Alzheimer’s disease pathogenesis. Front. Aging Neurosci. https://​doi.​org/​10.​3389/​fnagi.​2015.​00234 (2015).

	64.	 Lledo, P. M. & Lazarini, F. Neuronal replacement in microcircuits of the adult olfactory system. C. R. Biol. 330, 510–520. https://​
doi.​org/​10.​1016/j.​crvi.​2007.​01.​002 (2007).

	65.	 Morales-Medina, J. C. et al. Impaired structural hippocampal plasticity is associated with emotional and memory deficits in the 
olfactory bulbectomized rat. Neuroscience 236, 233–243. https://​doi.​org/​10.​1016/j.​neuro​scien​ce.​2013.​01.​037 (2013).

	66.	 Morales-Medina, J. C., Juarez, I., Iannitti, T. & Flores, G. Olfactory bulbectomy induces neuronal rearrangement in the entorhinal 
cortex in the rat. J. Chem. Neuroanat. 52, 80–86 (2013).

	67.	 Braak, H. & Del Tredici, K. The preclinical phase of the pathological process underlying sporadic Alzheimer’s disease. Brain 138, 
2814–2833 (2015).

	68.	 Jaunmuktane, Z. & Brandner, S. Invited Review: The role of prion-like mechanisms in neurodegenerative diseases. Neuropathol. 
Appl. Neurobiol. 46, 522–545. https://​doi.​org/​10.​1111/​nan.​12592 (2020).

	69.	 Paxinos, G. & Watson, C. The Rat Brain in Stereotaxic Coordinates: Hard Cover (Elsevier, 2006).
	70.	 Di Fede, G. et al. Molecular subtypes of Alzheimer’s disease. Sci. Rep. 8, 3269. https://​doi.​org/​10.​1038/​s41598-​018-​21641-1 (2018).
	71.	 Llorens-Marítin, M., Jurado, J., Hernández, F. & Ávila, J. GSK-3β, a pivotal kinase in Alzheimer disease. Front. Mol. Neurosci. 

https://​doi.​org/​10.​3389/​fnmol.​2014.​00046 (2014).
	72.	 Yu, H.-B., Li, Z.-B., Zhang, H.-X. & Wang, X.-L. Role of potassium channels in Aβ1–40-activated apoptotic pathway in cultured 

cortical neurons. J. Neurosci. Res. 84, 1475–1484. https://​doi.​org/​10.​1002/​jnr.​21054 (2006).
	73.	 Kechko, O. I. et al. Beta-amyloid induces apoptosis of neuronal cells by inhibition of the Arg/N-end rule pathway proteolytic 

activity. Aging 11, 6134–6152. https://​doi.​org/​10.​18632/​aging.​102177 (2019).
	74.	 Kravenska, Y. et al. The monomers, oligomers, and fibrils of amyloid-β inhibit the activity of mitoBKCa channels by a membrane-

mediated mechanism. Biochim. et Biophys. Acta (BBA): Biomembr. 1862, 183337. https://​doi.​org/​10.​1016/j.​bbamem.​2020.​183337 
(2020).

	75.	 Jafari, A. et al. Brain mitochondrial ATP-insensitive large conductance Ca+2-activated K+ channel properties are altered in a rat 
model of amyloid-β neurotoxicity. Exp. Neurol. 269, 8–16. https://​doi.​org/​10.​1016/j.​expne​urol.​2014.​12.​024 (2015).

	76.	 Patel, T. P. et al. An open-source toolbox for automated phenotyping of mice in behavioral tasks. Front. Behav. Neurosci. https://​
doi.​org/​10.​3389/​fnbeh.​2014.​00349 (2014).

	77.	 Ennaceur, A. & Delacour, J. A new one-trial test for neurobiological studies of memory in rats. 1: Behavioral data. Behav. Brain 
Res. 31, 47–59. https://​doi.​org/​10.​1016/​0166-​4328(88)​90157-X (1988).

	78.	 Salimi, M. et al. Allergic rhinitis impairs working memory in association with drop of hippocampal–Prefrontal coupling. Brain 
Res. 1758, 147368 (2021).

	79.	 Dehdar, K. et al. Allergen-induced anxiety-like behavior is associated with disruption of medial prefrontal cortex: Amygdala circuit. 
Sci. Rep. 9, 19586. https://​doi.​org/​10.​1038/​s41598-​019-​55539-3 (2019).

	80.	 Delorme, A. & Makeig, S. EEGLAB: An open source toolbox for analysis of single-trial EEG dynamics including independent 
component analysis. J. Neurosci. Methods 134, 9–21 (2004).

Acknowledgements
We want to thank Mr. Reza Vaziri, Farhad Farkhondeh, Mohsen Sharifi, and Ms. Forough Foolad for their tech-
nical assistance. The authors of this study need to express special thanks to Mr. Alireza Mani for his generous 
help. This study was supported by Tarbiat Modares University (Grant Number IG-39709). The funders had no 
role in the design, experiments, and analyses of the study.

Author contributions
M.S. conceptualized and designed the study, acquired, analyzed, and interpreted the data; drafted the manuscript. 
F.T. analyzed and interpreted the data, wrote the first draft and final version of the manuscript. M.A. analyzed and 
interpreted the data, drafted the manuscript. S.D. acquired the data and drafted the manuscript. K.D. acquired 
the data. M.N. software; analyzed and interpreted the data. M.J. and J.M. conceptualized and supervised the 

https://doi.org/10.1038/s41467-017-02108-9
https://doi.org/10.1038/nn.2583
https://doi.org/10.1016/j.tins.2003.09.016
https://doi.org/10.1126/science.1149381
https://doi.org/10.1038/nn.3760
https://doi.org/10.1038/nn.2877
https://doi.org/10.1016/s0896-6273(01)00537-2
https://doi.org/10.1016/s0896-6273(01)00537-2
https://doi.org/10.1073/pnas.011523098
https://doi.org/10.1073/pnas.011523098
https://doi.org/10.1073/pnas.92.8.3371
https://doi.org/10.3389/fnagi.2015.00234
https://doi.org/10.1016/j.crvi.2007.01.002
https://doi.org/10.1016/j.crvi.2007.01.002
https://doi.org/10.1016/j.neuroscience.2013.01.037
https://doi.org/10.1111/nan.12592
https://doi.org/10.1038/s41598-018-21641-1
https://doi.org/10.3389/fnmol.2014.00046
https://doi.org/10.1002/jnr.21054
https://doi.org/10.18632/aging.102177
https://doi.org/10.1016/j.bbamem.2020.183337
https://doi.org/10.1016/j.expneurol.2014.12.024
https://doi.org/10.3389/fnbeh.2014.00349
https://doi.org/10.3389/fnbeh.2014.00349
https://doi.org/10.1016/0166-4328(88)90157-X
https://doi.org/10.1038/s41598-019-55539-3


13

Vol.:(0123456789)

Scientific Reports |         (2022) 12:4394  | https://doi.org/10.1038/s41598-022-08528-y

www.nature.com/scientificreports/

study. M.R.R. conceptualized, designed, and supervised the study, interpreted the data. All authors approved 
the final version of the manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to M.R.R.

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) 2022

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

	Disrupted connectivity in the olfactory bulb-entorhinal cortex-dorsal hippocampus circuit is associated with recognition memory deficit in Alzheimer’s disease model
	Results
	Histopathological findings. 
	Recognition memory performance. 
	Aβ dropped coherence in OB-EC-dHPC circuit during NOR task performance. 
	Synchrony in OB-EC-dHPC circuit during recognition memory performance. 

	Discussion
	Materials and methods
	Animals. 
	Surgery and electrode implantation. 
	AD model induction. 
	Behavioral assessment. 
	Histopathological assessment. 
	Immunofluorescence. 
	Nissl staining. 

	Signal processing. 
	Statistical analysis. 

	References
	Acknowledgements


