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Abstract: Although the etiology of major depressive disorder remains poorly understood,
impairment of gamma oscillations recently emerged as a potential biomarker for major depression.
The olfactory bulb (OB) is a major source of brain wide gamma oscillations and bulbectomy is an
animal model for depression. Here we demonstrate that chemogenetic suppression of OB neuronal
activity or temporally suppressing the OB to pyriform cortex synaptic transmission decreased
gamma oscillation power in multiple brain areas associated with depression-like behaviors. To
assess the hypothesized link between depression and diffuse depression of gamma oscillations, we
employed gamma phase-dependent closed loop neuromodulation of cortical areas, paced by the
native OB output. This procedure alleviated depressive-like behaviors in animals and suggests that
restoring gamma oscillations may improve depression in humans.

One Sentence Summary: Role of limbic gamma oscillations in depression
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Main Text:
Major depressive disorder (MDD) is a common, severe, debilitating psychiatric illness (1)
often resistant to pharmacotherapy (2). The incidence and prevalence of MDD are increasing, with

COVID-19 driving more than 50 million new cases (3). Electroconvulsive therapy is effective in
some cases but is often complicated by long-term impairments in memory and other cognitive
function (4). Deep brain stimulation (DBS) and transcranial magnetic stimulation (TMS) are
potential MDD therapies, but their long-term efficacy is uncertain (5-8). For drug-resistant MDD
patients, alternative therapies are needed.

Coherent gamma oscillations (30-80 Hz) link brain areas by creating temporal “windows”
to transfer information, characterized by enhanced excitability (9-13). Neuronal entrainment to
gamma oscillations (14) and gamma coupling between limbic areas (15-17) can influence affect
and emotional salience of stimuli. MDD characterized by neuronal network dysfunctions reflected
in spectral disturbances in electroencephalographic (EEG) signals (18). Limbic gamma power and
its long-range desynchronization are recommended MDD biomarkers (19, 20). Ketamine has
potent antidepressant effects in humans (21) and animal models of depression (22-24), and can
increase brain-wide gamma power (25, 26). An important physiological source of gamma
oscillations is the olfactory bulb (OB) (27) (28). Nasal occlusion (29, 30) can suppress gamma
oscillations in the primary olfactory cortex (i.e. piriform cortex, PirC) (31) and nucleus accumbens
(NACc) (32). Critically, bilateral olfactory bulbectomy (OBXx) rodents brings about symptoms
concordant with human MDD (33), supporting the hypothesis that OB-driven gamma oscillations
are critical for normal mood, although alternative interpretations have also been considered (34-
37).

Gamma oscillations occur in awake naive rats (Fig. 1B and Fig. S1 A) and are highly
coherent between OB and multiple brain regions (Fig. 1B and Fig. S1 B-D). OBx dramatically
reduces gamma oscillations (Fig. S1 E and F). In the PirC, the main target of OB efferents, gamma
oscillations were markedly attenuated in OBx rats compared to controls (Fig. S1 G and H, for
descriptive statistics, tests, and sample sizes, see Table S1 and S5). Rats developed depressive-like
behaviors, including signs of anxiety (avoidance of open field, Fig. S1 1) and anhedonia (smaller
sucrose water consumption, Fig. S1 J) one month following OBX, supporting that OB drives brain-
wide coherent gamma oscillations are relevant to maintain a healthy mood.

To test the role of OB derived gamma oscillations in depression more directly, we
generated and validated a novel oscillopathy-based (38) depression model lacking the confines of
the ablation-based OBx model. We used Designer Receptors Exclusively Activated by Designer
Drugs (DREADD)-based chemogenetic tools (39-41) to reversibly silence pan-neuronal activity
in the OB by bilaterally injecting AAV5-hSyn-hM4Di-mCherry (Fig. 1C), a modified muscarinic
acetylcholine receptor selectively activated by clozapine N-oxide (CNO) in the OB. After systemic
CNO administration, OB gamma power (30-80 Hz) was suppressed in a dose-dependent manner
in both mice (Fig. 1D and E) and rats (Fig. S2A). To evaluate the behavioral influence of long-
term suppression of OB-induced gamma activity, mice were chronically treated with CNO (Fig.
1F). The hM4Di group showed anxiety-like behavior with less time spent in the center of the open
field (Fig. 1H), (but no difference in overall locomotion (Fig. 1G), no significant difference in
sucrose preference test (SPT) nor in daily liquid consumption (Table S6, Fig. S3A-CB). Thus,
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84  chronic silencing of OB neuronal activity suppresses OB gamma activity and facilitates
85  depressive-like behaviors, supporting that dysfunction of OB gamma activity contributes to
86  depression.
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88 Fig. 1. Chemogenetic inhibition of olfactory bulb neuronal activity reduces local gamma
89 oscillations and induces depressive-like behaviors. (A) Major projections of olfactory
90 bulb (OB). (B) Top panel, represents LFPs (0.5 s) of OB and piriform cortex (PirC) from
91 an awake rat, and LFP in PirC after olfactory bulbectomy (OBx). Bottom panel, coherence
92 and power spectrum corresponding to signals shown on the top panel. (C) Representative
93 fluorescent images of the mouse olfactory bulb following injections of AAV5-hSyn-
94 hM4Di-mCherry. (D) Schematics and timeline of the chemogenetic inhibition of OB
95 gamma oscillations. (E) Effect of systemic administration of clozapine N-oxide (CNO) on
96 OB gamma power of hM4Di and mCherry expressing mice, respectively (see Fig. S2 for
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97 the same protocols carried out in the rats). (F) Schematics and timeline of the chemogenetic
98 inhibition of OB for behavioural tests. (G) Effects of CNO on the total distance travelled
99 in the Open Field Test (OFT) for the hM4Di and mCherry expressing mice, respectively.
100 The tests were performed before CNO administration (Pre), following 30 days of systemic
101 CNO administration (one month CNO) and following 30 days after the cessation of the
102 CNO treatment (one month break) (n = 7 animals/group). (H) Decreased time spent in the
103 center zone during the OFT of the hM4Di group one month after CNO treatment (n =7/
104 group). Results of both mean value and statistical tests are reported in detail in Table S1
105 and S5. n.s. indicates non-significant difference. * and ** indicate differences of P < 0.05
106 and P < 0.01, respectively.
107
108 The role of OB to PirC projections in generating and maintaining coherent limbic gamma

109  band activity (Fig. S1 B-D) was confirmed by pathway-specific optogenetic approaches. First, OB
110  neurons projecting to PirC were selectively tagged by simultaneous viral vector injections of
111  AAV5-EFla-DIO-iC++-EYFP in OB and AAV2R-CAGGs-Cre-myc in the ipsilatral PirC,
112 tagging the whole axonal arbors of ipsilateral PirC projecting OB neurons (Fig. S4 A). The OB to
113  PirC was exclusively unilateral (Fig. S4 B and C), confirming previous reports (42, 43). We
114  suppressed synapses with Chromophore Assisted Light Inactivation (CALI) to disrupt the OB to
115  PirC projection by a single, brief light pulse, without affecting collateral pathways in a spatially
116  and temporally precise manner (44, 45). The injection of AAVDJ-CAGGS-Flex-SYP1-miniSOG-
117  T2A-mCherry to OB and AAV2Retro-CAGGS-Cre-myc to PirC (Fig. 2A) lead to viral expression
118  exclusively in the PirC projecting OB neurons (Fig. 2B).

119 We characterized the effect of a single train of illumination by recording OB and PirC LFP
120  of an awake freely moving rat before and at various post-stimulation times. Gamma oscillations
121 were suppressed for 2h following photostimulation (PS) (Fig. 2C) in the PirC, but not in the OB
122 (Fig. 2D). We designed an SPT accounting for these temporal constrains (Fig. 2E). Following
123  bilateral PirC PS, the animals showed significantly lower performance in the SPT task (Fig. 2F).
124 Further, sucrose consumption was positively correlated with gamma power in the PirC (Fig. 2G),
125  but not OB (Fig. 2H). No significant changes were found in OFT and Elevated Plus Maze test
126  (EPM) following PirC PS (Fig. S5 B-E). These findings suggest that short-term inhibition of OB
127  to PirC synaptic transmissions (~2h) decreases PirC gamma oscillations resulting in anhedonia,
128 and the magnitude of the OB derived gamma power in the PirC predicts the magnitude of
129  depressive symptoms.
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131  Fig. 2. Suppressing OB to PirC synaptic transmission decreases gamma oscillations in the

132 PirC and deteriorates performance in the sucrose preference test. (A) Schematics of
133 the experiments and construct design for CALI (chromophore-assisted light inactivation)
134 used for the specific inhibition of OB to the PirC synaptic transmission. (B) Fluorescent
135 images showing mCherry expression in PirC targeting OB neurons and their axonal
136 projections. (C) The suppression of gamma power in the PirC lasted for around 2 h after
137 one time illumination (450 nm light with 20 Hz for 9 min at 9 mW at the tip). Upper panels
138 show gamma band spectrograms (30-80 Hz) before, 1 h after (1 h) and 4 h after the
139 illumination (4 h). Bottom panel shows quantified gamma power changes in various
140 conditions. (D) Schematics of the behavioural tests following the suppression of OB to
141 PirC synaptic transmission using miniSOG. WD: 22 h water deprivation. (E)
142 Photostimulation of the PirC of miniSOG expressing rats (WD + 2 h SPT + L) decreased
143 sucrose water consumption (120 trials from five rats). See performance of individual rats
144 in Fig. S5A. (F) The disrupted sucrose preference performances were positively correlated
145 with gamma power decrements in the PirC. Values are represented as means + S.D. Each
146 marker represents each animal. n.s. indicates not significant difference. *** indicates
147 difference of P < 0.001.

148

149 Our OB-PirC gamma phase analysis revealed a coherent phase lag, indicating an inherent

150 oscillatory entrainment through direct synaptic connection (46) (Fig. S6). We investigated whether
151 along-term entrainment by OB-derived PirC gamma oscillations affects depressive behaviors. We
152  developed an unsupervised real-time closed-loop intervention to modify PirC gamma oscillations
153 via phase-locked (InPhase, AntiPhase) electrical stimulation driven by the detected gamma
154  oscillations in the OB (Fig. 3A-C). AntiPhase gamma E-Stim (i.e. interfering with PirC rhythmic
155  neuronal activity) decreased sucrose preference in all animals and the effect outlasted the stimulation
156  (Fig. 3D and Fig. S7). In contrast, InPhase stimulation had no effect on sucrose preference (Fig. 3D).
157  Neither InPhase nor AntiPhase stimulation affected the rats’ spontaneous locomotion in their
158 homecage (Fig. 3E). AntiPhase stimulation decreased gamma power in the PirC while InPhase E-
159  Stim increased gamma power (Fig. 3F, G and Fig. S8 A). Neither InPhase nor AntiPhase changed
160  gamma frequency distribution in the PirC (Fig. S8 B) and the incidence of gamma events during the
161 awake state was unaltered (Fig. 3H). These results suggest that closed-loop OB gamma
162  neuromodulation of PirC enhances and silences PirC gamma oscillations in a phase-dependent
163  manner and the effects persist for at least one day after stimulation. The AntiPhase gamma
164  stimulation and resulting decrease in PirC gamma oscillations caused anhedonia, consistent with a
165  depressive-like state.
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166

167  Fig. 3. Real-time silencing of OB-origin gamma oscillations to the PirC phase-dependently
168 induces anhedonia in naive rats. (A) The schema of closed-loop neuromodulation of the
169 PirC with OB-origin gamma oscillations in real-time. The pre-amplified and multiplexed
170 LFP signals were fed to a programmable digital signal processor. The signals were
171 demultiplexed and analized online to gamma events in the OB using a custom-made signal
172 detection algorithm. LFP signals were demultiplexed at 500 Hz per channel and a signal
173 from a pre-selected OB channel was band-pass filtered with a 4th order Butterworth filter
174 to 30-110 Hz. Common artifacts were removed from the selected channel X (from OB) by
175 subtracting averaged signals in the left (YY) and right (Z) PirC, and LEC (L). Each 300 ms-
176 electrical stimulation in filtered OB gamma wave signal was triggered when a filtered
177 signal exceeded a fine-tuned arbitrary threshold for each animal. Time resolution of the
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178 detection was 2 ms. The gated gamma E-Stim signal was fed to the six PirC locations via
179 an analog isolator IC (1SO124, Texas Instruments) through a RC high-pass filter of 0.25 s
180 time constant with a present phase delay. Orange circles represent miniature machine
181 screws as cathodal (i.e. returning) electrodes. Squares indicate temporal cranial windows
182 through which the recording and stimulating electrodes were introduced. Blue ones were
183 for the PirC and LEC, while purple ones were for OB. (B) Representative LFP raw traces
184 of OB and three derivatives for different phase stimulation (AntiPhase, InPhase). Detected
185 OB gamma oscillations were fed to the PirC with AntiPhase and InPhase respectively. Red
186 vertical lines indicate positive peaks of original gamma oscillations in the OB. ‘Upward’
187 signal represent neuronal activity (following the EEG polarity conventions) and cathodal
188 current on the OB and stimulus traces, respectively. (C) The schema of the experiment.
189 Each stimulation was carried out for three days continuously, followed by an additional
190 three days without stimulation (OFF days). (D) AntiPhase stimulation significantly
191 decreased sucrose water preference in the naive rats, and the effects lasted for 1-4 days
192 even after termination of the stimulus. See also induvial five trials in the Fig. S7. InPhase
193 didn’t decrease sucrose water consumption. (E) No significant side-effects of the E-Stim
194 on spontaneous movements in the homecage was observed. (F) The sum of power
195 distribution of gamma events in the PirC on the day before the first stimulation (Base),
196 during the first day after AntiPhase stimulation ended (AntiPhasel) and during the first day
197 after InPhase stimulation ended (InPhasel). The numbers represent medians of the
198 distributions. See also individual five trials in the Fig. S8. (G) AntiPhase stimulation
199 significantly decreased power of gamma events in the PirC whereas InPhase stimulation
200 increased it. (H) No significant differences of incidence of gamma events between Base,
201 AntiPhasel and InPhasel in the awake state. Values are represented as means with bars.
202 Each circle represents each trial. n.s. indicates not significant difference. * and *** indicate
203 difference of P < 0.05 and P < 0.001, respectively.

204

205 To investigate whether boosting PirC gamma oscillations can alleviate depressive-like

206  behaviors, we used InPhase closed-loop PirC E-Stim in several depression models, including
207  Lipopolysaccharide (LPS) anhedonia test in SPT, despair-like behavior in FST, anxiety-like
208  behavior in OFT and EPM in both rats (47) and mice (48) (Fig. 4A). In the SPT, LPS induced
209  decreased sucrose preference, but the group receiving InPhase gamma E-Stim recovered SPT
210  performance (Fig. 4B and Fig. S9). InPhase E-Stim also increased the ‘center time’ during the OFT
211  (Fig. 4C), number of center entries (Fig. 4D) and total distance travelled per time unit (Fig. 4E)
212  compared to non-stimulated animals. Similarly, InPhase gamma E-Stim alleviated anxiety-like
213 behaviors in the EPM test (Fig. 4F), and increased the total distance travelled per time unit (Fig. 41),
214  but did not alter the time spent in the closed arms (Fig. 4G) or in the center (Fig. 4H). In contrast,
215  AntiPhase E-Stim failed to improve rat behavior in the OFT (Fig. 4C—E) and EPM tests (Fig. 4G—
216 1). These results suggest that the OB derived phase-matched closed-loop gamma neuromodulation
217  in the PirC alleviates depressive-like and anxiety-like behaviors in the SPT, OFT and EPM tests,
218  standard rodent models of depression.
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Reinstating OB-derived gamma oscillations to the PirC phase-dependently alleviates
depressive-like behaviors. (A) Schematics of the experiment. (B) LPS decreased the
sucrose preference in both groups by systemic administration of lipopolysaccharide (LPS).
Two days of InPhase stimulation recovered the decreased SPT performance in the post
stimulation days. See also performances of individual rats during the two InPhase
stimulation sessions in Fig. S9 (n = 6 rats / group). (C—I) InPhase stimulation alleviated
the depressive-like behaviors in the OFT (C-E) and the anxiety-like behaviours in the EPM
test (F—I) induced by the LPS administration. Note, that AntiPhase stimulation failed to
reproduce these behavioral benefits. Values are presented as means + S.D. Circles indicate
individual trials. n.s. indicates not significant difference. *, **, and *** indicate difference
of P <0.05, P <0.01, and P < 0.001, respectively.

Our experiments reveal a mechanism between deficient gamma activity and behavioral decline in
the OBx model of depression. The OBx model includes neurochemical, neuroanatomical,
physiological, endocrine and behavioral alterations concordant with MDD (49). The brain-wide
suppression of gamma oscillations in OBx animals and gamma oscillopathies in MDD patients

10
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236  share several resemblances (19, 50). Further research should strengthen the link between the
237  bidirectional manipulation of OB-derived gamma oscillations in the PirC and the corresponding
238  behavioral changes, but the importance of PirC in network interactions underlying depression is
239  strongly supported (51-53). The PirC is connected to most emotional limbic regions (54, 55). The
240  dynamics of neuronal activity in multiple brain regions can affect emotional states (56-58) and
241  manipulations within one circuit node can alter activity across brain regions and influence
242 emotional behavior (53, 59, 60). Thus, gamma oscillations originating from the OB can alter
243  emotional behavior through the PirC and its widespread limbic connections. Gamma oscillation
244 can efficiently organize assembly dynamics within cortical networks (13, 61) and reactivating
245  cellular ensembles in the limbic system, primed during positive experience, can ameliorate
246  depression-like behaviors (62). In addition to specific sensory responses, PirC neurons respond to
247  reward, noxious stimuli (63) and encode multimodal, hedonic, and context-dependent components
248  of the representation (64). PirC stimulation sustains self-stimulation, presumably by inducing an
249 internally rewarding state (65). Our results, demonstrating the power of closed-loop gamma-
250 enhancement, offer a potential therapeutic route for alleviating depression-related behaviors.

251

11


https://doi.org/10.1101/2022.02.01.478683

252
253

299
300
301
302

304

bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

References and Notes

1.

2.

3.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

R. H. Belmaker, G. Agam, Major depressive disorder. The New England journal of medicine 358, 55-68
(2008).

K. Kiening, A. Sartorius, A new translational target for deep brain stimulation to treat depression. Embo
Mol Med 5, 1151-1153 (2013).

D. F. Santomauro et al., Global prevalence and burden of depressive and anxiety disorders in 204 countries
and territories in 2020 due to the COVID-19 pandemic. The Lancet, (2021).

M. Landry, A. Moreno, S. Patry, S. Potvin, M. Lemasson, Current Practices of Electroconvulsive Therapy
in Mental Disorders: A Systematic Review and Meta-Analysis of Short and Long-Term Cognitive Effects.
The Journal of ECT 37, 119-127 (2021).

P. E. Holtzheimer et al., Subcallosal cingulate deep brain stimulation for treatment-resistant depression: a
multisite, randomised, sham-controlled trial. The Lancet Psychiatry 4, 839-849 (2017).

D. D. Dougherty et al., A randomized sham-controlled trial of deep brain stimulation of the ventral
capsule/ventral striatum for chronic treatment-resistant depression. Biological psychiatry 78, 240-248
(2015).

I. O. Bergfeld et al., Deep brain stimulation of the ventral anterior limb of the internal capsule for
treatment-resistant depression: a randomized clinical trial. Jama Psychiat 73, 456-464 (2016).

T. Perera et al., The clinical TMS society consensus review and treatment recommendations for TMS
therapy for major depressive disorder. Brain Stimul 9, 336-346 (2016).

P. Fries, Rhythms for Cognition: Communication through Coherence. Neuron 88, 220-235 (2015).

L. L. Colgin et al., Frequency of gamma oscillations routes flow of information in the hippocampus. Nature
462, 353-357 (2009).

T. Womelsdorf, T. A. Valiante, N. T. Sahin, K. J. Miller, P. Tiesinga, Dynamic circuit motifs underlying
rhythmic gain control, gating and integration. Nat Neurosci 17, 1031-1039 (2014).

M. Bonnefond, S. Kastner, O. Jensen, Communication between Brain Areas Based on Nested Oscillations.
eNeuro 4, (2017).

G. Buzsaki, X.-J. Wang, Mechanisms of gamma oscillations. Annual review of neuroscience 35, 203-225
(2012).

A. Amir, D. B. Headley, S. C. Lee, D. Haufler, D. Paré, Vigilance-Associated Gamma Oscillations
Coordinate the Ensemble Activity of Basolateral Amygdala Neurons. Neuron 97, 656-669.e657 (2018).

C. Dejean, T. Boraud, C. Le Moine, Opiate dependence induces network state shifts in the limbic system.
Neurobiology of disease 59, 220-229 (2013).

N. A. Donnelly et al., Oscillatory activity in the medial prefrontal cortex and nucleus accumbens correlates
with impulsivity and reward outcome. PloS one 9, €111300 (2014).

A. T. Popescu, D. Popa, D. Paré, Coherent gamma oscillations couple the amygdala and striatum during
learning. Nat Neurosci 12, 801-807 (2009).

O. L. Smart, V. R. Tiruvadi, H. S. Mayberg, Multimodal Approaches to Define Network Oscillations in
Depression. Biological Psychiatry 77, 1061-1070 (2015).

P. J. Fitzgerald, B. O. Watson, Gamma oscillations as a biomarker for major depression: an emerging topic.
Translational Psychiatry 8, 1-7 (2018).

K. W. Scangos et al., Closed-loop neuromodulation in an individual with treatment-resistant depression.
Nature Medicine, 1-5 (2021).

R. M. Berman et al., Antidepressant effects of ketamine in depressed patients. Biol Psychiatry 47, 351-354
(2000).

S. Maeng et al., Cellular mechanisms underlying the antidepressant effects of ketamine: role of alpha-
amino-3-hydroxy-5-methylisoxazole-4-propionic acid receptors. Biol Psychiatry 63, 349-352 (2008).

N. Li et al., mTOR-dependent synapse formation underlies the rapid antidepressant effects of NMDA
antagonists. Science 329, 959-964 (2010).

A. E. Autry et al., NMDA receptor blockade at rest triggers rapid behavioural antidepressant responses.
Nature 475, 91-95 (2011).

T. Hakami et al., NMDA receptor hypofunction leads to generalized and persistent aberrant gamma
oscillations independent of hyperlocomotion and the state of consciousness. PloS one 4, e6755 (2009).

12


https://doi.org/10.1101/2022.02.01.478683

359

bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint

26.

217.

28.

29.
30.

3L

32.

33.

34.

35.

36.

37.

38.

39.

40.
41,

42,

43.

44,

45,

46.

47.

48.

49.

50.

51.

52.

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

A. D. Shaw et al., Ketamine amplifies induced gamma frequency oscillations in the human cerebral cortex.
European neuropsychopharmacology : the journal of the European College of Neuropsychopharmacology
25, 1136-1146 (2015).

S. Lagier, A. Carleton, P.-M. Lledo, Interplay between local GABAergic interneurons and relay neurons
generates y oscillations in the rat olfactory bulb. Journal of Neuroscience 24, 4382-4392 (2004).

C. Becker, W. J. Freeman, Prepyriform electrical activity after loss of peripheral or central input, or both.
Physiology & Behavior 3, 597-599 (1968).

D. Kucharski, W. G. Hall, New routes to early memories. Science 238, 786-788 (1987).

D. M. Cummings, H. E. Henning, P. C. Brunjes, Olfactory bulb recovery after early sensory deprivation. J
Neurosci 17, 7433-7440 (1997).

E. M. Zibrowski, C. H. Vanderwolf, Oscillatory fast wave activity in the rat pyriform cortex: relations to
olfaction and behavior. Brain Res 766, 39-49 (1997).

J. E. Carmichael, J. M. Gmaz, M. A. A. van der Meer, Gamma Oscillations in the Rat Ventral Striatum
Originate in the Piriform Cortex. J Neurosci 37, 7962-7974 (2017).

D. Y. Wang et al., Behavioural and neurochemical features of olfactory bulbectomized rats resembling
depression with comorbid anxiety. Behavioural Brain Research 178, 262-273 (2007).

E. Oral et al., How olfaction disorders can cause depression? The role of habenular degeneration.
Neuroscience 240, 63-69 (2013).

J. A. Jesberger, J. S. Richardson, Brain output dysregulation induced by olfactory bulbectomy: an
approximation in the rat of major depressive disorder in humans? The International journal of neuroscience
38, 241-265 (1988).

J. P. Kelly, A. S. Wrynn, B. E. Leonard, The olfactory bulbectomized rat as a model of depression: an
update. Pharmacology & therapeutics 74, 299-316 (1997).

C. Song, B. E. Leonard, The olfactory bulbectomised rat as a model of depression. Neurosci Biobehav Rev
29, 627-647 (2005).

Y. Takeuchi, A. Berényi, Oscillotherapeutics—Time-targeted interventions in epilepsy and beyond.
Neurosci Res 152, 87-107 (2020).

J. L. Gomez et al., Chemogenetics revealed: DREADD occupancy and activation via converted clozapine.
Science 357, 503-507 (2017).

B. L. Roth, DREADDs for Neuroscientists. Neuron 89, 683-694 (2016).

J. S. Wiegert, M. Mahn, M. Prigge, Y. Printz, O. Yizhar, Silencing Neurons: Tools, Applications, and
Experimental Constraints. Neuron 95, 504-529 (2017).

A. J. Giessel, S. R. Datta, Olfactory maps, circuits and computations. Curr Opin Neurobiol 24, 120-132
(2014).

T. Imai, Construction of functional neuronal circuitry in the olfactory bulb. Semin Cell Dev Biol 35, 180-
188 (2014).

J. Y. Lin et al., Optogenetic Inhibition of Synaptic Release with Chromophore-Assisted Light Inactivation
(CALLI). Neuron 79, 241-253 (2013).

A. Goto et al., Stepwise synaptic plasticity events drive the early phase of memory consolidation. Science
374, 857-863 (2021).

J. Fell, N. Axmacher, The role of phase synchronization in memory processes. Nat Rev Neurosci 12, 105-
118 (2011).

H. D. Fulenwider et al., Cellular and behavioral effects of lipopolysaccharide treatment are dependent upon
neurokinin-1 receptor activation. J Neuroinflamm 15, 1-7 (2018).

C. S. Custodio et al., Time course of the effects of lipopolysaccharide on prepulse inhibition and brain
nitrite content in mice. European Journal of Pharmacology 713, 31-38 (2013).

C. Song, B. E. Leonard, The olfactory bulbectomised rat as a model of depression. Neuroscience &
Biobehavioral Reviews 29, 627-647 (2005).

J. R. Gilbert, C. A. Zarate Jr, Electrophysiological biomarkers of antidepressant response to ketamine in
treatment-resistant depression: Gamma power and long-term potentiation. Pharmacol Biochem Be 189,
172856 (2020).

R. C. Bagot et al., Circuit-wide transcriptional profiling reveals brain region-specific gene networks
regulating depression susceptibility. Neuron 90, 969-983 (2016).

D. Chaudhury et al., Rapid regulation of depression-related behaviours by control of midbrain dopamine
neurons. Nature 493, 532-536 (2013).

13


https://doi.org/10.1101/2022.02.01.478683

bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint

53.

54.

55.

56.

57.

58.

59.

60.

61.
62.

63.
64.
65.
66.
67.
68.
69.
70.
71.
72.
73.
74.
75.
76.

77.

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

R. Hultman et al., Dysregulation of prefrontal cortex-mediated slow-evolving limbic dynamics drives
stress-induced emotional pathology. Neuron 91, 439-452 (2016).

Y. Soudry, C. Lemogne, D. Malinvaud, S.-M. Consoli, P. Bonfils, Olfactory system and emotion: common
substrates. European annals of otorhinolaryngology, head and neck diseases 128, 18-23 (2011).

F. Martinez-Garcia, A. Novejarque, N. Gutiérrez-Castellanos, E. Lanuza, Piriform cortex and amygdala.
The mouse nervous system, 140-172 (2012).

K. Dzirasa, S. Kumar, B. D. Sachs, M. G. Caron, M. A. Nicolelis, Cortical-amygdalar circuit dysfunction
in a genetic mouse model of serotonin deficiency. Journal of Neuroscience 33, 4505-4513 (2013).

R. Hultman et al., Brain-wide Electrical Spatiotemporal Dynamics Encode Depression Vulnerability. Cell
173, 166-180 (2018).

A. Adhikari, M. A. Topiwala, J. A. Gordon, Synchronized activity between the ventral hippocampus and
the medial prefrontal cortex during anxiety. Neuron 65, 257-269 (2010).

S. Kumar et al., Prefrontal cortex reactivity underlies trait vulnerability to chronic social defeat stress.
Nature communications 5, 1-9 (2014).

N. Karalis et al., 4-Hz oscillations synchronize prefrontal-amygdala circuits during fear behavior. Nature
neuroscience 19, 605-612 (2016).

P. Fries, Rhythms for cognition: communication through coherence. Neuron 88, 220-235 (2015).

S. Ramirez et al., Activating positive memory engrams suppresses depression-like behaviour. Nature 522,
335-339 (2015).

D. Wilson, in Encyclopedia of Neuroscience. (Elsevier Inc, New York, 2009), pp. 95-100.

D. Wilson, in The Senses: A Comprehensive Reference. (Elsevier Inc, New York, 2008), pp. 687-706.

K. C. Berridge, M. L. Kringelbach, Pleasure systems in the brain. Neuron 86, 646-664 (2015).

G. Nowak et al., Antidepressant-like effects of acute and chronic treatment with zinc in forced swim test
and olfactory bulbectomy model in rats. Brain Res Bull 61, 159-164 (2003).

G. Kozak, T. Foldi, A. Berényi, Chronic Transcranial Electrical Stimulation and Intracortical Recording in
Rats. Journal of Visualized Experiments: JoVE, €56669 (2018).

G. Kozak, A. Berényi, Sustained efficacy of closed loop electrical stimulation for long-term treatment of
absence epilepsy in rats. Scientific Reports 7, 1-10 (2017).

A. Berényi et al., Large-scale, high-density (up to 512 channels) recording of local circuits in behaving
animals. Journal of neurophysiology 111, 1132-1149 (2014).

Y. Takeuchi et al., Closed-loop stimulation of the medial septum terminates epileptic seizures. Brain 144,
885-908 (2021).

S. Kato et al., Action Selection and Flexible Switching Controlled by the Intralaminar Thalamic Neurons.
Cell Rep 22, 2370-2382 (2018).

J. C. Grieger, V. W. Choi, R. J. Samulski, Production and characterization of adeno-associated viral
vectors. Nat Protoc 1, 1412-1428 (2006).

M. Y. Liu et al., Sucrose preference test for measurement of stress-induced anhedonia in mice. Nat Protoc
13, 1686-1698 (2018).

H. Zhang et al., Effect of prenatal stress on neural oscillations in developing hippocampal formation. Prog
Neuro-Psychoph 89, 456-464 (2019).

H. Kuniishi et al., Early deprivation increases high-leaning behavior, a novel anxiety-like behavior, in the
open field test in rats. Neurosci Res 123, 27-35 (2017).

A. A. Walf, C. A. Frye, The use of the elevated plus maze as an assay of anxiety-related behavior in
rodents. Nat Protoc 2, 322-328 (2007).

Q. Li, X. C. Zhang, N. Cheng, C. X. Yang, T. Zhang, Notch1 knockdown disturbed neural oscillations in
the hippocampus of C57BL mice. Prog Neuro-Psychoph 84, 63-70 (2018).

Acknowledgments: We thank Dr. Péter Hegyi for providing access to confocal microscopy. We

also thank Karl Deisseroth, Bryan Roth, and Roger Tsien for their gifts of pAAV-hSyn-
mCherry (Addgene #114472), pAAV-hSyn-hM4D(Gi)-mCherry (Addgene #50475), and
pAAV-SYP1-miniSOG-T2A-mCherry (Addgene # 50972), respectively.

Funding:

Hungarian Academy of Sciences Momentum II program (AB)

14


https://doi.org/10.1101/2022.02.01.478683

413
414
415
416
417
418
419
420
421
422
423
424
425
426
427
428
429
430
431
432

433
434
435
436
437
438
439
440
441
442
443
444

445
446
447
448

449
450

451
452
453
454

bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

National Research, Development and Innovation Office, Hungary grants EFOP-3.6.1-16-
2016-00008, EFOP 3.6.6-VEKOP-16-2017-00009 (AB)

National Research, Development and Innovation Office, Hungary grant
KKP133871/KKP20 (AB)

Ministry of Innovation and Technology of Hungary grant TKP2021-EGA-28 (AB)
Ministry of Human Capacities, Hungary grant 20391-3/2018/FEKUSTRAT (AB)

EU Horizon 2020 Research and Innovation Program No. 739593 — HCEMM (AB)
Japan Society for the Promotion of Science grant 18KK 0236 (YT)

Japan Society for the Promotion of Science grant 19H03550 (YT)

Ministry of Education, Culture, Sports, Science and Technology grant 19H05224 (YT)
Japan Agency for Medical Research and Development grant JP21zf0127004 (YT)

The Kanae Foundation for the Promotion of Medical Science (YT)

Life Science Foundation of Japan (YT)

Takeda Science Foundation (YT)

Japanese Neural Network Society JNNS30 Commemorative Research Grant (YT)
Osaka City (YT)

Hungarian Scientific Research Fund grants NN125601 and FK123831 (MLL)
Hungarian Brain Research Program grant KTIA NAP 13-2-2014-0014 (MLL)

Janos Bolyai Fellowship (MLL)

Author contributions:

Conceptualization: AB

Methodology: QL, YT, GB, AB
Investigation: QL, YT, AB
Visualization: QL, JW, LB, LP
Software: QL, YT, GK

Formal Analysis: QL

Resources: YT, SN, SK, KK, MO, AB
Funding acquisition: YT, AB
Supervision: YT, OD, GB, AB
Writing — original draft: QL

Writing — review & editing: YT, MLL, OD, GB, AB

Competing interests: A.B. is the owner of Amplipex Llc. Szeged, Hungary a manufacturer of

signal-multiplexed neuronal amplifiers. A.B is a shareholder, chairman and CEO, O.D. is
the CMO and Director, GB is a shareholder of Neunos Inc, a Boston, MA company,
developing neurostimulator devices.

Data and materials availability: Data included and software used in this article will be

available upon request from the corresponding author (drberenyi@gmail.com)

Supplementary Materials
Materials and Methods
Fig. S1to S9

Table S1 to S6

15


mailto:drberenyi@gmail.com
https://doi.org/10.1101/2022.02.01.478683

bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

455  References 66-77

16


https://doi.org/10.1101/2022.02.01.478683

Supplemental Materials for Li ef al
bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

MATERIALS AND METHODS

Animals

A total number of 20 adult male wild-type C57BL/6 mice (3 months old, 20-30 g) and 36 wild-
type male Long-Evens rats (3—4 months old, 300-400 g) were used in this study. Both rats and
mice were provided with a commercial diet and water ad libitum under a 12 h light/dark
environment (light onset at 7 A.M.). The animals were housed as groups (3 animals/cage) before
surgery, and then individually for the duration of the whole experiment. All animal studies and
experimental procedures were approved by the Ethical Committee for Animal Research at the
Albert Szent-Gyorgyi Medical and Pharmaceutical Center of the University of Szeged and the
Government Office of Csongrad-Csanad County, Hungary (XIV/218/2016 and XIV/824/2021)
and conformed to European Union guidelines (2003/65/CE) and the National Institutes of

Health Guidelines for the Care and Use of Animals for Experimental Procedures.
Method details

Olfactory bulbectomy experiments

Olfactory bulbectomy surgery

Animals were anaesthetized with 4% isoflurane initially and then mounted in a stereotaxic
apparatus with 1-2% isoflurane during the whole surgery. After exposing the skull, two holes
were drilled with coordinates (AP: 7 mm anterior from bregma, ML: + 2 mm from the middle
line). Bilateral olfactory bulbs were removed by suction, then holes were filled with haemostatic
sponge (66). Control animals underwent similar surgical procedures but the olfactory bulbs
were left intact. The behavioural tests were performed one month after recovery (Fig. S1 I and
J).

Chronic implantation of recording electrodes

Tripolar tungsten electrodes for intracortical recording were prepared as previous described (67).
For the purpose of exploring the relationship between olfactory bulb and putatively relevant
brain areas in intact animals (Fig. S1 A-D), electrodes were implanted in two naive rats into the
following brain areas (see also Table S2):
e OB (olfactory bulb; AP: 8.0 mm anterior from the bregma; ML: 1.0 mm, DV: 1.4,
1.8 and 2.2 mm from the dura),
e PrL/IL (prelimbic cortex/ infralimbic cortex; AP: 3.25 mm anterior from the bregma;
ML: 0.5 mm, DV: 2.0, 3.0 and 4.0 mm from the dura),
e NAc (nucleus accumbens; AP: 2.0 mm anterior from the bregma; ML: 1.5 mm, DV:
6.5, 7.0 and 7.5 mm from the dura),
e PirC (piriform cortex; AP: 2.0 mm anterior from the bregma; ML: 4.0 mm, DV: 6.5,
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7.0 and 7.5 mm from the dura),

vHip (ventral hippocampus; penetrated from the 8.3 mm posterior from the
transverse sinus at a 18° caudally tilted angle from the coronal plane; ML: 4.0 and
5.0 mm, Distance: 7.0, 7.5 and 8.0 mm from the dura),
CeA/BLA (central amygdala/basal amygdala; penetrated from the 2.2 mm posterior
from the transverse sinus at a 6° caudally tilted angle from the parasagittal plane;
ML: 3.0 and 4.5 mm, Distance: 7.5, 8.0 and 8.5 mm from the dura), and
VTA (ventral tegmental area; penetrated from the 5.30 mm posterior from the
transverse sinus at a 6° caudally tilted angle from the coronal plane; ML: 1.0 mm,
Distance: 7.2, 7.6 and 8.0 mm from the dura).

To investigate LFPs in the OBx animals (Fig. S1 E-H), one animal per group was implanted at

30 recording sites after the behavioural tests. Electrodes were distributed to the right hemisphere

with brain areas as follows:

PrL/IL (prelimbic cortex/ infralimbic cortex; AP: 3.25 mm anterior from the
bregma; ML: 0.5 mm, DV: 2.0, 3.0 and 4.0 mm from the dura),

M2 (secondary motor cortex; AP: 4.2 mm anterior from the bregma; ML: 1.75 mm,
DV: 1.0, 1.5 and 2.0 mm from the dura),

mid NAc (middle nucleus accumbens; AP: 2.0 mm anterior from the bregma; ML:
1.0 mm, DV: 6.0, 6.5 and 7.0 mm from the dura),

lat NAc (lateral nucleus accumbens; AP: 2.0 mm anterior from the bregma; ML:
2.5 mm, DV: 6.0, 6.5 and 7.0 mm from the dura),

PirC (piriform cortex; AP: 2.0 mm anterior from the bregma; ML: 4.0 mm, DV:
6.5, 7.0 and 7.5 mm from the dura),

ant CgC (anterior cingulate cortex; AP: 0.48 mm anterior from the bregma; ML:
0.5 mm, DV: 1.0, 1.5 and 2.0 mm from the dura),

post CgC (posterior cingulate cortex; AP: 0.84 mm posterior from the bregma; ML:
0.5 mm, DV: 1.0, 1.5 and 2.0 mm from the dura),

S1 (somatosensory cortex, AP: 1.20 mm posterior from the bregma; ML: 3.0 mm,
DV: 1.0, 1.5 and 2.0 mm from the dura),

EP (entopeduncular nucleus, AP: 2.4 mm posterior from the bregma; ML: 2.75 mm,
DV: 7.0, 7.4 and 7.8 mm from the dura), and

VPL (ventral posterolateral thalamic nucleus; AP: 2.4 mm posterior from the
bregma; ML: 3.25 mm, DV: 5.0, 5.5 and 6.0 mm from the dura).

Recordings commenced after a recovery period of at least 14 days following surgery in the present

study.

Chemogenetic inhibition of OB neurons

For exploring gamma power changes following OB chemogenetic silencing, six mice: AAVS5-
hSyn-mCherry (n = 3, control), AAV5-hSyn-hM4Di-mCherry (n = 3, treated), total injection
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sites: 18/animal, 0.2 pl/site; and six rats: AAVS5-hSyn-mCherry (n = 2, control), AAV5-hSyn-
hM4Di-mCherry (n = 4, treated), total injection sites: 30/animal, 0.3 pl/site were injected
(injection coordinates are shown in Table S3). One month later, electrodes were bilaterally
implanted into all animals in OB (Mouse, AP: 4.8 mm anterior from the bregma; ML: = 0.5 mm,
DV: 1.4 mm from the dura; Rat, AP: 8.0 mm anterior from the bregma; ML: + 1.0 mm, DV: 1.4,
1.8 and 2.2 mm from the dura) and PirC (Mouse, AP: 1.78 mm anterior from the bregma; ML:
+ 2.0 mm, DV: 4 mm from the dura; Rat, AP: penetrated from the 2.0 mm anterior from the
bregma; ML: £ 2.6 from the midline at a 10° medially tilted angle from the parasagittal plane;
Distance: 6.8, 7.1 and 7.4 mm from the dura). The electrode in each area for mouse was
consisted of single tungsten wire, while for rat tripolar tungsten wires were used. To test the
acute modulation of OB gamma oscillations by hM4Di DREADD receptors, two weeks after
surgery, saline, 1 mg/kg CNO, 3 mg/kg CNO and 10 mg/kg CNO were administrated
intraperitoneally into each animal, testing one concentration per day (Fig. 1C). LFP recordings
in freely-moving condition (68) were acquired (20 k Sample/s per channel for mouse, 500
Sample/s per channel for rat) with KIE-1001 Amplipex (69). In each day, we first recorded LFP
from the freely-moving animals for 30 min as baseline. Then saline or CNO solutions were
administered as mentioned above under five minutes of light isoflurane anaesthesia to
minimize fear and pain. After 30 minutes of recovery from anesthesia we recorded post-
injection LFP for 60 min. The protocol was repeated twice on each rat in two weeks.

For the chronic modulation of OB gamma oscillations by hM4Di DREADD receptors,
14 mice were injected with either AAV5-hSyn-mCherry or AAV5-hSyn-hM4Di-mCherry under
0.8-1% isoflurane anaesthetized state, respectively, by means of a standard intracranial virus
vector injection technique (70). In total 18 injection sites (0.2 ul at each site) were distributed
in the OB, details can be seen in Table S3. After at least four weeks of virus expression period,
both groups received 5 ml CNO solution (10 mg/kg/day) for 30 days as drink supplement. The
solution was freshly prepared every day at 7 p.m. during one month treatment. The bottles were
covered with aluminium foil to avoid photolytic effects on CNO stability. Behaviour of each
mouse was tested three times immediately before CNO treatment, after one month of continous
CNO treatment and after 1 month of recovery period after seizing CNO treatment as shown in
Fig. 1F.

Optogenetic inhibition of the OB to PirC synaptic transmission
Preparation of a retrograde Cre-expresssing AAV vector

AAV vector serotype 2-R (retrograde) was prepared based on AAV Helper-Free system
(Agilent Technologies), as described in Kato et al., (2018) (71). The transfer plasmid contained
the cDNA encoding Cre recombinase and myc tag sequences downstream of the CAGGS
promoter. HEK293T cells were transfected with the transfer, an adeno-helper, and expressing
the adenoviral genes required for AAV replication and encapsidation plasmid through the
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calcium phosphate precipitation method. The crude viral lysate was purified with two rounds
of CsCl gradient centrifugation, dialyzed, and concentrated with an Amicon filter (Merck
Millipore). The viral genome titer was determined by quantitative PCR.

Preparation of an anterograde Cre-dependent miniSOG-expressing AAV vector

The core concept of the miniSOG is based on the optogenetic inhibition of synaptic release with
chromophore-assisted light inactivation technique, which is fused miniSOG to the C terminus
of the SYP1, and after light illumination, singlet oxygen is generated by miniSOG leading to
the inactivation of fusion protein (44). AAV vector serotype DJ was prepared based on AAV
Helper-Free system (VPK-400-DJ, Cell Biolab). The transfer plasmid contained the cDNA
encoding a FLEXed InSynC (SYP1-miniSOG-T2A-mCherry) sequence downstream of the
CAGGS promoter (44). HEK293T cells were transfected with the transfer, an adeno-helper, and
expressing the adenoviral genes required for AAV replication and encapsidation plasmid
through the polyethylenimimine method. The crude viral lysate was purified using
discontinuous iodixanol gradients (72). The viral genome titer was determined by quantitative
PCR.

Construction of optoprobes

Optical fiber was made as previously reported (70). A 0.39 NA, @200 um core multimode optical
fiber (FT200EMT, Thorlabs) was terminated with a stainless-steel ferrule (SF230, Thorlabs) and
then polished in one side; exposed 1 cm the silica core, removed TECS cladding and shaped with
hydrofluoric acid in another side. Make sure the selected optoprobes with maximal current output
power at ~9 mW in the tip examining by a photodiode power sensor (S130C, Thorlabs) and a
power meter (PM200, Thorlabs). After that, each optical fiber was glued to a single tungsten wire
by a UV-curing optical adhesive (NOAG61, Thorlabs), the tip of wire was 0.5 mm longer than the
tip of optical fiber.

Behavioural and electrophysiological tests

Five adult male rats were anaesthetized with 1-2 % isoflurane and injected bilaterally AAVDIJ-
CAGGS-Flex-SYP1-miniSOG-T2A-mCherry in total 30 sites across the OB, and AAV2R-
CAGGS-Cre-myc in total 6 sites across the PirC. The injection coordinates are presented in Table
S3. Four weeks later, each rat was implanted with two tripolar electrodes in the bilateral OB (AP:
8.0 mm anterior from the bregma; ML: 1.0 mm, DV: 1.4, 1.8 and 2.2 mm from the dura) and two
optoprobes in the bilateral PirC (AP: penetrated from the 2.0 mm anterior from the bregma and
ML: £ 3.3 from the midline at a 5° medially tilted angle from the parasagittal plane; Distance: 6.6,
6.9 and 7.2 mm from the dura). After two weeks of recovery animals underwent water deprivation
(WD) training as follows. It was consisted alternating days of 1) 24 h sucrose preference test (SPT)
with ad libitum access to both water and sucrose solution and ii) 22h of water deprivation followed

by the sucrose preference test for 2h. Sucrose preference test was detailed as below in behavioural
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test part. The WD training was lasting around two weeks until all animals reached ~ 90% sucrose
consumption during the 2 h SPT following WD. During the formal experiment (Fig. 2E), each
session (lasting four days) contained the following blocks: 1) 2 h SPT following 22 h WD, ii) 24
h SPT without WD, iii) 2 h SPT following 22 h WD, preceded by photostimulation (a 9 min long
20 Hz train of 450 nm 25 ms light pulses, 9 mW at both fiber tips in bilateral PirC) and iv) 24 h
SPT without WD. To avoid building a place preference the location of the tap water bottle and
sucrose water bottle were daily intermingled. These four-day long sessions were repeated six
times. Open field test (OFT) and elevated plus maze (EPM) test were implemented before WD
training and also after the sixth session. The second OFT and EPM tests were performed following
the same photostimulation protocol as the one during the 6 test sessions previously described. For
all photostimulation experiments, 10 min LFP was recorded from the PirC before and after light
delivery.

Closed-loop OB derived gamma neuromodulation of PirC
Electrode implantation surgery

Each animal was chronically implanted with intracortical recording and stimulating electrodes
in following areas: two tripolar electrodes in bilateral OB for recording gamma oscillations for
online detection, one tripolar electrode in LEC for removing global EMG noise during online
gamma detection, six bipolar, combined recording and stimulating electrodes in six bilateral
locations of PirC for injecting gamma activities which were detected from OB under selective
modulating parameters (InPhase and AntiPhase). Bipolar stimulation electrodes in the PirC
were prepared as follows, two tungsten wires axially spaced 0.3 mm apart, the tip of deep one
was stripped around 0.2—0.3 mm for electrical stimulation, short wire was connected to a signal
multiplexing headstage (HS3 v1.3, Amplipex, Szeged, Hungary) as same as the OB and LEC
electrodes for long-term freely-moving recording’s purpose. During the chronic implantation,
all six stimulus wires from six locations of PirC were combined together to one bin of connector
as anode current input, and six stainless-steel machine screws were decentralized installed in
the skull and then combined to the other bin of the connector as cathode (Fig. 3A). The
connector physically affixed in the edge of copper mesh with a dental cement in the end of the
surgery (Unifast Trad, GC). Two miniature machine screws were installed above the cerebellum
as reference and ground respectively. The stereotaxic coordinates were as follows:
e Dbilateral OB (AP: 8.0 mm anterior from the bregma; ML: + 1.0 mm, DV: 1.4, 1.8 and
2.2 mm from the dura),
e bilateral PirCA (anterior piriform cortex, AP: penetrated from the 2.0 mm anterior from
the bregma and ML: + 2.6 from the midline at a 10° medially tilted angle from the
parasagittal plane; Distance: 6.8, 7.1 and 7.4 mm from the dura),

e bilateral PirCM (middle piriform cortex, AP: penetrated from the 0.0 mm from the
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bregma and ML: £ 3.5 mm from the midline at a 10° medially tilted angle from the
parasagittal plane; Distance: 7.7, 8.0 and 8.3 mm from the dura),

e Dbilateral PirCP (posterior piriform cortex, AP: penetrated from the 2.0 mm posterior
from the bregma and ML: + 4.0 mm from the midline at a 10° medially tilted angle from
the parasagittal plane; Distance: 8.4, 8.7 and 9.0 mm from the dura), and

e right LEC (lateral entorhinal cortex, AP: penetrated from 6.0 mm posterior from the
bregma and 4.0 mm rightward from the midline at a 20° leftward tilted angle from the

parasagittal plane; Distance: 7.8, 8.1 and 8.4 mm from the dura).
Long-term closed-loop OB derived gamma neuromodulation in freely-moving animals

Each stimulation block lasted for three continuous days performed in the home cage of the animals
starting at 7 P.M. For achieving undisrupted online stimulation, care was taken to avoid twisting
and over-tension of the cables as previously described (68). Briefly, a thin and light recording
cable (40 AWG Nylon Kerrigan-Lewis Litz wire, Alpha Wire, Elizabeth, NJ, USA) was connected
to a suspended commutator (Adafruit, New York, NY, USA) sliding vertically on guide rails to
avoid the twisting and over-tension of the cables. The continuously recorded LFP signals in the
OB were used to feed the endogenous gamma band oscillations by real-time closed-loop electrical
stimulation to multiple sites in the PirC. The pre-amplified and multiplexed analogue LFP signals
were fed to a programmable digital signal processor (RX-8, Tucker-Davis Technologies, Alachua,
FL, USA) and to the data acquisition system (KJE-1001, Amplipex), both sampled at 16 kHz. The
signals were demultiplexed and the OB channels were analysed online to detect gamma events
using a custom-made signal detection algorithm based on a previously established routine (Kozak
and Berényi, 2017). Briefly, LFP signals were demultiplexed at 500 Hz per channel and a signal
from a pre-selected OB channel was band-pass filtered with a 4th order Butterworth filter to 30—
110 Hz. Common artifacts were removed from the selected channel by subtracting averaged
signals in the left and right PirC, and LEC. Electrical stimulation (maximum duration: 300 ms)
was triggered when a filtered artefact attenuated OB signal exceeded a fine-tuned adaptive
threshold for each animal. Time resolution of the detection was 2 ms. The same filtered OB
gamma signals was used as electrical stimulation (E-Stim) and when a gamma detection occurred,
it was fed to the six PirC locations via an analog isolator IC (ISO124, Texas Instruments) through
a RC high-pass filter of 0.25 s time constant (Fig. 3A). For InPhase stimulation, the filtered and
gated gamma waveforms were fed as they were. For AntiPhase stimulation, the signals were
inverted (Fig. 3B).

Experimental procedures for naive animals

Two weeks after implantation, 24 h SPT was recorded every day until completed the experiment
(Fig. 3 C and D). The SPT details were as following description in the Behavioural tests part.
Spontaneous movements in the homecages were captured by a camera from 7-9 p.m. during one

week, as baseline, and on each stimulation days (Fig. 3 E). LFP recordings were collected between
6
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7-9 p.m. before stimulation as baseline and on the day after each E-Stim session
(InPhasel/AntiPhasel, Fig. 3 F—H). Four rats were exposed to the closed-loop gamma stimulation,
each receiving both InPhase and AntiPhase stimulations according to the procedure shown in Fig.
3C and Fig. S7 B (Baseline (7 days) — AntiPhase (3 days) — Off (7 days) — InPhase (3 days) — Off
(7 days). The first three days of each seven day Off periods following the stimulation blocks were
investigated to reveal any lasting effects of gamma E-Stim. To confirm the lack of eventual
accumulating E-Stim effects from one stimulation block to another, one of the rats was also
presented with an opposite order of phase sequences as follows: Baseline (7 days) — InPhase (3
days) — Off (7 days) — AntiPhase (3 days) — Off (7 days) (Fig. S7 C).

Experimental procedures for depression model animals

Six rats were implanted the same way as those above for closed-loop gamma E-Stim. Another
six sham operated rats experienced the same surgery as the implanted group including the on-
head Faraday cage made of copper mesh, but without any wire electrodes implanted. After two
weeks recovery, 24 h SPT test was performed in both groups for one week as baseline. Then
lipopolysaccharides (LPS, O111:B4, Sigma) dissolved in sterile 0.9% saline was injected 1.p.
into both groups at a dose of 200 pg/kg in a volume of 2 ml/kg, and the 24 SPT test was
continued every day until the end of the experiment. After LPS injection, animals from the
implanted group were immediately connected to recording/stimulating apparatus for real time
InPhase gamma stimulation from 7 p.m. until the third day morning. The sham group received
no stimulation. On the third day, both groups’ behaviour was tested in OFT and EPM. After that,
animals had seven days of recovery and the injection and E-Stim session was repeated again.
To verify if the non-phase-specific side effects of electrical stimulation had any influence on
the OFT and EPM performance, the implanted group received a third round LPS i.p. with
AntiPhase gamma E-Stim (Fig. 4A).

Behavioural tests
Sucrose preference test

As mentioned above, all animals were housed separately after surgery in their homecage with
four transparent plexiglas walls (rat chamber cage size: 38 cm width x45 cm length x 18 cm
height, plexiglas walls were 50 cm tall; mouse chamber with lid, cage size: 14x40x10 cm,
plexiglas walls were 30 cm tall ). Two holes were drilled through one of the walls in a certain
distance from each other at the same height (rat chamber, 22 cm apart; mouse chamber, 6 cm
apart). Two bottles with water pipes, one filled with tap water and the other with 1% (wt/vol)
sucrose solution, were inserted through the holes under 15° angle to prevent leakage but giving
free access to both liquids. For mouse experiments, the first day was for habituation, and liquid
consumptions of subsequent days with daily alternating bottle locations were recorded for
further analysis. In the rat 24 h SPT experiments, the bottles locations were also swapped every

day and fresh sucrose solution and tap water were provided, unless otherwise noted. The daily
7
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consumption was recorded at 7 pm every day. The ratio of consumed sucrose solution relative
to the total intake (water + sucrose solution) during 24 h is considered as the sucrose

consumption (%) (73).
Open field test

The open field apparatus consisted a square arena (100x100 cm for rats, 5050 cm for mice) with
walls 40 cm height that was made of wooden board with sticky wallpaper (black or custom painted
for rats, white for mice). The wooden floor was painted by light grey colour with a matte surface.
The video camera was placed a certain distance on the top of apparatus. Before test, animals were
transferred to the room for at least one hour habituation. Then animals were put into the center
initially and recorded for 10 min. After each trial, the test zone was cleaned by 80% ethanol. The
arena was divided into the center area (25% square corresponding to each apparatus for mice and
rats respectively in the center) and the peripheral region. Body center was captured by EthoVision
XT software (RRID: SCR 000441, Noldus, Wageningen, Netherlands), and the total distance
travelled, time spent in the center area and number of entries into center in 10 min were

automatically calculated (74, 75).
Elevated plus maze test

The maze was made of wooden board with a light grey painted matte floor, and consisted of
two open arms and two closed arms (40 cm high walls with black wallpaper). Each arm was 50
cm long and 10 cm wide. The maze was standing on legs 50 cm above the floor of the room.
The same camera and light intensity as in the OFT were used here. Rats were placed into center
headed to the open arms, and video monitored for 10 mins. The time spent in the open arms,
closed arms, center area and the total distance travelled during the 10 mins were quantified by
EthoVision XT software (76).

Spontaneous movements

In the closed-loop gamma E-Stim experiments, the spontaneous movements of rats were
continuously monitored by a camera mounted above the home cage from 7 to 9 pm during the

SPT experiments.

Histology

For verifying the virus expression and recording electrode placements, the animals were deeply
anesthetized (1.5 g/kg urethane (i.p.)) and transcardially perfused with physiological saline
(0.9% NaCl) followed by 4% paraformaldehyde (PFA) solution. For the implanted animals, one
recording site in each brain area was lesioned with anodal direct current for 10 s before
perfusion (Rat, 100 pA; mouse, 40 pA) (Fig. S7 A). Brains were post-fixed overnight in 4%
PFA, sectioned to 50 um thick slices using a vibrating microtome (VT1000S, Leica, Buffalo

Grove, IL, USA). The slices were then stained with 1 pg/ml 4’, 6-Diamidino-2-phenylindole
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dihydrochloride (D8417; Sigma-Aldrich, St. Louis, MO, USA) in distilled water. Fluorescent
signals were examined with a Zeiss LSM880 laser scanning confocal microscopy (Carl Zeiss,
Oberkochen, Germany). Images were acquired using a Plan-Apochromat 20x/0.8 M27 or an
alpha Plan-Apochromat 63x%/1.46 Oil Korr M27 objective lens as previously described (70).

Analysis

All LFP data analysis and statistical analysis were performed in MATLAB (RRID:
SCR 001622; Mathworks, Natick, MA, USA). Behavioural analysis was performed using
EthoVision XT software (RRID: SCR_000441, Noldus), unless otherwise stated.

Power spectrum and coherence analysis

Signals were pre-processed with down sampling to 1250 Hz if sampling rate was original 20
kHz. Power spectra were calculated in MATLAB using Multitaper Spectral Estimation in the
Chronux Toolbox (http://chronux.org/) (Fig. S1 A and G). Coherence spectra between OB and

other brain areas was calculated by using coherency function, which was based on the
Multitaper coherency method from Chronux toolbox as well (Fig. S1 B-D). For all the analysis
described above 3 s sliding windows with a 50% overlap were used (77) . To test the correlation
between gamma power and sucrose consumption in the optogenetic experiments, gamma power
change was defined as [(PirC averaged gamma power from 10 min after illumination — PirC
averaged gamma power from 10 min before illumination)/ PirC averaged gamma power from
10 min before illumination] (Fig. 2 G and H).

Off-line analysis of gamma events

Off-line detection of the gamma activity was employed in the acute CNO mouse/rat
experiments (Fig. 1E, Fig. S2) and closed loop gamma E-Stim experiments (Fig. 3F-H, Fig.
S8). First, the LFP was band-pass filtered with a eighth order zero phase lag Butterworth filter
at 30-80 Hz, and RMS power was calculated in 50 ms sliding windows. Outliers of pooled
power values were removed to get the mean and standard deviation of power values as reference.
Gamma bursts were detected where the windowed power values exceeded 3 times of standard
deviation (S.D.) above the mean value for that particular frequency for at least three consecutive
windows. The boundaries of each gamma events were determined where the power values fall
below mean + 2 S.D. around the previously identified peaks. Detection accuracy was confirmed
by subjective visual observation. Sleep didn’t affect gamma event detection because gamma
power was strongly reduced in the both OB and PirC during sleep. For the analysis of gamma
incidence in the closed loop gamma E-Stim experiment, awake periods were classified first

from 2 h home cage recordings.
Statistical analysis

Data are presented as mean + S.D. Statistical testing was performed using MATLAB. Two-way

repeated ANOVA followed by Tukey’s post hoc test was employed to compare behavioural
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performance in the chronic mice CNO experiment between the mCherry and the hM4Di groups.
Wilcoxon rank-sum test was employed to compare gamma power changes between the two
groups in the acute CNO mouse/rat experiments. Pearson’s correlation coefficient was used for
testing the correlation between performance of SPT and reduction of gamma oscillations in the
PirC and OB, respectively. One-way ANOVA test followed by Tukey’s post hoc test was
employed to examine SPT among 24 h, WD + 2 h and WD + light +2 h in the optogenetic
experiments, and among three phase-dependent electrical stimulus in the closed-loop gamma
E-Stim experiments and also for gamma incidence in the latter experiments. Unpaired ¢-test was
employed for power changes of gamma events. In the LPS experiments, unpaired #-test was
employed to test SPT performance, Wilcoxon rank-sum test was used for testing the
significance of other behavioural tests such as OFT and EPM. The significance level was set at
P <0.05. *, ** and *** indicate differences of P <0.05, P <0.01 and P < 0.001, respectively.
For details of statistical analyses see Table S5.
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Fig. S1. Olfactory bulbectomy reduces global gamma oscillations and induces depressive-like
behaviors in rats. (A) Power spectrum of OB LFP in intact animals during AWAKE state. OB, olfactory
bulb. (B-D) Highly coherent gamma oscillations between OB and multiple brain regions during
AWAKE (B), NREM (C) and REM (D) states, respectively. PirC, piriform cortex; vHip, ventral
hippocampus; CeA/BLA, central amygdala/basolateral amygdala; PrL/IL, prelimbic cortex/ infralimbic
cortex; VTA, ventral tegmental area. (E, F) Representative local field potentials (LFPs) of control rat
(E) and OBx rat (F) in multiple brain regions. M2, secondary motor cortex; mid NAc, medial nucleus
accumbens; lat NAc, lateral nucleus accumbens; ant CgC, anterior cingulate cortex; post CgC, posterior
cingulate cortex; S1, primary somatosensory cortex; EP, entopeduncular nucleus; VPL, ventral
posterolateral thalamic nucleus. (G) Power spectrum in the PirC of control animal (dashed line) and
OBx animal (bold line) during the AWAKE state. Grey shadow indicates S.D. (H) Statistical results in
gamma band corresponding to (G). (I) Representative traces of control and OBx animals’ position in the
open field in 10 mins one month after OBx. (J) Percentage of sucrose water consumption in both of
groups one month after the surgery. (n = 3 rats/ group). Values are represented as means + S.D. ***
indicates P < 0.0001.
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Fig. S2. Chemogenetic inhibition of OB neurons decreases OB gamma oscillations in a dose
dependent manner in rats. Related to Fig. 1. (A) Changes of OB gamma oscillations (30—80 Hz) after
systemic administration of either saline or CNO in both of mCherry and hM4Di-mCherry groups. The
protocol is the same as the four days long acute CNO experiments on mice (Fig. 1D). (B) Representative
brain wide power changes of gamma oscillations after systemic administration of 10 mg/kg CNO in

hM4Di rat. Values are represented as means + S.D. n.s., not significant; ***P < (.05.
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Fig. S3. Chemogenetic inhibition of OB neurons doesn’t change the consumption of either CNO
water or sucrose water. Related to Fig. 1. (A) No significant differences were found between the CNO
treated hM4Di and control groups in the sucrose preference test (SPT) (n = 7 mice / group). (B)
Individual daily CNO solution consumption of the animals. Each line represents one mouse. (C) No
significant differences were found in the averaged CNO daily consumption (n = 7 mice / group). Circles

and bars denote per animal averages and means across animals, respectively. . n.s., not significant.
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f AAV5-EF10-DIO-iIC++-EYFP

# AAV2R-CAGGs-Cre-myc

| Contralateral side || Injection side
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OB Posterior

|

| Contralateral side | | Injection side

| PirC Posterior || PirC Anterior |

Fig. S4. Visualization of OB neurons projecting to the anterior part of the ipsilateral PirC. Related
to Fig. 2. (A) The schema of viral vector injections. (B, C) EYFP expression is present ipsilateral to the
injection sites in the OB (B) and PirC (C), respectively, but not contralaterally.
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Fig. S5. Behavioral performances during and after the selective, reversible suspension of synaptic
transmission of OB to PirC pathway by optogenetic CALI (InSynC). Related to Fig. 2. (A) Time
courses of sucrose preference of individual rats during the whole protocol as showed in Fig. 2E. Colored
lines and markers indicate individual rats (n = 5). Open blue and solid blue bars mark test sessions with
and without illuminations, respectively. 2 h, two hour SPT test after 22 hours water deprivation; 24 h,
24 hours SPT test without water deprivation; L, light/optostimulation. (B, C) No significant differences
were found either in the time spent in the central zone (B) or locomotion (C) in the open field test (OFT),
comparing before illumination (Before) and after illumination (After) measurements. (D, E) No
significant differences were found either in the time spent of open arms (D) or closed arms (E) in the
elevated plus maze (EPM) comparing before illumination and after illumination periods(n = 5). Circles

and bars denote per animal and across animal averages, respectively. n.s., not significant.
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Fig. S6. Phase lag coherency between OB and PirC in naive rats during AWAKE state. Related to
Fig. 3. (A) Phase lag coherency between OB and PirC from 0—100 Hz with a window width of 5 s during
10-30 min AWAKE state. The gamma band (30—80 Hz) of PirC signal is lagging OB activity with a -
0.21mt £+ 0.08 7. (n = 5 rats).

16


https://doi.org/10.1101/2022.02.01.478683

Supplemental Materials for Li ef al
bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint
(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

| Offactorybulb ||  PirC Anterior || PirCMiddle | [ PirC Posterior | | Lateral entorhinal cortex
o
o
@
£
Q.
L
'
@
=
=
=
=
o
3
= —e—rat #1
'2100— —e—rat #2
o —e—rat #3
£ —e—rat #4
5 so|-
w
c
8 sof-
&
]
T 40
s
]
o
S oL 1 1o By PR i ST TN T 0 [ A T M Y MU MO B
A F o P PP Q‘@,,eq&,,e N O%Q@%e Q@@Q\\&z S
W & & &
C W A N A
o
< InPhase AntiPhase
5 Stim Stim —e—rat #4
= 100~
o
£
> 80
w
| =
8 6o
_
[}
T 40F
=
8 20
o
g 0 il | 1 | 1 | 1 1 | I 1 | 1 1 I 1 | 1 1 1 | I |
%) 2 & L @ & 2 g L TS e T R S T o e A
.3 3 D g 3 .3 .3 & 3 3 & 2 &
& & F F & F o F o & o &
N N Yg\ YS\ Y.(\

Fig. S7. Time courses of sucrose water consumption of individual rats with real-time close-loop
feed of OB gamma oscillations to the PirC. Related to Fig. 3. (A) Post-mortem identification of
recording sites' locations. Each arrow indicates a recording site. (B) Time course of sucrose water
consumption of the four rats that underwent the AntiPhase - InPhase protocol as shown in Fig. 3C.
Colored lines denote individual rats. (C) Time course of sucrose water consumption of the fourth rat that

underwent the flipped sequence of InPhase - AntiPhase stimulation. The order of stimulation paradigms

did not affect their performance.
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Fig. S8. Features of gamma events in the PirC after real-time closed-loop feed of the OB gamma
oscillations to PirC. Related to Fig. 3. (A) The power distribution of gamma events in each individual
trial during one hour LFP recording during Baseline (grey), during theday after AntiPhase stimulation
(magenta) and the day after InPhase stimulation (green). The numbers in each figure represent medians
of the distributions. The conventions are the same as Fig. 3F. (B) The frequency distributions of gamma
events of individual trials shown in (A). LGn represents the median of frequency from 30 to 50 Hz, and
HGn represents the medians of frequency from 50 to 80 Hz. Five trials from four rats are as shown in
Fig Se.
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Fig. S9. Time courses of sucrose water consumption during InPhase stimulation. Related to Fig. 4.
(A) Time courses of sucrose water consumption of individual rats following two sessions of systemic

LPS administrations. Related to the Fig. 4B group data. (n = 6 rats per group)
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Supplementary Tables

Table S1. Results description table

<
[}
o
2 | Panel Claim/Conclusion Supporting data & Statistics
E
Gamma power: 14978.8 +2688.0 vs 1285.1 + 1753, P <
Fig. S1G G_amma oscillati_ons were 0.00Ql, o _ _
3 and H virtually absent in OBx rats | unpaired t-test, 10 min with 5 s window length for each trial,
compared to naive animals in total 20 and 18 trials from one intact rat and one OBX rat,
respectively
3 Fig. S1I Less time sp_ent in the center 7.1_ +37%vs1.4+0.7%,P<0.05,
' of an open field Wilcoxon rank-sum test
. Smaller sucrose water 89.3 7.6 % vs 67.8 + 4.7 %, P < 0.05,
3 Fig. S1J | consumption in sucrose ;
Wilcoxon rank-sum test
preference test
Saline: 91.5+£9..0 % vs 93.7 + 8.3 %, P = 0.1552;
1 mg/kg CNO: 92.5 + 8.8 % vs 89.8 + 6 %, P = 0.0852;
Fig. 1D 3 mg/kg CNO: 90.1 £+ 13.4 % vs 80.6 + 10.2 %, P =0.0757,;
4 anoi £ 10 mg/kg CNO: 92.7 £ 5 % vs 51.1 £ 8.6 %, P < 0.001;
After systemic Wilcoxon rank sum test, 5 min for each trial, in total 240
administration of CNO, OB | trials from three mCherry and three hM4Di mice,
gamma power (30-80 Hz) respectively.
was dramatically suppressed | Saline: 96.2 +19.8 % vs 92.3 + 11.7 %, P = 0.3859;
in a dose dependent manner | 1 mg/kg CNO: 92.6 +20.5 % vs 87.7 5.9 %, P = 0.2727,
in both mice and rats 3 mg/kg CNO: 89.1 + 14.4 % vs 86.9 = 11.5 %, P = 0.4828;
4 | Fig. S2A 10 mg/kg CNO: 95.2 + 10.7 % vs 80.6 + 10.1 %, P < 0.001;
Wilcoxon rank sum test, 5 min for each trial, in total 160
and 320 trials from two mCherry and four hM4Di rats,
respectively
Two-way repeated ANOVA,
main effect of group, F (1, 41) = 5.7920, P < 0.05;
The hM4Di group showed main effect of time, F (2, 41) = 9.9245, P < 0.001;
. anxiety-like behaviour with | interaction, F (2, 41) = 0.7410, P = 0.4838;
4 Fig. 1H - . ,
less time spent in the center | Tukey’s post hoc test,
during OFT... Pre: 11.7+5.2% vs 8.3 +4.8 %, P =0.2223;
1 month CNO: 7.5 +£1.9 % vs 3.5+ 2.2 %, P<0.01;
1 month break: 4.5 + 3.7 % vs 3.6 = 3.2 %, P = 0.6664
Two-way repeated ANOVA,
main effect of group, F (1, 41) = 1.0279, P = 0.3174;
_ but no significant main effect of time, F (2, 41) =0.7538, P =0.4779;
4 | Fig. S3A a.i'fference in SPT interaction, F (2, 41) = 0.0085, P = 0.9916;
Pre: 89.3 £ 7.7 % vs 88.1 4.5 %;
one month CNO: 91.0 £ 3.6 % vs 89.4 + 4.7 %;
one month break: 91.7 +4.0 % vs 90.0 £ 1.7 %
Two-way repeated ANOVA,
main effect of group, F (1, 41) = 0.8197, P = 0.3713;
No significant difference main effect of time, F (2, 41) = 0.8049, P = 0.4550;
4 | Fig. 1G | neither in the overall interaction, F (2, 41) = 0.2243, P = 0.8002;
locomotion in the OFT... Pre: 4036.6 + 576.8 cm vs 4219.4 + 1780.1 cm;
one month CNO: 3535.3 + 852.9 cm vs 3690.4 + 1518 cm;
one month break: 3229.4 + 882.1 cm vs 3953.4 £ 1523.2 cm
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4 ;']% ggg CO';ZL:E;EE'; daily liquid 3.5240.72 g vs 3.50 £ 0.61 g, P = 0.9187, unpaired t-test
Following bilateral PirC PS | One-way ANOVA, F (2, 119) = 23.1645, P < 0.0001;
7 | Fig. 2F the animals showed WD +2 h SPT: 84.6 + 18.9 %,
' significantly lower SPT WD + Light + 2 h SPT: 66.0 + 26.5 %, P <0.0001,
performance ... Tukey’s post hoc test
... and sucrose consumption
7 Fig. 2G was positively Corre.lated Pearson’s correlation test, P < 0.001
with gamma power in the
PirC
7 | Fig. 2H ... but not OB Pearson’s correlation test, P = 0.113
Wilcoxon signed rank test,
Time spent in the center of OFT: 4.2 + 4.3 % vs 3.6 = 3.4 %,
No significant changes were P =0.6875, Fig. S5 B;
. . Locomotion in OFT: 4831.6 &+ 1422.9 ¢cm/10 min vs 4801.2
Fig. S5 found in OFT and Elevated . -~ .
7 B-E Plus Maze test (EPM) i.2219.7 cm/lO min, P = 0.5000, Fig. S5 C;
following PirC PS Time spent in open arms of EPM: 17.8 £9.4 % vs 25.9
21.3 %, P = 0.1563, Fig. S5 D;
Time spent in closed arms of EPM: 62.1 + 19.7 % vs 59.9 +
25.7%, P =0.7813, Fig. S5 E
AntiPhase gamma E-Stim One-way ANOVA, F (4, 90) = 28.3743, P < 0.0001;
(i.e. causing a putative Base vs AntiPhase: 95.4 + 3.1 % vs 49.4 £ 35.8 %, P <
Fig. 3D destructive_interference with | 0.0001; _
8 | and Fig. the_rhythmlc_ neuronal Base vs AntiPhaseOff: 95.4 + 3.1 % vs 42.2 £ 37.5 %, P <
57 activity at PirC) de(_:reased 0.0001;
sucrose preference in all InPhase: 92.7 £ 6.6 %, P = 0.9931,
animals tested, the effect InPhaseOff: 93.9 £ 4.4 %, P = 0.9994;
outlasting the stimulation Tukey’s post hoc test
Neither InPhase nor One-way ANOVA, F (2,62) = 0.3323, P = 0.7186;
AntiPhase stimulation
8 | Fig. 3E | affected the spontaneous Con.tmk 1136.2 & 376.5 cm/h,
movement of rats in their AntiPhase: 1057.5 + 267.2 cm/h,
InPhase: 1138.5 £263.5 cm/h
homecage
Fig. 3F AntiPhase stimulation _ _
G and ! decre_ased gamma power in AntiPhase: 81.6 = 15.9%, P <0.001;
8 Fig. S8 the PirC while InPhase E- InPhase: 128.7 + 14.6 %, P <0.001
A ' Stim increased gamma normalized to the Base power of each trial; t-test
power
. One-way ANOVA, F (2,147) = 1.3521, P = 0.2619;
The incidence of gamma .
8 Fig. 3H | events during the awake Bage: 93 £ 17/ min; .
state was also unaltered AntiPhase: 94 £ 23 /.mm;
InPhase: 88 + 21 / min
LPS induced lower sucrose unpaired t-test,
Fig. 4B preference, but the group LPS group: 85.6 + 14.7 %;
9 | and Fig. | receiving InPhase gamma E- | LPS + InPhase group: 83.7 +23.6 %; P = 0.6888;
S9 Stim recovered SPT LPS group: 86.2 + 18.6 %;
performance LPS + InPhase group: 96.3 =4.9 %; P < 0.0001
InPhase E-Stim also Wilcoxon rank-sum test,
9 | Fig.4C | increased the time spent in LPS group: 3.9 2.3 %;
the center during the OFT LPS + InPhase group: 6.6 2.9 %; P <0.05,
. ... number of entries to the Wilcoxon rank-sum test,
9 Fig. 4D center LPS group: 6.5 £3.7;
LPS + InPhase group: 10.4 £3.6; P <0.01
. Wilcoxon rank-sum test,
9 | Fig. 4E {;é\f;feghgéftt?rln‘i‘ffsﬁce LPS group: 6.9 % 1.3 cm/s;
LPS + InPhase group: 9.1 +2.0 cm/s; P <0.01
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9 | Fig. 4F

InPhase gamma E-Stim
alleviated anxiety-like
behaviors in the EPM test ...

Wilcoxon rank-sum test,
LPS group: 15.4 + 13.0 %;
LPS + InPhase group: 29.4 + 17.8 %; P <0.05

9 | Fig. 4l

... and also the total distance
travelled per time unit ...

Wilcoxon rank sum test,
LPS group: 4.3 + 0.6 %;
LPS + InPhase group: 5.0 £ 1.1 %; P <0.05

9 | Fig.4G

... but did not alter the time
spent in the closed arms...

Wilcoxon rank-sum test,
LPS group: 64.3 £ 19.1 %j;
LPS + InPhase group: 53.8 + 18.8 %; P = 0.0921,

9 | Fig. 4H

... or time spent in the center

Wilcoxon rank-sum test,
LPS group: 20.1 £9.3 %;
LPS + InPhase group: 16.8 + 3.7 %; P = 0.1183

Fig. 4C-

AntiPhase E-Stim failed to
improve the behavior of rats
in the OFT ...

Wilcoxon rank-sum test,

Time spent in the center of OFT : 3.7 = 2.3 %, P = 0.4550,
Fig. 4C;

Number of entries to center in OFT: 7.2 £ 5.8, P = 0.4545,
Fig. 4D;

Total distance travelled per unit of time in OFT: 7.9 £3.2

cm/s, P =0.0783, Fig. 4E

Fig. 4C-

... and EPM tests

Wilcoxon rank-sum test,

Time spent in open arms of EPM: 12.3 +11.7 %, P =
0.3410, Fig. 4F;

Time spent in closed arms of EPM: 71.2 + 17.8 %, P =
0.2766, Fig. 4G;

Time spent in center of EPM : 16.5+ 11.9 %, P =0.1677,
Fig. 4H;

Total distance travelled per unit of time in OFT: 3.6 £ 1.7
cm/s, P = 0.2766, Fig. 4l

22



https://doi.org/10.1101/2022.02.01.478683

Supplemental Materials for Li ef al

bioRxiv preprint doi: https://doi.org/10.1101/2022.02.01.478683; this version posted February 7, 2022. The copyright holder for this preprint

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.
Table S2. Electrodes implantation coordinates table

BRAIN AREAS AP ML DV/DISTANCE* ANGLE
Brain-wide gamma oscillations in intact animals (Fig. S1 A-D)
Olfactory bulb (OB) -80mm | +1.0mm 1.4,1.8and 2.2 mm N/A
Prelimbic cortex/infralimbic cortex -3.25mm | +0.5mm 2.0,3.0and 4.0 mm N/A
(PrL/IL)
Nucleus accumbens (NAc) -20mm | +15mm 6.5, 7.0 and 7.5 mm N/A
Piriform cortex (PirC) -20mm | +4.0mm 6.5, 7.0 and 7.5 mm N/A
Central amygdala/basal amygdala +22mm | +3.0and 7.5, 8.0 and 8.5 mm 6° from the
(CeA/BLA) + 4.5 mm parasagittal plane
Ventral tegmental area (VTA) +53mm | +1.0mm 7.2, 7.6 and 8.0 mm 6° from the coronal
plane
Ventral hippocampus (vHip) +83mm | +4.0and 7.0, 7.5and 8.0 mm 18° from the
+5.0 mm coronal plane

Brain-wide gamma oscillations in OBx ani

mals (Fig. S1 E-H)

Secondary motor cortex (M2) —42mm | +175mm | 1.0,1.5and 2.0 mm N/A
Prelimbic  cortex/infralimbic  cortex | —3.25mm | + 0.5 mm 2.0,3.0and 4.0 mm N/A
(PrL/IL)
Middle nucleus accumbens (midNAc) -20mm | +1.0mm 6.0, 6.5and 7.0 mm N/A
Lateral nucleus accumbens (latNACc) -20mm | +25mm 6.0, 6.5and 7.0 mm N/A
Piriform cortex (PirC) -20mm | +4.0mm 6.5, 7.0 and 7.5 mm N/A
Anterior cingulate cortex (antCgC) —0.48mm | +0.5mm 1.0,1.5and 2.0 mm N/A
Posterior cingulate cortex (postCgC) +0.84mm | +0.5mm 1.0,1.5and 2.0 mm N/A
Somatosensory cortex (S1) +1.20mm | +3.0 mm 1.0,1.5and 2.0 mm N/A
Entopeduncular nucleu (EP) +24mm | +2.75mm | 7.0,7.4and 7.8 mm N/A
Ventral posterolateral thalamic nucleus | +2.4mm | +3.25mm | 5.0,5.5and 6.0 mm N/A
(VPL)
Chemogenetic inhibition of OB neurons (Mice) (Fig. 2E)
Olfactory bulb (OB) -48mm | £0.5mm 1.4 mm N/A
Piriform cortex (PirC) —1.78mm | +20mm | 4mm N/A
Chemogenetic inhibition of OB neurons (Rats) (Fig. S2 A)
Olfactory bulb (OB) —-80mm | +1.0mm 1.4,18and2.2mm | N/A
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Piriform cortex (PirC)

—2.0mm

+2.6 mm

6.8, 7.1 and 7.4 mm

10° from the

parasagittal plane

Optogenetic inhibition of the OB t

o PirC synaptic transmission (Fig. 2)

Olfactory bulb (OB)

—8.0 mm

+1.0 mm

1.4,1.8and 2.2 mm

N/A

Piriform cortex (PirC)

—2.0mm

+3.3mm

7.2 mm

5° from the

parasagittal plane

Closed-loop OB gamma driven electrical stimulation of PirC (Fig. 3 and Fig. 4)

Olfactory bulb (OB) —-8.0mm | +1.0mm 1.4,1.8and2.2mm | N/A

Anterior piriform cortex (PirCA) -20mm | £26mm | 6.8 ,7.1and7.4mm | 10°from the
parasagittal plane

Middle piriform cortex (PirCM) 00mm | +£35mm |7.7,80and83mm | 10°from the
parasagittal plane

Posterior piriform cortex (PirCP) +2.0mm | +40mm | 84,87and9.0 mm | 10° from the
parasagittal plane

lateral entorhinal cortex (LEC) +6.0mm | +40mm | 7.8,81and84mm | 20° from the

parasagittal plane

‘~” means anterior/left from the bregma/middle line;

‘+’ means posterior/right from the bregma/middle line;

‘+” means both hemispheres from middle line;

“** DV or distance from dura.
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Table S3. Virus injection coordinates table

INJECTED AREAS (VIRUS) AP ML DV/DISTANCE* ANGLE

Mouse hM4Di/mCherry injection (Fig. 1)

Olfactory bulb -5.4mm +0.5mm 0.5,1.0and 1.5 mm N/A
(AAV5-hSyn-mCherry/AAV5- —4.8 mm +0.7mm 0.6, 1.3 and 2.0 mm N/A
hSyn-hM4Di-mCherry) —4.2 mm +0.7mm 0.6, 1.4 and 2.2 mm N/A

Rat hM4Di/mCherry injection (Fig. S2)

-8 mm + 0.6 mm 1.4,2.5and 3.5 mm N/A
Olfactory bulb -8 mm + 1.4 mm 0.9,2.0and 3.0 mm N/A
(AAV5-hSyn-mCherry/AAV5- -7 mm +0.8 mm 1.4,2.5and 3.5 mm N/A
hSyn-hM4Di-mCherry) —7 mm + 1.6 mm 1.3,2.0and 2.7 mm N/A
—6.1mm + 0.6 mm 2.4,3.1and 3.8 mm N/A

Rat anatomy pathway injection (Fig. S4)

-8 mm + 0.6 mm 1.4,2.5and 3.5 mm N/A

—8mm +1.4 mm 0.9, 2.0 and 3.0 mm N/A
Olfactory bulb

—7mm + 0.8 mm 1.4,2.5and 3.5 mm N/A
(AAV5-EF1a-DIO-iC++-EYFP)

—7mm + 1.6 mm 1.3,2.0and 2.7 mm N/A

—6.1 mm + 0.6 mm 2.4,3.1and 3.8 mm N/A
Piriform cortex —2.0mm +3.3mm 6.6,6.9and 7.2 mm 5° from the
(AAV2R-CAGGS-Cre-myc) parasagittal

plane

Rat optogentics miniSOG injection (Fig. 2)

—-8mm +0.6 mm 1.4,2.5and 3.5 mm N/A
Olfactory bulb —8mm + 1.4 mm 0.9, 2.0 and 3.0 mm N/A
(AAVDJ-CAGGS-Flex-SYP1- —7mm + 0.8 mm 1.4,25and 3.5 mm N/A
miniSOG-T2A-mCherry) —7mm + 1.6 mm 1.3,2.0and 2.7 mm N/A

~6.1mm +0.6 mm 2.4,3.1and 3.8 mm N/A
Piriform cortex —2.0mm +3.3mm 6.6,6.9 and 7.2 mm 5° from the
(AAV2R-CAGGS-Cre-myc) parasagittal

plane

‘~” means anterior from the bregma;
‘£’ means both hemisphere from middle line;

“*> DV or distance from dura.
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Table S4. Key Resource Table

REAGENT or RESOURCE SOURCE IDENTIFIER
Bacterial and Virus Strains

AAV5-hSyn-mCherry Addgene Cat# 114472-AAV5
AAV5-hSyn-hM4Di-mCherry Addgene Cat# 50475-AAV5
pAAV-hSyn-mCherry Addgene Cat# 14772
pAAV-hSyn-hM4D(Gi)-mCherry Addgene Cat# 50475
pAAV-SYP1-miniSOG-T2A-mCherry Addgene Cat# 50972
AAVDJ-CAGGS-Flex-SYP1-miniSOG-T2A-mCherry This paper N/A
AAV2R-CAGGS-Cre-myc This paper N/A
AAV5-EF1a-DIO-iC++-EYFP UNC Vector Core N/A

Chemicals, Peptides, and Recombinant Proteins

Clozapine N-oxide Sigma-Aldrich Cat# C0832
Lipopolysaccharides from Escherichia coli 0111:B4 Sigma-Aldrich Cat# L2630
Urethane Sigma-Aldrich Cat# U2500
Paraformaldehyde Sigma-Aldrich Cat# P6148

DAPI Sigma-Aldrich Cat# D8417
Software and Algorithms

MATLAB R2017b Mathworks RRID:SCR_001622

Neuroscope Hazan et al, 2006  RRID:SCR_002455
(14)(14)

EthoVision XT software Noldus RRID:SCR_000441

ZEN Digital Imaging for Light Microscopy Carl Zeiss RRID:SCR_013672

Circular Statistics Toolbox

Berens et al.,, 2009
(15)(15)

RRID:SCR_016651

Other

HML Insulated Tungsten 99.95% wire

California Fine Wire

Cat# CFW2044436
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Table SS. Statistical table
Provided as a separate Excel file.
Table S6. Mouse CNO water daily consumption

Provided as a separate Excel file.

27


https://doi.org/10.1101/2022.02.01.478683

