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Abstract  10 

Perturbations in autism spectrum disorder (ASD) risk genes disrupt neural circuit dynamics and 11 

ultimately lead to behavioral abnormalities. To understand how ASD-implicated genes influence 12 

network computation during behavior, we performed in vivo calcium imaging from hundreds of 13 

individual hippocampal CA1 neurons simultaneously in freely locomoting mice with total knockout of 14 

NEXMIF. NEXMIF is an ASD risk gene most highly expressed in the hippocampus, and NEXMIF knockout 15 

in mice creates a range of behavioral deficits, including impaired hippocampal-dependent memory. We 16 

found that NEXMIF knockout does not alter the overall excitability of individual neurons but exaggerates 17 

movement-mediated neuronal responses. At the network level, NEXMIF knockout creates over-18 

synchronization of the CA1 circuit, quantified by pairwise correlation and network closeness centrality. 19 

These neuronal effects observed upon NEXMIF knockout highlight the network consequences of 20 

perturbations in ASD-implicated genes, which have broad implications for cognitive performance and 21 

other ASD-related behavioral disruptions.  22 

 23 

Keywords: 24 

Autism spectrum disorder, network analysis, E/I balance, functional connectivity, network closeness 25 

centrality, pairwise correlation, GCaMP6f 26 

 27 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


Introduction  28 

Autism spectrum disorder (ASD) is a neurodevelopmental disorder that affects 1 in 54 children (by the age 29 

of 8) in the United States1. ASD is characterized by two core behavioral symptoms. The first is difficulty 30 

with social interaction and communication, and the second is repetitive, restrictive behaviors and 31 

interests2. ASD is often co-morbid with other medical conditions such as epilepsy, gastro-intestinal issues, 32 

sleep problems, and immune dysfunction3. As one of the most heritable neuropsychiatric disorders, the 33 

genetic bases of ASD are widely heterogenous and often polygenic4. Thus far, human genomic studies 34 

have identified numerous genes implicated in ASD risk. To understand the contribution of these genes to 35 

ASD pathophysiology, many transgenic mice5,6 and non-human primates7 containing such gene 36 

disruptions have been developed to model aspects of behavioral, molecular, and cellular phenotypes seen 37 

in individuals with ASD. 38 

Many ASD risk genes are thought to disrupt neural network excitability by increasing excitatory/inhibitory 39 

(E/I) balance within neural circuits8. While there is little direct experimental evidence of how increased 40 

E/I ratio alters network dynamics, computational modeling has revealed that E/I balance is critical for 41 

maintaining proper asynchrony within a network9 and increased E/I ratio elevates neural synchrony 10,11. 42 

Thus, it is possible that ASD risk gene mutations over-synchronize neural networks, leading to a reduction 43 

in network information encoding capability that disturbs cognitive performance12–14. Consistent with this 44 

theoretical framework, ASD animal models with increased E/I balance exhibit increased neuronal 45 

correlations, as well as deficits in social interaction15,16 and sensory discrimination17.  46 

While lacking single neuron resolution, EEG variability analysis in humans has allowed the estimation of 47 

neural synchrony. As EEG provides an aggregate measure of neural activity-dependent extracellular 48 

electrical currents, lower EEG variability is indicative of greater neural synchrony. From a group of ASD 49 

subjects, those without detectable EEG epileptiform activity exhibit lower EEG variability and higher 50 
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functional E/I ratios than typically developing children18. Further, lower EEG variability is associated with 51 

decreased accuracy on a facial recognition task in typically developing children19. Finally, a low-dose 52 

ketamine infusion in healthy adults, thought to increase E/I ratio, creates specific deficits in a spatial 53 

working memory task20. Together, these computational and experimental evidence, in both animal 54 

models and human subjects, indicate that E/I imbalance and neural synchrony could contribute to ASD 55 

network pathophysiology that ultimately results in behavioral disruptions. 56 

Recently, two human genomic studies identified mutations in a X-linked gene, NEXMIF (also known as 57 

KIDLIA, KIAA2022, or Xpn), in several males who presented with ASD, intellectual disability, and other co-58 

morbidities21,22. Since then, several additional studies have reported individuals with ASD with mutations 59 

or deletions in the NEXMIF gene23–35. NEXMIF is now recognized as an ASD-implicated gene in the Simons 60 

Foundation Autism Research Initiative (SFARI) database. NEXMIF is critical for proper neurite extension 61 

and migration in the developing mouse cortex36. In agreement with the E/I imbalance hypothesis, NEXMIF 62 

knockdown causes a 2-fold greater loss of GABAergic synapses compared to glutamatergic synapses in 63 

cultured neurons37. As NEXMIF is an X-linked gene, homozygous NEXMIF knockout in females is 64 

embryonically lethal. In male mice, however, genetic deletion of NEXMIF (NEXMIF KO) results in a variety 65 

of behavioral deficits, most notably reduced social interaction, impaired communication vocalizations, 66 

and increased self-grooming (indicative of repetitive behavior). While initially characterized in the cortex 67 

of developing mice, NEXMIF expression is highest in the hippocampus of adult mice38,39, and NEXMIF KO 68 

mice exhibit impaired spatial memory and contextual fear memory37. As hippocampal structure40–44 and 69 

function45–48 are often disrupted in individuals with ASD, NEXMIF KO animals allow mechanistic analysis 70 

of how NEXMIF deletion alters hippocampal networks. 71 

To understand how ASD-implicated NEXMIF gene mutations alter hippocampal function at both the 72 

cellular and network levels, we performed wide-field calcium imaging of hundreds of individual CA1 73 

neurons simultaneously in NEXMIF KO male mice and WT male littermates during locomotion. NEXMIF 74 
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knockout causes few cellular-level effects, quantified by calcium event shape and frequency in individual 75 

neurons in KO and WT mice. However, we also characterized network effects of NEXMIF knockout using 76 

Pearson correlation and a network closeness centrality metric, and we found that loss of NEXMIF creates 77 

over-synchronization of the CA1 network during locomotion.  78 

 79 

Results 80 

NEXMIF wild-type (WT) and knockout (KO) mice exhibit similar locomotor behavior  81 

NEXMIF expression is most prominent in the hippocampus, and NEXMIF KO mice exhibit severe learning 82 

and memory deficits37,38. To understand how NEXMIF contributes to hippocampal circuit functions, we 83 

characterized CA1 neural responses using calcium imaging while mice were head-fixed and navigating 84 

freely on a spherical treadmill (Figure 1A). Since it is very difficult for NEXMIF KO mice to perform 85 

hippocampal-dependent learning and memory tasks, we examined how NEXMIF knockout changes 86 

hippocampal circuity during locomotion, a fundamental component of spatial navigation.  87 

We first compared voluntary movement kinematics between male homozygous NEXMIF KO mice (n=8 88 

mice) and male WT littermates (n=7 mice). “Resting” and “running” bouts were identified in each 89 

recording session based on movement speed (details in Methods, Figure 1F, G). WT and KO mice exhibited 90 

a similar number of running bouts (periods of continuous running) within each 10-minute session (Figure 91 

1H, WT: 22.0±14.2 bouts, KO: 28.4±16.6 bouts, unpaired t-test, p=0.44, n=16 sessions from 7 WT mice & 92 

n=21 sessions from 8 KO mice), with similar running bout duration (Figure 1I, WT: 12.8±14.9 sec, KO: 93 

10.9±5.43 sec, unpaired t-test, p= 0.73). As KO mice tend to run faster than WT mice during running bouts 94 

(Figure 1J, WT: 10.2±7.3 cm/s, KO: 15.04±6.33 cm/s, unpaired t-test, p= 0.18), average speed during the 95 

entire imaging session tends to be higher in KO mice, but these differences were not significant (Figure 96 

1K, WT: 5.36±5.0 cm/s, KO: 7.25±3.92 cm/s, unpaired t-test, p= 0.43).  97 
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 98 

Calcium event shape and frequency are undisturbed in NEXMIF KO mice  99 

To examine the impact of NEXMIF knockout on both individual hippocampal neurons and the dorsal CA1 100 

circuit, we performed calcium imaging from neurons expressing GCaMP6f, in both WT and KO animals 101 

(Figure 1B, C, D). Each mouse was recorded for 10 minutes per day during voluntary locomotion (Figure 102 

1D, E). The recorded calcium fluorescence videos were motion corrected and individual cells were 103 

segmented49 (Figure 1C). A GCaMP6 fluorescence trace was then extracted for each cell and normalized 104 

to its peak fluorescence to account for variation in GCaMP6f expression between neurons. We then 105 

identified individual calcium events as described previously50 (Figure 2A).  106 

We estimated neural activity using both the rise time and frequency of individual calcium events, as the 107 

rising phase of calcium events captures the sharp increases in intracellular calcium that are common 108 

during spike bursts51. We found that both calcium event rise time and calcium event frequency over the 109 

entire imaging session are similar between WT and KO mice (Figure 2B and C, n=18 sessions from 7 WT 110 

mice and 24 sessions from 8 KO mice, rise time WT: 1.59±0.22 ms, KO: 1.55±0.27 ms, unpaired t-test, p= 111 

0.64; frequency WT: 2.1 ± 0.4 events/min, KO: 2.3 ± 0.5 events/min, unpaired t-test, p=0.22). Additionally, 112 

we used calcium event full width at half-maximum amplitude (FWHM) as a measure of calcium buffering 113 

capacity, because the duration of a calcium event captures overall intracellular calcium change51,52. We 114 

found that FWHM is also similar between WT and KO mice (Figure 2B-D, FWHM WT: 1.90±0.52 ms, KO: 115 

1.81±0.66 ms, unpaired t-test, p= 0.65). Thus, NEXMIF knockout does not affect the overall activity or 116 

calcium buffering capacity of CA1 neurons.   117 

 118 

NEXMIF KO increases the fraction of movement-modulated neurons 119 
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Since CA1 neurons are known to increase their neural activity during locomotion53,54, we next compared 120 

calcium event rates during resting versus running. We found that calcium event rate across the entire 121 

neuron population increased during running in both WT and KO animals (Figure 3A, n= 12 sessions in 6 122 

WT mice and n=20 sessions in 8 KO mice, WT rest: 1.71±0.51 events/min, WT run: 2.79±0.75 events/min, 123 

paired t-test with Bonferroni correction, p =7.76e-5; KO rest: 1.90±0.54 events/min, KO run: 2.93±0.75 124 

events/min, paired t-test with Bonferroni correction, p= 5.08e-8). While KO mice have a slightly elevated 125 

event rate at the population level during both resting and running, this increase was not significant during 126 

either each locomotor state (Figure 3A, unpaired t-test with Bonferroni correction, WT vs KO rest: p= 0.32, 127 

WT vs KO run: p= 0.62).  128 

Since only some CA1 neurons are modulated by locomotion, we next examined whether the small 129 

increases in population calcium event rates observed in KO mice reflect a difference in the fraction of 130 

movement-modulated neurons. To determine whether a neuron is modulated by movement, we 131 

binarized the calcium event trace to represent total neural activity, with ones assigned to the entire rising 132 

phase of each calcium event and zeros everywhere else (Figure 3C, D, G, H). We then computed the 133 

difference in neural activity during running versus resting and compared it to a shuffled null distribution. 134 

In each shuffle, we circularly shifted each binarized calcium trace by a random temporal offset relative to 135 

movement and calculated the difference in activity between the running periods and resting periods. This 136 

procedure was repeated 1000 times to form the null distribution.  A cell was deemed to be movement-137 

modulated if the observed neural activity difference was greater than the 97.5th percentile of the shuffled 138 

null distribution for that cell (Figure 3C, D, G, H). Using this analysis, we found that 31.0 ± 1.8% of neurons 139 

were movement-modulated in KO animals, significantly higher than the 25.7 ± 2.0% observed in WT 140 

(Figure 3B-J, n= 1805 cells from 6 WT mice and n= 2530 cells from 8 KO mice, Fisher’s exact test, p= 1.6e-141 

4). The percentage of cells that were movement-modulated in each session did not depend on the time 142 

the animal spent running or the animal’s average speed during the session for either mouse group or 143 
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behavioral condition (Figure S1). This increase in proportion of movement-modulated cells in KO mice 144 

suggests that NEXMIF knockout specifically increases behavioral responses of individual CA1 cells. As 145 

NEXMIF knockout increases E/I synaptic ratio of individual cells37, our results provide direct experimental 146 

evidence that increased E/I ratio by ASD risk gene mutation accordingly increases behaviorally-evoked 147 

responses, consistent with the observation that sensory stimuli lead to an over-activation of the 148 

hippocampus in individuals with ASD48. 149 

 150 

Neuronal correlation is increased in NEXMIF KO mice during both resting and running 151 

Computational studies have shown that increased E/I ratio increases pairwise correlations amongst 152 

neuronal populations, thus decreasing network information coding capability10–12. Additionally, several 153 

animal models with deletions of ASD risk genes have increased neuronal correlations16,17. NEXMIF 154 

knockout increases E/I ratio, like many other ASD risk gene mutations, we next examined whether NEXMIF 155 

knockout influences CA1 neuronal correlations by calculating Pearson’s correlation between 156 

simultaneously recorded neuron pairs (Figure 4A, B). To account for variations in event rate, we 157 

determined whether the measured correlation between each neuron pair was significantly greater than 158 

chance observation given the event rates of the neurons in the pair. To estimate chance observations, we 159 

shifted the binarized traces of two neurons relative to one another with a random time lag and obtained 160 

a shuffled Pearson correlation coefficient. We repeated this shuffling procedure 2000 times to create a 161 

shuffled null distribution. If the observed correlation coefficient was greater than the 95th percentile of 162 

the shuffled null distribution, the neuron pair was deemed significantly correlated (correlated pair). If the 163 

observed correlation coefficient was below the 95th percentile of the shuffled distribution, the correlation 164 

was deemed non-significant (random pair). We found KO animals contained more correlated cell pairs 165 

compared to WT mice, during both resting and running conditions (Figure 4C, Fisher’s exact test, WT rest 166 
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vs KO rest: p= 7.7e-32; WT run vs KO run: p= 3.4e-127). The number of correlated pairs dropped during 167 

running in both WT and KO mice (Figure 4C, WT rest: 8.12±0.10%, WT run: 6.55±0.09%, Fisher’s exact test, 168 

p= 2.1e-121; KO rest: 8.93±0.09%, KO run: 8.09±0.09%, Fisher’s exact test, p= 1.76e-37). These results 169 

indicate that locomotion desynchronizes the CA1 network, and NEXMIF knockout leads to abnormally 170 

elevated synchronization regardless of behavioral conditions. 171 

We then evaluated the strength of correlation by comparing correlation coefficients. We found that 172 

correlation coefficients between correlated pairs were similar between WT and KO mice during both 173 

resting and running (Figure 4D, n= 12 sessions in 6 WT mice and n=20 sessions in 8 KO mice, correlated 174 

pairs: WT rest: 0.16±0.05, WT run: 0.22±0.07, KO rest: 0.17±0.05, KO run: 0.19±0.06, paired t-test with 175 

Bonferroni correction, WT rest vs WT run: p= 0.12, KO rest vs KO run: p= 0.50; unpaired t-test with 176 

Bonferroni correction, WT rest vs KO rest: p= 0.70, WT run vs KO run: p= 0.22). The correlation coefficients 177 

of random pairs were also similar between WT and KO during both behavioral conditions (Figure 4E, n= 178 

12 sessions in 6 WT mice and n=20 sessions in 8 KO mice, random pairs: WT rest: 0.05±0.02, WT run: 179 

0.06±0.03, KO rest: 0.05±0.02, KO run: 0.05±0.02, paired t-test with Bonferroni correction, WT rest vs WT 180 

run: p= 0.12, KO rest vs KO run: p= 0.53; unpaired t-test with Bonferroni correction, WT rest vs KO rest: 181 

p= 0.62, WT run vs KO run: p= 0.26). Thus, NEXMIF knockout increases functional network connectivity 182 

regardless of behavioral condition by synchronizing more neurons, without altering the strength of the 183 

connectivity. 184 

 185 

In KO animals, a larger fraction of movement-modulated cells are correlated during running  186 

To directly compare how CA1 network correlation strength differs between the two behavioral states, we 187 

identified correlated pairs that are session-relevant by calculating pairwise Pearson correlations over the 188 

entire recording session. In WT mice, the correlation strengths of these session-relevant cells were the 189 
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same between resting and running, indicating that when an animal switches between the two behavioral 190 

states, CA1 network connectivity remains stable (Figure 4G, WT rest: 0.10, WT run: 0.11 paired t-test with 191 

Bonferroni correction, p=0.18). In KO mice, however, correlation strength among session-relevant cells is 192 

significantly higher during running than resting, indicating that with loss of NEXMIF, functional 193 

connectivity in the CA1 network is predominately driven by correlated activity during running (Figure 4G, 194 

KO rest: 0.09, KO run: 0.12, paired t-test with Bonferroni correction, p=1.2e-5; unpaired t-test with 195 

Bonferroni correction, WT rest vs KO rest: p=0.09, WT run vs KO run: p=0.29). This result indicates that 196 

NEXMIF knockout leads to over-synchronization during running. 197 

As locomotion evoked responses from a larger fraction of cells in KO animals (Figure 3), we next examined 198 

whether functional connectivity differs between populations of movement-modulated cells versus non-199 

movement-modulated cells. We first identified correlated pairs among movement-modulated cells versus 200 

non-movement-modulated cells. In WT animals, similar fractions of correlated cells were observed 201 

amongst modulated cells and non-modulated cells (Figure 4F, modulated cell pairs: 9.5±4.4%, non-202 

modulated cell pairs: 7.3±1.8%, paired t-test with Bonferroni correction, p= 0.09). However, in KO animals, 203 

a strikingly larger fraction of movement-modulated cells were correlated (14.8±8.6%) compared to non-204 

movement-modulated cells (8.3±3.1%, Figure 4F, paired t-test with Bonferroni correction, p= 6.5e-4). 205 

Correlation strength was similar for correlated pairs amongst movement-modulated cells versus non-206 

movement-modulated cells in both WT and KO animals (WT modulated 0.10±0.04 vs non-modulated 207 

0.10±0.04: p=0.26; KO modulated 0.09±0.04 vs non-modulated 0.08±0.03: p= 0.16, paired t-test with 208 

Bonferroni correction). Thus, NEXMIF knockout not only increases the fraction of neurons that respond 209 

to movement, but also increases the functional connectivity amongst movement-modulated cells.  210 

 211 

CA1 network connectivity is exaggerated during locomotion in NEXMIF KO 212 
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To further characterize functional connectivity within the CA1 network, we next created network maps 213 

using the correlated cell pairs during either resting or running. Each cell is a node in the network, and a 214 

correlated cell pair is connected by an edge between those two nodes. As fluorescence imaging allowed 215 

us to visualize the anatomical relationship between recorded neurons, we first arranged the network 216 

using the anatomical position of each cell (Figure 5A). We did not observe any obvious patterns in the 217 

closeness centrality within CA1 networks in the anatomical maps. Consequently, to better visualize 218 

network connectivity, we arranged each map as a force-directed graph where cells are positioned based 219 

on the strength of their functional connectivity with other cells rather than absolute anatomical location 220 

(Figure 5B). In WT force-directed maps, cells were more tightly clustered, indicating higher connectivity, 221 

during resting versus running. However, KO force-directed maps showed similar patterns of clustering 222 

across resting and running (Figure 5B).    223 

Thus, to quantify the connectivity of each network, we calculated its average closeness centrality, which 224 

takes both number of connections and edge strength (correlation coefficient) into account (Methods). 225 

Briefly, a greater closeness centrality value for a neuron indicates that the neuron is connected, both 226 

directly and indirectly, to a greater number of nodes in the network. In accordance with our observations 227 

of the force-directed maps, we found that closeness centrality decreases in WT mice during running 228 

compared to resting, indicating that the CA1 network is less interconnected, and thus desynchronized, 229 

during locomotion (Figure 5C, WT rest: 28.8, WT run: 25.2, paired t-test with Bonferroni correction, 230 

p=0.01). This overall network-level desynchronization is consistent with our observations that fewer cell 231 

pairs were correlated during locomotion and that correlated cell pairs showed similar correlation strength 232 

in WT mice (Figure 4C, D). In contrast, in KO mice, closeness centrality did not change between running 233 

and resting, indicating that the KO network fails to desynchronize during locomotion (Figure 5C, KO rest: 234 

26.4, KO run:26.2, paired t-test with Bonferroni correction, p=0.76; unpaired t-test with Bonferroni 235 

correction, WT rest vs KO rest: p=0.1, WT run vs KO run: p=0.56). In KO mice, the fraction of correlated 236 
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cells is higher than WT in both behavioral conditions, and amongst cell pairs correlated amongst the whole 237 

session, correlation strength increased during running (Figure 4C, G). The interaction of these two effects, 238 

which occur at the level of cell pairs, could contribute to the overall lack of change in functional 239 

connectivity at the network level. Together, these results demonstrate that while the WT CA1 network 240 

desynchronizes during locomotion, the NEXMIF KO CA1 network fails to do so.  241 

 242 

Discussion  243 

In this study, we examined how loss of NEXMIF, an ASD risk gene, influences individual CA1 neuron’s 244 

response and CA1 network connectivity during locomotion. As we used single-cell resolution calcium 245 

imaging during voluntary navigation to interrogate the hippocampal CA1 network, we are able to compare 246 

the patterns of neural activation during quiescent immobility versus active locomotion. We found that 247 

spontaneous calcium event rate is similar between WT and KO mice, but a larger percentage of CA1 248 

neurons are activated during movement in KO mice. Furthermore, a greater fraction of neurons within 249 

the CA1 network are correlated in KO animals, and movement-responsive cells are more correlated in KO 250 

animal than in WT animals. Finally, we also found that the KO network is overly connected during 251 

locomotion specifically. Overall, our results demonstrate that NEXMIF knockout leads to increased 252 

behaviorally-evoked responses and elevated network synchronization, both of which could contribute to 253 

the disruption of CA1 network coding ability during behavior.   254 

As increased cellular and synaptic level E/I ratio in ASD can lead to increased neuronal excitability, ASD is 255 

often co-morbid with epilepsy, particularly in individuals with NEXMIF mutations3,35.  We did not observe 256 

differences in basal calcium event rate in NEXMIF KO mice, which indicates the presence of homeostatic 257 

mechanisms that counteract the increased synaptic E/I ratio shown previously by Gilbert et al.37,55. 258 

However, we detected significantly more neurons that selectively increased their activity during 259 
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movement in KO animals, providing direct evidence that in NEXMIF knockout, elevated synaptic E/I ratio 260 

does not translate to a broad increase in spontaneous neuronal excitability, but rather a selective increase 261 

in responding during relevant behavior. This behavioral state-specific increase in neuronal excitability in 262 

the CA1 could be due to a global increase in synaptic inputs to CA1 during movement, in which increased 263 

E/I synaptic ratio leads to greater excitatory drive to CA1 neurons. However, it is also possible that the 264 

observed excitability increase reflects movement-dependent changes in intrinsic biophysical neuronal 265 

properties, in addition to altered synaptic inputs. 266 

Another leading hypothesis of ASD pathophysiology argues for overconnectivity within local brain regions 267 

and underconnectivity between interconnected brain regions, supported by several exciting human 268 

studies56–62. We observed increased fractions of correlated CA1 neuron pairs in KO animals during both 269 

immobility and active locomotion. Additionally, in session-relevant cell pairs from KO mice, correlation 270 

strength increases during running. Most strikingly, we also detected a selective increase in the number of 271 

correlated cell pairs within movement-relevant cells, and no difference in closeness centrality during 272 

running. Each of these observations is consistent with increased functional connectivity within the CA1 273 

circuit of NEXMIF KO mice during locomotion, supporting the local overconnectivity hypothesis. Elevated 274 

E/I synaptic ratio could contribute to this increased functional connectivity10,11, but again, we cannot rule 275 

out the possibility that NEXMIF knockout also changes intrinsic biophysical properties that lead to the 276 

observed over-synchronization. Further work is needed to better understand the exact mechanisms by 277 

which NEXMIF alters both cellular biophysical properties such as ion channel expression and functional 278 

connectivity between the hippocampus and its cortical targets.  279 

While the fractions of correlated pairs increased in KO animals, the correlation strength of these pairs 280 

remained constant across behavioral conditions in WT and KO animals, indicating that functional 281 

connectivity strength between neurons is not sensitive to behavioral state or NEXMIF knockout. 282 

Interestingly, the number of correlated cells decreases in WT animals during locomotion, and WT animals 283 
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exhibit fewer correlated cell pairs amongst locomotion-relevant cells. Additionally, closeness centrality of 284 

the WT network decreases during running, confirming decreased functional connectivity in the WT CA1 285 

network during movement. Desynchronization of the neuronal population would lead to increased 286 

information encoding capability, consistent with the idea that CA1 network encodes relevant information 287 

during movement63. As locomotion is a fundamental component of spatial navigation and memory, this 288 

dynamic change in information coding capability would allow for flexible and efficient encoding of a WT 289 

animal’s current environment for spatial memory.  290 

In NEXMIF KO animals, however, a larger number of cell pairs are significantly correlated in both 291 

behavioral conditions, and cell pairs that are correlated over the entire session are dominated by strong 292 

correlations during running. Additionally, a larger fraction of locomotion-relevant cells are highly 293 

correlated, and closeness centrality of the CA1 network does not decrease during movement. Taken 294 

together, these observations illustrate that NEXMIF knockout creates exaggerated network synchrony and 295 

thus reduces information encoding capacity, particularly during locomotion. Although a larger population 296 

of cells responds during movement in KO animals, the abnormal synchrony amongst these cells and others 297 

prohibits the heterogeneity of CA1 network response, illustrated by closeness centrality, that is seen in 298 

WT mice during locomotion. The increased synaptic E/I ratio of NEXMIF KO neurons and our finding of 299 

overexcitation upon movement in the CA1 circuit of KO mice could account for the similarity we observe 300 

in population activity. The higher percentage of movement-modulated cells observed in KO mice could 301 

also reflect a compensatory mechanism in the CA1, to homeostatically increase information encoding 302 

capability throughout development. Alternatively, this higher percentage could be due to the increased 303 

number of correlated cells, as these correlations could arise from common inputs to these cell pairs that 304 

are activated upon movement. Overall, our observations of increased connectivity indicate a reduced 305 

ability to process spatial information and spatial encoding that could lead to the impaired spatial memory 306 

and contextual fear memory observed in NEXMIF KO mice37.  307 
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 308 

Materials and Methods 309 

Animal Surgery and Recovery 310 

All animal procedures were approved by the Boston University Institutional Animal Care and Use 311 

Committee.  8 homozygous KIAA2022 knockout (maintained on a C57Bl/6 genetic background) male mice 312 

and 7 wild-type (WT) male littermates were used in this study37. Mice were 7-34 weeks old at the start of 313 

experiments. Animals first underwent stereotaxic viral injection surgery, targeting the hippocampus 314 

(anterior/posterior: -2.0mm, medial/lateral: +1.4mm, dorsal/ventral: -1.6mm from bregma). Mice were 315 

injected with 500-750nL of AAV9-synapsin-GCaMP6f.WPRE.SV40 virus, obtained from the University of 316 

Pennsylvania Vector Core (titer ~6e12 GC/mL). Injections were performed with a blunt 33-gauge stainless 317 

steel needle (NF33BL-2, World Precision Instruments) and a 10 µL microinjection syringe (Nanofil, World 318 

Precision Instruments), using a microinjector pump (UMP3 UltraMicroPump, World Precision 319 

Instruments). The needle was lowered over 1 min and remained in place for 1 min before infusion. The 320 

rate of infusion was 50 nL/min. After infusion, the needle remained in place for 7-10 min before being 321 

withdrawn over 1 min. The skin was then sutured closed with a tissue adhesive (Vetbond, 3M). After 322 

complete recovery (7+ days after virus injection), animals underwent a second surgery to implant a 323 

sterilized custom imaging cannula (outer diameter: 3.17mm, inner diameter: 2.36mm, height: 2mm). The 324 

imaging cannula was fitted with a circular coverslip (size 0, outer diameter: 3 mm, Deckgläser Cover 325 

Glasses, Warner Instruments), adhered to the bottom using a UV-curable optical adhesive (Norland 326 

Optical Adhesive 60, P/N 6001, Norland Products). During surgery, an approximately 3.2mm craniotomy 327 

was created (centered at anterior/posterior: -2.0mm, medial/lateral: +1.7mm) and the cortical tissue 328 

overlaying the hippocampus was aspirated away to expose the corpus callosum. The corpus callosum was 329 

then thinned until the underlying CA1 became visible. The imaging cannula was then tightly fit over the 330 
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hippocampus and sealed in place using a surgical silicone adhesive (Kwik-Sil, World Precision Instruments). 331 

The imaging window was secured in place using bone adhesive (C&B Metabond, Parkell) and dental 332 

cement (Stoelting). A custom aluminum head-plate was also affixed to the skull anterior to the imaging 333 

window. Analgesic was provided for at least 48 hours after each surgery, and mice were single-housed 334 

after window implantation surgery to prevent damage to the head-plate and imaging window.  335 

Animal Habituation, Calcium Imaging, and Movement Data Acquisition 336 

After complete recovery from window implantation surgery (7+ days), animals were habituated to 337 

experimenter handling and head fixation on the spherical treadmill. Each animal was habituated to 338 

running on the spherical treadmill while head-fixed for at least 3 days prior to the first recording day. 339 

During each recording session, animals were positioned under a custom wide-field microscope and 340 

allowed to run freely on the spherical treadmill. The spherical treadmills consisted of a three-dimensional 341 

printed plastic housing and a Styrofoam ball supported by air64. The imaging microscope was equipped 342 

with a scientific complementary metal oxide semiconductor (sCMOS) camera (ORCA-Flash4.0 LT Digital 343 

CMOS camera C11440-42U, Hamamatsu) and a 10× 0.28 M Plan Apo objective (Mitutoyo). GCaMP6f 344 

excitation was accomplished with a 5 W light emitting diode (M470L4, ThorLabs). The microscope included 345 

an excitation filter (No. FF01-468/553-25, Semrock), a dichroic mirror (No. FF493/574-Di01-25×36, 346 

Semrock), and an emission filter (No. FF01-512/630-25, Semrock). The imaging field of view was 1.343 x 347 

1.343mm (1024 x 1024 pixels). Image acquisition was performed using HC Image Live (Hamamatsu), and 348 

images were stored offline as multi-page tagged image files (TIFs) for further analysis.  349 

Each animal underwent three 10-minute recording sessions, one per day, every other day over 5 days 350 

(Figure 1B). A total of 21 recording sessions were collected from 8 KO mice and 16 sessions were collected 351 

from 7 WT mice. In 24 recording sessions (from 4 WT mice and 8 KO mice), a custom MATLAB script was 352 

used to trigger image frame capture at 20 Hz and to synchronize image acquisition with movement 353 
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tracking. Digital transistor-transistor logic (TTL) pulses were delivered to the camera via a common 354 

input/output interface (No. USB-6259, National Instruments), and TTL pulses were also recorded using a 355 

commercial system (RZ5D, Tucker Davis Technologies). Motion data was collected using a modified 356 

ViRMEn system65. Movement was tracked using two computer universal serial bus mouse sensors affixed 357 

to the plastic housing at the equator of the Styrofoam ball, 78° apart. The mouse sensors’ x- and y-surface 358 

displacement data were acquired at 100 Hz on a separate computer, and a multi-threaded Python script 359 

was used to send packaged <dx,dy> data to the image acquisition computer via a RS232 serial link. 360 

Packaged motion data was recorded on the image acquisition computer using a modified ViRMEn MATLAB 361 

script and synchronized to each acquired imaging frame.  362 

In the remaining 13 sessions (from 4 WT mice and 2 KO mice), image acquisition was triggered using a 363 

Teensy microcontroller system66, and experiments were performed using an identical spherical treadmill. 364 

Digital pulses were sent from a Teensy 3.2 (TEENSY32, PJRC) to the sCMOS camera via SMA connectors 365 

and coaxial cables to trigger frame capture at 20 Hz. TTL pulses were recorded using the same TDT 366 

commercial system. Movement was tracked using two computer mouse sensors (ADNS-9800 laser motion 367 

sensors, Tindie) affixed to the plastic housing at the equator of the Styrofoam ball, about 75 degrees apart. 368 

The x- and y- surface displacement was collected by the Teensy at 20Hz and sent to the image acquisition 369 

computer via a standard USB-microUSB cable.  370 

Movement Analysis 371 

As both movement data acquisition systems collect the same numerical data, linear velocity can be 372 

calculated the same way for all sessions. Linear velocity in perpendicular X and Y directions was calculated 373 

as: 374 

𝑋𝑋 =  
𝐿𝐿 − 𝑅𝑅 𝑐𝑐𝑐𝑐𝑐𝑐𝑐𝑐

cos (𝜋𝜋2 − 𝑐𝑐)
 375 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


𝑌𝑌 = 𝑅𝑅 376 

where L is the vertical reading from the left sensor, R is the vertical reading from the right sensor, and θ 377 

is the angle between the sensors. Linear velocity V was then calculated as: 378 

𝑉𝑉 =  �𝑋𝑋2 + 𝑌𝑌2 379 

Linear velocity values were then interpolated at 20 Hz.  380 

To identify sustained periods of movement with high linear velocity (running bouts), we used a Fuzzy logic-381 

based thresholding algorithm. We first assigned each velocity data point a Fuzzy membership value using 382 

a sigmoidal membership function F: 383 

𝐹𝐹(𝑉𝑉,𝑎𝑎, 𝑐𝑐) =
1

1 + 𝑒𝑒−𝑎𝑎(𝑉𝑉−𝑐𝑐) 384 

where the threshold c is the 20th percentile of the velocity of that session or 5 cm/sec, whichever is higher. 385 

a is set at 0.8. The resulting velocity trace was then smoothed using a moving average filter of 1.5 seconds. 386 

Next, the smoothed trace was thresholded at 10% of its maximum value. Time periods with velocity higher 387 

than this threshold that were at least 2 sec long were considered high velocity periods (“running”).  Time 388 

periods with velocity lower than this threshold that were at least 2 sec long were considered low velocity 389 

periods (“resting”). Periods that do not satisfy either of these requirements were not considered for 390 

locomotion analysis (Figure 1F, G). Recording sessions in which the mouse spent less than 60 seconds 391 

(10% of the session) in one behavioral state and sessions with less than 5 running bouts were not included 392 

for locomotion-related analysis (4 sessions from 2 WT mice and 1 session from 1 KO mouse).  393 

Calcium Imaging Video Motion Correction  394 

Videos were first motion corrected using a custom Python script as described previously67. For each 395 

imaging session, we first generated a reference image by calculating the mean value of each pixel across 396 
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the first 2,047 frames. We then performed a series of contrast-enhancing procedures to highlight image 397 

features as follows. We used a Gaussian filter (python scipy package, ndimage.Gaussian_filter, sigma=50) 398 

to remove the low-frequency component, which represents the potential non-uniform background. We 399 

then captured the edges of the high-intensity area by calculating the differences between two Gaussian 400 

filtered images (sigma=2 and 1). To obtain the edge-enhanced image, the edges were multiplied by 100 401 

and added back to the first filtered image (sigma=2). Finally, to prevent a potential overall intensity shift 402 

caused by photobleaching, we normalized the intensity of each image by subtracting the mean intensity 403 

of the image from each pixel and dividing by the standard deviation of the intensity. We then calculated 404 

the cross-correlations between the processed reference image and each processed image frame, and 405 

obtained the displacement between the peak of the coefficient and the center of the image.  We then 406 

applied a horizontal shift, opposite to the displacement, to the original frame to finalize the motion 407 

correction. 408 

Cell Segmentation 409 

From the motion corrected video, a projection image was generated across all frames by subtracting the 410 

minimum fluorescence from the maximum fluorescence of each pixel (max-min projection image), and 411 

regions of interest (ROIs) corresponding to fluorescent cell bodies were automatically identified in the 412 

max-min projection image using a deep-learning algorithm based on U-Net68–70. We first trained the deep-413 

learning algorithm with manually curated data, containing the datasets reported in our previous 414 

studies49,50. For each training dataset, a max-min projection image was calculated as described above. We 415 

then divided the projection images and their corresponding ROI masks into small patches of 32x32 pixels 416 

as our training dataset. We also normalized each patch by shifting its mean intensity to zero and dividing 417 

the intensity of each pixel by the standard deviation of the patch intensity. During training, each pixel was 418 

further augmented by randomly flipping vertically and/or horizontally, and rotating 90, 180, or 270 419 

degrees.  420 
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To segment ROIs for the datasets in this study, the max-min projection image for each dataset was divided 421 

into 32x32 patches with 50% of each patch overlapping with its neighboring patches. Each patch was 422 

normalized as described above. As a result, each pixel was inferred four times, and we averaged the results 423 

from four inferences as the prediction score. The connected pixels with a predication score >0.5 were 424 

segmented as a potential ROI, and the set of segmentations was further refined with watershed 425 

transformation to obtain the ROIs representing single neurons. ROIs were then overlaid on the max-min 426 

projection image and manually inspected. ROIs that were identified by the machine learning algorithm 427 

but were not identified as a cell by the observer were manually removed. ROIs were then manually added 428 

to select cells that the machine learning algorithm did not properly identify. ROIs were added as a circle 429 

with a radius of 6 pixels (7.8 µm) based on morphology present in the max-min projection image, using 430 

the previously-reported semi-automated custom MATLAB software called SemiSeg 431 

(github.com/HanLabBU/SemiSeg)71.   432 

GCaMP6f Fluorescence Trace Extraction and Normalization 433 

We obtained the GCaMP6f fluorescence for each cell as the average fluorescence intensity across all pixels 434 

in that ROI. We then subtracted background fluorescence from each ROI, where the background 435 

fluorescence is the average pixel intensity across the pixels located within a ring centered at the 436 

corresponding cell ROI with an outer radius of 50 pixels and an inner radius of 15 pixels. The areas 437 

corresponding to other cell ROIs were excluded from this background ROI. Because the motion correction 438 

procedure introduces strips with high pixel intensities along the edges of the max-min projection image, 439 

25 pixels along each edge of the image were also excluded from the calculation of background 440 

fluorescence. The resulting fluorescence trace for each cell was then interpolated at 20 Hz, linearly 441 

detrended (MATLAB function detrend), and normalized between 0 and 1. All traces were then manually 442 

inspected. Traces with large artifacts were removed.  443 
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Calcium Event Detection 444 

Onsets of calcium events were identified in each fluorescence trace similarly to previous descriptions50,71. 445 

Briefly, we first applied a moving average filter of 1s to smoothen each trace and calculated the 446 

spectrogram (MATLAB chronux, mtspecgramc with tapers = [2, 3] and window = [1, 0.05]), and averaged 447 

the power below 2 Hz. We then calculated the change in power at each time point (powerdiff) and 448 

identified outliers (3 median absolute deviations away from the median power) in powerdiff (MATLAB 449 

function isoutlier) to detect all significant changes in trace power. When multiple outliers occurred at 450 

consecutive time points, they were classified as a potential calcium event. We then calculated the rise 451 

time and amplitude (the difference in fluorescence value between the peak and the event onset) for each 452 

potential event and used an iterative process to include only true events and exclude incorrect potential 453 

events. Within each iteration, an amplitude threshold was calculated for each potential event (iteration 454 

1: 7 standard deviations of the trace in the 10 seconds (200 data points) prior to calcium event onset). 455 

Potential events with a rise time greater than 150 ms (3 data points) and an amplitude above the 456 

calculated threshold were marked as correctly identified events for analysis. All the data points 457 

corresponding to these events (from beginning of event rise to end of event fall) were removed prior to 458 

the next iteration. We then repeated this process by re-calculating the amplitude threshold for the 459 

remaining potential events and again marking correctly identified events for analysis using the same 460 

criterion for rise time and the new amplitude threshold. For each successive iteration, the amplitude 461 

threshold was decreased by 40% and the duration to inspect prior to calcium event onset was increased 462 

by 75%.  The iterative process stops once no events are marked as correctly identified events. This iterative 463 

method is more robust in capturing events that occur close together, while only minimally increasing 464 

identification of false positives. The preceding event in a sequence will incorrectly bias the standard 465 

deviation of the trace in the window prior to a following event in the sequence, and this bias is removed 466 
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when the preceding event is not included in the window prior to the event onset. All traces were then 467 

manually inspected to confirm event detection accuracy.  468 

Calcium Event Parameter and Event Rate Analysis 469 

For each detected calcium event, the rise time is defined as the duration from the calcium event onset, 470 

ton, to its peak tpeak. The full width at half-maximum amplitude (FWHM) was identified as the duration 471 

between two points ta and  tb such that: 472 

𝑥𝑥(𝑡𝑡𝑎𝑎) = 𝑥𝑥(𝑡𝑡𝑏𝑏) = 𝑥𝑥(𝑡𝑡𝑜𝑜𝑜𝑜) + 0.5 × �𝑥𝑥�𝑡𝑡𝑝𝑝𝑝𝑝𝑎𝑎𝑝𝑝� − 𝑥𝑥(𝑡𝑡𝑜𝑜𝑜𝑜)� 473 

𝑡𝑡𝑜𝑜𝑜𝑜 < 𝑡𝑡𝑎𝑎 < 𝑡𝑡𝑝𝑝𝑝𝑝𝑎𝑎𝑝𝑝  474 

𝑡𝑡𝑝𝑝𝑝𝑝𝑎𝑎𝑝𝑝 < 𝑡𝑡𝑏𝑏 475 

where 𝑥𝑥(𝑡𝑡) is the fluorescence trace. Total event rate was calculated across the entirety of each trace, 476 

counting each identified calcium event as one event. Event rate during either running or resting was 477 

calculated by counting the number of calcium events in all bouts of the relevant behavioral condition and 478 

dividing by the total time that the mouse spent in that behavioral condition.  479 

Determination of Movement-Modulated Cells 480 

To determine movement-modulated cells, we binarized each fluorescence trace by assigning ones to the 481 

entire rising phase (ton to tpeak) of each calcium event and zeros to the rest of the trace. We then 482 

concatenated all of the resting or running bouts separately, and summated the binarized trace among 483 

each concatenated period (“total activity”). We then subtracted the total activity during resting from the 484 

total activity during running to create an activity metric A. The calculation can be summarized as:  485 

𝐴𝐴 =  �
∑ 𝑥𝑥𝑟𝑟𝑟𝑟𝑜𝑜
∑ 𝑡𝑡𝑟𝑟𝑟𝑟𝑜𝑜

 −  
∑ 𝑥𝑥𝑟𝑟𝑝𝑝𝑟𝑟𝑟𝑟
∑ 𝑡𝑡𝑟𝑟𝑝𝑝𝑟𝑟𝑟𝑟

� × 100% 486 
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Next, we created a shuffled distribution of the activity metric for each cell by randomly circularly shifting 487 

the binarized trace relative to the movement trace 1000 times and calculating 𝐴𝐴 for each shuffle. If the 488 

true (non-shifted) 𝐴𝐴 for a neuron was greater than the 97.5th percentile of the shuffled distribution, the 489 

cell was considered movement-modulated. Cells that do not meet this criterion were considered non-490 

movement-modulated.  491 

Pairwise Pearson Correlation Analysis 492 

For pairwise correlation analysis, we calculated the Pearson’s correlation coefficient between the 493 

binarized traces for each pair of neurons. Only neuron pairs that were at least 20 pixels (26.2 µm) apart 494 

were included in all correlation analysis to eliminate potential fluorescence cross-contamination. We 495 

calculated pairwise correlation during resting alone, during running alone or during the entire duration of 496 

the session. To calculate pairwise correlation during resting alone or running alone, we concatenated the 497 

calcium activity during all resting or running periods. To calculate pairwise correlation during the entire 498 

duration of the session, we used the full length of the calcium traces for each cell pair.  499 

To determine whether the correlation coefficient for each cell pair was above chance level for each 500 

behavioral condition, we created a shuffled distribution of correlation by randomly circularly shifting one 501 

trace relative to the other trace 2000 times and calculating the Pearson’s correlation coefficient for each 502 

shuffle. If the true (non-shifted) Pearson’s correlation for a pair of neurons was greater than the 95th 503 

percentile of the shuffled distribution, the cell pair was considered correlated.  Positive correlation 504 

coefficients between neuron pairs that were not greater than the 95th percentile were considered 505 

random. Negative correlations were not included in any analyses due to the sparseness of GCaMP6f 506 

events.  507 

To characterize the identity of significantly correlated cells across each behavior state, we first selected 508 

cell pairs that are significantly correlated during resting and computed the average correlation of the same 509 
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cell pairs during running. Similarly, for cell pairs that are significantly correlated during running, we 510 

computed the average correlation of these cells during resting. Finally, we calculated the average 511 

correlation of the cell pairs that were significantly correlated during both running and resting regardless 512 

of the behavior state.  513 

To estimate connectivity among modulated cells, we calculated the number of correlated movement-514 

modulated cell pairs as a fraction of all movement-modulated cell pairs. Similarly, we also calculated the 515 

number of correlated non-movement-modulated cell pairs as a fraction of all non-movement-modulated 516 

cell pairs.  517 

Network Analysis 518 

To quantify network connectivity patterns, we calculate closeness centrality similarly to the description in 519 

Wuchty and Stadler, 200372. Specifically, for each session, we created an undirected graph using 520 

correlated cell pairs during running and an undirected graph using correlated cell pairs during resting. 521 

Each cell was considered as a node and each correlated cell pair was connected by an edge. Edge weight 522 

is the Pearson correlation coefficient (calculated in the appropriate state, resting or running) between the 523 

binarized calcium traces of the cell pair. For each node 𝑖𝑖, closeness centrality 𝑐𝑐(𝑖𝑖) is defined as: 524 

𝑐𝑐(𝑖𝑖) = �
𝐴𝐴𝑖𝑖

𝑁𝑁 − 1
�
2 1
𝐶𝐶𝑖𝑖

 525 

where 𝐴𝐴𝑖𝑖 is the number of nodes reachable to node 𝑖𝑖 and 𝐶𝐶𝑖𝑖 is the is the sum of distances from node 𝑖𝑖 to 526 

all reachable nodes. The distance 𝑑𝑑(𝑖𝑖, 𝑗𝑗) between nodes 𝑖𝑖 and 𝑗𝑗 is defined as:  527 

𝑑𝑑(𝑖𝑖, 𝑗𝑗) =  �log�
1
𝑤𝑤𝑖𝑖,𝑗𝑗

� 528 
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where 𝑤𝑤𝑖𝑖,𝑗𝑗  is the edge weight. Closeness centralities of all the nodes were averaged within each network 529 

and multiplied by the number of nodes for normalization across networks with different numbers of 530 

nodes. Force-directed networks were created using a MATLAB implementation of a force-directed node 531 

placement algorithm that spatially clusters nodes proportional to 𝑑𝑑(𝑖𝑖, 𝑗𝑗)73. 532 
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 546 

Figure Legends: 547 

Figure 1. Experimental set-up and movement behavior. (A) Camera, microscope, and spherical 548 

treadmill set-up. (B) Experimental timeline. (C) Maximum-minus-minimum projection image across the 549 
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entire video for one representative session. All selected ROIs are outlined in pink, with highlighted cells 550 

in D and E shown in green. (D) Heat map of GCaMP6f dF/F traces for the included ROIs shown in C 551 

during an example session (top) and animal’s movement speed from the same session (bottom). (E) 552 

Zoom-ins of the heat map regions outlined in green in D, showing the fluorescence traces for 20 553 

representative cells from the beginning and the end of the imaging session. (F,G) Resting and running 554 

bouts identified in a representative (F) WT animal and (G) KO animal, overlaid on the movement speed 555 

from each animal. (H) Average number of movement bouts per session. p= 0.441, unpaired t-test. (I) 556 

Average movement bouts duration. p= 0.736, unpaired t-test. (J) Average speed during movement 557 

bouts. p= 0.188, unpaired t-test. (K) Average speed over the entire imaging session. p= 0.428, unpaired 558 

t-test. In H-K, each dot corresponds to an individual session. Box plots show median (middle line in box) 559 

and upper and lower quartiles (top and bottom edges of box, respectively). Whiskers show maximum 560 

and minimum values that are not outliers. 561 

 562 

Figure 2. NEXMIF knockout does not change calcium event shape. (A) Example fluorescence traces 563 

from a WT animal (top) and a KO animal (bottom). 15 cells are shown from each mouse. Each detected 564 

calcium event is marked with a black line. (B) Average calcium event shape from all WT sessions (dark 565 

blue) and all KO sessions (dark red). Events were first averaged within each trace, then averaged across 566 

all cells in a session. Each session average is shown as a light line, and the population average is shown 567 

as the solid line. (C) Average calcium event rise time. Unpaired t-test, p= 0.60. (D) Average calcium event 568 

full width at half-maximum amplitude. Unpaired t-test, p= 0.66. In C and D, each dot corresponds to an 569 

individual session. Box plots show median (middle line in box) and upper and lower quartiles (top and 570 

bottom edges of box, respectively). Whiskers show maximum and minimum values that are not outliers. 571 

 572 
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Figure 3. NEXMIF knockout increases percentage of movement-modulated cells. (A) Calcium event rate 573 

in WT mice during rest (light blue) versus run (dark blue), and in KO during rest (light red) versus run 574 

(dark red). Paired t-test with Bonferroni correction, WT rest vs WT run p= 7.76e-5; KO rest vs KO run: p= 575 

5.08e-8. Unpaired t- test with Bonferroni correction, WT rest vs KO rest: p= 0.32; WT run vs KO run: p= 576 

0.62. Each dot corresponds to an individual session. Box plots show median (middle line in box) and 577 

upper and lower quartiles (top and bottom edges of box, respectively). Whiskers show maximum and 578 

minimum values that are not outliers. ***p<0.00025. (B) Fraction of neurons that are movement 579 

modulated in WT (blue) versus KO (red) mice. Fisher’s exact test, p= 1.66e-4. Error bars represent 95% 580 

confidence intervals calculated using the standard error of proportions. ***p<0.001. (C-J) Example 581 

sessions from a (C-F) WT animal and (G-J) KO animal. Binarized calcium traces for all movement-582 

modulated cells (C,G)  and all non-movement-modulated cells (D,H) in the example sessions. (E,I) 583 

Summed normalized dF/F for movement-modulated cells (blue for WT and red for KO) and non-584 

movement-modulated cells (black) in the session. (F,J) Corresponding movement speed (orange) for the 585 

session. All plots are overlaid with movement bouts in gray. 586 

  587 

Figure 4. Pairwise correlation increases during running in NEXMIF KO mice. (A) Correlation matrices of 588 

average pairwise Pearson correlation coefficient during resting (left) and running (right) periods for all 589 

neurons from an example WT animal. Within each matrix, neurons are sorted such that correlated cell 590 

pairs are shown in the top left corner. (B) Same as in A, for an example KO animal. (C) Fraction of neuron 591 

pairs that are correlated in WT mice during rest (light blue) and run (dark blue), and in KO during rest 592 

(light red) and run (dark red). Fisher’s exact test, WT rest vs KO rest: p= 7.7e-32, WT run vs KO run: p= 593 

3.4e-127, WT rest vs WT run: p= 2.1e-121, KO rest vs KO run: p= 1.8e-37. Error bars represent 95% 594 

confidence intervals calculated using the standard error of proportions. ***p<0.001 (D) Average Pearson 595 

correlation coefficients during resting or running for cell pairs correlated in that behavioral condition. 596 
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Paired t-test with Bonferroni correction, WT rest vs WT run: p = 0.12; KO rest vs KO run p= 0.50, 597 

unpaired t-test with Bonferroni correction, WT rest vs KO rest: p= 0.70, WT run vs KO run: p= 0.22. (E) 598 

Same as D, for random cell pairs. Paired t-test with Bonferroni correction, WT rest vs WT run: p= 0.12, 599 

KO rest vs KO run: p= 0.53; unpaired t-test with Bonferroni correction, WT rest vs KO rest: p=062, WT 600 

run vs KO run: p= 0.26. (F) Fraction of movement-modulated or non-modulated cell pairs that are 601 

significantly correlated for all sessions. Paired t-test with Bonferroni correction, WT modulated vs WT 602 

non-modulated: p= 0.09, KO modulated vs KO non-modulated: p= 6.5e-4, unpaired t-test with 603 

Bonferroni correction, WT modulated vs KO modulated: p= 0.06, WT non-modulated vs KO non-604 

modulated: p= 0.30. (G) Average Pearson correlation coefficients during resting or running of cell pairs 605 

correlated over entire session. Paired t-test with Bonferroni correction, WT rest vs WT run: p=0.18; KO 606 

rest vs KO run p= 1.2e-5, unpaired t-test with Bonferroni correction, WT rest vs KO rest: p= 0.09, WT run 607 

vs KO run: p= 0.29. **p<0.00125, ***p<0.000125. In D-G, each dot corresponds to an individual session. 608 

Box plots show median (middle line in box) and upper and lower quartiles (top and bottom edges of box, 609 

respectively). Whiskers show maximum and minimum values that are not outliers. 610 

 611 

Figure 5. NEXMIF knockout increases functional connectivity of the CA1 network. (A) Anatomical 612 

network maps during resting and running from example WT and KO animals. Each cell is color coded 613 

based on its closeness centrality measure. Correlated cell pairs (identified in each behavioral condition 614 

separately) are connected by an edge. Edge width represents normalized correlation coefficient. (B) 615 

Same as A, shown as a force-directed graph. (C) Average closeness centrality in WT mice during rest 616 

(light blue) versus run (dark blue), and in KO during rest (light red) versus run (dark red). Paired t-test 617 

with Bonferroni correction, WT rest vs WT run: p= 0.01; KO rest vs KO run p= 0.76, unpaired t-test with 618 

Bonferroni correction, WT rest vs KO rest: p= 0.1, WT run vs KO run: p= 0.56. Each dot corresponds to an 619 

individual session. Box plots show median (middle line in box) and upper and lower quartiles (top and 620 
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bottom edges of box, respectively). Whiskers show maximum and minimum values that are not outliers. 621 

*p<0.0125 622 

 623 

 624 

References 625 

1. Maenner, M. J. et al. Prevalence of Autism Spectrum Disorder Among Children Aged 8 Years-626 
Autism and Developmental Disabilities Monitoring Network, 11 Sites, United States, 2016 627 
Centers for Disease Control and Prevention MMWR Editorial and Production Staff (Serials) 628 
MMWR Editorial Board. Morbidity and Mortality Weekly Report 69, 1–12 (2020). 629 

2. American Psychiatric Association. Diagnostic and statistical manual of mental disorders (5th ed.). 630 
(2013) doi:10.1176/appi.books.9780890425596. 631 

3. Tye, C., Runicles, A. K., Whitehouse, A. J. O. & Alvares, G. A. Characterizing the Interplay Between 632 
Autism Spectrum Disorder and Comorbid Medical Conditions: An Integrative Review. Front 633 
Psychiatry 9, (2019). 634 

4. Satterstrom, F. K. et al. Large-Scale Exome Sequencing Study Implicates Both Developmental and 635 
Functional Changes in the Neurobiology of Autism. Cell 180, 568-584.e23 (2020). 636 

5. Crawley, J. N. Translational animal models of autism and neurodevelopmental disorders. 637 
Dialogues Clin Neurosci 14, 293–305 (2012). 638 

6. Hulbert, S. W. & Jiang, Y.-H. Monogenic Mouse Models of Autism Spectrum Disorders: Common 639 
Mechanisms and Missing Links. Neuroscience 321, 3–23 (2016). 640 

7. Zhou, Y. et al. Atypical behaviour and connectivity in SHANK3-mutant macaques. Nature 570, 641 
326–331 (2019). 642 

8. Gonçalves, J. T., Anstey, J. E., Golshani, P. & Portera-Cailliau, C. Circuit level defects in the 643 
developing neocortex of Fragile X mice. Nat Neurosci 16, 903–909 (2013). 644 

9. Litwin-Kumar, A., Oswald, A. M., Urban, N. N. & Doiron, B. Balanced Synaptic Input Shapes the 645 
Correlation between Neural Spike Trains. PLoS Comput Biol 7, e1002305 (2011). 646 

10. Litwin-Kumar, A. & Doiron, B. Slow dynamics and high variability in balanced cortical networks 647 
with clustered connections. Nat Neurosci 15, 1498–1505 (2012). 648 

11. Middleton, J. W., Omar, C., Doiron, B. & Simons, D. J. Neural correlation is stimulus modulated by 649 
feedforward inhibitory circuitry. Journal of Neuroscience 32, 506–518 (2012). 650 

12. Zohary, E., Shadlen, M. N. & Newsome, W. T. Correlated neuronal discharge rate and its 651 
implications for psychophysical performance. Nature 370, 140–143 (1994). 652 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


13. Cohen, M. R. & Maunsell, J. H. R. Attention improves performance primarily by reducing 653 
interneuronal correlations. Nat Neurosci 12, (2009). 654 

14. Rubin, R., Abbott, L. F. & Sompolinsky, H. Balanced excitation and inhibition are required for high-655 
capacity, noise-robust neuronal selectivity. Proc Natl Acad Sci U S A E9366–E9375 (2017) 656 
doi:10.1073/pnas.1705841114. 657 

15. Yizhar, O. et al. Neocortical excitation/inhibition balance in information processing and social 658 
dysfunction. Nature 477, 171–178 (2011). 659 

16. Selimbeyoglu, A. et al. Modulation of prefrontal cortex excitation/inhibition balance rescues 660 
social behavior in CNTNAP2-deficient mice. Sci Transl Med 9, (2017). 661 

17. Chen, Q. et al. Dysfunction of cortical GABAergic neurons leads to sensory hyper-reactivity in a 662 
Shank3 mouse model of ASD. Nat Neurosci 23, 520–532 (2020). 663 

18. Bruining, H. et al. Measurement of excitation-inhibition ratio in autism spectrum disorder using 664 
critical brain dynamics. Sci Rep 10, (2020). 665 

19. Mcintosh, A. R., Kovacevic, N. & Itier, R. J. Increased Brain Signal Variability Accompanies Lower 666 
Behavioral Variability in Development. PLoS Comput Biol 4, e1000106 (2008). 667 

20. Murray, J. D. et al. Linking Microcircuit Dysfunction to Cognitive Impairment: Effects of 668 
Disinhibition Associated with Schizophrenia in a Cortical Working Memory Model. Cerebral 669 
Cortex 24, 859–872 (2014). 670 

21. Cantagrel, V. et al. Disruption of a new X linked gene highly expressed in brain in a family with 671 
two mentally retarded males. J Med Genet 41, 736–742 (2004). 672 

22. Van Maldergem, L. et al. Loss of function of KIAA2022 causes mild to severe intellectual disability 673 
with an autism spectrum disorder and impairs neurite outgrowth. Hum Mol Genet 22, 3306–3314 674 
(2013). 675 

23. Lim, E. T. et al. Rare Complete Knockouts in Humans: Population Distribution and Significant Role 676 
in Autism Spectrum Disorders. Neuron 77, 235–242 (2013). 677 

24. Charzewska, A. et al. A duplication of the whole KIAA2022 gene validates the gene role in the 678 
pathogenesis of intellectual disability and autism. Clin Genet 88, 297–299 (2015). 679 

25. Iossifov, I. et al. The contribution of de novo coding mutations to autism spectrum disorder. 680 
Nature 515, 216–221 (2014). 681 

26. Kuroda, Y. et al. Delineation of the KIAA2022 mutation phenotype: Two patients with X-linked 682 
intellectual disability and distinctive features. Am J Med Genet A 167A, 1349–1353 (2015). 683 

27. Farach, L. S. & Northrup, H. KIAA2022 nonsense mutation in a symptomatic female. Am J Med 684 
Genet A 170A, 703–706 (2016). 685 

28. De Lange, I. M. et al. De novo mutations of KIAA2022 in females cause intellectual disability and 686 
intractable epilepsy. J Med Genet 53, 850–858 (2016). 687 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


29. Webster, R. et al. De novo loss of function mutations in KIAA2022 are associated with epilepsy 688 
and neurodevelopmental delay in females. Clin Genet 91, 756–763 (2017). 689 

30. Yuen, R. K. C. et al. Whole genome sequencing resource identifies 18 new candidate genes for 690 
autism spectrum disorder. Nat Neurosci 20, 602–611 (2017). 691 

31. Lorenzo, M., Rheenen, I. S. P. Van, Garth, R., Tom, S. & Jagdeep, S. Clinical spectrum of KIAA2022 692 
pathogenic variants in males : Case report of two boys with KIAA2022 pathogenic variants and 693 
review of the literature. 1455–1462 (2018) doi:10.1002/ajmg.a.38667. 694 

32. Lambert, N. et al. Novel NEXMIF pathogenic variant in a boy with severe autistic features, 695 
intellectual disability, and epilepsy, and his mildly affected mother. J Hum Genet 63, 847–850 696 
(2018). 697 

33. Panda, P. K., Sharawat, I. K., Joshi, K., Dawman, L. & Bolia, R. Clinical spectrum of 698 
KIAA2022/NEXMIF pathogenic variants in males and females: Report of three patients from 699 
Indian kindred with a review of published patients. Brain Dev 42, 646–654 (2020). 700 

34. Wang, T., Hoekzema, K., Vecchio, D., Wu, H. & Eichler, E. E. Large-scale targeted sequencing 701 
identifies risk genes for neurodevelopmental disorders. Nat Commun 11, (2020). 702 

35. Stamberger, H. et al. NEXMIF encephalopathy : an X-linked disorder with male and female 703 
phenotypic patterns. Genetics in Medicine 0, (2020). 704 

36. Gilbert, J. & Man, H.-Y. The X-Linked Autism Protein KIAA2022/KIDLIA Regulates Neurite 705 
Outgrowth via N-Cadherin and d-Catenin Signaling. eNeuro 3, (2016). 706 

37. Gilbert, J. et al. NEXMIF/KIDLIA Knock-out Mouse Demonstrates Autism-Like Behaviors, Memory 707 
Deficits, and Impairments in Synapse Formation and Function. The Journal of Neuroscience 40, 708 
237–254 (2020). 709 

38. Allen Institute for Brain Science. Allen Mouse Brain Atlas ISH. Available from: mouse.brain-710 
map.org/experiment/show/69531127 (2004). 711 

39. Lein, E. S. et al. Genome-wide atlas of gene expression in the adult mouse brain. Nature 445, 712 
168–176 (2007). 713 

40. Dager, S. R. et al. Shape Mapping of the Hippocampus in Young Children with Autism Spectrum 714 
Disorder. American Journal of Neuroradiology 28, 672–677 (2007). 715 

41. Reinhardt, V. P. et al. Understanding Hippocampal Development in Young Children With Autism 716 
Spectrum Disorder. J Am Acad Child Adolesc Psychiatry 59, 1069–1079 (2020). 717 

42. Chaddad, A., Desrosiers, C., Hassan, L. & Tanougast, C. Hippocampus and amygdala radiomic 718 
biomarkers for the study of autism spectrum disorder. BMC Neurosci 18, (2017). 719 

43. English, D. F. et al. Pyramidal Cell-Interneuron Circuit Architecture and Dynamics in Hippocampal 720 
Networks. Neuron 96, 505-520.e7 (2017). 721 

44. Groen, W., Teluij, M., Buitelaar, J. & Tendolkar, I. Amygdala and Hippocampus Enlargement 722 
During Adolescence in Autism. J Am Acad Child Adolesc Psychiatry 49, 552–560 (2010). 723 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


45. Just, M. A., Cherkassky, V. L., Keller, T. A., Kana, R. K. & Minshew, N. J. Functional and Anatomical 724 
Cortical Underconnectivity in Autism: Evidence from an fMRI Study of an Executive Function Task 725 
and Corpus Callosum Morphometry. Cerebral Cortex 17, 951–961 (2007). 726 

46. Krach, S. et al. Evidence from pupillometry and fMRI indicates reduced neural response during 727 
vicarious social pain but not physical pain in autism. Hum Brain Mapp 36, 4730–4744 (2015). 728 

47. Gu, X. et al. Autonomic and brain responses associated with empathy deficits in autism spectrum 729 
disorder. Hum Brain Mapp 36, 3323–3338 (2015). 730 

48. Green, S. A. et al. Overreactive brain responses to sensory stimuli in youth with autism spectrum 731 
disorders. J Am Acad Child Adolesc Psychiatry 52, 1158–1172 (2013). 732 

49. Shen, S. P. et al. Automatic Cell Segmentation by Adaptive Thresholding (ACSAT) for Large-Scale 733 
Calcium Imaging Datasets. eNeuro 5, ENEURO.0056-18.2018 (2018). 734 

50. Zemel, D. et al. Dopamine depletion selectively disrupts interactions between striatal neuron 735 
subtypes and LFP oscillations. Cell Rep 38, (2022). 736 

51. Huang, L. et al. Relationship between simultaneously recorded spiking activity and fluorescence 737 
signal in GCaMP6 transgenic mice. Elife 10, (2021). 738 

52. McMahon, S. M. & Jackson, M. B. An Inconvenient Truth: Calcium Sensors Are Calcium Buffers. 739 
Trends Neurosci 41, 880–884 (2018). 740 

53. Vanderwolf, C. H. HIPPOCAMPAL ELECTRICAL ACTIVITY AND VOLUNTARY MOVEMENT IN THE 741 
RAT. Electroencephalogr Clin Neurophysiol 26, 407–428 (1969). 742 

54. Fuhrmann, F. et al. Locomotion, Theta Oscillations, and the Speed- Correlated Firing of 743 
Hippocampal Neurons Are Controlled by a Medial Septal Glutamatergic Circuit. Neuron 86, 1253–744 
1264 (2015). 745 

55. Antoine, M. W., Langberg, T., Schnepel, P. & Feldman, D. E. Increased Excitation-Inhibition Ratio 746 
Stabilizes Synapse and Circuit Excitability in Four Autism Mouse Models. Neuron 101, 648-661.e4 747 
(2019). 748 

56. Zikopoulos, B. & Barbas, H. Altered neural connectivity in excitatory and inhibitory cortical 749 
circuits in autism. Front Hum Neurosci 7, (2013). 750 

57. Casanova, M. F., Buxhoeveden, D. P., Switala, A. E. & Roy, E. Minicolumnar pathology in autism. 751 
Neurology 58, 428–432 (2002). 752 

58. Casanova, M. F. White matter volume increase and minicolumns in autism. Ann Neurol 56, 753 
(2004). 754 

59. Girgis, R. R. et al. Volumetric alterations of the orbitofrontal cortex in autism. Prog 755 
Neuropsychopharmacol Biol Psychiatry 31, 41–45 (2007). 756 

60. Wang, J. et al. Resting state EEG abnormalities in autism spectrum disorders. J Neurodev Disord 5, 757 
(2013). 758 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


61. Kennedy, D. P. & Courchesne, E. The intrinsic functional organization of the brain is altered in 759 
autism. Neuroimage 39, 1877–1885 (2008). 760 

62. Di Martino, A. et al. The autism brain imaging data exchange: towards a large-scale evaluation of 761 
the intrinsic brain architecture in autism. Mol Psychiatry 19, 659–667 (2014). 762 

63. Colgin, L. L. Mechanisms and Functions of Theta Rhythms. Annu Rev Neurosci 36, 295–312 763 
(2013). 764 

64. Dombeck, D. A., Khabbaz, A. N., Collman, F., Adelman, T. L. & Tank, D. W. Imaging Large-Scale 765 
Neural Activity with Cellular Resolution in Awake, Mobile Mice. Neuron 56, 43–57 (2007). 766 

65. Gritton, H. J. et al. Unique contributions of parvalbumin and cholinergic interneurons in 767 
organizing striatal networks during movement. Nat Neurosci 22, 586–597 (2019). 768 

66. Romano, M. et al. A Teensy microcontroller-based interface for optical imaging camera control 769 
during behavioral experiments. J Neurosci Methods 320, 107–115 (2019). 770 

67. Keaveney, M. K. et al. CaMKIIa-Positive Interneurons Identified via a microRNA-Based Viral Gene 771 
Targeting Strategy. The Journal of Neuroscience 40, 9576–9588 (2020). 772 

68. Ronneberger, O., Fischer, P. & Brox, T. U-Net: Convolutional Networks for Biomedical Image 773 
Segmentation. ArXiv (2015) doi:10.1109/ACCESS.2021.3053408. 774 

69. Falk, T. et al. U-Net: deep learning for cell counting, detection, and morphometry. Nat Methods 775 
16, 67–70 (2019). 776 

70. Xiao, S. et al. High-contrast multifocus microscopy with a single camera and z-splitter prism. 777 
Optica 7, 1486 (2020). 778 

71. Mount, R. A. et al. Distinct neuronal populations contribute to trace conditioning and extinction 779 
learning in the hippocampal CA1. Elife 1–22 (2021) doi:10.7554/ELIFE.56491. 780 

72. Wuchty, S. & Stadler, P. F. Centers of complex networks. J Theor Biol 223, 45–53 (2003). 781 

73. Fruchterman, T. M. J. & Reingold, E. M. Graph Drawing by Force-directed Placement. Softw Pract 782 
Exp 21, 1129–1164 (1991). 783 

  784 

 785 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


CA

Virus
Injection

Window
Implantation

Recovery &
Habituation

Imaging

200 μm 

10
 c

m
/s

200 s10
0%

 d
F/

F

100 s

B E

D

H I K

dF/F (%
)

200

C
el

l N
um

be
r

50

100

150

250

100

0

F

G
0
5

10
15
20
25

S
pe

ed
 (c

m
/s

) Resting
Running

0  100 200 300 400 500 600
Time (s)

0
10
20
30
40

S
pe

ed
 (c

m
/s

) Resting
Running

sCMOS
camera

480 nm LED

10x objectiveStyrofoam ball

Orthogonal
motion sensors

Pressurized
air inlet

Dichroic
mirror

WT KO
0

10

20

30

40

50

N
um

be
r o

f m
ov

em
en

t b
ou

ts

WT KO
0

10

20

30

40

M
ov

em
en

t b
ou

t d
ur

at
io

n 
(s

)

WT KO
0

5

10

15

20

 M
ov

em
en

t b
ou

t s
pe

ed
 (c

m
/s

)

WT KO
0

4

12

Av
er

ag
e 

sp
ee

d 
(c

m
/s

)

8

J

Figure 1
(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 

The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


10
0%

100 s

5 s20
%

 d
F/

F

WT KO
0

2

1

3
FW

H
M

 (s
)

WT KO
0

0.5

1

1.5

2

R
is

e 
tim

e 
(s

)

A B C

D

Figure 2

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


A B

0
10
20

S
pe

ed
(c

m
/s

)
N

on
-m

od
ul

at
ed

 c
el

ls
M

od
ul

at
ed

ce
lls

C

D

F

G

H

M
od

ul
at

ed
ce

lls
N

on
-m

od
ul

at
ed

 c
el

ls

0
20
40

0 200 400 600100 300 500
Time (s)

S
pe

ed
(c

m
/s

)

30

20

10

40

S
um

m
ed

dF
/F

 (%
)

Non-modulated cells
Modulated cells

WT run KO runWT rest KO rest

Ev
en

t r
at

e 
(e

ve
nt

s/
m

in
)

0

2

4

1

3

******
S

um
m

ed
dF

/F
 (%

)

30

20

10

Non-modulated cells
Modulated cells

0

10

20

30

M
od

ul
at

ed
 c

el
ls

 (%
)

WT KO

***

Figure 3

J

I

E

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


W
T

KO
RestA

B

C

0

10

20

30

40

C
or

re
la

te
d 

ce
ll 

pa
irs

 (%
 o

f
 a

ll 
po

ss
ib

le
 p

ai
rs

)

Modulated
cells

Non-modulated
cells

Modulated
cells

Non-modulated
cells

WT KO

**

WT run KO runWT rest KO rest

So
rte

d 
C

el
l N

um
be

r

-0.1

1

C
orrelation strength

200

100

1

2001001 1

Sorted Cell Number Sorted Cell Number

So
rte

d 
C

el
l N

um
be

r

-0.1

1

C
orrelation strength

200

100

1

2001001 1

0.1

0.2

0.3

M
ea

n 
co

rre
la

tio
n

st
re

ng
th

0

WT rest WT run KO rest KO run
0

0.1

F

Correlated pairs

Random pairs

M
ea

n 
co

rre
la

tio
n

st
re

ng
th

D

E

0.1

0M
ea

n 
co

rre
la

tio
n

st
re

ng
th

WT rest WT run KO rest KO run

***
G Pairs correlated over whole session

WT run KO runWT rest KO rest
0

4

8

C
or

re
la

te
d

ce
ll 

pa
irs

 (%
) ***

******
***

Rest

200100

200100

Figure 4 (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282


A

B
C

lo
se

ne
ss

 c
en

tra
lit

y

0.1

0.2

0.3

An
at

om
ic

al
Fo

rc
e-

di
re

ct
ed

WT rest WT run KO rest KO run

WT rest WT run KO rest KO run

*C

0.35

0.2
0.35

0.2

C
loseness centrality

C
loseness centrality

Figure 5 (which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted October 24, 2022. ; https://doi.org/10.1101/2022.10.21.513282doi: bioRxiv preprint 

https://doi.org/10.1101/2022.10.21.513282

