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Altered Synaptic Transmission and Excitability of Cerebellar Nuclear Neurons in a Mouse Model of Duchenne Muscular Dystrophy
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Duchenne muscular dystrophy (DMD) is generally regarded as a muscle-wasting disease. However, human patients and animal models of DMD also frequently display non-progressive cognitive deficits and high comorbidity with neurodevelopmental disorders, suggesting impaired central processing. Previous studies have identified the cerebellar circuit, and aberrant inhibitory transmission in Purkinje cells, in particular, as a potential site of dysfunction in the central nervous system (CNS). In this work, we investigate potential dysfunction in the output of the cerebellum, downstream of Purkinje cell (PC) activity. We examined synaptic transmission and firing behavior of excitatory projection neurons of the cerebellar nuclei, the primary output of the cerebellar circuit, in juvenile wild-type and mdx mice, a common mouse model of DMD. Using immunolabeling and electrophysiology, we found a reduced number of PC synaptic contacts, but no change in postsynaptic GABAA receptor expression or clustering in these cells. Furthermore, we found that the replenishment rate of synaptic vesicles in Purkinje terminals is reduced in mdx neurons, suggesting that dysfunction at these synapses may be primarily presynaptic. We also found changes in the excitability of cerebellar nuclear neurons. Specifically, we found greater spontaneous firing but reduced evoked firing from a hyperpolarized baseline in mdx neurons. Analysis of action potential waveforms revealed faster repolarization and greater after-hyperpolarization of evoked action potentials in mdx neurons, suggesting an increased voltage- or calcium- gated potassium current. We did not find evidence of dystrophin protein or messenger RNA (mRNA) expression in wild-type nuclear neurons, suggesting that the changes observed in these cells are likely due to the loss of dystrophin in presynaptic PCs. Together, these data suggest that the loss of dystrophin reduces the dynamic range of synaptic transmission and firing in cerebellar nuclear neurons, potentially disrupting the output of the cerebellar circuit to other brain regions and contributing to cognitive and neurodevelopmental deficits associated with DMD.
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INTRODUCTION

Duchenne muscular dystrophy (DMD), the most common form of childhood muscular dystrophy, is caused by mutations in the DMD gene, which encodes the protein dystrophin (Emery, 1991). Dystrophin is highly expressed in skeletal muscle where it is incorporated into the dystrophin-associated glycoprotein complex and links the actin cytoskeleton to the extracellular matrix. Loss of dystrophin destabilizes the cellular membrane of muscle cells during contraction, resulting in progressive muscle degeneration and weakness commonly associated with DMD (Ervasti and Campbell, 1993; Michele and Campbell, 2003; Allikian and McNally, 2007; Ervasti, 2007; Gao and McNally, 2015). Individuals with DMD also display a range of non-progressive cognitive deficits, including reduced IQ scores (Billard et al., 1992; Cotton et al., 2001, 2005; Ricotti et al., 2016) and impaired verbal reasoning (Karagan et al., 1980; Hinton et al., 2000), and show high comorbidity with neurodevelopmental disorders, such as autism spectrum disorder and attention deficit hyperactivity disorder (Wu et al., 2005; Hinton et al., 2009; Pane et al., 2012; Fujino et al., 2018; Darmahkasih et al., 2020). This suggests that dystrophin may be necessary for proper neuronal function and that disruption of specific brain circuits may contribute to cognitive aspects of DMD.

Dystrophin is expressed in at least five isoforms transcribed by unique internal promoters on the same gene. Isoforms are identified by size (Dp71 to Dp427) and have unique cellular distributions and functions. Full-length dystrophin (Dp427) is not only responsible for muscle degeneration in DMD, but also contributes to cognitive deficits (Taylor et al., 2010; Banihani et al., 2015) and neurodevelopmental disorders (Ricotti et al., 2016). Full length dystrophin protein expression has been observed in select regions of the central nervous system (CNS), including the hippocampus, cortex, amygdala, and cerebellum. The highest CNS levels of dystrophin expression in mice are found in cerebellar Purkinje cells (PCs; Lidov et al., 1993), suggesting cerebellar dysfunction may play a particularly important role in motor and non-motor phenotypes associated with DMD (Cyrulnik and Hinton, 2008). Previous studies have shown that dystrophin localizes to inhibitory postsynaptic densities in PCs (Knuesel et al., 1999; Briatore et al., 2020), and the loss of dystrophin severely reduces inhibitory synaptic input to these cells with little change in excitatory input. Reduced inhibition in PCs is due to both reduced clustering of postsynaptic GABAA receptors (Knuesel et al., 1999; Grady et al., 2006) and reducing number of functional inhibitory synapses (Anderson et al., 2003; Kueh et al., 2008; Wu et al., 2022). In vivo studies have shown altered baseline (Stay et al., 2019) and stimulus-evoked firing (Wu et al., 2022) in PCs and impaired performance in motor tasks, such as reduced balance (Beastrom et al., 2011) and uncoordinated movement (Grady et al., 2006). These data suggest that the cerebellar circuit is significantly impaired by loss of dystrophin, possibly explaining, at least in part, the motor and cognitive deficits associated with DMD.

Previous studies examining changes in the cerebellar circuit due to loss of dystrophin expression have focused almost exclusively on synaptic transmission and firing in PCs. However, the output of the cerebellar circuit is primarily mediated by the activity of cerebellar nuclear (CbN) neurons. PC axons project to the CbN where they form extensive inhibitory synapses, which regulate synaptic plasticity (Aizenman et al., 1998; Pugh and Raman, 2006) and firing behavior (Gauck and Jaeger, 2000; Person and Raman, 2012) in CbN neurons. However, it is not currently known how loss of dystrophin might impair PC transmission or firing in these output neurons. To address this issue, we have examined synaptic transmission and action potential (AP) firing in glutamatergic projection neurons of the CbN in wild-type and mdx mice [mdx mice contain a non-sense point mutation in the DMD gene and lack global expression of dystrophin (Dp427)]. Using a combination of immunolabelling and whole-cell patch clamp electrophysiology, we found reduced PC synaptic input to CbN neurons. This was due to both reduced number of synapses and reduced replenishment rate of synaptic vesicles. Somewhat paradoxically, we found that spontaneous firing was increased in mdx CbN neurons, but evoked firing from a hyperpolarized baseline was reduced. Analysis of evoked AP waveforms revealed faster repolarization of the AP and larger after-hyperpolarization (AHP) in mdx neurons, consistent with the activation of a larger voltage- or calcium- activated K+ current in these cells. We did not find evidence of dystrophin mRNA or protein expression in CbN neurons, suggesting that the changes in synaptic transmission and firing in these cells are primarily due to changes in upstream PC firing (Wu et al., 2022). Together, these data suggest that transmission from PCs to CbN neurons is significantly reduced in mdx mice, particularly during high-frequency activity. Furthermore, firing properties of CbN neurons show a reduced dynamic range, due to both an increased baseline firing rate and reduced evoked firing. Reduced dynamic range in the output neurons may limit the ability of the cerebellar circuit to modify downstream activity, potentially contributing to the motor and cognitive deficits observed in DMD.



METHODS


Animal Care and Use

All animal use and experimental procedures in these studies were approved by the Institutional Animal Care and Use Committee at the University of Texas Health at San Antonio. Mice were housed and cared for by the Laboratory Animal Resources at the University of Texas Health at San Antonio, which is fully accredited by the Association for Assessment and Accreditation of Laboratory Animal and licensed by the United States Department of Agriculture. Animals were kept at room temperature on a 12 h light/dark cycles with free access to water and food. The animals were housed socially with littermates.



Immunohistochemistry

Deeply anesthetized mice were transcardially perfused with 1 × PBS and then in ice cold 4% paraformaldehyde in 1 × phosphate-buffered saline (PBS). Perfused brains were isolated and subsequently fixed overnight at 4°C in 4% paraformaldehyde. Parasagittal sections (50 μm thick) through the vermis and CbN of dissected cerebella were prepared using a vibratome (Leica Biosystems, Buffalo Grove, IL, USA) and subsequently blocked for 1 h at room temperature with 4% goat serum in PBS containing 0.1% Triton X-100. Sections were then incubated with primary antibody, mouse anti-dystrophin (1:20; MANDRA1, NovusBio, Centennial, CO, USA), mouse anti-calbindin (1:500, Sigma-Aldrich, St. Louis, MO, USA), chicken anti-GFP (1:1,000, ThermoFisher, Scientific, Waltham, MA, USA), and mouse anti-synaptotagmin 2 (1:500, znp-1, Zebrafish International Resource Center) at 4°C overnight. Sections were then incubated with secondary antibody for 2 h at room temperature. The secondary antibodies used in this study were goat-anti mouse conjugated to either Alexa 488, Alexa 567, or Alex 647 (1:400, Life Technologies, Carlsbad, CA, USA) and goat anti-chicken (H+L) antibody conjugated to Alexa 488 (1:400, ThermoFisher Scientific, Walthm, MA, USA). Sections were mounted on slides using FluoroShield mounting medium (Sigma-Aldrich, St. Louis, MO, USA). Images were acquired using a confocal microscope (LSM 710, Zeiss, Oberkocken, Germany). All post-image analysis was done using ImageJ (NIH) software. Dystrophin expression was measured by drawing a region of interest around the soma of PCs or CbN neurons. Background fluorescence, measured in the granule cell layer or white matter tracks, was subtracted from all fluorescent measures. To control for variation in labeling efficiency and to provide a positive control, we also measured dystrophin labeling around blood vessels in each image. The astrocytic end-feet surrounding the blood vessels primarily express shorter dystrophin isoforms which are detected by the MANDRA1 antibody but are not affected by the point mutation in mdx mice.



Brain Slice Preparation

For these studies, mdx mice (Jackson labs 001801) were crossed with the Thy-1 YFP-16 line (Jackson Labs 003709), which has previously been shown to express YFP exclusively in glutamatergic projection neurons in the lateral and interposed cerebellar nuclei (Bagnall et al., 2007; Kodama et al., 2012). This allowed us to study the effects of dystrophin deficiency specifically in the glutamatergic output neurons of the CbN. We used male mice in all experiments because DMD is an x-linked gene and human dystrophinopathies are primarily observed in males. Acute parasagittal brain slices including the lateral and interposed nuclei were prepared from the cerebella of male mdx:Thy-1 YFP-16 mice and wild-type littermate (Thy-1 YFP-16) controls (P14-P23). Mice were deeply anesthetized with isoflurane before rapid dissection of the cerebellum. The cerebellum was immediately placed in ice-cold oxygenated (95% O2 and 5% CO2) artificial cerebrospinal fluid (aCSF) containing (in mM): 119 NaCl, 26.2 NaHCO3, 2.5 KCl, 1.0 NaH2PO4, 11 glucose, 2 CaCl2, 1.3 MgCl2. Slices (170–200 μm) were cut from the lateral hemispheres of the cerebellum using a vibratome (Leica Biosystems, Buffalo Grove, IL, USA) and transferred to a recovery chamber filled with oxygenated aCSF. Slices were incubated at 34°C for 30 min after which they were allowed to return to room temperature and kept under continuous oxygenation until transferred to the recording chamber.



Electrophysiology

All electrophysiological recordings were made at near physiological temperature (32–34°C). During recordings, slices were superfused with warmed oxygenated aCSF at a flow rate of ~2 ml/min using a recirculating pump (Cole-Parmer, Vernon Hills, IL, USA). Cells in the CbN were visualized with Dodt contrast video microscopy using a 60× water-immersion objective on an upright SliceScope Pro microscope (Scientifica, East Sussez, UK). YFP+ CbN neurons were visually identified using a GFP filter and an epifuorescence LED light source (470 nm, CoolLED, Andover, UK). Patch pipettes were pulled from borosilicate glass (2–4 MΩ) on a Fleming/Brown micropipette puller (Sutter Instruments, Novato, CA, USA). GABAA receptor-mediated currents were isolated by the addition of 10 μm NBQX and 10 μm CPP to the bath solution to block AMPA and NMDA receptors, respectively. In experiments measuring miniature inhibitory postsynaptic currents (mIPSC), recording pipettes were filled with an internal solution containing (in mM): 135 KCl, 10 HEPES, 2 Na-ATP, 0.2 Na-GTP, 2 MgCl2, and 0.1 EGTA (pH 7.3–7.4, 285–295 mosm). 1 μm TTX was added to the bath aCSF solution to block voltage-gated Na+ channels. In experiments measuring GABA-uncaging currents or evoked IPSCs, the pipettes were filled with an intracellular solution containing (in mM): 135 CsCl, 10 HEPES, 4 Na-ATP, 0.5 Na-GTP, 5 EGTA, and 2 QX-314 (pH 7.3–7.4, 285–295 mosm). During GABA uncaging experiments, 60 μm RuBi-GABA (Tocris, Bristol, UK) was included in the recirculating bath solution. GABA was uncaged by brief (5 ms) illumination from a 470 nm LED light source (CoolLED, Andover, UK) with a 30 s inter-sweep interval to allow for the clearance of GABA between sweeps. Uncaging experiments were performed in a darkened room to prevent unwanted uncaging of RuBi-GABA in the recirculating bath solution. For experiments measuring evoked IPSCs, synaptic currents were elicited by placing a patch pipette filled with aCSF in the CbN or surrounding white matter near (40–100 μm) the soma of the patched cell. The paired-pulse ratio (PPR) was measured by delivering a pair of stimuli with a 50 ms interstimulus interval (ISI). IPSCs were also measured during high-frequency trains of stimulation (40 stimuli at 100 Hz). Steady-state depression was measured by averaging the last 5 IPCS of the 100 Hz stimulation. The IPSC amplitudes were normalized to the amplitude of the first IPSC in order to account for potential differences in the number of axons/synapses activated. To estimate release probability, the size of the readily releasable pool (RRP), and vesicle replenishment rate, we stimulated trains of IPSCs and plotted the cumulative IPSC amplitudes against stimulus number (Train Method) (Schneggenburger et al., 1999; Thanawala and Regehr, 2013). In order to account for potential differences in the number of axons/synapses activated by the extracellular stimulation across cells, we normalized IPSC amplitudes to the value of the first IPSC before plotting the cumulative IPSC. We then fit the last 7 points of the curve (stimuli 33–40) with a linear function and extrapolated the y-intercept and slope of this fit for each cell. When plotting normalized IPSCs rather than raw IPSC values, the y-intercept represents the readily releasable pool normalized to the number of vesicles released during the first IPSC, which we term the relative releasable pool. The release probability was calculated by dividing the amplitude of the first IPSC by the y-intercept; in this case, the reciprocal of the y-intercept as the first IPSC amplitude is always 1. The slope of the linear fit is proportional to the vesicle replenishment rate. We also used a second, independent method to measure release probability and RRP (EQ Method; Elmqvist and Quastel, 1965). In this analysis, IPSCs were again normalized to the first IPSC amplitude and each IPSC was then plotted against the cumulative IPSC amplitude. A linear fit was made to the first 5 points. The relative RRP was derived from the x-intercept of the linear fit and the probability of release was calculated by dividing the x-intercept by the amplitude of the first IPSC.

To measure vesicle replenishment rate, we delivered a train of high-frequency stimulation (40 stimuli at 100 Hz) to deplete the vesicle RRP. The time course of IPSC recovery was measured by evoking a single test stimulus delivered after a recovery interval (ranging from 50 to 4,000 ms) to assess recovery of the vesicle pool. Recovery of the vesicle pool was calculated by the ratio of the recovery IPSC to the first IPSC in the train. Reported IPSC values and display traces were obtained from the average of at least 10 sweeps per cell.

Spontaneous firing in YFP+ CbN neurons was measured during cell-attached recordings without synaptic blockers in the bath solution or during whole-cell current clamp recordings (in i = 0 mode) with 10 μM NBQX, 10 μM CPP, and 100 μM picrotoxin (PTX) included in the bath solution to block fast synaptic transmission. To measure cell excitability, YFP+ CbN neurons were held in current clamp mode and a hyperpolarizing current was injected into the cells to maintain a baseline membrane potential of −60 mV. From this baseline, APs were evoked by depolarizing current injections (200 ms, 20–150 pA) through the patch pipette. Fast synaptic transmission was blocked in these experiments. AP waveform including threshold, amplitude, half-width, maximal rates of depolarization and repolarization, and AHP amplitude, were measured from the first AP evoked at each current injection level. Membrane resistance was determined from step hyperpolarizing current injections.

Access resistance was monitored throughout all recordings. Cells that did not maintain a stable access resistance were not included for further analysis. Whole-cell current- and voltage-clamp recordings were made using a Multiclamp 700 B amplifier (Molecular Devices, Sunnyvale, CA, USA), filtered at 5 kHz and digitized at 50 kHz. Data were collected using pCLAMP software (Axon Instruments) and analyzed with IGOR Pro software (Wavemetrics, Portland, OR) and MiniAnalysis software (Synaptosoft, Fort Lee, NJ).



Computational Modeling of Synaptic Parameters

In order to explore how changes in synaptic parameters influence short-term depression and analysis of cumulative IPSCs, we built a simple computational model of synaptic transmission during repetitive activation. In this model, the postsynaptic response amplitude was determined by the following formula:

[image: image]

Where, “N” represents the number of releasable vesicles, Pr represents the probability of release, and Q represents the postsynaptic response following the release of a single vesicle. The model also includes a vesicle replenishment rate that is constant throughout the stimulus train. We used this model to simulate synaptic responses during trains of repetitive stimulation while systematically modifying the release probability or vesicle replenishment rate. Simulated responses were plotted to show short-term depression and cumulative IPSC analysis (using both the train and EQ methods).



Single Cell Patch qRT-PCR

Cytoplasm containing mRNA was collected through a whole-cell patch clamp pipette by applying a light suction until the cell cytoplasm was aspirated (Citri et al., 2011; Cadwell et al., 2016). The patch pipette was gradually raised above the slice and the content of the pipette was collected into an RNase-free PCR tube containing a lysis buffer. The cells were immediately stored at −80°C until further processing for single-cell qRT-PCR. Single-cell gene expression analysis was performed in collaboration with the Bioanalytic and Single-cell core (BASiC) at UT Health at San Antonio. The BASiC core was supported by the Cancer Prevention Research Institute of Texas (RP150600) and the Office of the Vice President of Research of UT Health at San Antonio. Single-cell patch qRT-PCR was carried out as previously described (Chen et al., 2013). Briefly, single cells in lysis buffer were thawed, vortexed, and spun down. Contamination from genomic DNA was reduced by treating the cells with DNase I. Reverse transcription (RT), preamplification, and PCR amplification were carried out according to the protocol of single-cell gene expression. Target genes were amplified using BioMark system with 1X SsoFast Eva-Green supermix with low ROX (172–5211, Bio-Rad, Hercules, CA) and 1X DNA binding dye sample loading reagent (100–3738, Fluidigm). In each chip assay, universal mouse RNA (200 pg) from mouse normal tissues (R4334566-1, BioChain, Newark, CA) and no template control (NTC) served as positive and negative controls. Quantitative PCR products were detected using Fluidigm BioMark HD system according to the protocol: Gene expression with the FlexSix IFC using Delta Gene assays (100–7717 B1, Fluidigm). GE Flex Six Fast PCR+Melt v1 program was used to collect the cycle threshold (CT) values. Raw CT values were obtained from the Fluidigm Biomark software and inverted (25-CT) to generate a log2-based scale for gene expression analysis and presentation. All data were normalized to actin values for each cell. The following primer pairs were used to detect VGlut2 and dystrophin expression in the current study: VGlut2: Forward (5′-CTGAGAAGAAGGCTCCGCTAT-3′) Reverse (5′-ATGCCGAAGGATATGCAGAAG-3′), Dp427: Forward (5′-GGAAAGCAACACATAGACAACCT-3′) Reverse (5′-GGGCATGAACTCTTGTAGATCC-3′), dystrophin C-terminus: Forward (5′-CGAGACCCAAACCACTTGTTG-3′), Reverse (5′-GGTCAGCTAAAGACTGGTAGAGC-3′).

Dystrophin mRNA expression was measured in YFP+ CbN neurons from wild-type mice. We also included cytoplasmic material from wild-type PCs and granule cells as positive and negative controls, respectively. Since the mdx mutation is a point mutation and not a full knockout of the DMD gene, we did not compare mRNA data between wild-type and mdx cells.



Data Analysis

Data was analyzed in IgorPro (Wavemetrics, Lake Oswego, OR) using the Neuromatic toolkit (Rothman and Silver, 2018) and custom macros. Statistical significance was determined using two-tailed unpaired Student's t-tests in Excel (Microsoft, Redmond, WA). Statistical values of P ≤ 0.05 were considered significant.




RESULTS

The cerebellar nuclei contain multiple types of neurons, including at least two classes of projection neurons, GABAergic neurons that project directly to the inferior olive and glutamatergic neurons that project widely throughout the CNS, including the ventral tegmental area and multiple regions of the neocortex and hippocampus (via the thalamus). In order to understand how the loss of dystrophin (Dp427) disrupts the output of the cerebellum, we investigated changes in PC synaptic transmission and firing in glutamatergic projection neurons of the CbN. These neurons were identified by crossing the mdx mouse line into the Thy1-YFP16 line (Feng et al., 2000), a line which selectively expresses YFP in glutamatergic neurons in the lateral and interposed nuclei of the CbN (Bagnall et al., 2007; Kodama et al., 2012). Using single-cell qRT-PCR, we confirmed that YFP+ neurons in the CbN express VGlut2, a marker of glutamatergic neurons in the CbN (Supplementary Figure 1). Thus, for current studies, we utilized Thy1-YFP16 mouse line and performed all the analysis on YFP+ neurons in the CbN.


Loss of Long-Form Dystrophin (Dp427) Disrupts the Structural and Functional Properties of PC-CbN Synapses

In order to measure changes in synaptic transmission due to loss of dystrophin at PC-CbN synapses, we made whole-cell patch clamp recordings from YFP+ neurons in the CbN of acute cerebellar slices from mdx and wild-type mice. We first measured miniature inhibitory synaptic currents (mIPSCs) in the presence of 1 μm TTX, 10 μm NBQX, and 10 μm CPP to block voltage-gated Na+ channels, AMPA receptors, and NMDA receptors, respectively. We did not find any difference in the mean amplitude (WT: 57.4 ± 2.9, n = 10; mdx: 59.3 ± 5.9 pA, n = 17, p = 0.81) or kinetics of mIPSCs between wild-type and mdx cells (Figures 1A–C; Table 1), suggesting that the expression or clustering of postsynaptic GABAA receptors is not impaired in mdx CbN neurons, contrary to observations in PCs (Knuesel et al., 1999; Grady et al., 2006). This was further confirmed by recording GABAA receptor-mediated currents in YFP+ CbN neurons evoked by photolytic uncaging of RuBi-GABA (60 μM) from a brief (5 ms) LED light flash (Figure 1E). We did not observe any difference in the photo-current amplitude (WT: 355.2 ± 77.7, n = 27; mdx: 344.1 ± 37.1 pA, n = 46, p = 0.88, Figures 1E,F) or kinetics (Table 1) between wild-type and mdx neurons, suggesting that total GABAA receptor surface expression does not differ between genotypes.


[image: Figure 1]
FIGURE 1. mdx CbN neurons show reduced mIPSC frequency. (A) Representative trace of mIPSC recording in YFP+ CbN neurons from wild type (top trace) and mdx (bottom trace) mice. Scale bar: 100 pA, 1 s. (B) Representative average mIPSC traces from a wild-type (left, black trace) and mdx (right, gray trace) CbN neuron. Traces are averages of all mIPSCs over a 2 min recording. Scale bar: 20 pA, 10 ms. (C,D) Summary graphs of mean mIPSC amplitude (C) and frequency (D) from wild-type (dark gray bars, n = 9 cells from 3 animals) and mdx (light gray bars, n = 11 cells from 4 animals) CbN neurons. (E) Representative current traces following photolytic uncaging of RuBi-GABA recorded from YFP+ CbN neurons of wild-type (left, black trace) and mdx (right, gray trace) mice. Traces are averages of 6–10 sweeps. Scale bar: 100 pA, 50 ms. (F) Summary graph of mean GABAA receptor current amplitude from wild-type (dark gray bars, n = 27 cells, 4 animals) and mdx (light gray bars, n = 46 cells, 5 animals) CbN neurons. (G,H) Representative traces of pairs of IPSCs (50 ms inter-stimulus interval) evoked in YFP+ CbN neurons (G) and a summary graph of the paired-pulse ratio (H) from wild-type (dark gray bar, n = 13 cells, 3 animals) and mdx (light gray bar, n = 18 cells, 4 animals) cells. Scale bar: 100 pA, 20 ms. Traces are averages of 6–10 trials. Error bars indicate SEM. *p ≤ 0.05.



Table 1. Kinetic properties of mIPSC and GABA-evoked currents.
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The mIPSC frequency was generally quite high in CbN neurons (~80 Hz; Figure 1A) consistent with extensive PC innervation of these cells (Ito et al., 1964; Mouginot and Gähwiler, 1995; Gauck and Jaeger, 2000, 2003; Telgkamp and Raman, 2002; Pedroarena and Schwarz, 2003). However, we found that the mIPSC frequency was significantly lower in mdx CbN neurons (52.5 ± 7.3 Hz, n = 17) compared to wild-type neurons (78.1 ± 9.3 Hz, n = 10, p = 0.049, Figure 1D), suggesting that inhibitory synaptic transmission in the CbN may be impaired. The reduced mIPSC frequency could be due to a decrease in the release probability at PC-CbN synapses, or due to the reduced number of functional connections. In order to distinguish between these possibilities, we first measured the PPR (50 ms ISI) of evoked IPSCs in CbN neurons, a common measure of synaptic release probability. We found that evoked IPSCs displayed a PPR near one, consistent with earlier reports (Telgkamp and Raman, 2002), but the PPR was not different across genotypes (0.97 ± 0.08 vs. 0.99 ± 0.08, n = 13 and 18, p = 0.82, Figures 1G,H). This suggests that release probability at PC synapses is not reduced in mdx mice and raises the possibility that PC innervation of CbN neurons is altered.

To investigate this possibility, we used immunohistochemistry to label PC synaptic terminals around the soma of YFP+ CbN neurons (Figures 2A–D), taking advantage of the fact that PC terminals in the CbN are large (Telgkamp et al., 2004) and easily visualized in confocal images. PC terminals in the CbN were identified by co-labeling for calbindin (a PC marker) and synaptotagmin (a presynaptic marker). We found that the soma of wild-type CbN neurons are almost completely surrounded by PC terminals, with little or no membrane area unoccupied by PC terminals (1 mo: 22.1 ± 1.3% unoccupied, n = 63; 3 mo: 29.4 ± 1.4% unoccupied, n = 52; Figures 2Aiii,Aiv,C1iii,C1iv,E). However, PC innervation of CbN neurons from mdx mice was markedly reduced, measured by an increase in the percentage of the soma membrane unoccupied by PC terminals (1 mo: 36.7 ± 1.6% unoccupied, n = 58, p < 0.0001; 3 mo: 37.5 ± 1.9% unoccupied, n = 43, p = 0.00065, Figure 2Biv, arrow; Figure 2E), as well as a reduced density of boutons (1 mo: WT: 0.33 ± 0.008 boutons/μm, n = 63; mdx: 0.31 ± 0.008 boutons/μm, n = 58, p = 0.039; 3 mo: WT: 0.33 ± 0.009 boutons/μm, n = 52; mdx: 0.29 ± 0.01 boutons/μm, n = 43, p = 0.008, Figure 2F). Further analysis revealed a greater prevalence of PC axons (calbindin-only staining; Figure 2Div, arrow) adjacent to the soma of CbN neurons in mdx mice (1 mo: p = 0.00003, 3 mo: p = 0.001; Figure 2G), suggesting PC projections are present, but fail to form synaptic contacts with the soma. Innervation of the soma by synaptic terminals arising from neurons other than PCs (synaptotagmin-only staining; Figure 2Civ, arrow) remained unchanged (1 mo: p = 0.10, 3 mo: p = 0.06; Figure 2H), suggesting other synaptic contacts at the soma are minimally affected. Soma circumference was not different across genotypes (Figure 2I). These data suggest that PC innervation of glutamatergic CbN neurons is impaired by the loss of dystrophin, likely accounting for the reduction in mIPSC frequency observed in mdx neurons. This result is similar to the reduced inhibitory synapse number and mIPSC frequency found previously in PCs of mdx mice (Wu et al., 2022).


[image: Figure 2]
FIGURE 2. The number of anatomically defined PC boutons contacting CbN neurons is reduced in mdx mice. (A–D) Representative 40x confocal sagittal cerebellar slice images of YFP+ CbN neurons (A1–D1) and PC-CbN synapses from 1- and 3-month-old wild-type (A,C) and mdx (B,D) mice. Sections were immunolabelled for GFP (grayscale channel, labeling glutamatergic neurons, A1–D1), calbindin (magenta channel, PC marker, A1i–D1i) and synaptotagmin (green channel, presynaptic marker, A1ii–D1ii). Merged images of calbindin and synaptotagmin labeling are also shown (A1iii–D1iii). (Aiv–Div) Enlarged CbN somata (indicated by asterisk (*) in A1iii–D1iii) showing the area around the CbN soma lacking PC boutons (arrowhead in B1iv), area occupied with PC axons (calbindin—only staining, arrowhead in D1iv) and area occupied by non-PC boutons (synaptotagmin—only staining, arrowhead in C1iv). Scale bar: 20 μm. (E–H) Summary graphs of mean values for length of CbN soma lacking PC boutons (E, % unoccupied), number of PC boutons surrounding each soma (F, boutons/soma length), and length of soma contacted by structures labeled by either calbindin only (G) or synaptotagmin only (H). Data from 1- or 3-month-old wild-type [dark gray bars, n (1 mo) = 63, n (3 mo) = 53 cells] and mdx [light gray bars, n (1 mo) = 58, n (3 mo) = 43 cells] mice are shown. Three mice were analyzed per age and genotype. All values are normalized to the soma circumference of each cell. The circumference of YFP+ somata were not different between wild-type and mdx cells at either age (I). Error bars indicate SEM. *p ≤ 0.05, **p ≤ 0.01.




The Vesicle Replenishment Rate Is Reduced in PC-CbN Synapses From mdx Mice

Purkinje cells often exhibit sustained high-frequency firing in vivo (Goossens et al., 2004; Shin et al., 2007; Cheron et al., 2009; Chaumont et al., 2013; Witter et al., 2013; Zhou et al., 2014). We therefore also assessed how loss of dystrophin affects high-frequency transmission at PC-CbN synapses. To do this, we made whole-cell recordings from YFP+ CbN neurons and stimulated high-frequency trains (40 stimuli at 100 Hz) of inhibitory input in acute slices from wild-type and mdx mice (Figure 3A). We found that the steady-state depression of IPSCs (average amplitude of the last 5 IPSC normalized to the first IPSC) is greater in mdx neurons compared to wild-type controls (WT 0.2 ± 0.13 n = 21; mdx: 0.13 ± 0.08, n = 23 p = 0.042; Figures 3B,C), suggesting that transmission at PC-CbN synapses may be particularly impaired during high-frequency activity. Increased steady-state depression could be due to increased release probability or reduced vesicle replenishment. To distinguish between these two likely mechanisms, we initially measured the vesicle release probability and size of the RRP (relative to the first IPSC) at PC-CbN synapses using two established methods, the “Train” method (Schneggenburger et al., 1999; Figure 3D) and the “EQ” method (Elmqvist and Quastel, 1965; Figure 3H), to analyze cumulative IPSCs (refer to Methods). Using both methods, we did not find a difference in the release probability [Pr (Train): WT: 0.11 ± 0.07, n = 22; mdx: 0.11 ± 0.04, n = 23, p = 0.99, Pr (EQ): WT: 0.15 ± 0.08, n = 10; mdx 0.17 ± 0.08, n = 17, p = 0.46; Figures 3E,I] or RRP [RRP (Train): WT 11.8 ± 1.3, n = 21; mdx 10.2 ± 0.67, n = 23, p = 0.24, RRP (EQ): WT 9.2 ± 1.85, n = 21; mdx 7.18 ± 0.77, n = 23, p = 0.26, Figures 3F,J] at PC-CbN synapses across genotypes, consistent with the lack of change in PPR (Figure 1H). Our data suggest that the increased steady-state depression observed during high-frequency stimulation is not due to increased probability of release or changes in RRP. Next, we tested the alternative possibility; that the increased steady-state depression is a result of reduced vesicle replenishment rate. We initially measured the slope of the linear fit (from Figure 3D) and found that it was significantly reduced in mdx neurons compared to wild-type controls (WT: 0.20 ± 0.13 n = 21; mdx: 0.13 ± 0.08, n = 23 p = 0.045, Figure 3G), suggesting a decrease in the vesicle replenishment rate. For comparison, we created a simple computational model of vesicle release and replenishment (refer to Methods). In this model, changes in synaptic responses observed in mdx mice (reduced steady-state depression and slope of the cumulative IPSC plot) were closely replicated by reducing the vesicle replenishment rate, but not by an increase in the release probability (Figures 3K–M).


[image: Figure 3]
FIGURE 3. PC inputs to CbN neurons show greater short-term synaptic depression and slower recovery in mdx mice. (A) Representative traces of IPSCs evoked by 40 stimuli at 100 Hz recorded in wild-type (black trace) and mdx (gray trace) YFP+ CbN neurons. Scale bar: 100 pA, 50 ms. (B) Summary graph of normalized mean IPSC amplitudes as a function of stimulus number from wild-type (black diamonds, n = 10 cells, 4 animals) and mdx (gray squares, n = 17 cells, 5 animals) CbN neurons. (C) Summary graph of normalized steady-state IPSCs (mean of last 5 IPSCs) during 100 Hz stimulation. (D) Summary graph of cumulative IPSC amplitude (normalized to first IPSC) plotted as a function of stimulus number from wild-type (black diamonds, n = 17 cells, 5 animals) and mdx (gray squares, n = 17 cells, 5 animals) cells. (E–G) Graphs represent mean values for release probability (E), relative RRP size (F), and relative replenishment rate (G) calculated from cumulative IPSC plots (D, Train method). (H) Summary graph of normalized mean IPSC amplitudes plotted against cumulative IPSC amplitude (normalized to first IPSC) from wild-type (black diamonds, n = 10 cells, 4 animals) and mdx (gray squares, n = 17 cells, 5 animals) CbN neurons. Summary graph of release probability (I) and relative RRP size (J) calculated from cumulative IPSC plot (H, EQ method). (K–M) Graphs showing simulated synaptic responses from a simple computer model of vesicle release using control parameters (black diamonds), reduced vesicle replenishment rate (gray squares), or increased release probability (open triangles). For direct comparison with experimental data, graphs show simulated IPSC amplitudes and cumulative IPSC amplitudes (train method) plotted against stimulus number (K,L) and IPSC amplitudes plotted against cumulative IPSC amplitude (M; EQ method). Error bars indicate SEM. *p ≤ 0.05.


To measure the replenishment rate more directly, we depleted the vesicle RRP at PC-CbN synapses with trains of 40 stimuli at 100 Hz and then applied test stimuli at different time intervals following the end of the train (50–4,000 ms, Figures 4A,B). This analysis revealed that recovery from depression is reduced at PC-CbN synapses of mdx mice (Figure 4C, gray squares) immediately following 100 Hz stimulation. However, recovery from depression was not different between wild-type and mdx at time-points beyond 1.5 s, suggesting that fast vesicle replenishment may be specifically impaired at mdx PC-CbN synapse. These data suggest that loss of dystrophin may particularly impair high-frequency synaptic transmission at PC-CbN synapses due to reduced vesicle replenishment.


[image: Figure 4]
FIGURE 4. Recovery from short-term depression is slower in mdx CbN neurons. Representative traces of IPSCs evoked by a 100-Hz stimulus train followed by single IPSCs after a delay of 0.05–4 s from wild-type (A) and mdx (B) CbN neurons. Scale bar (100 Hz stimulation): 250 pA, 200 ms. Scale bar (IPSC recovery): 100 pA, 20 ms. (C) Summary graph of normalized mean recovery of IPSC amplitudes following 100 Hz stimulation from wild-type (black diamonds, n = 10 cells, 2 animals) and mdx (gray squares, n = 18 cells, 4 animals) cells. Traces are averages of 6–10 trials. Error bars indicate SEM. **p ≤ 0.01.




Expression of Dystrophin in the Cerebellar Cortex and Nuclei

Our data reveal that loss of long-form dystrophin impairs several key synaptic processes at the PC-CbN synapse. However, these impairments could be due to lack of dystrophin in the presynaptic PC and/or the lack of dystrophin from postsynaptic CbN neurons. We used immunohistochemistry to label dystrophin in cerebellar slices including the cerebellar cortex and CbN. As expected, we observed high dystrophin expression in wild-type PCs but little or no expression in mdx cells (WT: 55.6 ± 2.73 n = 21; mdx −4.7 ± 2.5, n = 18, p < 0.00001, Figure 5A1,B1,C). The remaining dystrophin labeling sometimes evident in mdx PCs likely results from the expression of shorter dystrophin isoforms also recognized by the MANDRA1 antibody, but not impacted by the truncating point mutation in mdx mice. Dystrophin labeling in wild-type YFP+ CbN cells was low; reduced ~10-fold compared to PCs (CbN: 6.91 ± 1.79, n = 29, n = 21, p < 0.00001, Figures 5Ai–5Aiii,C). Further, the low dystrophin labeling observed in wild-type CbN neurons was not reduced in mdx (8.65 ± 1.66, n = 42, p = 0.48, Figures 5Bi–Biii,C), suggesting little or no expression of full-length dystrophin in glutamatergic CbN neurons, consistent with a previous study (Stay et al., 2019). The labeling of short dystrophin isoforms surrounding blood vessels in the CbN was not different across genotypes (p = 0.46, Figures 5Ai,Bi, asterisk; Figure 5D), suggesting that dystrophin labeling efficiency was similar across samples. Using qRT-PCR, we also measured dystrophin mRNA expression in PCs, YFP+ CbN neurons, and cerebellar granule cells (GCs) in wild-type mice. To measure the total dystrophin expression (including long and short isoforms), we used primers directed to the common C-terminal domain, while primers directed to the N-terminal domain were used to selectively measure full-length (Dp427) dystrophin expression. Our mRNA results confirm what we observed at the protein level; while full-length dystrophin was expressed in PC (4.28 ± 0.74, n = 14, Figure 5E), little to no full-length mRNA was detected in glutamatergic CbN neurons (0.50 ± 0.27, n = 13, p = 0.00004, Figure 5E) or GC (0.1 ± 0.09, n = 8, p = 0.0003, Figure 5E). Interestingly, our data do suggest that shorter dystrophin isoforms may be expressed in glutamatergic CbN neurons (Figure 5F). These data show that the Dp427 isoform of dystrophin is highly expressed in PC but not in glutamatergic neurons of the CbN. This suggests that structural and functional changes observed at PC-CbN synapses in mdx mice are likely due to the loss of dystrophin from the presynaptic PCs.


[image: Figure 5]
FIGURE 5. Dystrophin Dp427 isoform is not expressed in glutamatergic projection neurons of the CbN. (A,B) Representative 40x confocal sagittal cerebellar slice images of PC layer (A1,B1) and CbN (Ai,Bi–Aiii,Biii) from wild-type (A) and mdx mice (B) immunolabelled for dystrophin (magenta channel) and GFP (green channel, indicating glutamatergic projection neurons in CbN). (Aiii,Biii) are composite images of dystrophin (Ai,Bi) and GFP (Aii,Bii) labeling in the CbN. Arrowheads indicate PC somata (A1,B1). Asterix (*) indicates blood vessels (Ai,Bi). Scale bar: 20 μm. (C) Summary graph of mean intensity of dystrophin labeling (background subtracted) of PCs and YFP+ CbN neurons in wild-type [dark gray bars, n = 21 (PC) and 30 (CbN) cells from 2 animals] and mdx [light gray bars, n = 18 (PC) and 41 (CbN) cells from 2 animals]. (D) Graph of normalized mean intensity of dystrophin labeling of blood vessels in the CbN from wild-type (dark gray bars, n = 21 BV from 2 animals) and mdx (light gray bars, n = 25 BV from 2 animals) mice. (E,F) Summary graphs of mean mRNA expression (normalized to actin) of the Dp247 dystrophin isoform (measured using primers targeted to the N-teminus of dystrophin); (E), and all dystrophin isoforms (measured using primers targeted to the C-teminus of dystrophin); (F) in PCs (dark gray bars, n = 13 cells from 2 animals), YFP+ CbN neurons (Cbn, light gray bars, n = 14 cells from 2 animals) and cerebellar granule cells (GC, white bars, n = 8 cells from 2 animals) using single cell patch qRT-PCR. Error bars indicate SEM. **p ≤ 0.01. ns, not significant.




Loss of Dystrophin Alters Firing in Glutamatergic Projection Neurons

We also investigated firing properties of glutamatergic CbN neurons, which represent the primary output from the cerebellar circuit. In cell-attached recordings, we found that the spontaneous firing rate of YFP+ CbN neurons was faster in mdx mice (WT: 35.6 ± 2.9, n = 21; mdx: 50.5 ± 4.9, n = 26, p = 0.02, Figures 6A,B), possibly due to reduced inhibitory PC input. However, when fast synaptic transmission was blocked by the inclusion of NBQX, CPP, and PTX in the bath, we observed an even greater increase in spontaneous firing in mdx (WT: 31.4 ± 3.6, n = 20; mdx: 63.5 ± 9.02, n = 13, p = 0.00065, Figures 6C,D), suggesting that the difference in firing is due to changes in the intrinsic firing properties of these cells. To test this, we hyperpolarized CbN neurons to −65 mV (to silence spontaneous firing) and evoked AP firing through 200 ms depolarizing current injections (20–150 pA; in the presence of synaptic blockers). Surprisingly, we found that evoked firing was reduced in mdx neurons (Figure 6E). This was evident by reduced firing rates (50 pA current injection: WT: 30.6 ± 4.06 Hz, n = 9; mdx: 10.9 ± 3.2 Hz, n = 7, p = 0.003, Figure 6H) and increased latency to the first AP (50 pA current injection: WT: 38.4 ± 8.9 ms, n = 9; mdx 83.5 ± 9.6 ms, n = 7, p = 0.01, Figure 6G) during each current injection. These differences are not accounted for by changes in input resistance, which did not differ between genotypes (p = 0.74, Figure 6F). Instead, this raises the possibility that active currents are altered in mdx CbN neurons.
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FIGURE 6. Loss of dystrophin alters the intrinsic excitability of CbN glutamatergic projection neurons. Representative traces (A) and mean firing rate (B) from cell attached recordings of spontaneous firing of wild-type (n = 11 cells from 3 animals) and mdx (n = 19 cells from 5 animals) YFP+ CbN neurons. Scale bar: 1 s. Representative traces (C) and mean firing rate (D) from whole-cell recordings of spontaneous action potentials recorded in the presence of NBQX, CPP, and PTX from YFP+ CbN neurons in wild-type (n = 19 cells from 5 animals) and mdx (n = 13 cells from 6 animals) mice. Scale bar: 20 mV, 1 s. (E) Representative traces of AP trains in current-clamped wild-type and mdx YFP+ CbN neurons evoked by 200 ms and 50 pA current injections. Scale bar: 20 mV, 50 ms. (F–H) Summary graphs of mean membrane resistance (F), mean time to first action potential (G), and mean firing frequency during depolarizing current injections (H) in wild-type (dark gray, n = 9 cells from 3 animals) and mdx (light gray, n = 8 cells from 3 animals) YFP+ CbN neurons. Error bars indicate SEM. *p ≤ 0.05, **p ≤ 0.01.


In order to better understand changes in evoked firing, we examined the AP waveform in wild-type and mdx CbN neurons (Figure 7A). The AP amplitude, threshold, and slope of the raising phase were not different between genotypes [50 pA current injection n = 18 (WT), 17 (mdx), p = 0.35–0.55, Figures 7B,C,E]. However, we did observe a faster repolarization of the AP, measured by the maximum negative slope during the repolarizing phase of the AP (50 pA current injection: WT: 189.7 ± 7.0 mv/ms, mdx: 226.5 ± 13.6 mv/ms, p = 0.02, Figure 7F), a larger AHP (50 pA current injection: WT: 15.5 ± 1.2 mV, mdx: 21.6 ± 2.2 mV, p = 0.02, Figure 7G), and a trend toward smaller AP half-width (50 pA current injection: WT: 0.31 ± 0.02 ms; mdx: 0.28 ± 0.02 ms, p = 0.32, Figure 7D). Together, these data suggest a greater voltage- or calcium- dependent K+ current activated during evoked AP discharge in CbN neurons of mdx mice. Interestingly, we did not observe any differences in the waveform of spontaneous AP in wild-type and mdx neurons (max repolarization rate p = 0.52, AHP amplitude p = 0.48 Figures 7H–J). This suggests that the larger putative K+ current observed in mdx neurons may be inactivated at the more depolarized membrane potentials present during spontaneous firing. This may explain at least in part, why spontaneous firing is increased in mdx neurons, but evoked firing is reduced. Together these observations suggest that the loss of dystrophin in PCs causes downstream changes in glutamatergic projection neurons of the CbN altering both spontaneous and evoked firing.
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FIGURE 7. Evoked AP repolarization rate and AHP are increased in mdx CbN neurons. (A) Representative traces of evoked AP waveforms from wild-type (black trace) and mdx (gray trace) YFP+ CbN neurons. Arrows indicate AHP amplitude. Scale bar: 20 mV, 2 ms. (B,C) Summary graphs of mean AP amplitude (B) and threshold (C) from current clamped wild-type (dark gray bar, n = 9 cells from 3 animals) and mdx (light gray bars, n = 8 cells from 3 animals) YFP+ CbN neurons. (D–G) Summary graphs of mean AP half width (D), maximum depolarization rate (E), maximum repolarization rate (F), and mean AHP amplitude (G) plotted against current injection from wild-type (black diamonds, n = 9 cells from 3 animals) and mdx (gray squares, n = 8 cells from 3 animals) neurons. (H) Representative traces of spontaneous APs (no current injection through the patch pipette) recorded from wild-type (left, black trace) and mdx (right, gray trace) YFP+ CbN neurons. Traces are averages of 200 action potentials. Scale bar: 20 mV, 2 ms. (I,J) Summary graphs of mean maximum repolarization rate (I) and AHP amplitude (J) of spontaneous APs in wild-type (dark gray bars, n = 9 cells from 2 animals), and mdx (light gray bars, n = 8 cells from 3 animals) neurons. Error bars indicate SEM. *p ≤ 0.05, **p ≤ 0.01.





DISCUSSION

Several lines of evidence suggest altered cerebellar function may contribute to DMD pathologies (Cyrulnik and Hinton, 2008). However, previous cellular studies have mainly focused on PCs in the cerebellar cortex. Here, we examine synaptic and firing changes in glutamatergic projection neurons of the CbN, which form the primary output of the cerebellar circuit and project to numerous regions of the CNS. We find that inhibitory synaptic drive from PCs, the primary input to CbN neurons, is significantly reduced in mdx mice. Furthermore, we find that spontaneous AP firing is increased, but evoked firing from a hyperpolarized baseline is reduced, suggesting changes in the intrinsic excitability of these neurons. These data, together with previous studies of PC activity in mdx mice (Anderson et al., 2003; Kueh et al., 2008; Wu et al., 2022), suggest that information processing through the cerebellar circuit and the output of cerebellar neurons may be impaired by the loss of dystrophin expression, potentially contributing to motor and cognitive deficits observed in DMD.

This work employed the mdx mouse line, which lacks dystrophin (Dp427) expression in all tissues. Using a global null mouse model is beneficial because it may more closely recapitulate changes in the cerebellar circuit present in the human disease. However, from a mechanistic point of view, a global null makes it difficult to correlate specific phenotypes with loss of dystrophin from specific cell types. Given the high expression of dystrophin in PCs, and lack of expression observed in CbN neurons (Figure 5, Stay et al., 2019), it is likely that changes in the cerebellar output observed here result from the loss of dystrophin normally expressed in PCs. However, we cannot rule out effects due to changes in the cerebellar input, potentially produced by changes in CNS circuits elsewhere, or altered motor feedback from the periphery caused by impaired muscle function. A mechanistic understanding of changes in the cerebellar circuit will require cell-specific ablation of dystrophin using conditional knockout mice in future studies.


Altered Inhibitory Synaptic Transmission in CbN Neurons

Glutamatergic projection neurons of the CbN receive excitatory input primarily from axon collaterals of mossy fibers and inhibitory input from PC axons (Chan-Palay, 1977). However, unlike many neurons, which are generally silent until receiving excitatory input, CbN neurons fire spontaneously at high rates and are silenced by elevated inhibition. CbN neurons receive hundreds to thousands of synaptic contacts from PCs, most of which target the soma and axon hillock (Chan-Palay, 1977), providing a powerful inhibitory drive to these cells that largely controls their firing behavior (Person and Raman, 2012). We found that the frequency of mIPSCs in CbN neurons is significantly reduced. This finding, coupled with a lack of change in the PPR or Pr value measured from cumulative IPSC analysis, suggests that the number of functional PC synapses is reduced. This finding is further supported by a reduction in the number of anatomically defined synapses on the soma of CbN neurons using immunohistochemistry. This result is similar to recent findings in PCs, where functionally and anatomically defined inhibitory synapses are also reduced (Wu et al., 2022). However, in PCs, dystrophin and the dystrophin-associated glycoprotein complex are clearly localized to inhibitory postsynaptic densities (Knuesel et al., 1999), where they potentially bind to presynaptic neurexin proteins (Sugita et al., 2001) and act as synaptic adhesion molecules (Briatore et al., 2020; Wu et al., 2022). We did not observe clear dystrophin protein or mRNA expression in CbN neurons using immunohistochemistry or single cell qRT-PCR, suggesting that dystrophin is not normally expressed postsynaptically and the loss of inhibitory synapses in these cells likely proceeds through a different mechanism, possibly as compensation for firing changes in upstream PCs (Stay et al., 2019; Wu et al., 2022).

We also observed increased short-term depression and slower recovery from depression during high-frequency stimulation at inhibitory synapses in mdx CbN neurons. Desensitization of postsynaptic GABAA receptors is limited at PC synapses in the CbN (Pugh and Raman, 2005), suggesting increased short-term depression involves a presynaptic mechanism. This could indicate expression of dystrophin in PC terminals, as has been observed at photoreceptor terminals of the retina (Schmitz and Drenckhahn, 1997). However, we did not observe elevated dystrophin labeling surrounding the soma of CbN neurons, where dense PC terminals are observed. Though it should be noted that background fluorescence was high in the CbN region, and it is possible that low levels of presynaptic dystrophin expression were not detected. It is also possible that the reduced vesicle replenishment is compensation for changes in PC firing. In vivo recordings of PCs in awake mdx mice show little change in spontaneous firing compared to wild-type cells, but greater positive-modulation of PC firing (i.e., greater high-frequency bursting) in response to an unexpected sensory stimulus (Wu et al., 2022). Reduced fast vesicle replenishment at PC-CbN synapses attenuates high-frequency bursts of activity (due to greater short-term depression) while having little effect on transmission at lower firing rates, overall, reducing the dynamic range of signaling at PC-CbN synapses. In addition to altering the firing behavior of CbN neurons, reduced high-frequency transmission at these synapses is also likely to disrupt the induction of synaptic plasticity at mossy fiber and PC synapses, which depend on elevated inhibition (Aizenman et al., 1998; Pugh and Raman, 2006).



Altered Excitability of Cerebellar Nuclear Neurons

Like PCs, CbN neurons fire spontaneous APs in the absence of synaptic input. In cell-attached and whole-cell recordings from CbN neurons, we found that the spontaneous firing rate was significantly increased in mdx mice, suggesting increased excitability of these cells. Surprisingly, we also found that evoked firing from a hyperpolarized baseline was reduced in mdx neurons. This was evident in both a greater time to the first AP and reduced firing frequency throughout the depolarization. Analyzing the waveform of evoked APs, we found that the repolarization rate and AHP amplitude were greater in mdx cells, suggesting a larger voltage- or calcium-gated K+ current which could account for reduced evoked firing in these cells. Interestingly, we did not observe any differences in spontaneous AP waveforms across genotypes. These observations can be explained by an increased voltage- or calcium-gated K+ current in mdx CbN neurons that is active when firing is initiated from a hyperpolarized baseline, but largely absent (possibly due to inactivation) during spontaneous firing occurring from a relatively depolarized baseline (Raman et al., 2000). The net effect of firing changes in the CbN, increased spontaneous firing but reduced evoked firing, is likely to be a reduced dynamic range of firing in mdx CbN neurons, and therefore, reduced dynamic range of the output of the cerebellum itself. Overall, CbN neurons may be less sensitive to either excitatory inputs, due to reduced evoked firing, or inhibitory inputs, due to reduced inhibitory innervation and high-frequency transmission.



Cerebellar Dysfunction Contributes to DMD

Several lines of evidence suggest that cerebellar impairment is involved in cognitive deficits (Cyrulnik and Hinton, 2008) and comorbidity with autism spectrum disorder (Fujino et al., 2018; Darmahkasih et al., 2020; Wu et al., 2022) in DMD. The cerebellum forms processing loops with several areas of cortex (via afferent projections through the pontine nuclei, and efferent projections to the thalamus), including motor, parietal, and prefrontal cortex (Middleton and Strick, 2001; Sultan et al., 2012). Reciprocal connections with prefrontal cortex in particular suggest that the cerebellum participates in decision making and complex social behavior. In fact, increasing evidence suggests that cerebellar dysfunction (such as occurs following cerebellar stroke) can produce a range of cognitive deficits (Schmahmann, 2019) and cerebellar deficits in early development may contribute to autism spectrum disorder (Wang et al., 2014). Previous studies have shown impaired PC function, including altered synaptic transmission, synaptic plasticity, and PC firing, in mdx mice (Anderson et al., 2003, 2004; Stay et al., 2019; Wu et al., 2022). Our work shows that output neurons of the cerebellar circuit are also impaired by global loss of dystrophin. Specifically, we find that the dynamic range of PC inputs and CbN firing are reduced in mdx mice. Together, these data suggest that associative learning, information processing, and output firing in the cerebellar circuit may be impaired due to the loss of dystrophin expression. Altered feedback from the cerebellum during early development may alter cortical development (Wang et al., 2014) and explain the high association between DMD and neurodevelopmental disorders, such as autism spectrum disorder. Further, altered information processing in the cerebellar circuit and reduced dynamic range in the cerebellar feedback to prefrontal cortex and hippocampus likely contributes to cognitive deficits and reduced verbal skills observed in mdx mice and humans with DMD.
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Supplementary Figure 1. (A) DIC image (left) and fluorescence image (using illumination from a 473 nm LED and a GFP filter set, right) of CbN neurons showing strong YFP expression in a subset of CbN neurons in the Thy1-YFP16 mouse line. *YFP- (non-glutamatergic) neurons, **YFP+ (glutamatergic) neuron. (B) Graph showing mean mRNA expression (normalized to actin) of VGlut2 (glutamatergic neuron marker) in PCs (dark gray bar, n = 12 cells from 2 animals) and YFP+ CbN neurons (light gray bars, n = 14 cells from 2 animals) using single cell patch qRT-PCR. Error bars indicate SEM. *p ≤ 0.05.



REFERENCES

 Aizenman, C. D., Manis, P. B., and Linden, D. J. (1998). Polarity of long-term synaptic gain change is related to postsynaptic spike firing at a cerebellar inhibitory synapse. Neuron 21, 827–835. doi: 10.1016/S0896-6273(00)80598-X

 Allikian, M. J., and McNally, E. M. (2007). Processing and assembly of the dystrophin glycoprotein complex. Traffic 8, 177–183. doi: 10.1111/j.1600-0854.2006.00519.x

 Anderson, J. L., Head, S. I., and Morley, J. W. (2003). Altered inhibitory input to Purkinje cells of dystrophin-deficient mice. Brain Res. 982, 280–283. doi: 10.1016/S0006-8993(03)03018-X

 Anderson, J. L., Head, S. I., and Morley, J. W. (2004). Long-term depression is reduced in cerebellar Purkinje cells of dystrophin-deficient mdx mice. Brain Res. 1019, 289–292. doi: 10.1016/j.brainres.2004.06.011

 Bagnall, M. W., Stevens, R. J., and Lac du, S. (2007). Transgenic mouse lines subdivide medial vestibular nucleus neurons into discrete, neurochemically distinct populations. J. Neurosci. 27, 2318–2330. doi: 10.1523/JNEUROSCI.4322-06.2007

 Banihani, R., Smile, S., Yoon, G., Dupuis, A., Mosleh, M., Snider, A., et al. (2015). Cognitive and neurobehavioral profile in boys with duchenne muscular dystrophy. J. Child Neurol. 30, 1472–1482. doi: 10.1177/0883073815570154

 Beastrom, N., Lu, H., Macke, A., Canan, B. D., Johnson, E. K., Penton, C. M., et al. (2011). mdx(5cv) mice manifest more severe muscle dysfunction and diaphragm force deficits than do mdx Mice. Am. J. Pathol. 179, 2464–2474. doi: 10.1016/j.ajpath.2011.07.009

 Billard, C., Gillet, P., Signoret, J. L., Uicaut, E., Bertrand, P., Fardeau, M., et al. (1992). Cognitive functions in Duchenne muscular dystrophy: a reappraisal and comparison with spinal muscular atrophy. Neuromusc. Disord. 2, 371–378. doi: 10.1016/S0960-8966(06)80008-8

 Briatore, F., Pregno, G., Di Angelantonio, S., Frola, E., De Stefano, M. E., Vaillend, C., et al. (2020). Dystroglycan mediates clustering of essential GABAergic components in cerebellar purkinje cells. Front. Mol. Neurosci. 13, 164. doi: 10.3389/fnmol.2020.00164

 Cadwell, C. R., Palasantza, A., Jiang, X., Berens, P., Deng, Q., Yilmaz, M., et al. (2016). Electrophysiological, transcriptomic and morphologic profiling of single neurons using Patch-seq. Nat. Biotechnol. 34, 199–203. doi: 10.1038/nbt.3445

 Chan-Palay, V. (1977). “The cerebellar dentate nucleus,” in Cerebellar Dentate Nucleus: Organization, Cytology and Transmitters, eds. V. Chan-Palay (Berlin, Heidelberg: Springer Berlin Heidelberg), 1–24.


 Chaumont, J., Guyon, N., Valera, A. M., Dugué, G. P., Popa, D., Marcaggi, P., et al. (2013). Clusters of cerebellar Purkinje cells control their afferent climbing fiber discharge. Proc. Natl. Acad. Sci. U. S. A. 110, 16223–16228. doi: 10.1073/pnas.1302310110

 Chen, C.-L., Mahalingam, D., Osmulski, P., Jadhav, R. R., Wang, C. M., Leach, R. J., et al. (2013). Single-cell analysis of circulating tumor cells identifies cumulative expression patterns of EMT-related genes in metastatic prostate cancer. Prostate 73, 813–826. doi: 10.1002/pros.22625

 Cheron, G., Sausbier, M., Sausbier, U., Neuhuber, W., Ruth, P., Dan, B., et al. (2009). BK channels control cerebellar Purkinje and Golgi cell rhythmicity in vivo. PLoS ONE 4, e7991–e7991. doi: 10.1371/journal.pone.0007991

 Citri, A., Pang, Z. P., Südhof, T. C., Wernig, M., and Malenka, R. C. (2011). Comprehensive qPCR profiling of gene expression in single neuronal cells. Nat. Protocols 7, 118–127. doi: 10.1038/nprot.2011.430

 Cotton, S., Voudouris, N. J., and Greenwood, K. M. (2001). Intelligence and Duchenne muscular dystrophy: full-scale, verbal, and performance intelligence quotients. Dev. Med. Child Neurol. 43, 497–501. doi: 10.1017/S0012162201000913

 Cotton, S. M., Voudouris, N. J., and Greenwood, K. M. (2005). Association between intellectual functioning and age in children and young adults with Duchenne muscular dystrophy: further results from a meta-analysis. Dev. Med. Child Neurol. 47, 257–265. doi: 10.1017/S0012162205000496

 Cyrulnik, S. E., and Hinton, V. J. (2008). Duchenne muscular dystrophy: a cerebellar disorder? Neurosci. Biobehav. Rev. 32, 486–496. doi: 10.1016/j.neubiorev.2007.09.001

 Darmahkasih, A. J., Rybalsky, I., Tian, C., Shellenbarger, K. C., Horn, P. S., Lambert, J. T., et al. (2020). Neurodevelopmental, behavioral, and emotional symptoms common in Duchenne muscular dystrophy. Muscle Nerve 61, 466–474. doi: 10.1002/mus.26803

 Elmqvist, D., and Quastel, D. M. (1965). A quantitative study of end-plate potentials in isolated human muscle. J. Physiol. 178, 505–529. doi: 10.1113/jphysiol.1965.sp007639

 Emery, A. E. (1991). Population frequencies of inherited neuromuscular diseases–a world survey. Neuromusc. Disord. NMD 1, 19–29. doi: 10.1016/0960-8966(91)90039-U

 Ervasti, J. M. (2007). Dystrophin, its interactions with other proteins, and implications for muscular dystrophy. Biochim. Biophys. Acta 1772, 108–117. doi: 10.1016/j.bbadis.2006.05.010

 Ervasti, J. M., and Campbell, K. P. (1993). Dystrophin-associated glycoproteins: their possible roles in the pathogenesis of Duchenne muscular dystrophy. Mol. Cell Biol. Hum. Dis. Series 3, 139–166. doi: 10.1007/978-94-011-1528-5_6

 Feng, G., Mellor, R. H., Bernstein, M., Keller-Peck, C., Nguyen, Q. T., Wallace, M., et al. (2000). Imaging neuronal subsets in transgenic mice expressing multiple spectral variants of GFP. Neuron 28, 41–51. doi: 10.1016/S0896-6273(00)00084-2

 Fujino, H., Saito, T., Matsumura, T., Shibata, S., Iwata, Y., Fujimura, H., et al. (2018). Autism spectrum disorders are prevalent among patients with dystrophinopathies. Neurol. Sci. 39, 1279–1282. doi: 10.1007/s10072-018-3341-2

 Gao, Q. Q., and McNally, E. M. (2015). The dystrophin complex: structure, function, and implications for therapy. Compreh. Physiol. 5, 1223–1239. doi: 10.1002/cphy.c140048

 Gauck, V., and Jaeger, D. (2000). The control of rate and timing of spikes in the deep cerebellar nuclei by inhibition. J. Neurosci. 20, 3006. doi: 10.1523/JNEUROSCI.20-08-03006.2000

 Gauck, V., and Jaeger, D. (2003). The contribution of NMDA and AMPA conductances to the control of spiking in neurons of the deep cerebellar nuclei. J. Neurosci. 23, 8109. doi: 10.1523/JNEUROSCI.23-22-08109.2003

 Goossens, H. H., Hoebeek, F. E., Van Alphen, A. M., Van Der Steen, J., Stahl, J. S., De Zeeuw, C. I., et al. (2004). Simple spike and complex spike activity of floccular Purkinje cells during the optokinetic reflex in mice lacking cerebellar long-term depression. Eur. J. Neurosci. 19, 687–697. doi: 10.1111/j.0953-816X.2003.03173.x

 Grady, R. M., Wozniak, D. F., Ohlemiller, K. K., and Sanes, J. R. (2006). Cerebellar synaptic defects and abnormal motor behavior in mice lacking alpha- and beta-dystrobrevin. J. Neurosci. 26, 2841–2851. doi: 10.1523/JNEUROSCI.4823-05.2006

 Hinton, V. J., De Vivo, D. C., Nereo, N. E., Goldstein, E., and Stern, Y. (2000). Poor verbal working memory across intellectual level in boys with Duchenne dystrophy. Neurology 54, 2127–2132. doi: 10.1212/WNL.54.11.2127

 Hinton, V. J., Cyrulnik, S. E., Fee, R. J., Batchelder, A., Kiefel, J. M., Goldstein, E. M., et al. (2009). Association of autistic spectrum disorders with dystrophinopathies. Pediatr. Neurol. 41, 339–346. doi: 10.1016/j.pediatrneurol.2009.05.011

 Ito, M., Yoshida, M., and Obata, K. (1964). Monosynaptic inhibition of the intracerebellar nuclei induced rom the cerebellar cortex. Experientia 20, 575–576. doi: 10.1007/BF02150304

 Karagan, N. J., Richman, L. C., and Sorensen, J. P. (1980). Analysis of verbal disability in Duchenne muscular dystrophy. J. Nerv. Mental Dis. 168, 419–423. doi: 10.1097/00005053-198007000-00005

 Knuesel, I., Mastrocola, M., Zuellig, R. A., Bornhauser, B., Schaub, M. C., and Fritschy, J. M. (1999). Short communication: altered synaptic clustering of GABAA receptors in mice lacking dystrophin (mdx mice). Eur. J. Neurosci. 11, 4457–4462. doi: 10.1046/j.1460-9568.1999.00887.x

 Kodama, T., Guerrero, S., Shin, M., Moghadam, S., Faulstich, M., and du Lac, S. (2012). Neuronal classification and marker gene identification via single-cell expression profiling of brainstem vestibular neurons subserving cerebellar learning. J. Neurosci. 32, 7819. doi: 10.1523/JNEUROSCI.0543-12.2012

 Kueh, S. L. L., Head, S. I., and Morley, J. W. (2008). GABA(A) receptor expression and inhibitory post-synaptic currents in cerebellar Purkinje cells in dystrophin-deficient mdx mice. Clin. Exp. Pharmacol. Physiol. 35, 207–210. doi: 10.1111/j.1440-1681.2007.04816.x

 Lidov, H. G., Byers, T. J., and Kunkel, L. M. (1993). The distribution of dystrophin in the murine central nervous system: an immunocytochemical study. Neuroscience 54, 167–187. doi: 10.1016/0306-4522(93)90392-S

 Michele, D. E., and Campbell, K. P. (2003). Dystrophin-glycoprotein complex: post-translational processing and dystroglycan function. J. Biol. Chem. 278, 15457–15460. doi: 10.1074/jbc.R200031200

 Middleton, F. A., and Strick, P. L. (2001). Cerebellar projections to the prefrontal cortex of the primate. J. Neurosci. 21, 700–712. doi: 10.1523/JNEUROSCI.21-02-00700.2001

 Mouginot, D., and Gähwiler, B. H. (1995). Characterization of synaptic connections between cortex and deep nuclei of the rat cerebellum in vitro. Neuroscience 64, 699–712. doi: 10.1016/0306-4522(94)00456-F

 Pane, M., Lombardo, M. E., Alfieri, P., D'Amico, A., Bianco, F., Vasco, G., et al. (2012). Attention deficit hyperactivity disorder and cognitive function in duchenne muscular dystrophy: phenotype-genotype correlation. J. Pediatr. 161, 705–709.e1. doi: 10.1016/j.jpeds.2012.03.020

 Pedroarena, C. M., and Schwarz, C. (2003). Efficacy and short-term plasticity at GABAergic synapses between Purkinje and cerebellar nuclei neurons. J. Neurophysiol. 89, 704–715. doi: 10.1152/jn.00558.2002

 Person, A. L., and Raman, I. M. (2012). Synchrony and neural coding in cerebellar circuits. Front. Neural Circuits 6, 97–97. doi: 10.3389/fncir.2012.00097

 Pugh, J. R., and Raman, I. M. (2005). GABAA receptor kinetics in the cerebellar nuclei: evidence for detection of transmitter from distant release sites. Biophys. J. 88, 1740–1754. doi: 10.1529/biophysj.104.055814

 Pugh, J. R., and Raman, I. M. (2006). Potentiation of mossy fiber EPSCs in the cerebellar nuclei by NMDA receptor activation followed by postinhibitory rebound current. Neuron 51, 113–123. doi: 10.1016/j.neuron.2006.05.021

 Raman, I. M., Gustafson, A. E., and Padgett, D. (2000). Ionic currents and spontaneous firing in neurons isolated from the cerebellar nuclei. J. Neurosci. 20, 9004–9016. doi: 10.1523/JNEUROSCI.20-24-09004.2000

 Ricotti, V., Mandy, W. P., Scoto, M., Pane, M., Deconinck, N., Messina, S., et al. (2016). Neurodevelopmental, emotional, and behavioural problems in Duchenne muscular dystrophy in relation to underlying dystrophin gene mutations. Dev. Med. Child Neurol. 58, 77–84. doi: 10.1111/dmcn.12922

 Rothman, J. S., and Silver, R. A. (2018). NeuroMatic: An integrated open-source software toolkit for acquisition, analysis and simulation of electrophysiological data. Front. Neuroinform. 12, 14. doi: 10.3389/fninf.2018.00014

 Schmahmann, J. D. (2019). The cerebellum and cognition. Neurosci. Lett. 688, 62–75. doi: 10.1016/j.neulet.2018.07.005

 Schmitz, F., and Drenckhahn, D. (1997). Dystrophin in the retina. Prog. Neurobiol. 53, 547–560. doi: 10.1016/S0301-0082(97)00047-6

 Schneggenburger, R., Meyer, A. C., and Neher, E. (1999). Released fraction and total size of a pool of immediately available transmitter quanta at a calyx synapse. Neuron 23, 399–409. doi: 10.1016/S0896-6273(00)80789-8

 Shin, S.-L., Hoebeek, F. E., Schonewille, M., De Zeeuw, C. I., Aertsen, A., and De Schutter, E. (2007). Regular patterns in cerebellar Purkinje cell simple spike trains. PLoS ONE 2, e485. doi: 10.1371/journal.pone.0000485

 Stay, T. L., Miterko, L. N., Arancillo, M., Lin, T., and Sillitoe, R. V. (2019). In vivo cerebellar circuit function is disrupted in an mdx mouse model of Duchenne muscular dystrophy. Dis. Models Mech. 13, 840. doi: 10.1242/dmm.040840

 Sugita, S., Saito, F., Tang, J., Satz, J., Campbell, K., and Südhof, T. C. (2001). A stoichiometric complex of neurexins and dystroglycan in brain. J. Cell Biol. 154, 435–445. doi: 10.1083/jcb.200105003

 Sultan, F., Augath, M., Hamodeh, S., Murayama, Y., Oeltermann, A., Rauch, A., et al. (2012). Unravelling cerebellar pathways with high temporal precision targeting motor and extensive sensory and parietal networks. Nat. Commun. 3, 924. doi: 10.1038/ncomms1912

 Taylor, P. J., Betts, G. A., Maroulis, S., Gilissen, C., Pedersen, R. L., Mowat, D. R., et al. (2010). Dystrophin gene mutation location and the risk of cognitive impairment in Duchenne muscular dystrophy. PLoS ONE 5, e8803. doi: 10.1371/journal.pone.0008803

 Telgkamp, P., Padgett, D. E., Ledoux, V. A., Woolley, C. S., and Raman, I. M. (2004). Maintenance of high-frequency transmission at purkinje to cerebellar nuclear synapses by spillover from boutons with multiple release sites. Neuron 41, 113–126. doi: 10.1016/S0896-6273(03)00802-X

 Telgkamp, P., and Raman, I. M. (2002). Depression of inhibitory synaptic transmission between purkinje cells and neurons of the cerebellar nuclei. J. Neurosci. 22, 8447. doi: 10.1523/JNEUROSCI.22-19-08447.2002

 Thanawala, M. S., and Regehr, W. G. (2013). Presynaptic calcium influx controls neurotransmitter release in part by regulating the effective size of the readily releasable pool. J. Neurosci. 33, 4625. doi: 10.1523/JNEUROSCI.4031-12.2013

 Wang, S. S.-H., Kloth, A. D., and Badura, A. (2014). The cerebellum, sensitive periods, and autism. Neuron 83, 518–532. doi: 10.1016/j.neuron.2014.07.016

 Witter, L., Canto, C. B., Hoogland, T. M., de Gruijl, J. R., and De Zeeuw, C. I. (2013). Strength and timing of motor responses mediated by rebound firing in the cerebellar nuclei after Purkinje cell activation. Front. Neural Circuits 7, 133–133. doi: 10.3389/fncir.2013.00133

 Wu, J. Y., Kuban, K. C., Allred, E., Shapiro, F., and Darras, B. T. (2005). Association of Duchenne muscular dystrophy with autism spectrum disorder. J. Child Neurol. 20, 790–795. doi: 10.1177/08830738050200100201

 Wu, W. C., Bradley, S. P., Christie, J. M., and Pugh, J. R. (2022). Mechanisms and consequences of cerebellar purkinje cell disinhibition in a mouse model of duchenne muscular dystrophy. J. Neurosci. 42, 2103. doi: 10.1523/JNEUROSCI.1256-21.2022

 Zhou, H., Lin, Z., Voges, K., Ju, C., Gao, Z., Bosman, L. W., et al. (2014). Cerebellar modules operate at different frequencies. eLife 3, e02536. doi: 10.7554/eLife.02536.018

Conflict of Interest: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Publisher's Note: All claims expressed in this article are solely those of the authors and do not necessarily represent those of their affiliated organizations, or those of the publisher, the editors and the reviewers. Any product that may be evaluated in this article, or claim that may be made by its manufacturer, is not guaranteed or endorsed by the publisher.

Copyright © 2022 Kreko-Pierce and Pugh. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.



OPS/images/fncel-16-926518-g005.gif
C
i

8838

O PCENET

oS e





OPS/images/fncel-16-926518-g006.gif
A wt K]
it 3w
g
C Wb +NBOX,CPPPTX o o
il 150,
| I 2
e 3100
fe
LS T N
g 03- o
S 8 os
e
M S| [
oo B
Bl L 8 s
) 0
I Fu
% Feo
b &
H & 3
o o
E PELSELS LIS S PESOELSSOIHISE
Lo 1.pA





OPS/images/fncel-16-926518-g003.gif
¥

g o
IR TTTEIT) RS R ETTY






OPS/images/fncel-16-926518-g004.gif
MiX omsonomon b im » o
LS A

M A A R A ]
time (soc)





OPS/images/math_1.gif
Postsynaptic response(pA) = N'B'Q





OPS/images/fncel-16-926518-g007.gif
Evoked APs  © ° °

€07 - X 9o
# w2 T B
solfl| &
H -
=l Gl ol
ol Wit R Ms?ﬂ'e@oy{@@@@@.’
.o
Fg 29900000 SSPILS
. g
g Py
F8m %g
L e NP I I
5 D
Ny fge
L N
§ PERPELSSLIPISS N .
W ——

¥
<
3
¥4

rm
mox repotazation

ke, mimsec

T

ssesorerecores J L

8

AP A, mY.

oA





OPS/images/fncel-16-926518-t001.jpg
Wild-type

mIPSC [n = 10 (wt), 17 (mdx)]

Time to peak (ms) 24£0.10
10-80 rise time (ms) 164 £0.12
st (S) 625221
Taiow (MS) 134+ 1569
GABA current [ = 27 (wt), 46 (mdx)]

Time to peak (ms) 14.1%046
10-90 rise time (ms) 7.20+£038
Tt () 288338
Taow (M) 1361 £ 16.1

Data presented as mean + SEM with Student's t-test.

‘mdx

238+0.14
1924020
426 £1.12
13.5+1.43

148+£072
7.21+0.29
31.6+£4.2
1308+ 13.8

p-value

091
0.18
0.38
0.96

0.46
0.87
0.65
0.81





OPS/xhtml/Nav.xhtml




Contents





		Cover



		Altered Synaptic Transmission and Excitability of Cerebellar Nuclear Neurons in a Mouse Model of Duchenne Muscular Dystrophy



		Introduction



		Methods



		Animal Care and Use



		Immunohistochemistry



		Brain Slice Preparation



		Electrophysiology



		Computational Modeling of Synaptic Parameters



		Single Cell Patch qRT-PCR



		Data Analysis







		Results



		Loss of Long-Form Dystrophin (Dp427) Disrupts the Structural and Functional Properties of PC-CbN Synapses



		The Vesicle Replenishment Rate Is Reduced in PC-CbN Synapses From mdx Mice



		Expression of Dystrophin in the Cerebellar Cortex and Nuclei



		Loss of Dystrophin Alters Firing in Glutamatergic Projection Neurons







		Discussion



		Altered Inhibitory Synaptic Transmission in CbN Neurons



		Altered Excitability of Cerebellar Nuclear Neurons



		Cerebellar Dysfunction Contributes to DMD







		Data Availability Statement



		Ethics Statement



		Author Contributions



		Funding



		Acknowledgments



		Supplementary Material



		References

















OPS/images/cover.jpg
@ frontiers | Frontiers in Cellular Neuroscience

Altered Synaptic Transmission and
Excitability of Cerebellar Nuclear
Neurons in a Mouse Model of
Duchenne Muscular Dystrophy





OPS/images/fncel-16-926518-g001.gif
ey | MEL EIRE

C a1
Wﬁ‘/ <l i





OPS/images/fncel-16-926518-g002.gif
o 3 mo









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
< frontiers | Frontiers in Cellular Neuroscience





