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Summary:

Electrical stimulation is a promising tool for modulating brain networks. However, it is unclear
how stimulation interacts with neural patterns underlying behavior. Specifically, how might
external stimulation that is not sensitive to the state of ongoing neural dynamics reliably augment
neural processing and improve function? Here, we tested how low-frequency epidural alternating
current stimulation (ACS) in non-human primates recovering from stroke interacted with task-
related activity in perilesional cortex and affected grasping. We found that ACS increased co-firing
within task-related ensembles and improved dexterity. Using a neural network model, we found
that simulated ACS drove ensemble co-firing and enhanced propagation of neural activity through
parts of the network with impaired connectivity, suggesting a mechanism to link increased co-
firing to enhanced dexterity. Together, our results demonstrate that ACS restores neural processing
in impaired networks and improves dexterity following stroke. More broadly, these results
demonstrate approaches to optimize stimulation to target neural dynamics.
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Epidural low-frequency alternating current stimulation in primates recovering from stroke
demonstrates how externally applied stimulation interacts and enhances internal processing to
restore dexterity after stroke.
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Introduction

The time-varying activation of neural ensembles is an essential driver of behavior (Buzsaki,
2010; Harris, 2005; Hebb, 1949), yet it remains unknown how to precisely modulate
ensembles using electrical stimulation. This knowledge gap prevents development of
technologies that directly target the neural patterns underlying complex behaviors. For
example, stimulation methods to improve motor function after stroke initially showed
promise (Fregni et al., 2006; Plautz et al., 2003), but translational efforts were hampered by
inconsistent results; two recent clinical trials failed to detect a benefit of stimulation (Harvey
et al., 2018; Levy et al., 2016). These studies typically delivered stimulation continuously,
without knowledge of the current state of neural patterns and behavior. In contrast,
understanding how stimulation directly alters neural patterns and behavior has the potential
to improve efficacy (Ganguly et al., 2013; Liu et al., 2018; Ramanathan et al., 2018). The
neural patterns that produce behavior are driven by an interplay between “internal
dynamics” and external environmental cues (Harris, 2005; Shenoy et al., 2013). Internal
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dynamics refers to the property that neural activity at a given time point can reliably predict
future activity without apparent influence from external sources (Churchland et al., 2012;
Harris et al., 2003; Luczak et al., 2007; Pastalkova et al., 2008). Internal dynamics are likely
the result of network connectivity that produces time-varying ensemble activations without
need for external drive (Diesmann et al., 1999; Lemke et al., 2019; Luczak et al., 2009;
Rajan et al., 2016; Sussillo et al., 2015).

How then can electrical stimulation, which is not sensitive to internal dynamics, be used
therapeutically to assist neural processing and boost motor function after stroke? We focus
on epidural electrical stimulation approaches since they are relatively less invasive and are
promising for translation (Levy et al., 2016; Liu et al., 2018; Ozen et al., 2010; Ramanathan
et al., 2018). Studies /n vitro and in anesthetized animals have found that externally applied
fields, static or oscillatory, can grossly boost firing rates (Bergmann et al., 2009; Bindman et
al., 1962; Feurra et al., 2011) and bias spike timing (Ali et al., 2013; Fréhlich and
McCormick, 2010; Ozen et al., 2010). More recent studies confirmed these results in awake
animals (Johnson et al., 2020; Krause et al., 2019). However, in the few studies where
spiking activity was monitored during stimulation in behaving animals, expected neural
changes predicted from /n vitro and in vivo studies were not found (Berényi et al., 2012; Kar
etal., 2017; Krause et al., 2017; Ozen et al., 2010). Thus, it remains unclear how stimulation
can influence ensemble activity governed by internal dynamics.

The primary goal of this study was to assess how external stimulation directly interacts with
impaired task-related neural patterns to improve neural processing and restore motor
function following stroke. Past studies to improve motor outcomes following stroke have
used continuously delivered electrical stimulation to induce long-term plasticity
(Cooperrider et al., 2014; Guggenmos et al., 2013; Plautz et al., 2003), with mixed clinical
outcomes (Hao et al., 2013; Harvey et al., 2018; Levy et al., 2016). In contrast, relatively
little attention has been paid to how electrical stimulation immediately and directly
influences task-specific neural patterns (Liu et al., 2018; Ramanathan et al., 2018). We thus
monitored “perilesional” cortex (PLC) patterns during sham and stimulation while non-
human primates recovering from either a motor or sensorimotor cortical stroke (Darling et
al., 2016; Morecraft et al., 2015) performed a reach-to-grasp task. We found a significant
improvement in dexterity with low-frequency alternating current stimulation (ACS). We also
found that ACS increased co-firing in task-related PLC ensembles during dexterous
behavior. Notably, these changes resembled increases in co-firing observed during recovery.
To further explore how changes in co-firing may be linked to improved function, we
developed a neural network model of the PLC. This model revealed that increases in co-
firing driven by ACS allowed for more reliable activity propagation. Together, our results
demonstrate how oscillatory stimulation can directly modulate impaired task-related neural
patterns after stroke and improve function.

Recovery of dexterity from an M1 stroke

Rhesus macaques were trained to perform a pellet-retrieval task (Fig. 1A). Animals retrieved
pellets from wells of varying diameters. Trial time varied depending on well size (Fig. S1).
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Animals were trained until performance plateaued. Next, animals underwent stroke
induction in which the right hemisphere primary motor cortex (M1) arm and hand area was
targeted with surface vessel occlusion followed by subpial aspiration (Darling et al., 2009).
Surgical images were used to illustrate lesions (Fig. S2). In a subset of animals, ex-vivo
MRIs confirmed lesion location (Fig. 1B). In the same surgery, microwire electrode arrays
were implanted in the PLC. Following a period of recovery, animals were behaviorally
tested.

As expected, behavior improved over time. Example index finger trajectories from impaired
and recovered trials are plotted in Fig. 1C. Early in recovery, animals were slow at
performing the task for the more difficult, smaller wells. When animals fully recovered, they
could quickly retrieve the pellet from all wells. Recovery was quantified by measuring
“reach duration” (time to transport hand from “start” to the well), “grasp duration” (from
end of reach to having stable control of the pellet), and “reach-to-grasp time” (sum of reach
and grasp, hereafter R2G). These metrics were normalized by their respective average pre-
stroke times on the same well size. For successful trials, there were significant
improvements in normalized R2G time (LME, animal as random effect t544 = —6.161, p =
7.22x10710), normalized reach duration (ts44=—4.457, p = 8.31x107%) and normalized grasp
duration (ts44 = —5.902, p = 3.58x1079).

Consistent sequential neural patterns emerge with recovery

We next characterized changes in task-related neural activity over recovery. Single units in
PLC were binned, temporally smoothed, and z-scored. Single trial PLC patterns were then
compared to a template of behaviorally successful PLC patterns per session. Session-specific
templates were computed since the exact single-unit population recorded varied over
recovery. Behavior in single trials early in recovery was slower on average, but a subset of
trials were executed quickly and successfully. Averaging PLC activity over these fast,
rewarded trials on each day of recovery yielded a template that estimated the PLC pattern for
successful behavior (Fig. 1E, left column).

We observed that similarity of single trials to the trial-averaged template tracked
improvements (Fig. 1F-G). Similarity was estimated by computing the correlation
coefficient (“template match”) between single trials and the template. Differences in
numbers of units and numbers of fast, rewarded trials over recovery were accounted for by
averaging template match estimates for each trial over many templates subselected to match
unit and trial numbers. Example trial templates from an impaired (top) and recovered
(bottom) sessions are shown in Fig. 1E /eft; single trials from the same session are shown in
Fig. 1E right. There was an increase in template match with recovery. To quantify this, the
first two sessions post-stroke with more than 5 rewarded trials were designated as “early”,
and the sessions in which R2G trial times were not significantly different than the pre-stroke
behavior were designated as “recovered”. All sessions in between “early” and “recovered”
were designated as “intermediate”. Since different animals had different rates of recovery,
“early”, “intermediate”, and “recovered” stages were determined for each animal.

Single trial template matching significantly increased over recovery (Fig. 1F, LME with
animal as random effect t3g4 = 6.193, p = 5.92x10710). To assess if template match
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improvements correlated with behavioral improvement, linear regression was conducted
between normalized R2G time and template match. For visualization, trials were grouped
into twenty equally sized bins based on normalized R2G time, and averaged into a single
point. Mean of binned template matching was significantly negatively correlated with mean
of binned normalized R2G time (Fig. 1G, LME with animal as a random effect on slope and
intercept: tsg = —2.409, p = 0.016). Thus, with recovery, PLC activity became more similar
to a template for successful behavior. We also tested whether the low frequency band of the
local field potential (LFP) exhibited changes in consistency (Bonstrup et al., 2019; Lemke et
al., 2019; Ramanathan et al., 2018). Similar to these studies, we found an increase in low
frequency LFP phase consistency with recovery (Fig. S3 H-J).

We further characterized the underlying spatiotemporal structure of spiking in the recovered
state and found it resembled a sequence of phasically active units. Sequential patterns are
high dimensional and exhibit consistent temporal structure; we observed increases in
dimensionality and predictability of single trial temporal dynamics with recovery (Fig. S3
A-G). To further elucidate the structure of PLC patterns, trial-averaged activity was
analyzed (Fig 1H) to assess what fraction of units were sparsely active (monophasic) versus
multiphasic (Churchland and Shenoy, 2007; Lemke et al., 2019). Aggregated over all three
animals and recovered sessions, 22.0% of units were classified as multiphasic. Units were
further classified as task-modulated, and of these, only 8.9% were multiphasic. Fig. 1H right
illustrates the timing of the peaks of all task-modulated mono and multiphasic units. Thus,
task-modulated units in the recovered state were primarily monophasic and population
activity was high dimensional and temporally predictable, consistent with a sequential
structure.

Epidural ACS enhances dexterity

When animals were in the impaired “intermediate” stage, 3Hz ACS was delivered on a
subset of sessions (Fig 2A-B, yellow arrows). In this stage, reaching had largely recovered,
but grasping deficits remained. ACS was compared to sham sessions that were performed on
the same or an adjacent day. Session order was randomized. Low frequency ACS was
chosen as a compromise between DCS, which was previously shown to improve R2G in rat
stroke models (Ramanathan et al., 2018), and a charge-balanced paradigm which is more
clinically translatable for an invasive device. ACS was turned on during behavioral sessions
(open loop, lasting 10-15 minutes) without intentional alignment to trial structure (Fig 2A).
ACS was off outside of behavioral sessions. ACS was delivered between pairs of stainless
steel or titanium cranial screws positioned posterior to the lesion in the right hemisphere and
anterior to the lesion in the left hemisphere, matching the efficacious orientation in
Ramanathan et al., 2018 (Fig. 2A, Table S1 for animal-specific doses).

Epidural ACS improved dexterity in the pellet-retrieval task in two animals (third animal
shown in Fig. 1 recovered too quickly, Table S1). ACS significantly reduced total R2G time
(LME with animal, ACS day, and well size as random effects: t3pg = —=3.08, p = 0.0021),
driven by a significant reduction in grasp duration (tzpg = —3.148, p = 0.00165), and no
significant change in reach duration (t3og = 0.618, p = 0.537) (Fig. 2C). Video S1 shows a
representative session with and without ACS.

Cell. Author manuscript; available in PMC 2022 February 18.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Khanna et al.

Page 6

In two additional animals, ACS improved dexterity in a separate R2G task, the “Pinch-and-
Lift” task (Fig. 2E, F) (Brochier et al., 1999; Glees and Cole, 1950). One of these two
animals received a motor cortical stroke (as previously described), while the second animal
(Monkey Sd) received a sensorimotor stroke that included both M1 and primary
somatosensory cortex (S1) (Darling et al., 2016). The task required use of the thumb and
index fingers to lift an object from a slot (Fig. 2E). In contrast to the pellet retrieval task this
task could only be accomplished using a pincer grip. Thus behavioral improvements could
not simply be due to compensation with another grasp type (Ganguly et al., 2013; Krakauer,
2006). ACS significantly reduced R2G time (LME with animal, ACS day, and gripper
identity as random effects: tgp4 = —3.143, p = 0.00167), which was also driven by a
significant reduction in grasp duration (tggg = —3.104, p = 0.00191), and no significant
change in reach duration (tggg = —0.401 p = 0.689) (Fig. 2G). Video S2 shows a
representative session with and without ACS.

For both sets of animals, we found that the greater the impairment, the greater the efficacy of
ACS. Grasp duration impairment (grasp duration during sham sessions, x-axis), was
significantly correlated with how strongly ACS improved grasp duration (ACS minus sham
grasp duration, y-axis, Fig. 2D, pellet retrieval task, LME with animal as random effect: t15
=-3.456, p = 0.000547, Fig. 2H, pinch-and-lift task : t;; = -2.708, p = 0.00676). While this
correlation may arise from a floor effect since the amount that grasp durations can reduce is
limited, it is promising for clinical translation that large impairments benefit from ACS.

Finally, to investigate whether there were any ‘carryover’ effects once ACS was turned off, a
subset of sessions where pre-ACS and post-ACS sham blocks were completed within the
same day were analyzed, revealing no significant carryover effect of ACS (Fig. S4).

ACS entrains neural activity at a preferred phase

Next, we quantified how ACS influenced PLC units. Fig. 3B shows mean voltages, negative
voltage gradient directions, and voltage gradient magnitudes for an example session from
Monkey Sd. Negative voltage gradient directions (center) indicate estimates of current flow
direction (other animals’ voltage gradient directions were comparable). The distribution of
the electric field (voltage gradient magnitude) recorded in PLC during application of ACS
(n=3, see Table S1) showed that mean field values ranged from ~2—4 mV//mm (Fig. 3C) and
was consistently higher for animals who received higher amplitude ACS (Table S1). These
field strengths are in the range previously shown to be efficacious for biasing neural activity
(Liu et al., 2018). Using spiking data from the full 10-15 min session recordings, we
estimated entrainment to ACS. Only two animals had sufficient unit recording quality to
perform this analysis (Fig. 3D, see Fig S5 for example units and a discussion of recording
challenges). Overall, 180 of the 316 units recorded from two animals (3 sessions/animal)
were significantly entrained (57%). If units were restricted to putative single units, only 8 of
35 units were significantly entrained (23%).

We also observed a clear ACS phase preference across the population of all PLC units in
each animal (Fig. 3E, gray bars) that was consistent even if only significantly entrained units
were considered (Fig. 3E black bars). Distributions were significantly non-uniform
(Rayleigh test, Monkey H: all units, N = 163, z = 11.38, p = 9.68e-6, sig. entrained units, N
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=72,z=12.70, p = 1.82e-6, Monkey BI: all units; N = 153, z = 6.64, p = 0.00124, sig.
entrained units, N = 108, z = 13.33, p = 1.11e-6). There was no significant difference
between the distribution of all units and of significantly entrained units (Kuiper test, circular
analog of KS test: Monkey H, test statistic = 2026., p = 1.0, Monkey BI: test statistic =
2106., p = 1.0). Interestingly, units from Monkey H preferred the peak whereas units from
Monkey Bl preferred the trough. The magnitude of the voltage gradient at the peak and
trough were comparable but with opposite current flow direction (Fig. 3B—C). Geometric
orientation of units to the electric field (Radman et al., 2009), current amplitude (Batsikadze
et al., 2013), and the directional sensitivity of the network (Bikson et al., 2004) may all have
influenced the preferred current direction. We next defined an animal-specific range of
phases (circular mean +/- 1.5%95% circular confidence interval) that captured most units’
preferred phase. We called this window of animal-specific ACS preferred phases the neural
“excitable zone” (EZ, light green bar, Fig. 3E).

Dexterity improves when trials are aligned to EZ

If the EZ, defined from PLC units’ preferred phase, was important for function we predicted
differences in motor behavior based on EZ alignment. We fit a circular histogram to the
distribution of preferred phases (Fig. 4A, /ef?)) and binned R2G time for a representative
session from Monkey Bl by ACS phase at reach start (Fig. 4A right). We observed a
correspondence between preferred phase and faster behavior for trials starting at preferred
phases.

For visualization, we smoothed ACS phase at reach start versus R2G time (Fig. 4B, purple)
using a non-parametric moving average. The curves were inverted with faster R2G times
higher on the y-axis. To quantify ACS-phase effect on behavior, all trials were grouped as
either “inside EZ” or “outside EZ” based on the phase of reach start. Trials were
significantly faster inside EZ than outside EZ (Fig. 4C: LME with animal, session, and well-
size as random effects, t19; = —2.15, p = 0.0315) and grasp duration (t1g1 = —2.086, p =
0.037) with no significant difference for reach duration (t19; = 0.6465, p = 0.518). Thus, the
EZ reflected periods of network-wide change that significantly influenced behavior.

ACS drives phase-dependent increases in ensemble co-firing

We hypothesized that ACS phase may also influence task-related activity. Specifically, units
that fired together in the task-related sequence may exhibit stronger co-firing due to the
common influence from ACS. We split activity into “ensembles” consisting of distinct
subsets of units that significantly modulated above baseline during i) reaching but not
grasping (“reach”), ii) reaching and grasping (“reach-grasp”), or iii) grasping but not
reaching (“grasp”) (Fig. S6A). The reach and reach-grasp ensembles were analyzed from
-1.0-0.25s and -0.25-0.25s aligned to reach start respectively. The grasp ensemble was
analyzed from —0.25-0.45s (Monkey H) or —0.25-0.85s (Monkey Bl), reflecting animal-
specific average grasp duration.

We first analyzed modulation of trial-averaged unit activity. Fig. 5A illustrates raster plots
and normalized mean traces for example units from the grasp ensemble. Over the full
population there were no significant changes in unit modulation (Fig. 5B, LME with animal
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and session as random effects: reach ensemble: ty30 = 1.10, p = 0.27, reach-grasp ensemble:
t76=—0.429, p=0.668, grasp ensemble: t5g = 0.0399, p=0.968). There was also no significant
difference for ACS trials with reach start outside EZ vs. inside EZ (LME with animal and
session as random effects: reach ensemble: ty3g = 1.88, p = 0.059, reach-grasp ensemble: t7¢
= 0.944, p=0.345, grasp ensemble: t5g = 1.140, p=0.254). We next analyzed pairwise
correlations between pairs of units within an ensemble, and found no changes with ACS or
inside vs. outside EZ trials (Fig. S6B-D). Thus, the effects of stimulation were not
detectable at the level of single units or pairwise interactions. We did, however, observe that
there were substantial changes in the off-diagonal values of the pairwise correlation matrices
across conditions (Fig. S6B). Thus, ACS may modify a subset of pairwise interactions that is
detectable at the level of ensemble correlations.

We quantified ensemble co-firing using a metric we termed “one dimensional shared over
total variance” (1D-SOT, Fig. 5C), a modified version of the SOT metric (Athalye et al.,
2017, 2018). Specifically, the 1D-SOT was derived by fitting a Factor Analysis (FA) model
with a single shared dimension to ensemble activity. FA models population variance as a
sum of low-dimensional sources of shared variance (co-firing), and high-dimensional
sources of variance specific to each unit. FA was used instead of other dimensionality
reduction methods to specifically model co-firing. A single shared dimension was used since
the model was fit on ensembles, thereby already restricting to units that positively modulate
in the analyzed time windows. Thus, ensemble shared variance was expected to be one-
dimensional. Further, we aimed to assess whether ACS would affect the dominant shared
variance dimension for each ensemble, making 1D-SOT comparisons appropriate. A high
1D-SOT value indicates high ensemble co-firing whereas a low 1D-SOT value indicates that
ensemble units largely fire independently (Fig. 5C).

We compared the sham and ACS conditions and found that 1D-SOT was significantly higher
in the grasp ensemble with ACS (Fig. 5D, LME with animal and session as random effects,
tg = 2.112, p = 0.0347) and not significantly different for the reach (t1o=0.524, p=0.600) or
reach-grasp ensemble (t10= —0.1945, p=0.846). Increased off-diagonal components in grasp
ensemble covariance matrices illustrate increased 1D-SOT (Fig. 5E). We then found that
inside EZ 1D-SOT was significantly higher than outside EZ 1D-SOT for the reach-grasp
(LME with animal and session as random effects: t15 = 3.359, p = 0.000782) and grasp (tg =
3.7076, p = 0.00021) ensembles but not different for the reach ensemble (t1o =0.879, p =
0.379). The higher inside EZ versus outside EZ off diagonal components illustrate the higher
1D-SOT (Fig. 5G). Template match (Fig. 1), dimensionality, and temporal predictability
(Fig. S3) were also analyzed, and ACS did not significantly affect these metrics (Fig S6).
Thus, changes with ACS were not detectable in modulation of individual units (Fig. 5B) or
pairwise interactions (Fig S6 B-D) but were clear at the ensemble correlation level (Fig.
5D-G).

Finally, given the increases in grasp-ensemble 1D-SOT with ACS, we wondered whether
1D-SOT also increased over the course of behavioral recovery. However, changes in neural
activity from early to recovered sessions exhibited increases in dimensionality (Fig. S3C).
Since higher dimensional signals directly reduce the amount of shared variance that can be
absorbed by a single dimension, this change prevented a comparison of 1D-SOT from early
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to recovered sessions. Further, the same stably recorded units observed in early sessions
were not always observed in later sessions, preventing a comparison of early session units to
a subselection of the same units in late sessions. We thus sought to compare intermediate
days to fully recovered days since the neural population did not exhibit significant changes
in dimensionality (LME with animal as random effect t;g = —0.1747, p = 0.8613). There was
a significant increase in 1D-SOT computed from the full population of units within the R2G
time period (—0.25 to 0.25 seconds aligned to grasp start, LME with animal as random
effect, tg = 2.29, p = 0.0219). Thus, increases in 1D-SOT could account for the immediate
effects of stimulation and the improvements in behavior over late stage recovery.

Overall, the preferred phases of ACS corresponded to increased neural excitability (EZ)
which increased grasp ensemble co-firing especially when behavior started within the EZ.
This increased co-firing may reflect neural patterns that resemble a more “recovered state”,
and may account for improved dexterity.

A neural network model of stroke, ACS, and sequence propagation

Our results suggest that changes in task-related ensemble firing is linked to improvements in
dexterity. We next established a model of an impaired PLC to explore the relationship
between ACS, co-firing, and propagation of neural sequences.

To model an impaired PLC, we modified a synfire network that was designed to produce
sequential activity (Diesmann et al., 1999; Gewaltig et al., 2001), emulating the R2G-related
PLC patterns observed in the recovered state and in intact animals from other studies (Lecas
et al., 1986; Rouse and Schieber, 2016a, 2016b; Veuthey et al., 2020). To model impairment,
parts of the network had reduced internal connectivity (Fig. 6A, Table S2). Premotor PLC
rewiring is critical for recovery, and reduced internal network connectivity reflected
incomplete rewiring. Specifically, following M1 lesions, hand movement representation
within premotor (PLC) motor maps have been shown to expand in area (Frost et al., 2003;
Liu and Rouiller, 1999; Nudo, 1997). Changes in premotor maps are correlated with
behavioral recovery (Ramanathan et al., 2006). Premotor PLC also has anatomical
projections to subcortical targets that can drive both proximal and distal movements enabling
its role in recovery (Darling et al., 2018; Dum and Strick, 1991). Furthermore, we interpret
the sequential neural activity that emerged with recovery (Fig. 1, Fig. S3) to reflect a PLC
network that developed internal connections to produce neural patterns for successful R2G
actions. We focus here on modeling changes within premotor PLC as they correlate with
recovery and ACS-related improvements.

Specifically, the PLC model was composed of a fully connected “reach” subnetwork (43
pools, 100% inter-pool connectivity) connected to an incompletely formed “grasp”
subnetwork (43 pools, 85% inter-pool connectivity, Fig. 6A, Fig. S7, Table S2) with pools
comprised of 100 integrate-and-fire neurons. The model had impaired neural sequence
production (Fig S7E) and activity patterns that replicated our experimentally observed
reductions in template matching, dimensionality, and temporal predictability found early
after stroke (Fig 1., Fig. S3 and S7F-G). Importantly, the timing between the start of the
“reach” subnetwork and the start of the “grasp” subnetwork was ~258ms, matched to
experimental data (Monkey H: 260 ms, Monkey BI: 253 ms). R2G neural patterns in the
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network were initiated by an “input” spike train that consisted of NV spikes drawn from a
Gaussian distribution with mean () and standard deviation (o) (Fig. 6C). Input properties
influenced activity propagation. Fig 6B /eftillustrates input parameters that did not fully
propagate. An increase in N (center) or a decrease in o (right) allowed full propagation.

We considered activity propagation as a proxy for quality of R2G behavior where poorly
propagating activity corresponded to poor movements. We selected input parameters where
activity was successfully initiated but exhibited incomplete propagation to model intact
reaching and impaired grasping, as when we testing ACS. “Sequence propagation” was
defined as the correlation between simulated activity and an ideal, fully propagated template
sequence (Fig. 6D). White lines illustrate input parameters (o, ) where sequence
propagation was incomplete but initiated.

We applied ACS to the model and found entrained network activity and phase-dependent
improvements in propagation. ACS was modeled as a sinusoidal current injected directly
into each neuron. Units exhibited entrainment to the ongoing sine wave (Fig. 6E). As in the
experimental data, the EZ was computed from the distribution of preferred phase of all units
(Fig. 6E). When simulating activity with ongoing ACS, if the mean of the input spike train
() was inside the EZ, propagation improved (Fig. 6G center) compared to activity
simulations without ACS (Fig. 6G leff). When the same input spike train was outside the EZ,
propagation worsened (Fig. 6G, righ?). Generally, when input spike trains were centered on
the EZ, sequence propagation improved. Changes in propagation (Fig. 6H) depended on
input parameters (x-axis) and alignment to ACS phase (y-axis). Input spike trains starting
inside the EZ improved propagation (red) compared to the no-ACS (sham) condition.

As in the experimental data, simulated patterns were analyzed for changes in 1D-SOT. The
18t, 43", and 53" pools were analyzed to assess “reach”, “reach-grasp”, and “grasp”
ensemble 1D-SOT, as in Fig. 5 (pools marked with horizontal arrows to the right of Fig. 6G
right). We found 1D-SOT significantly increased for sham vs. ACS and Outside vs. Inside
EZ for all ensembles except sham vs. ACS for the reach ensemble (Fig. 6F LME with input
parameter as random effect: 7ogp, sham vs. ACS: pool 1: t3g = —10.03, p < 1.08e-23, pool 43:
t3g = 9.38, p < 6.45 e-21, pool 53: t3g= 8.61, p < 7.05e-18. Bottom outside EZ vs. inside EZ,
pool 1: tzg= 24.77, p < 1.87e-135, pool 43: t3g = 13.23, p < 5.7e-40, pool 53: t3g = 11.51, p <
1.18e-30). As in Fig. 5D-G, 1D-SOT effects are stronger for the inside vs. outside EZ
comparisons compared to the sham vs. ACS comparisons. Effects are also strongest for the
later activating reach-grasp and grasp ensembles compared to the reach ensemble.

We wondered whether there was a link between changes in 1D-SOT and changes in
propagation. We found that changes in 1D-SOT observed in the “grasp” ensemble were
strongly predictive of sequence propagation (Fig. 61, linear regression, slope = 1.58, r =
0.89, p < 3.77e-59, N = 171). This result draws a putative link between the phase-dependent
increases in 1D-SOT observed in the experimental data (Fig. 5) and the phase-dependent
improvements in behavior observed (Fig. 4). Increased grasp co-firing may reflect neural
patterns with improved propagation, and therefore improved behavior.
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ACS waveform optimization

Can we design a charge-balanced stimulation waveform that improves propagation in a less
phase-dependent manner? We tracked the “mean-effect” and “phase-effect” to compare
different stimulation paradigms (Fig. 7A). Mean effect was mean improvement in sequence
propagation computed over all input parameters and ACS phases. Phase effect reflected the
phase dependence of improvements. Ideal stimulation would have low phase (x-axis) and
high mean effects (y-axis, purple region, Fig. 7B).

We first explored changing the amplitude of 3Hz ACS (Fig. 7C). While increased amplitude
increased the mean effect, there was increased phase-effects up to 75nA, after which both
effects reduced. Above 75nA, amplitude was so high it started to drive neural sequences at
unintended times (Fig. 7D center) or completely entrain neurons, preventing sequence
production (Fig. 7D right). While entrainment is viewed as beneficial, these results suggest
that excess entrainment can subsume intrinsic dynamics.

We next explored changing ACS frequency (constant amplitude). Low frequencies (blue,
Fig. 7E) were efficacious, but had large phase-effects. High frequencies were ineffective at
improving sequence propagation, due to neuron membrane time constants preventing
integration of high frequency inputs. Theoretically, higher frequencies could be efficacious,
but would require much higher amplitudes.

Can a more efficacious, charge-balanced stimulation waveform be designed using the
principle that low frequencies influence membrane voltages more than high frequencies? In
order to keep the efficacious EZ of the 3 Hz waveform and reduce the detrimental phases
(Fig. 6H), we created a new waveform by adjoining a positive half cycle of the 3 Hz
waveform to one or many negative half-cycles of a higher frequency waveform (Fig. 7F,
right). Overall, the waveform with the single negative half-cycle (maroon) improved most
upon standard 3Hz ACS by reducing the phase effect and improving mean effect (Fig. 7F
lef?). Examples in Fig. 7G illustrate that the reduced duration of the negative half-cycle of
the designed waveforms may assist with sequence propagation.

We further quantified the efficacy of the optimized waveform (specifically, +3hz and -10 Hz
waveform) by computing length of sequence propagation, or how many more pools the
sequence travels before failure compared to no simulation. Over all input parameters
assessed, the designed waveform propagated ~19 pools further than no stimulation (vs ~11
pools for 3Hz ACS). Averaged over all input parameters (y-axis of Fig. 7H), the optimized
waveform improved sequence propagation for all 9/9 phases compared to only 5/9 phases
for 3 Hz ACS. The designed waveform is thus closer to the “ideal” purple region (Fig. 7F, I).
In contrast, changes in stimulation amplitude or frequency could only jointly increase or
decrease the mean and phase effects together (Fig. 7C, E). While future work must validate
these simulations /7 vivo, they reveal principles of how to design external modulation to
optimize propagation.
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Discussion

In summary, we demonstrate that epidural low-frequency ACS in primates recovering from
stroke can significantly improve dexterity in two different R2G tasks. ACS improved
dexterity in a phase-dependent manner. Moreover, task-related ensembles exhibited
increases in co-firing for trials with reach starting inside EZ. A model of impaired PLC ties
increases in co-firing to improved activity propagation. Overall, these findings demonstrate
how externally applied ACS can interact with and enhance internal processing and restore
dexterity after stroke.

Reemergence of sequential activity with recovery

Recovered task-related activity was largely comprised of a sequence of monophasic neural
activations (Fig. 1). Previous work in motor areas has found evidence for sequential structure
during well learned R2G tasks in intact animals (Lecas et al., 1986; Murphy et al., 1985;
Riehle et al., 2013). Further, a neural network model designed to produce sequential activity
exhibited increases in template matching, dimensionality, and temporal predictability with
increasing internal connectivity (Fig. S7), as was observed in experimental data with
recovery (Fig. 1, Fig. S3). Thus, stroke interrupted network function and PLC connectivity,
with recovery reinstating reliable, high-dimensional, predictable activity patterns. As
highlighted in Lebedev et al., 2019, a population where units are monophasically activated at
consistent time lags will produce rotational dynamics making our findings of sequential
patterns consistent with studies of rotational dynamics in premotor cortex and M1
(Churchland et al., 2012; Sussillo et al., 2015).

What might this sequential structure encode? Sequential activity during R2G tasks may
reflect a sequential drive of proximal then distal muscles (Lecas et al., 1986; Rouse and
Schieber, 2016a, 2016b). Alternatively motor cortical areas may not directly generate
movement, instead sequentially coordinating downstream areas that drive movement
(Buford and Davidson, 2004; Darling et al., 2018; Fetz et al., 2000; Lawrence and Kuypers,
1968a; Lemke et al., 2019; Lemon, 2008; Riddle et al., 2009; Zaaimi et al., 2012).
Sequential patterns may also serve a role in maintaining timing between sub-movements
(Hall et al., 2014), higher level task timing (Karmarkar and Buonomano, 2007; Remington
et al., 2018), or tracking sensory feedback (Hatsopoulos and Suminski, 2011). How exactly
sequential activity is related to movement control is unclear, but our results support that
behavioral recovery following M1 damage occurs concomitantly with the re-emergence of
reliable, temporally predictable, neural sequences in the PLC.

Neuromodulation entrains neural activity

Our study provides strong evidence that low-frequency ACS directly influences network
activity and improves dexterity. We found that epidural ACS entrained ~60% of recorded
units in awake-behaving animals, more than in previous studies (Johnson et al., 2020;
Krause et al., 2019; Ozen et al., 2010). When we restricted to putative single-units, ~ 23%
were entrained, comparable to these studies. Discrepancies across studies could be explained
by differences in stimulation fields (~2—4 V/m here vs. ~1V/m in Ozen et al., 2010, <
0.5V/m in Krause et. al., 2019, 0.2-1.2V/m in Johnson et. al. 2020), frequency of
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stimulation, gyrated vs lissencephalic cortex, recording site, behavioral or anesthesia state,
or unit properties.

We also found that for different animals, PLC units exhibited different phase preferences.
However, after identifying each animals’ preferred phase of ACS, we found a clear link
between preferred phase and behavior quality. Both preferences were at the maximal voltage
gradient magnitudes, but differed in gradient direction. /n vitroand in vivo work has shown
that direction of current flow affects neural modulation (Bikson et al., 2004; Radman et al.,
2009; Rawiji et al., 2018). In gyrated brains, there is considerable variation in neuron
orientation, complicating predictions of sensitivity to direction (Datta et al., 2009; Huang et
al., 2017). Further complicating comparisons, stimulation amplitude can modify effects. For
example, increasing the amplitude of cathodal tDCS from 1mA to 2mA makes the typically
inhibitory effect excitatory (Batsikadze et al., 2013). It is possible that since amplitude and
lesion location varied across animals, different current directions were efficacious for each
animal.

Neuromodulation enhances propagation of sequences

ACS increased task-related PLC ensemble co-firing in a phase-dependent manner, mirroring
phase-dependent dexterity improvements. To our knowledge, this is the first evidence of
epidural stimulation driving changes in task-related ensemble spiking. To further explore
how co-firing may improve behavior, we developed a model of the recovering PLC. In the
model, we found that when ACS increased 1D-SOT (phase-dependent), sequence
propagation improved. Since we considered propagation a proxy for R2G behavior, these
findings link experimental findings of ACS-driven increases in co-firing to improved
behavior. Further, in the brain, each “pool” likely has a downstream target (subcortical
network or muscle). Thus, increased co-firing within the network may also assist with
propagation to subcortical targets; boosting neural propagation may be a key therapeutic
target for ACS.

While our model captured features from our experimental results and allowed us to design
novel stimulation waveforms, it was a purely excitatory feedforward network without
recurrent connections. Feedforward sequences can be embedded within randomly connected
networks (Aviel et al., 2005; Trengove et al., 2013) or cortical networks (Kumar et al.,
2008). Recurrently connected random networks can also produce sequential activity (Hardy
and Buonomano, 2017; Rajan et al., 2016). Future work can assess how stimulation interacts
with recurrently connected networks with both excitatory and inhibitory populations.

Direct neuromodulation

Our results suggest that open-loop low-frequency ACS may improve dexterity in stroke
patients. The use of cranial screws to deliver epidural stimulation is relatively less invasive
(Ramanathan et al., 2018) compared to deep brain stimulation or subdural stimulation.
Moreover, cranial screw based stimulation avoids concerns regarding current shunting
through the skin, muscle, skull, or neck in non-invasive approaches (Véroslakos et al.,
2018). Current paths taken due to current shunting may modulate peripheral nerves or off-
target brain regions, confounding results. In this work, current shunting through the skull is
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possible. The most likely path was via the craniotomy defect, which was covered with non-
conductive bone cement, thus making extracranial peripheral stimulation unlikely. Notably,
while our measured electrical fields suggest the need for an invasive approach, it is possible
that non-invasive methods may eventually allow reliable modulation of cortical structures
(Grossman et al., 2017; Johnson et al., 2020). Lastly, our approach was effective for both
motor cortical strokes and one larger sensorimotor stroke (Monkey Sd). Future work can
assess whether this modulation approach will be efficacious for larger strokes.

While our approach was to assess the direct consequences of ACS on neural activity and
behavior, it is unclear if sustained exposure can result in long-term plasticity. Our data
suggests there were not short-term carryover effects of stimulation (Fig. S4), but longer
stimulation sessions could result in carryover effects. ACS-driven increases in co-firing
could improve dexterity and assist in PLC network recovery through Hebbian plasticity
mechanisms (Plautz et al., 2003). Notably, our animals did fully recover over time; future
studies can determine whether rehabilitation with ACS can accelerate this recovery.

Low-frequency oscillations, spiking, and epidural stimulation

Past work identified LFP low frequency oscillations (LFOs) as a marker of successful
movement execution that also tracks recovery (Bénstrup et al., 2019; Hall et al., 2014;
Lemke et al., 2019; Ramanathan et al., 2018). Here, we found that LFO phase consistency
increased with recovery (Fig. S3H-J). Further, our recent work in a rodent stroke model
highlighted that direct current stimulation could improve reaching and increase task-related
LFO power (Ramanathan et al., 2018), perhaps consistent with our observations that ACS
increased co-firing. These results suggest that increased LFO power may reflect co-firing
that is boosted with stimulation to enhance behavior. Interestingly, stimulation was most
efficacious when delivered at specific times with respect to behavior, congruent with our
findings that ACS was efficacious when reach start aligned to the EZ. Thus, if our paradigm
operated in “closed-loop”, it may be possible to reduce total current injected and align the
EZ to movement onset. Together, our results suggest that epidural stimulation can be
effective in both rodent and primate stroke models and that stimulation induced changes in
task ensemble co-firing underlie improved dexterity.

STAR Methods
RESOURCE AVAILABILITY

Lead Contact—Further information and requests for resources should be directed to and
will be fulfilled by the Lead Contact, Karunesh Ganguly (karunesh.ganguly@ucsf.edu).

Materials Availability—This study did not generate new unique reagents.

Data and Code Availability—The data and custom code that support the findings from
this study are available from the Lead Contact upon reasonable request.
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EXPERIMENTAL MODEL AND SUBJECT DETAILS

Macaques—Experiments were conducted in compliance with the NIH Guide for the Care
and Use of Laboratory Animals and were approved by the University of California, Davis
Institutional Animal Care and Use Committee. A total of five adult healthy rhesus macaques
(macaca mulatta) were used in experiments. Animals were 5-6 years old and 12.0-15.0
kilograms. Four of five animals were pair-housed and one animal was singly housed.
Animals were housed in rooms with lights that turned on at 6am and off at 6pm. Of the five
animals, three animals exhibited sufficient quality neural recordings to monitor over the
course of recovery and ACS was tested in four animals (one animal recovered too quickly).
See Table S1 for details.

METHOD DETAILS
Animal care and surgery

Lesion: Following task training, animals underwent a stroke-induction and microelectrode
array implantation surgery. Preoperatively, animals were sedated with ketamine
hydrocholoride (10 mg/kg), administered atropine sulfate (0.05 mg/kg), prepared and
intubated. They were then placed on a mechanical ventilator and maintained on isoflurane
inhalation (1.2-1.5%). Animals were positioned in a stereotactic frame (David Kopf
Instruments, Tujunga, CA) and administered mannitol (1.5 g/kg) intravenously prior to the
craniotomy (note that two animals did not receive mannitol in an effort to improve
microelectrode array insertion). A skin incision, bone flap, and dural flap were made over
the lateral frontoparietal convexity of the hemisphere and the caudal region of the frontal
lobe and rostral region of the parietal lobe was exposed unilaterally. After cortical exposure,
the lesion was induced using surface vessel coagulation/occlusion followed by subpial
aspiration (Darling et al., 2009). In three of the five animals (Monkey Bl, Monkey H,
Monkey Ba,), the lesion target was the forelimb region of primary motor cortex (M1) using
anatomical landmarks. Specifically, the lesion extended dorsally to a horizontal level
including the precentral dimple (the lateral-most part of the of the M1 leg area) and ventrally
to the central sulcus genu (the dorsal most part of the M1 face area). In one animal (Monkey
Sh), the central sulcus was slightly expanded, and the rostral bank of precentral gyrus was
targeted constituting a lesion in the forelimb region of the “new M1” (Dum and Strick,
2002). Finally, in one animal (Monkey Sd), the forelimb region of the surface of both
precentral and postcentral gyri were included in the lesion, constituting a sensorimotor
lesion. Following resection, a flap of the dura was sutured to cover the lesioned area, while
leaving a small window anterior and posterior to the lesion for electrode implantation.
Drawings of all 5 animals’ lesions are illustrated in Fig. S2 based on photographs taken
during surgery.

Microwire implantation: An 8x8 tungsten microwire multielectrode array with 500um
electrode spacing in both dimensions (Tucker-Davis Technology, Alachua, FL) was mounted
to a micromanipulator, attached to the stereotax, and inserted 2mm into dorsal premotor
cortex (PMd) using anatomical landmarks. Array ground and references were tied to
titanium skull screws. Another multielectrode array was inserted in primary sensory cortex
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(S1, area 2) in all animals but was not analyzed in this study due to inconsistent recording
quality.

Skull screws: For structural support 6-8 titanium screws (Gray Matter Research, Bozeman,

MT) of length 3mm or 5mm were placed around the skull to serve as an anchor for a dental
acrylic headcap that was used to secure the microwire electrodes in place and seal the
craniotomy. Two or three titanium screws were also placed anterior on the left hemisphere
from the craniotomy and lesion and served as one of the ACS stimulation contacts (top right
screws in Fig. 2A). These screws were lowered such that they were in contact with the dura.
The other stimulation contacts were 2—3 stainless steel screws (Depuy Synthes, Raynham,
MA) of length 6mm or 8mm and were located just posterior to the craniotomy. Screws were
confirmed to be in contact with the dura during surgery and post-mortem.

Following surgery, animals were administered analgesics and antibiotics, and were carefully
monitored post-operatively for 7 days.

Reach-to-Grasp Behavior—Prior to surgery, macaques were trained to perform either
the pellet retrieval task or the pinch-and-lift task (described below).

Pellet Retrieval Task: A custom-built, automated pellet retrieval task was used to assess
forelimb function in three animals (Totten et al., 2018). Briefly, animals were seated in a
primate chair outfitted with a door allowing them to interact with the pellet task. To initiate a
trial, animals touched a “start screw” that was connected to a capacitive touch sensor.
Holding the screw for the random hold time (uniformly distributed between 0.5 - 0.8
seconds) triggered the automated apparatus to release an edible pellet from an automated
pellet dispenser (80209-190S,142 Lafayette Instrument, Lafayette, IN) into one of five
“wells”. All five wells had depths of 5.9mm and diameters of either 13mm, 19mm, 25mm,
31mm, or 37mm, with the smaller wells making the pellet retrieval more challenging for
animals. Animals had 5 seconds to retrieve the pellet from the well before the apparatus
would rotate the well out of view. Animals performed 10-100 trials per day, depending on
impairment.

Two cameras (CM3-U3-13Y3C-CS, Point Grey, Richmond, BC, Canada) were mounted to a
stainless steel platform providing a side and top view of the animal performing the pellet
retrieval task. Camera frames and touch sensor activity were synchronized using the
electrophysiology recordings system (Tucker-Davis Technology, Alachua FL).

Offline, videos from individual trials were automatically parsed and manually reviewed to
mark trial scores (success, attempt but failure, or no attempt) and behavioral time points.
Time points that were manually marked include a) Reach start: time at which hand starts
moving toward well from the capacitive start screw, b) Grasp start: time at which the hand
arrives at the well, ¢) Grasp finish: time at which the pellet is in control and the hand starts
to retract back towards the mouth. For trials scored as “no attempt”, no behavioral markers
were noted. For trials scored as “attempt but failure”, only reach start and grasp start were
noted. For trials marked as “success”, reach start, grasp start, and grasp finish were all
marked. All analyses excluded trials scored as “no attempt”.
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To produce kinematic trajectories in Fig 1C-D, Fig. S1, markerless tracking algorithm
DeepLabCut was used to track parts of the hand that were consistently visible throughout
the trial (Mathis et al., 2018)

Pinch-and-Lift Task: While the pellet retrieval task resembles many established methods to
assess dexterity such as the Kluver board (Lawrence and Kuypers, 1968b; Nudo et al.,
1996), we noticed that the unconstrained nature of the task allowed animals to succeed in the
task using variable grasp strategies. In order to constrain the grasp portion of the task and
specifically study the pinch grip, thought to be cortically dependent (Muir and Lemon,
1983), we developed a task we termed the ‘pinch-and-lift’ task (Brochier et al., 1999; Glees
and Cole, 1950). Animals initiate a trial by touching a capacitive touch sensor. A sound
cuing successfully contact served as the “go cue”. Animals then reached toward a 1.5cm x
4.0cm slot located 9 cm in front of the capacitive touch sensor. They reached their index and
thumb into the slot to pinch and lift “grippers”. The grippers were custom-designed and 3D-
printed. Grippers used in the pinch-and-lift task are illustrated in Fig. 2E. Grippers were
mounted to a device that transmitted the pinch force to a piezo resistive force sensor
(FlexiForce A201). Varying the height and width of the grippers varied the difficulty of the
task and the amount of force that animals needed to complete the task. Grippers were
broadly split into two categories. Grippers were either flat and wide and able to be pinched
early after stroke or they were narrow and sloped and required more control and strength to
pinch (Fig. 2E, F). The grippers were pinched together and then lifted 1.5cm to a height that
allowed the grippers to interrupt an infrared beam (IR Break Beam Sensor, 3mm LED,
Adafruit.com). Animals had to hold the device at the lifted height for 0.25 sec, following
which they received a juice reward through a chair-mounted juice tube. Animals had 10
seconds to complete the pinch-and-lift successfully.

The same 2 cameras were used in this task as in the pellet retrieval task. An additional
camera was positioned such that it had a lateral view the slot into in order to see index and
thumb movements.

Trials were automatically scored as “rewarded” or “unrewarded” based on whether the
object was lifted above the 1.5cm height threshold for the 0.25 second hold period. Reach
start and grasp finish behavioral markers were determined automatically from the capacitive
sensor offset after holding and IR sensor onset respectively. Grasp start was determined
based on kinematics that were extracted with DeepLabCut (Mathis et al., 2018). Specifically,
animal wrist position was tracked, and grasp start was marked when the wrist crossed the
vertical plane at the front of the slot following release from capacitive touch sensor.

Note that in the pinch-and-lift task, automated hand tracking was used to identify the grasp
start behavioral mark from video data (necessary for computation of reach duration and
grasp duration but not reach-to-grasp time), and could not identify grasp start due to camera
occlusion in 18 trials. However, reach start and grasp finish were identified from task
sensors, so there are 18 more trials included in the statistics for reach-to-grasp-time than
reach duration and grasp duration in Fig. 2G,H.
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Behavioral Metrics: For the both tasks, reach duration was defined as the time between
reach start and grasp start. Grasp duration was defined as the time between grasp start and
grasp finish. Reach-to-grasp duration was defined as the time between reach start and grasp
finish. Normalized reach time, grasp time, and reach-to-grasp time were computed in some
cases in the pellet retrieval task (e.g. Fig. 1) in order to account for the differences in
difficulty for different well-diameters. All metrics for were normalized by dividing by the
average of the pre-stroke performance for that well (see Fig. S1 for pre-stroke averages).
Finally, trials were label as “single grasp attempt” or “multi grasp attempt” depending on the
number of grasp attempts needed to complete the trial.

In Fig. 1, all days where behavioral metrics were not significantly different from pre-stroke
baseline (Student’s t-test comparing reach-to-grasp durations for wells performed that day)
were considered in the “recovered” category. The “early” category was composed of the first
two sessions where more than 5 rewarded trials were performed. “Intermediate” days were
after “early” and before “recovered”. Note that rate of recovery varied from animal to animal
including how soon they were able to participate in doing the tasks. Due to this, animals
began participating in tasks at different days post stroke, and the animal-specific “early”,
“intermediate”, and “recovered” phases fell at different days post stroke.

Electrophysiology

Single Unit Extraction: Raw neural signals were acquired at 24414.0625 Hz using Analog
PZ5 Pre-amplifier, RZ2 Bioamplifier, and RS4 Data Streamer (Tucker-Davis Technology,
Alachua, FL). Offline, signals were median subtracted (median computed on each bank of
16 channels in array) to reduce motion artifacts and external noise and then bandpass filtered
between 300 Hz and 6000 Hz. Spikes were then extracted from signals using MountainSort
(Chung et al., 2017). For the recovery datasets (Fig. 1, Fig S3), all waveforms with noise
overlap metrics < 0.4 and SNR metrics of > 1.5 were visually inspected and selected for
analysis. Noise overlap provides a prediction of the fraction of noise included in the unit
cluster. Lower values indicate better isolated units with less noise. SNR is defined as the
peak minus trough of the average waveform divided by the standard deviation of the
waveform and was computed in MountainSort.

For sessions where neural data is recorded during ACS (Fig. 3-5), more lenient criteria were
used for unit inclusion due to the small number of sessions. In these datasets, all waveforms
with noise overlap metrics < 0.5, SNR metrics of > 1.5 were considered for inclusion. Mean
waveforms recorded on the same channel during ACS and sham sessions were compared
using the coefficient of determination (Xu et al., 2019), and units with CoD > 0.75 were
included in analysis. For Fig. 3 analyses, only units with mean firing rates > 0.5 Hz over the
course of the full recording session were included in analysis. For Fig. 4-5 units with mean
firings rate > 0.5 Hz in the time window of -5 seconds to 5 seconds with respect to reach
start over all trials were included in analysis. Examples of units (waveforms, rasters, trial-
averaged activity (PETH), and ISIs) are shown in Fig. S5 along with distributions of unit
metrics over the full population.
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Single Unit Analysis Preprocessing: After spike sorting, all units were binned at 20ms bins
and smoothed using a Gaussian waveform with a standard deviation of 60ms, unless
otherwise noted. Units were then z-scored. The mean and standard deviation of unit activity
5 seconds before reach start to 2.5 seconds before reach start was used to z-score each unit.

Local Field Potential: The local field potential signal was also acquired at a sampling rate
of 1017.25 Hz.

ACS delivery—ACS was delivered via skull screws implanted during surgery. Screws
were implanted such that they were touching the dura. A set of three stainless steel screws
were implanted in the skull just posterior to the edge of the craniotomy (right hemisphere)
which extended back to expose somatosensory cortex but not far enough to see intraparietal
sulcus. On the left hemisphere, 2—3 titanium screws were implanted frontally, about 1 cm
lateral of midline and 1cm anterior of the coronal suture. All screws were connected to PFA-
coated stainless steel wire (Diameter: 0.005 in. bare, 0.008 in. coated, AWG: 36 bare, 32
coated, Annealed, 110-140 kPSlI, 100 ft., AM Systems, Sequim, WA). Wires were soldered
to an Omnetics connector (PS1-10-SS-LT, Omnetics, Minneapolis, MN). The connector was
secured in the final headcap using bone cement (Stryker 6191-1-010 Simplex P, Kalamazoo,
MI). Screws were also surrounded by bone cement making it unlikely that current delivered
through screws was shunted by skin or muscle. Screws were confirmed to be touching dura
post-mortem.

When stimulation was delivered during behavioral sessions, 1-3 stimulus output channels
from an MCS STG4004 (Multi Channel Systems, Reutlingen, Germany) were connected to
the stimulation screws. Each of the 1-3 active output channels had a positive and negative
terminal that were each connected to a different screw. All positive terminals were connected
to the stainless steel screws posterior to the craniotomy on the right hemisphere and all
negative terminals were connected to titanium screws on the left hemisphere anterior to the
craniotomy. The MCS was operated in dipolar current control stimulation mode, meaning
that the negative channel emitted an inverted version of the waveform that the positive
channel was emitting. Thus, stimulus currents listed below define the peak-to-peak
amplitude of the 3 Hz sine wave output by each channel.

Various stimulation amplitudes were attempted in each animal (See Table S1 for full list),
varying from 0.5mA - 3.0mA. In order to reduce charge density on screws, for larger
stimulation amplitudes multiple pairs of screws were used (e.g. 3.0mA involved 3 output
channels from the MCS, each attached to one positive stainless steel screw and one negative
titanium screw and each channel injecting 1.0 mA).

During ACS blocks, stimulation was started 1-2 minutes prior to block start, and turned off
after the last trial was completed. In behavioral sessions with both stimulation and sham
blocks, breaks of 1-2 minutes occurred in between stimulation and sham blocks. During the
sham sessions, animals were still connected to the MCS system (including the omnetics clip
but the stimulator was turned off). Some pairs of stimulation and sham sessions occurred
across days (e.g. ACS session on one day, sham session on next day). Since experiments
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took place on Mon Tues, Thurs, and Fri, pairs of data were always Mon-Tues pairs or Thurs-
Fri pairs if pairs were done across days.

Ex-vivo MRI—After animals were sacrificed, brains were perfused with 1L of cold saline
followed by 4% paraformaldehyde fast for 10 minutes, then slow for the remaining time.
Post fixation of the brain was 10% glycerol after 5-6 hours, then 20% glycerol after about
24 hours. Prior to imaging (weeks later), for the subset of animals where MRIs were
acquired, brains were immobilized in a 1-2% agar solution, and transferred back to the 20%
glycerol solution after imaging. Imaging was done using a RARE T2-weighted scanning
protocol (Fig. 1B).

Recovery Neural Data Analysis

Template Matching: In order to assess how similar single trial neural activity was to an
estimate of “good neural activity”, for each animal on each session we trial-averaged activity
from rewarded trials with normalized reach-to-grasp times that fell below a specific
threshold. Thresholds were defined by pooling the normalized reach-to-grasp times across
the full recovery curve and training a linear discriminant analysis (LDA) classifier
(sklearn.discriminant_analysis.LinearDiscriminantAnalysis, (Pedregosa et al., 2011)) to
separate single grasp attempt vs. multi grasp attempt trials based on normalized reach-to-
grasp time. The classifier threshold was used over all sessions of recovery, though the
specific neural template used for analysis was computed specifically for each session.
Animals had slightly different thresholds, though all were between 2.2 — 2.5 normalized
R2G units.

For a given session, once fast (normalized reach-to-grasp time below animal-specific
threshold), rewarded trials were identified, the neural activity from 1 second before reach
start to 1.25 seconds after reach start was trial-averaged to create a units-by-time template of
“good neural activity” (Fig 1E). Then, individual trials were compared to the template with a
correlation coefficient.

In order to control for i) differences in the number of units, ii) different numbers of “fast”
trials, and iii) single trials sometimes being compared to a template that included that same
trial in the trial-averaged estimate we developed two subsampling procedures and a policy
for ensuring (iii) did not influence results. First, we computed the minimum number of units
over all analyzed sessions for each animal (Npin). Second, we computed the minimum
number of fast, rewarded trials over all analyzed sessions for each animal (RewTrlpin). See
Table S3 for values of Npin and RewTrl i, for each animal. Only sessions that met the
criteria for minimum number of units and trials were included in Fig. 1F-G. Then, for each
session, we first subsampled the number of fast, rewarded trials that were used to compute
the template. We then subsampled the number of units that were used in computing the
correlation coefficient between single trials and the subsampled template. Finally, if the
single trial that was being compared to the template had also been included in computing
that particular template, the template was recomputed after removing that trial before
computing the correlation coefficient for that trial. We repeated each template subsampling
and unit subsampling for a total 1000 subsamples, resulting in 1000 estimates of the
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correlation coefficient for each single trial. The 1000 repetitions were averaged to produce
one correlation coefficient for each single trial.

Dimensionality: Dimensionality of neural data was computed (Fig. S3) using neural activity
from all trials from 1 second before reach start to 1.25 seconds after reach start. Similar to
the template matching, trials (Trlynin) and units (Nmin) were subsampled to prevent
differences in numbers of units and numbers of trials influence this metric. See Table S3 for
values of Trlyi, and Npin for each animal. For each session, units, and trials were
subsampled resulting in a Time X units x trials data matrix. This was transformed into a
Time*trials x units data matrix. PCA was performed on this matrix, and the number of PCs
needed to account for 80% of the total variance were noted (Saleh et al., 2012). Each
session’s dimensionality was computed as the mean of the 1000 subsampled dimensionality
estimates for that session.

Temporal Predictability: Temporal predictability (TP) of the neural data (Fig. S3) is
defined as the amount of change in future neural activity (&X} that can be predicted as a
linear function of current neural activity (Xg1):

dXy=X;—X; —1=AX; |

TP = variance accounted forind X;byAX; _ |

In this equation, X refers to the neural activations. TP was computed using the same
subselected datasets used to fit the dimensionality (above), resulting in 1000 estimates of the
temporal predictability which were averaged to yield one value of TP per session.

Multiphasic versus monophasic units: In order to estimate the fraction of multiphasic
versus monophasic units in the recovered state, neural pre-processing procedure was slightly
modified. Instead of smoothing neural data with a Gaussian filter with standard deviation
equal to 60 ms, instead a Gaussian filter with standard deviation equal to 20 ms was used in
order to preserve temporal variation. Each unit’s activity was then z-scored the same way as
described in the preprocessing section.

Neural activity during fast, rewarded trials was then averaged to yield a trial-averaged
response for each unit. The autocorrelation of each trial-averaged response for each unit was
computed. The autocorrelation response was then smoothed with a 5 point box-car filter.
Peaks were then detected using scipy.signal.find_peaks, which identifies all local maxima
(individual points in a one-dimensional array of data points where a given point is higher
than its neighbor on either side). No other criteria needed to be met for a peak to be
identified (i.e. no prominence, width, height criteria). If there were peaks in the
autocorrelation response between 0.1 — 0.5 seconds lag, a unit was called “multiphasic”.

Units that have maximum values greater than 1 std. or less than -1 std. in their trial-averaged
response were termed “task-modulated”.
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Inter-trial phase coherence LFP: Local field potential (LFP) signals from 64 electrodes in
PLC were recorded at a sampling rate of 1017.25 Hz. Signals from each channel were z-
scored (mean and standard deviation estimated over the full recording session). A median
signal was computed across all channels and subtracted away from each channel to decrease
common noise and minimize volume conduction. Each channel was then bandpass filtered in
the LFO range of 1.5-4 Hz (51" order bandpass butterworth filter, scipy.signal.butter,
(Virtanen et al., 2020)).

To compute inter-trial phase coherence, the hilbert transform was applied to the LFO signals
and the phase was extracted. LFO phases aligned to reach start were then gathered into a
channels x time x trials array. The mean resultant vector length was computed over trials to
yield a channels x time array which was the ITPC. Finally, ITPC values were baseline
normalized by average ITPC in the period [-5, —2.5] seconds prior to reach start.

ACS neural and behavioral analysis

Stimulation Field: Stimulation fields (Fig. 3) were computed by taking the value of the
local field potential on each channel at the peak, trough, or zero-crossing (with positive
derivative) of the stimulation waveform. At each point of interest in the stimulation
waveform, the voltage values of the microelectrode array were extracted and arranged in an
8%8 matrix corresponding to the electrode locations. Voltages were spatially smoothed
(imgaussfilt in Matlab with a standard deviation of 0.5). The gradient function in Matlab was
then used to compute the voltage gradient (V/m) in the horizontal and vertical direction
across the grid. Estimates of the gradient were averaged over all instances of the peak,
trough, or zero crossing for a given ACS session. For each electrode, the negative of the
mean horizontal and vertical gradient values were plotted as an arrow to illustrate negative
gradient direction (Fig. 3B, center) and the magnitude of the horizontal and vertical values
was computed to yield a single V/m estimate for each electrode (Fig. 3B righi).

Entrainment: To compute entrainment of units to the stimulation waveform (Fig. 3), we
used data across the full behavioral session (not split into trials). For each unit, the phase of
each spike time was aggregated. The Rayleigh test at a significance level of 0.05 was applied
to test the non-uniformity of each unit’s phase distribution.

For this analysis we report 1) percentage of entrained units using all extracted units and 2)
percentage of entrained units using a subset of high SNR units. Units with SNR values > 3.5,
and noise overlap values < 0.4 were considered “high SNR units”. See Electrophysiology
section for metric definitions.

Excitable Zone: To infer if there was a population preference of preferred stimulation phase
across all units, we aggregated the preferred ACS phase across all units (Fig. 3). The
distribution of preferred phases of all units was compared to the distribution of preferred
phases of only significantly entrained units using the Kuiper’s test (circular version of
Kolmogorov-Smirnov test). The distribution of preferred phases of all units was assessed for
non-uniformity using the Rayleigh test. Since both animals’ phase preference distributions
were significantly different than a uniform distribution, the excitable zone was estimated
using the circular mean as the center of the excitable zone and 1.5 x (95! confidence
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interval computed using pycircstats.descriptive.mean_ci_limits (https://github.com/circstat/
pycircstat)) as the width of the zone.

Fit Histogram to Preferred Phase Distribution: Solely for visualization of the distribution
of preferred phases for each animal (Fig. 4), a kernel density estimation (KDE) using a
vonMises kernel function method to fit a probability density function (PDF) to the preferred
phases of units for each animal. The vonMises functions utilized a kappa value estimated
from the preferred phase distribution for each animal. The PDF was normalized to fall
between 0 and 1.

Phase Dependent Behavior: In order to visualize the relationship between phase of
stimulation and behavioral metrics such as reach-to-grasp time (Fig. 4), we used a non-
parametric smoothing approach applied to the dataset of all rewarded ACS trials for a
animal. Each data point plotted the phase of ACS at reach start versus reach-to-grasp time.
To fit a smooth curve to this dataset, lowess (locally weighted scatterplot smoothing), using
25% of the data used to estimate each reach-to-grasp-value
(statsmodels.api.nonparametric.lowess in python) was applied. In order to force the resultant
function to fit a circular smoothing function (similar values at —z and ), data points were
repeated twice with phase values were shifted by =2 in the first repeat, and shifted by +2
for the second repeat.

Reach, Reach-Grasp, and Grasp Ensembles: Full trial activity was split into a “reach”,
“reach-grasp”, and “grasp” ensemble for analysis in Fig. 5. These ensembles were
spatiotemporal subsets of the full time-by-neural activity array of data. The reach ensemble
consisted of a time window (-1.0, 0.25) with respect to reach start. The reach-grasp
ensemble consisted of a time window (—0.25, 0.25) with respect to reach start. The grasp
ensemble included a window (-0.25, 0.45) or (-0.25, 0.85) with respect to grasp start. The
different windows reflected different average grasp durations during sham/ACS session pairs
for the different animals (Monkey H and Monkey BI respectively).

Units were assigned to an ensemble depending on their firing rate during task-related
activity. Firing rate activity was aggregated during all reach periods (reach start — grasp
start) and grasp periods (grasp start — grasp finish) and compared to a baseline period (-5
seconds prior to reach start to 5 seconds after reach start). A Student’s t-test was used to
determine whether a unit was significantly modulated compared to baseline. Following
significance tests, the following categories were made:

a. Reach Units: Units that were significantly modulated above baseline during
reach periods and not significantly modulated above baseline during grasp
periods

b. Grasp Units: Units that were significantly modulated above baseline during grasp

periods and not significantly modulated above baseline during reach periods

c. Reach-grasp Units: Units that were significantly modulated above baseline
during reach periods and grasp periods.

d. None units: Units there were not significantly modulated.
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Trial-Averaged Modulation: To assess mean changes in unit activity, the modulation (max
- min) of each unit’s time-varying, trial-averaged pattern was computed for the reach, reach-
grasp, and grasp ensembles (Fig. 5A-B)

Pairwise Correlations: For each pair of units with in an ensemble, the correlation
coefficient between the units’ activity patterns over all trials (restricted to the window of
analysis for that particular ensemble) was computed (Fig. S6).

1D-SOT: To study ensemble co-firing, Factor Analysis (FA), a model specifically designed
for parsing variance that is shared across observations from variance private to each
observation was used. FA models the joint distribution of Aunits spike at a given time point
(x¢€ RM as a sum of 1) a mean rate 4 € RV, 2) private variance ;€ RV where y;~M0, ¥)
and V¥ is a diagonal covariance matrix, and 3) shared variance due to a low-dimensional
(here, one-dimensional) latent variable z,€ RX, K= 1 where z;~ M0,1). Expressed fully, x;
is modeled as x;= Uzs+ w4+ 41, or xp~ My, UUT + ).

The model is fit using expectation-maximization (sklearn.decomposition.FactorAnalysis,
(Pedregosa et al., 2011)). The 1D-SOT (shared over total) is defined as: trace(UUT)/
trace(UUT + ), reflecting fraction of the total variance of x; that can be modeled as shared
across units.

Since the 1D-SOT was computed in sessions with matched numbers of units (stim vs. ACS
sessions), no unit subsampling was done. Trial numbers were subsampled so that FA models
were fit on equal numbers of data between sham and ACS (and inside vs. outside EZ).
Models were fit 100 times on different subsamples of data. 1D-SOT estimated in different
subsamples were averaged to yield a single 1D-SOT estimate per session and condition
(sham vs. ACS or inside EZ vs. outside EZ).

For one animal on one sham-ACS session pair, only one unit was in the grasp ensemble.
Thus, grasp ensemble 1D-SOT comparisons include one fewer session pair than reach
ensemble and reach-grasp ensemble comparisons.

When grasp-ensemble 1D-SOT was computed over late-state recovery (intermediate to
recovered), all recorded units were analyzed (did not restrict to significantly modulated units
as in “ensembles” analysis in Fig. 5) in the time period of —0.25 seconds to 0.25 seconds
following grasp start. The number of trials and units were subsampled to match across
compared conditions.

Neural Network Model—An 86-pool feedforward neural network was implemented using
the software Brian2 (Stimberg et al., 2019). Model parameters are listed in Table S2 and
used from previous studies (mainly Diesmann et al., 1999; Gewaltig et al., 2001). Briefly, a
network was formed by connecting 86 pools of 100 integrate and fire neurons (total of 8600
neurons). Neurons from pool 1 were connected to neurons from pool 2 with a probability of
Pcx There were no intra-pool connections, and no connections from neurons in pool /to any
neurons except those in pool 7 + 1. All connections were excitatory and post-synaptic
potentials were modeled with an alpha function with parameters (see Table S2) such that the
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effect of post-synaptic potential on membrane voltage was a time to peak of 1.8 ms and
membrane voltage deflection of 0.14 mV. Each post-synaptic potential was triggered 5 ms
following the pre-synaptic neuron spiking. If neurons received ACS input (Fig. 6, 7), ACS
was modeled as an input current into all neurons. All neurons received the same ACS input.

To trigger the start of the simulated activity, N/ spike times were drawn from a Gaussian
distribution with a mean start time (4) and a standard deviation (o). At each input spike time,
all neurons in pool 1 experienced a post-synaptic potential. In Fig S7C and Fig. 6D,H-I
sequence propagation was plotted as a function of AVand o with g set to 400 ms (mean of
input spike times = 400ms into simulation). In Fig. 6F-I, A, o, and g all vary, where ¢
dictates what phase of ACS the input is aligned to. Depending on the properties of the input
(N, o, 1) and of the network connectivity (p.y), the input could trigger a sequence of activity
or not. Each simulation was run for 1.5 seconds. All analysis of the simulations was
performed on binned spike counts (20 ms binsize) smoothed with a Gaussian kernel (60ms
standard deviation) as in the true experimental data analysis.

For the network in Fig. S7TB-C, all inter-pool neural connections were set to p,=100%, and
in Fig. STE-H p,y varied from 70% — 100%. For the network in Fig. 6-7, an 86-pool
network was also implemented where the first 43 pools were loosely designated as “reach
pools”, and the second 43 pools were loosely designated as “grasp pools”. Connectivity
between reach pools was 100%, whereas connectivity from the last reach pool to the first
grasp pool and between the grasp pools was 85%.

Network Model Metrics

Sequence propagation: Each simulation of the network produced a spatiotemporal pattern
of activity. Neural activity was binned and smoothed (see above), and assessed for how
closely the produced spatiotemporal pattern matched a fully propagated template
spatiotemporal pattern. The ideal spatiotemporal pattern was created assuming that the
statistics of the input pattern (N, o) would faithfully be propagated through the network such
that each neuron in each pool 7/would exhibit a burst of activity with standard deviation o,
centered at (/-2)*(5ms + 1ms) + 4. The inter-pool delay was estimated to be 6ms based on
empirical results (5ms synaptic delay + PSP function). This “ideal” spatiotemporal pattern
was correlated with the simulated patterns at each trial to get a “sequence propagation”
metric. This analysis was identical the template match analysis from Figure 1, but instead of
using trial-averaged activity to create a template, an ideal template was created from
knowledge about the network.

Selection of input parameters: In Fig. 6D, input parameters with sequence propagation >
0.03 and < 0.15 were selected as parameters where sequences were successfully initiated but
incompletely propagated.

Network model 1D-SOT: 1D-SOT (Fig. 6F, 1) was computed using only the 100 neurons in
pool 1 (“reach”), pool 43 (“reach-grasp”), and pool 53 (*“grasp”). Spike counts were binned
at 20 ms using neural data from the full trial and smoothed. A 1-factor Factor Analysis
model was fit, and the 1D-SOT as defined above for experimental data was reported.
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Template match: Simulated data was binned in 20ms bins and bins were smoothed
(Gaussian filter, 60ms std) as was done in the experimental data in Fig 1 and Fig. S6.
Identical to the template match analysis in Fig. 1, here all 20 simulated trials are averaged
together to create a trial-averaged template, and single trials are correlated with the template
to assess consistency of template match (Fig. S7 F-G).

Variance accounted for by PC1: In the simulated networks, dimensionality of neural
activity was 8600 (86 pools x 100 neurons / pool), making the use of PCA poorly
conditioned (computing entries of an 86008600 covariance matrix far exceeds amount of
simulated data). Since we knew what the expected network structure was, and knew that we
were sampling from a population where signals were shared over many neurons (in contrast
to the unknown structure in the real data analysis), we summed the activity patterns of
neurons over their pool (e.g. sum neurons 1-100, 101-200, etc.) to yield a reduced set of
observations (# observations = # pools = 86). We then applied PCA to the reduced set of
observations. Instead of reporting the number of PCs that are needed to explain 80% of the
variance we instead report the amount of variance accounted for the by the first PC. The
number of PCs needed to explain 80% of the variance was often high and included PCs that
did not explain sequence-related activity. We could have tried to lower the threshold for
reporting number of PCs, but instead opted to report how much variance was captured by PC
1, since PC1 was always relevant to sequence activity (Fig. S7 F-G)

Temporal predictability: A similar dimensionality problem presents when using high
dimensional data to estimate a linear dynamics matrix. Here, we again take advantage of our
knowledge of the structure of the sequence and first fit a Factor Analysis model with twenty-
five dimensions (86 pools, each activating at 6 ms offset from each other yields an 86*6 =
516ms sequence. 516ms binned into 20 ms bins yields 25, hence 25 factors) to the data. We
then estimated the 25x25 dynamics matrix to predict changes in factor activations at the next
time point using current factor activations. (Fig. S7 F-G)

Quantifying phase-effect and mean-effect: In Fig 7A-B, mean improvement in sequence
propagation with ACS compared to non-ACS was computed (mean over all input parameters
and all phase alignments of input to ACS phase). This mean was the “mean-effect” of ACS.
Then the mean over all input parameters was defined yielding a 1x9 vector of mean
improvement as a function of phase. The “phase-effect” was defined as the standard
deviation of this 1x9 vector, capturing the variance in change in sequence propagation as a
function of phase.

Alternative ACS waveforms: Different amplitudes of 3Hz ACS (Fig. 7C), different
frequencies at the same amplitude (Fig. 7D), and novel waveforms (Fig. 7E) were all tested.
The novel, or “optimized” waveforms were all charge balanced. All new waveforms were
simulated in the same manner as 3 Hz ACS in Fig. 6 — as an injected current. The same input
parameters, number of trials, and analysis methods were for these waveforms as identified in
Fig. 6D and reported in Fig. 6F.

Number of pools propagated: To estimate the number of pools propagated (Fig 7H-1), a
distribution of the number of spikes in each pool (over 100 neurons) for trials with and

Cell. Author manuscript; available in PMC 2022 February 18.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Khanna et al.

Page 27

without ACS, but no triggered sequence, was computed. The 99t percentile of this
distribution was set as a threshold (375 spikes). For all trials with simulated sequences
without ACS, with 3 Hz ACS, or with the optimized waveform, the highest pool number
with activity above the threshold was the “length of propagation” for that trial. For example,
if in a trial pools 1-30 had spiking activity > 375 spikes, and pools 31-86 had spiking
activity <= 375 spikes, the number of pools propagated in this trial would be 30.

QUANTIFICATION AND STATISTICAL ANALYSIS

Figures show mean + s.e.m.; if this was not case, it was specifically indicated. Mostly, linear
mixed-effects (LME) models were used to test the significance of behavioral and neural
changes. Using these models accounts for animal-to-animal differences in neural or
behavioral measures that may contribute to high variability in pooled data, but which may
still have clear within-animal effects. In all cases unless otherwise noted, animal was
modeled as a random effect on intercept. Sometimes well-size or gripper identity and session
were included as random effects on intercept (indicted when done), and animal was included
as a random effect on regression coefficient. The LME model was fit using specified random
and fixed effects, and the test statistic and p-value of the regression coefficient for the fixed
effect is reported. All random effects, sample sizes, test statistics, and p-values are reported
in the results and figure legends. No normality tests were carried out prior to LME use, but
individual points have been included in the figures to display distributions.

In cases where statistics were applied to multiple metrics (e.g. reach duration, grasp
duration, R2G duration), the details (i.e. random effect variables) of the statistical test were
not re-printed for metrics immediately following the first in a series of tests. LME models
were implemented in python2.7 using the statsmodels “mixedIm” method.

Other tests used include Rayleigh tests for non-uniformity of circular distributions and linear
regression.

The number of animals was not pre-determined. Table S1 lists which animals were included
in which analyses. Animal inclusion/exclusion only reflected whether ACS was tested in a
particular animal or whether an animal had sufficient quality of neural recordings to perform
an analysis (see Fig. S5 for discussion regarding recording simultaneously with ACS).

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Highlights

Low-frequency alternating current stimulation (ACS) improves dexterity after
stroke

Preferred ACS phases excite perilesional cortex (PLC) activity

Dexterity and ensemble co-firing improve in trials aligned to preferred ACS
phases

In a network model, increases in co-firing predict enhanced activity
propagation

Cell. Author manuscript; available in PMC 2022 February 18.



1duosnuepy Joyiny 1duosnuely Joyiny 1duosnuepy Joyiny

1duosnuely Joyiny

Khanna et al.

Page 35
B Perilesional Cortex C Impaired Behavior Trajectories
(PLC)
Motor Cortex
lesion

Intact, Atlas

Stroke, Monkey Bl
N

Reach Grasp

Hold Wellrotates <> <«——————»-

0.5-0.8 | ~0.3-0.4
sec sec
Initiate Go Reach Grasp Pellet
Trial cue Start Start retrieved
D 3; S 1.75 1 c5- F
) | *kk -g *kk g L «xx A Monk. Ba X% Monk. Ba
Ty €150 - C4 - M Monk.H £ 067 Monk. H
T 2 a N a. = ® Monk. Bl < —~—_ Monk. Bl
g o = 1.25 1 L Y ) "5 205 " mmmiam
(2] O @ @ & o
o g lm 20, 5, \ T 0.4
§<,D1' & 1.00 ~ 521 ™ “eo 2
Ze £ 0.75 A 5-1.'2&:,,,:*,‘::@, &0-3 =
5 S
0 2050 L———— Zo - ; & &
25 50 25 50 25 50 &
Days Post Stroke Days Post Stroke Days Post Stroke Nt
E TrialAvg. Single Trial G
Template , * .
RS = S06 064 ¢ 06 B Monk. H
- a3 Temp. Match = 0.32 2 © Monk. BI
= 4 A Monk. Ba
2 L£04 044 | 0.4
(]
8 N a
3 2 "4 §o2 2 0.2
gE 08 2021 . 02 . . :
o - 00 25 50 00 25 50 00 25 50
= Py Norm. Reach-to-Grasp Time

0
H 9 RS 5 Non- Trial Modulated Units
Temp. Match = 0.50 5 YA — % muli RS,
- 3 1 ° phasic = /'
5 = 5
o 3 &0 H/»A 30 S 40 f e
o N & o ) o
= 10 @ = 5 [}
o2 o > & 2 1 It . .
85 0 % SF 5 Multiphasic ~ &
Q Q o o 1 @ 3 20 -
(] 1 X z — = o
& 2 pt S @ .
=l EO o4 -
= o 3
0 > 0 -
< - _1 0 1 0 1 -1 0 1
Time (sec) Time (sec) Time (sec) Time Lag (sec) Time (sec)

Figure 1: Improved behavior and consistency of PLC sequential firing with recovery
(A) Pellet retrieval task paradigm.

(B) Top Lesion and electrode array location Bottom left, intact M1 (Rohlfing et al., 2012)
accessed via The Scalable Brain Atlas (Bakker et al., 2015). Bottom right, ex-vivo MRI
from Monkey Bl illustrating lesion. See also Fig. S2

(C) Example index finger trajectories from Monkey H during an intermediate session (Zgp)
and following full recovery (bottom). See also Fig. S1.
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(D) Behavioral improvements in 3 animals performing the pellet task. Baseline normalized
R2G (LME with animal as random effect, ts44 = —6.161, p = 7.22x10719), normalized reach
duration (tsa4 = —4.457, p = 8.31x107%), and normalized grasp duration (ts44 = —5.902, p =
3.58x1079) over recovery. Lines show LME fits with animal-specific intercepts.

(E) Fast, successful trial-averaged templates (/eft column) and single trials (right column)
aligned to reach start (RS) during “intermediate” recovery (fop row) and full recovery
(bottom row).

(F) Template match over recovery (LME with animal as random effect, t334 = 6.193, p =
5.92x10710), Bars indicate mean (sem) over trials. Gray lines indicate average trend per
animal.

(G) Normalized R2G time is significantly negatively correlated with template match (LME,
animal as a random effect on slope and intercept: tsg = —2.409, p = 0.016). Individual points
are means (sem) of trials binned into twenty equal sample size bins based on normalized
R2G times. Lines indicate animal-specific slope and intercept fit by LME model. See also
Fig. S3

(H) Example of non-multiphasic and multiphasic trial-averaged unit activity aligned to reach
start (RS), quantified by assessing if the autocorrelation (middle column) exhibited a
significant peak between 0.1-0.5 seconds. (Right) Timing of peak (hon-multi phasic) or
peaks (multiphasic) of trial-averaged activity for task-modulated units pooled over three
animals.

Cell. Author manuscript; available in PMC 2022 February 18.



1duosnuely Joyiny 1duosnuepy Joyiny

1duosnuepy Joyiny

1duosnuely Joyiny

Khanna et al.

Posterior  Anterior
-—

@ Skull Screws

Page 37

[Pellet Retrieval Task |

A B 3 3
o . Open Loop ACS, Lo =
. 3 Hz, 0.5-3.0mA SE2 2| m
K
TH1 T2 ™3 x g
e g }.\
) 501 1 By
ANV 23
Monkey BI Monkey H
Time —
25 50 25 50
Days Post Stroke
C | —Monkey H ‘ D 5
o ok ” 8 o5 *kk ®
i= % c c [m)] ' )
5.2 ‘ S2 So 0} - a
8 = s n.s g N £ 001§ g
(_? & o =) = e g ] . ?'. ~ g
21 =R g1 3 ? 05 S~ |2
< o L ~
3 @ & = 3 q,
14 0 0 [ ) @ -1.0 T T >
Sham ACS Sham ACS Sham ACS 3 0 1 2 8
Sham GD (sec)
|Pinch-and-Lift Task| Stronger Impairment
E “Gripper” Types F
N U Flat 8 Flat, Narrow, Flat,
AITOW, ¢ Flat, =1 wide sloped wide
sloped wide 8 56 Monkey Monkey Monkey
'I : G 9 Sb Sb Sd
b : ﬂ 2 4 5
! < E
! c £ M
'S §" :
o 2 A A2
JLE 25 50 25 50 25 50
Days Post Stroke
G N | ;b — Monkey Sd | H g *%
) *% @ w
£ — &
E g ns. §° o 04 S
) © ® ~b %
g 4 a4 S’ 4 —~—— % e ~NG T
T c m
2 E P — @ -1 tSs |8
&= o 1 ()
S 2 & 2 o2 a g
g ' o2 >
Sham ACS Sham ACS Sham ACS ) ) )
2 4 6 »
Sham GD (sec)

Figure 2: Open-loop epidural ACS improves dexterity
(A) Open loop epidural ACS stimulation protocol

(B) Recovery of normalized R2G time for two animals performing pellet retrieval task.
Yellow arrows indicate stimulation sessions.
(C) Significant improvements in pellet retrieval R2G time with ACS (LME with animal,
ACS day, and well size as random effects: t3p5 = —3.08, p = 0.0021), no change in reach
duration (t3pg = 0.618, p = 0.537), and significant reduction in grasp duration (t3pg = —3.148,
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p = 0.00165). Bars are means (sem) over trials and each line is the mean for an animal,
session, and well-size (Monkey H (BI): black (gray)).

(D) For pellet retrieval task, significant correlation between sham grasp duration and effect
of ACS (ACS minus sham grasp duration), (LME with animal as random effect: t;g =
-3.456, p = 0.000547). Each data point is the mean grasp duration of all trials for an animal,
paired sham/ACS session, and well-size. Squares (circles) indicate data from Monkey H
(1))

(E) Schematic of pinch-and-lift task and “gripper” objects that change task difficulty.

(F) Recovery of R2G time for two animals performing pinch-and-lift task. Leff, Monkey Sh
using flat, wide grippers. Center, Monkey Sh using narrow sloped grippers. Right, Monkey
Sd using flat, wide grippers.

(G) Significant improvements in R2G time with ACS (LME, animal, ACS day, and gripper
identity as random effects: tgg4 = —3.143, p = 0.00167), no change in reach duration (tggg =
-0.401 p = 0.689), and significant reduction in grasp duration (tggg = —3.104, p = 0.00191).
Bars are mean (sem) over all trials and each black (gray) line is mean for each animal, day
and grippers for Monkey Sd (Sb).

(H) For pinch-and-lift task, significant correlation between sham grasp duration and effect of
ACS (ACS minus sham grasp duration), (LME with animal as random effect: t{; = —2.708, p
=0.00676). Each point is the mean grasp duration for an animal, sham/ACS session pair,
and gripper identity. Circles (squares, triangles) indicate data from Monkey Sb (Sb, Sd) for
flat/wide (narrow/sloped, all) grippers.

See also Fig. S4
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Figure 3: ACS drives phases of neural excitability

‘

A
-100 0 100
Phase of ACS (degrees)

(A) PLC electrode array and ACS stimulation screws.

(B) Mean voltages (/ef?), negative voltage gradient directions (middle), voltage gradient
magnitudes (right) recorded on the PLC array when ACS waveform at peak (fop row),
intermediate point (middle row), and trough (botfom row) from an example session from
Monkey Sd.
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(C) Distribution of voltage gradients over channels and sessions for the peak (/ef?),
intermediate point (/middle), and trough (righ?) of the ACS waveform. Arrows on x-axis
indicate subject means.

(D) Example units recorded from Monkey H during ACS. Left (chan 48) is significantly
entrained Right (chan 61) is not significantly entrained but shows slight phase preference.
Example waveforms (gray), average waveforms (black), and ISls (black histograms). See
also Fig. S5.

(E) Distribution of preferred phases over all units (gray bars) and significantly entrained
units (black bars) recorded during ACS for Monkey H (/eff) and Monkey Bl (righi).
Distributions are significantly non-uniform (Rayleigh test, Monkey H: all units, N = 163, z =
11.38, p = 9.68e-6, only significantly entrained units, N =72, z = 12.70, p = 1.82e-6,
Monkey BI: all units; N = 153, z = 6.64, p = 0.00124, significantly entrained units, N = 108,
z=13.33, p = 1.11e-6). The designated “excitable zone” (light green bar) is illustrated above
distributions.
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Figure 4: Behavior starting in the excitable zone is faster
(A) Left Circular histogram fit to distribution of preferred phases. Right: Example session

from Monkey BI, average (sem) R2G times binned by ACS phase at reach start
superimposed with circular histogram fit of phase.
(B) Visualization of phase-dependency of grasp duration (purple, note inversion so faster

R2G times higher on y-axis) and circular histogram fit to phase preferences (green, same as

A).
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(C) Mean outside EZ trials are significantly slower for R2G time (LME with animal,
session, and well-size as random effects: t;9; = —2.15, p = 0.0315), not significantly different
for reach duration (t;9; = 0.6465, p = 0.518), and significantly slower for grasp duration
(t101 = —2.086, p = 0.037). Bars indicate mean (sem) over trials. Black (Monkey H) and gray
(Monkey BI) dashed lines indicate average session trends. Solid lines indicate average trends
pooled over sessions.
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Figure 5: Phase-dependent increases in task ensemble co-firing with ACS
(A) Top. Example grasp start (GS) aligned rasters from grasp ensemble units in Monkey H

on day 23 (sham) and 24 (ACS). Bottom. Normalized trial-averaged activity for sham and

ACS

(B) No significant differences in trial-averaged unit modulation for sham vs. ACS (LME,
animal and session as random effects: reach ensemble: ty39 = 1.10, p = 0.27, reach-grasp
ensemble: t7;4=—0.429, p=0.668, grasp ensemble: t5o = 0.0399, p=0.968). No significant
differences in trial-averaged unit modulation for ACS trials with reach start outside EZ vs.
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inside EZ (reach ensemble: ty39 = 1.88, p = 0.059, reach-grasp ensemble: t75 = 0.944,
p=0.345, grasp ensemble: t5g = 1.140, p=0.254). Bars indicate mean (sem) across all units.
Black (gray) lines correspond to mean trends for each session pair for Monkey H (BI).

(C) 1D-shared over total (1D-SOT) metric to assess co-firing. One-dimensional Factor
Analysis model fit to ensemble data (as in bottom left equations), and 1D-SOT computed
using model parameters. 2-neuron examples of high, medium, and low 1D-SOT (right).

(D) Reach and reach-grasp ensemble 1D-SOT is not significantly different for sham vs. ACS
(LME, animal and session as random effects: reach:, t;9=0.524, p=0.600, reach-grasp: t1o =
-0.1945, p=0.846), but grasp ensemble 1D-SOT is significantly higher for ACS vs. sham (tg
=2.112, p = 0.0347). Bars indicate means (sem) over all animals and sessions. Black
(Monkey H) and gray (Monkey BI) lines correspond to 1D-SOT values for each session pair.
(E) Covariance matrices for grasp ensemble units for Monkey H days 23 (sham) and 24
(ACS).

(F) 1D-SOT is not significantly different for ACS outside EZ vs. inside EZ trials in reach
ensemble (LME, animal and session as random effects: t;g = 0.879, p = 0.379), but is
significantly higher for trials with reach start inside EZ vs. outside EZ for the reach-grasp
(t10 = 3.359, p = 0.000782) and grasp ensembles (tg = 3.7076, p = 0.00021). Bars indicate
means (sem) over animals and sessions. Black (Monkey H) and gray (Monkey BI) lines
correspond to 1D-SOT values for each condition pair.

(G) Covariance matrices for grasp ensemble units from Monkey H days 24 (ACS) for
outside EZ and inside EZ trials.

See also Fig. S6
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Figure 6: A neural network model of PLC links ACS, ensemble co-firing, and neural sequence

propagation

(A) Neural network with input (red), fully connected (gray) and impaired subnetwork

(purple). See also Fig. S7.

(B) Statistics of input spikes (o, A) influence sequence propagation: /eft. (8ms, 145 spikes),

center. (8ms, 300 spikes), and right. (Oms, 145 spikes).

(C) Impaired R2G input parameters. Left, 25ms, 350 spikes, Right 2ms, 60 spikes.
(D) Sequence propagation for input parameters (o, AV) on x, y axes. Pixels inside white

boxed regions correspond to impaired R2G input parameters.
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(E) Distribution of preferred phases of simulated neurons during ACS (gray bars). EZ is
centered on circular mean of distribution (+/- /4).

(F) 1D-SOT significantly changes for sham vs. ACS and Outside vs. Inside EZ for all
ensembles. (LME, input parameter as random effect: 7gp, sham vs. ACS: pool 1: tzg =
-10.03, p < 1.08e-23, pool 43:, t35 = 9.38, p < 6.45 e-21, pool 53: t3g = 8.61, p < 7.05e-18.
Bottomoutside EZ vs. inside EZ, pool 1: tzg= 24.77, p < 1.87e-135, pool 43: t3g= 13.23, p <
5.7e-40, pool 53: t3g= 11.51, p < 1.18e-30)

(G) A short propagation sequence (/ef?). Input aligned to EZ can improve (center), or worsen
propagation (right).

(H) Change in sequence propagation (ACS — sham) over all impaired R2G inputs (x-axis)
for alignment of input to ACS phase (y-axis).

(I) Correlation between change in 1D-SOT in grasp ensemble vs. change in propagation
(linear correlation, r = 0.89, p < 3.77e-59, N = 171). Each point is average over many
simulations for each impaired R2G input parameter-by-ACS-phase combination.
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Figure 7: Waveform optimization to enhance propagation
(A) “Mean effect” and “Phase-effect” quantification. Left: Gray lines are change in

propagation as function of input alignment to ACS phase for each impaired R2G input
parameter, Right: Black line is average over all input parameters. “Mean effect” is average
of black line and “phase effect” is std. of black line.

(B) Phase-effect vs. mean-effect space: ideal stimulation has a low phase-effect and high
mean-effect (purple).
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(C) Phase-effect vs. mean-effect for varying amplitudes (in nanoamps) of 3 Hz ACS. Circled
point indicates amplitude used in Fig. 6.

(D) ACS amplitude affects sequence propagation when input is delivered inside EZ (left
plots in each column) and outside EZ (right plots in each column). Sequences are red for
visualization.

(E) Phase-effect vs. mean-effect for different ACS frequencies.</p/> F) Phase-effect vs.
mean-effect for designed waveforms. Colors denote waveform shape (maroon = single
negative half-cycle, orange = multiple negative half-cycles). Frequency labels denote the
frequency of the negative half-cycle.

(G) Optimized waveform (+3Hz, single half-cycle —10Hz) improves sequence propagation
(righ?) compared to 3Hz ACS (/ef?) for same inputs.

(H) Comparison between 3Hz ACS (/eft) and optimized waveform (+3Hz, single phase
—-10Hz, righ?) sequence propagation length. Color indicates change in propagation length
(units of # pools) compared to non-ACS for a given input parameter set (y-axis) at a given
phase of the waveform (x-axis). Red and blue indicate lengthening and shortening in
propagation respectively.

(I) Phase-effect vs. mean-effect in units of “change in pools propagated” instead of “change
in sequence propagation metric” (as in Fig. 7B-C, E-F). For 3 Hz ACS (black), ACS extends
propagation by a mean-effect (phase-effect) of 11.2 (15.5) pools. Optimized waveform
(maroon) extends propagation by 18.9 (13.5) pools.
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REAGENT or RESOURCE SOURCE IDENTIFIER
Experimental Models: Organisms/Strains
Rhesus macaque (macaca mulatta) California National Primate Center, Davis, | N/A

Software and Algorithms

Python 2.7 Python Software Foundation https://www.python.org
MATLAB Mathworks https://www.mathworks.com/products/matlab.html
Brian2 (Stimberg et al., 2019) https://brian2.readthedocs.io/en/stable/#

Mountainsort

(Chung et al., 2017)

https://github.com/flatironinstitute/mountainsort

Other

Bioamp processor (RZ2), neurodigitizer
(analog PZ5), Data Streamer (RS4)

Tucker-Davis Technologies (TDT)

https://www.tdt.com

64-channel microwire electrode arrays

Tucker-Davis Technologies (TDT)

https://www.tdt.com/component/zif-cliparray-
electrodes/
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