
1SCIeNTIFIC RePoRts |  (2018) 8:7993  | DOI:10.1038/s41598-018-26287-7

www.nature.com/scientificreports

Neuromodulation of sensory 
networks in monkey brain by 
focused ultrasound with MRI 
guidance and detection
Pai-Feng Yang1,2, M. Anthony Phipps1,2, Allen T. Newton1,2, Vandiver Chaplin  1,2, John C. Gore1,2, 
Charles F. Caskey1,2 & Li Min Chen  1,2

Focused ultrasound (FUS) has gained recognition as a technique for non-invasive neuromodulation with 
high spatial precision and the ability to both excite and inhibit neural activity. Here we demonstrate 
that MRI-guided FUS is capable of exciting precise targets within areas 3a/3b in the monkey brain, 
causing downstream activations in off-target somatosensory and associated brain regions which are 
simultaneously detected by functional MRI. The similarity between natural tactile stimulation-and FUS- 
evoked fMRI activation patterns suggests that FUS likely can excite populations of neurons and produce 
associated spiking activities that may be subsequently transmitted to other functionally related touch 
regions. The across-region differences in fMRI signal changes relative to area 3a/3b between tactile and 
FUS conditions also indicate that FUS modulated the tactile network differently. The significantly faster 
rising (>1 sec) fMRI signals elicited by direct FUS stimulation at the targeted cortical region suggest 
that a different neural hemodynamic coupling mechanism may be involved in generating fMRI signals. 
This is the first demonstration of imaging neural excitation effects of FUS with BOLD fMRI on a specific 
functional circuit in non-human primates.

Regions and circuits within a healthy brain work together in a coordinated fashion; dysfunction in such networks 
underlie several neurological disorders1–7. Identifying how different regions of the brain, many of which are often 
functionally independent, work together to execute specific cognitive tasks and maintain proper function remains 
a major challenge. In particular, identifying the causal relationships between nodes within and among different 
networks is crucial for understanding their operation and functions. Brain stimulation, specifically the manipula-
tion of activity within circuits in both positive (excitation) and negative (inhibition) directions, can be a powerful 
approach to directly correlate changes in neural circuits with functional and behavioral readouts and establish 
the causal relationships between brain regions. To date, the most widely used stimulation methods for studying 
human brain function include transcranial electrical stimulation8–11, intracranial electrical stimulation12–15, deep 
brain stimulation16–18, and transcranial magnetic stimulation4,19–22. Among these methods, only transcranial elec-
trical and magnetic stimulation are non-invasive and can localize primarily superficial brain structures on the 
centimeter scale, while the others are highly invasive, requiring surgical placements of electrodes into the brain. 
FUS offers a practical neuromodulation method that has ideal characteristics: (1) it is noninvasive, (2) offers mil-
limeter scale spatial localization, (3) can access all parts of the brain easily, (4) is compatible with accurate imaging 
of brain activity, and (5) can potentially modulate brain activity in both excitatory and inhibitory directions.

Image guidance not only improves the spatial precision of positioning the US focal region but also enables 
simultaneous characterization of both local (at target) and associated circuit (off-target) neural responses. Other 
investigators have recognized the importance of image-guidance in FUS neuromodulation, and typically use ste-
reotactic frames or optical tracking systems to localize the focus in pre-acquired images23,24. We have established 
similar procedures in our laboratory, which permit optically-guided tracking of the ultrasound transducer and 
projection of the acoustic beam into MR planning images. Our approach allows real-time beam localization along 
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with functional mapping based on BOLD (blood oxygenation level dependent) fMRI. Combining FUS with MRI 
has potential to be a very powerful technique to interrogate neural circuits.

In the present study, we aimed to address several challenges and questions about the application of FUS neu-
romodulation of the non-human primate brain using MRI-guided FUS at 7 T. We chose to study the monkey 
somatosensory system because it has been well characterized using fMRI and intracranial electrophysiology as 
well as invasive and post-mortem studies25,26. We have developed robust fMRI paradigms that allow us to reli-
ably map brain touch circuits in non-human primates27–32. We first established that a FUS transducer could be 
implemented in a 7 T human scanner, with an optical tracking system to guide transducer placement. We then 
investigated whether long blocks containing FUS bursts could induce detectable BOLD signals, and how these 
compared to BOLD effects induced by peripheral cutaneous tactile stimulation. An overarching goal was to eval-
uate whether FUS can selectively activate brain circuits in a functionally specific manner. We showed that FUS 
evoked robust BOLD activations at the target and off-target regions within the touch functional circuit, and that 
FUS-induced BOLD signal changes are generally similar to those evoked by tactile stimulation, but they can be 
much stronger and rise faster.

Results
fMRI mapping of tactile stimuli-evoked responses. Vibrotactile stimulation produced by an oscillat-
ing vertical probe indentation (with 0.48 mm displacement) on distal digits of the hand is transmitted through the 
spinal dorsal column pathway and cuneate nucleus to the ventral-posterior-lateral (VPL) nucleus of the thalamus, 
and then reaches the primary (areas 3b and 1 of S1) and secondary (S2) somatosensory as well as posterior insular 
(Ins) cortices of the non-human primate brain. We used 8 Hz vibrotactile stimuli because it is a subtle and natural 
cutaneous stimulus that elicits robust touch sensation in humans and activates many cortical and subcortical 
brain regions, including S1 and S2 in the non-human primate27,28,33–35. We have previously demonstrated that 
many of the areas responding to such a stimulus are detectable as fMRI activations at ultra-high field (9.4 T) in the 
brains of squirrel monkeys under light anesthesia30,31 and also show correlated signal variations in a resting state, 
reflecting their functional connectivity36,37. Extending our previous observations in squirrel monkeys, Fig. 1A 
shows the same 8 Hz tactile stimuli-evoked fMRI activations in contralateral areas 3a/3b and areas 1/2 of S1, S2, 

Figure 1. Comparison of tactile stimulus-evoked and Focused ultrasound stimulation (FUS)-elicited fMRI 
BOLD activations in the macaque brain. (A) Representative single run coronal fMRI activation maps evoked 
by 8 Hz stimulation of distal finger pads of digits 2&3 of left hand of subject 1. Activation maps are thresholded 
at t > 2.8, p = 0.005, q = 0.012, FDR corrected. (B) Representative single run coronal fMRI activation maps 
evoked by FUS stimulation of the areas 3a/3b region of right hemisphere of subject 2. Activation maps are 
thresholded at t > 3.3, p = 0.001, q = 0.003, FDR corrected. Green oval outlines indicate the focus (25% power) 
locations of the ultrasound beam. Magenta outlines show the areas 3a/3b region. WM: white matter. ACC: 
anterior cingulate cortex. PCC: posterior cingulate cortex. Ins: insular cortex. 3a/b: areas 3a and 3b. 1–2: areas 
1 and 2. VL: thalamic ventral-lateral nucleus. GPe: globus pallidus. D: dorsal. V: ventral. L: left. R: right. Six 
coronal images are arranged from rostral to caudal direction (top left to bottom right). (C) A diagram shows 
the two experimental conditions examined in the study: peripheral tactile stimulation of digits and direct 
cortical stimulation with FUS. (D) BOLD signal time courses derived from areas 3a/3b voxels during tactile 
and ultrasound stimulation (top panel) and at rest (without stimulation, bottom panel). Light pink background 
strips indicate the stimulus duration, they are for reference only in the resting state panel.
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posterior and anterior Insula (Ins), VPL nucleus, and posterior and anterior cingulate cortices (PCC and ACC) 
at 7 T in the macaque brain. The BOLD time course extracted from activated areas 3a/3b region exhibited robust 
(~0.5%) stimulus-evoked signal changes (see the green line in Fig. 1D, top panel). In contrast, the BOLD signals 
obtained during a baseline state (i.e. without stimulation) showed only low-level random fluctuations (see the 
black line in Fig. 1D, bottom panel). Similar tactile stimulus-evoked activation patterns were observed repeatedly 
across imaging sessions and animals.

FUS stimulation of areas 3a/3b of S1 cortex elicited fMRI activations in touch related regions.  
To evaluate the effects of FUS pulses, we chose a functionally defined touch region in areas 3a/3b as a target area 
because it is the first cortical relay station within touch circuits, and direct stimulation of this region would likely 
activate at least part of the touch circuit. Functional circuits identified by tactile stimulation can thus serve as 
a reference for the functional relevance and neural basis of FUS effects. We therefore directly targeted the FUS 
beam to the area 3a/3b activation focus identified by fMRI response to tactile stimulation in each animal, and 
insonated the region with an identical 30 sec on/off stimulation paradigm (see 50% FUS power targets (green 
outlines) in Fig. 1B images). FUS elicited fMRI activations in several tactile regions (compare Figs 1B and 2). The 
BOLD time courses extracted from areas 3a/3b during FUS stimulation exhibited very similar signal increases 
as those during tactile stimulation (compare blue and green lines in Fig. 1D). To illustrate the stimulation effects 
of FUS, Fig. 2 shows the FUS (A) and tactile stimulation-evoked (B) fMRI activations maps obtained within the 
same interleaved fMRI data acquisition run (see the insert for the stimulus presentation paradigm). This finding 
shows that block-design FUS pulses elicited similar hemodynamic responses as natural and subtle vibration tac-
tile stimulation at the targeted region.

Distinct response profiles of touch versus FUS in a subset of brain network regions. Based on 
the hierarchical organization of the touch circuit, we speculated that direct stimulation of areas 3a/3b, bypassing 
the thalamus, likely alters the information flow between touch regions within the somatosensory functional cir-
cuit. To test this hypothesis, we quantified and compared% BOLD signal changes and their temporal features at 
ten selected ROIs (eight activated and two control regions) and calculated group averages (n = 13 tactile runs and 
n = 19 FUS runs). Figure 3A shows the normalized (to the peak) mean (±SEM) event-related BOLD time courses 
in response to either tactile or FUS stimulation. Their overall temporal profiles were comparable. Percentage 
BOLD signal increases were generally stronger during FUS (up to 0.8%) than tactile stimulation (up to 0.5%) 
(Fig. 3B). The peak signal amplitudes were significantly higher in areas 3a/3b, areas 1/2, and insular cortices 
(p < 0.005, p < 0.05, and p < 0.001, unpaired t-test; compare blue with green columns in Fig. 3D). As a control, 
signals derived from white matter (WM) voxels were very weak (<0.1%). Areas 3a/3b BOLD signals obtained 
during resting state showed only asynchronous fluctuations around baseline (last panel in Fig. 3A and last column 
group in Fig. 3B).

Further analysis of the time courses revealed that the BOLD signal changes in relative to that of area 3a/3b 
(defined as 1) varied markedly across regions between tactile stimulation and FUS conditions (Fig. 3C). For 
example, the BOLD signal amplitude in ACC was lower in FUS but much higher in tactile stimulation condi-
tion. Similar differences were observed in three other regions of insular, VL and PCC (Fig. 3C). Moreover, the 
FUS-evoked fMRI signals rose faster than those by tactile stimulation in areas 3a/3b and insular cortex, with 
significantly shorter (~1 sec) 50% peak latency (Fig. 3D).

Figure 2. Interleaved presentation of FUS and tactile stimulation evoked similar fMRI activation patterns. (A) 
A single run BOLD fMRI activation map evoked by FUS of area 3a/3b region of right hemisphere. (B) Tactile 
stimulus-evoked fMRI activation maps. Activation maps are thresholded at t > 2.3, p < 0.02, q = 0.03, FDR 
corrected. Magenta outlines show the areas 3a/3b region. D: dorsal. V: ventral. L: left. R: right. D: dorsal. Bottom 
insert illustrates the stimulus (FUS and tactile) presentation protocol. Six rostral to caudal coronal images are 
arranged from top left to bottom right. V: ventral. L: left. R: right.
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Discussion
The potential of neuromodulation by FUS has previously been illustrated in human and in vivo animal studies38,39; 
however, the mechanisms underlying the effects of FUS on neurons have not been established. For example, in 
small animals, physical movements have been induced by insonifying the motor cortex, while visual evoked 
potentials have been inhibited by insonifying the visual areas of the brain for multiple seconds40,41. A prior human 
showed that low amplitude, transcranial FUS focused on the S1 region of the somatosensory cortex inhibited 
electroencephalogram (EEG) signals evoked by stimulating the median nerve42. Another report more recently 
demonstrated that US neuromodulation of the primary somatosensory cortex (S1) elicited specific sensations. 
The ability of FUS to modulate neural activity in both positive and negative directions has been repeatedly vali-
dated. However, how these FUS neuromodulation effects are accomplished remains unclear, and their impacts on 
networks and mediation via neural circuits have not been explored.

Using BOLD fMRI signal as a readout, we show here that blocks of FUS pulses not only excite the targeted cor-
tical region, but also elicit BOLD activations in spatially distant regions that are a part of the cutaneous touch net-
work and beyond. FUS-induced effects have been previously reported in the visual system of behaving macaques, 
which one may expect to elicit neural activity and a network-scale BOLD response24,43. Our study is the first 
evidence of imaging FUS’s excitation effects with BOLD fMRI not only at the target but also as a cause of modu-
lation in downstream brain regions. The similarity between the stimulus-evoked touch and FUS fMRI responses 
demonstrate the targeted stimulation propagates throughout a specific brain functional circuit (the touch circuit 
in our case) without the primary input from touch receptors, depicting the underlying functional connectivity. 
Another significant finding is that blocks of FUS induced hemodynamic BOLD responses similar to external 
stimuli, but these were significantly stronger and faster rising in the targeted areas 3a/3b, its neighboring areas 
1/2, and posterior insular cortex, compared to their responses to the specific cutaneous tactile stimulation used 
here. Two main features of the BOLD responses support the conclusion that FUS-induced effects are neural based 
and circuit specific. First, the overall shape of BOLD signal changes evoked by long FUS blocks is very similar 
to the typical hemodynamic signal changes evoked by natural tactile stimulation, which are known to be related 
to increases in spiking activities and local field potentials in areas 3b and 1 of S1, as well as S2, within the mon-
key somatosensory system32,36. Second, the FUS-induced responses in these regions differed in magnitude and 
temporal features between regions. BOLD signals detected at the targeted and neighboring regions were twice as 
strong and twice as fast to rise compared to those of off-target regions. We interpret the responses of the off-target 
regions as neural-based and activated via inter-regional connections. Very weak MRI signals in adjacent white 

Figure 3. Group comparison of BOLD time courses, signal amplitude, rising slopes, and response latency 
during tactile versus FUS stimulation in different brain regions. (A) Normalized BOLD time courses (peak is 
considered as 1) derived from eight activated regions (by either tactile stimulation or FUS) and two control 
conditions: white matter (WM) region and at resting state. Shadows indicate the standard error distribution. 
Light pink background strips indicate the 30-sec stimulation period. (B) Comparison of absolute peak 
BOLD% signal changes evoked by tactile stimulation versus FUS in each individual ROI. *p < 0.05, **p < 0.01, 
***p < 0.005, ****p < 0.001, unpaired t-test. (C) Rearranged normalized BOLD signal changes plot (signal 
of areas 3a/3b is considered as 1) from high to low for tactile stimulation and corresponding values for FUS. 
*p < 0.05, **p < 0.01, nonparametric Mann-Whitney test. (D) Direct comparisons of 50% peak latency in each 
ROI. **p < 0.01, unpaired t-test. FMRI data from a total of 13 tactile and 19 FUS runs from six imaging sessions 
in two animals were included in the group quantification.
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matter and in a resting state support our conclusion that FUS-induced effects are region- and circuit-selective, 
rather than a global, non-neural effect in the brain.

Although the specific neural effects induced by FUS remain to be determined, existing evidence suggest that 
FUS pulses may excite (i.e., generate neuronal spikes), inhibit or modulate (change neuron excitability) neural 
activity44,45. The detection of BOLD signal increases at both targeted and distant off-target regions led us to spec-
ulate that FUS likely excited neurons and resulted in spiking activities at the target location, which subsequently 
excited those functionally inter-connected brain regions within the circuit. This finding is of significance for 
interpreting FUS effects on behavioral changes because it localizes the neuronal effects of FUS to the circuit level, 
particularly at the frequency and parameters we used in the current study. The present study demonstrates the 
feasibility and sensitivity of BOLD signals for detecting neuronal effects of FUS. Whether the precise mechanism 
of FUS-induced BOLD signals are neuronal versus vascular remains to be further investigated, but the different 
temporal responses compared to tactile stimulation may reflect differences in the balance of changes in blood 
oxygenation versus flow between the two conditions.

The specific mechanism of FUS neuromodulation remains unknown, but information can be gained from our 
experiments about the role and magnitude of acoustic radiation force and temperature. Our results do not suggest 
that radiation force plays a direct role in the observed BOLD fMRI signal. As a net displacement over a region, we 
would not expect micron-scale displacements due to acoustic radiation force to generate an effect on the BOLD 
signal. If the pulse compressed the vascular geometry over a wide region, it may be feasible that such a small 
displacement could modify the BOLD response, but we believe this is unlikely in our study since the magnitude 
of displacement is very low. Prior studies at 220 kHz have reported displacements as high as 10 μm at acoustic 
powers multiple orders of magnitude greater than those used in our study at 250 kHz, so we may expect the radia-
tion force to be less than 1 μm46. Regardless, the BOLD response occurs seconds after neural activation has begun 
and the tissue relaxes on the millisecond scale, so we conclude that interactions between the radiation force and 
BOLD fMRI would be indirect if present. Temperature rise during FUS stimulation is a potential mechanism, so 
we tracked temperature in all experiments with MR thermometry. The average temperature increase measured in 
regions of interest (ROIs) in the ultrasound focus during ultrasound blocks was zero mean (0.00 +/− 0.15 °C) and 
the maximum temperature increase detected in the sonicated brain ROI across all ultrasound blocks was 0.5 °C. 
These temperature increases are consistent with bioheat estimates at the power used (data not shown).

Finally, it is worth noting that even though the neural excitatory effects of FUS were apparent in our exper-
iments, the precise stimulation locus and spatial distribution of the effects remain to be further validated with 
real-time MRI measures, such as acoustic radiation force imaging (ARFI)47–49. Image-guided targeting of the 
FUS focus with optical tracking, as used here and by others23, is accurate to within ~3 mm but incurs a degree of 
variability in the final location of the core FUS region. Thus, we attribute the concurrent strong fMRI activations 
in areas 3a/3b, areas 1/2, and insular to this uncertainty. What’s more important is the fact that given all these var-
iabilities, BOLD signal increases at the targeted areas 3a/3b and its immediate neighboring areas 1/2 and posterior 
insula were retained at the group level, across different scans and animals. Future real-time MRI monitoring of 
the FUS beam will provide more accurate and precise information about the final core targets.

Methods
Animal preparation. Two adult male macaque monkeys (M. fascicularis) were studied; each animal was 
scanned three times (a total of six sessions). Animals were initially sedated with ketamine hydrochloride (10 mg/
kg) and atropine sulfate (0.05 mg/kg) and then anesthetized with isoflurane (1.0–1.5%) delivered over oxygen. 
After intubation, the animal was placed in a custom-designed MR stereotaxic frame with the head secured by 
ear bars, eye, and mouthpieces. During functional MRI data acquisition, animals were maintained at a light 
(0.85–1.0%) and stable level of anesthesia. A solution of 2.5% dextrose in saline solution was infused intrave-
nously (3 ml/kg/h) to prevent dehydration. Animals were artificially ventilated throughout the experiment. Rectal 
temperature was maintained (SA Instruments) between 37.5 °C and 38.5 °C by means of a circulating water blan-
ket. Heart rate and peripheral capillary oxygen saturation (SpO2; Nonin), respiration pattern and end-tidal CO2 
(24–32 mmHg; SurgiVet) were continuously monitored and maintained during the entire procedure. All pro-
cedures were conducted in accordance with National Institutes of Health guidelines and were approved by the 
Institutional Animal Care and Use Committee of Vanderbilt University.

Peripheral tactile stimulation protocol. The fingers were stabilized with modeling clay, palm side 
up, leaving the glabrous skin of the distal finger pads available for stimulation. Innocuous tactile stimuli were 
delivered at 8 Hz on the distal finger pads of D2 and D3 of the left hand in 0.44 mm vertical displacements via 
two rounded probes 2 mm in diameter driven by an S88 Grass stimulator. For each fMRI tactile stimulation 
run, 30-second duration blocks of tactile stimuli were repeated seven times with 30 second baseline periods in 
between. The probes were in contact with the skin of the digits during baseline periods.

Localization of ultrasound beam and stimulation. A FUS transducer was positioned over the central 
sulcus, where the primary somatosensory cortex (S1) resides, on the right hemisphere ipsilateral to the tactile 
stimulation side of the left hand. Conducting gel was placed over the scalp to ensure adequate acoustic coupling. 
Six MRI visible fiducial markers (15 mm outer diameter) (MM3002, IZI Medical Products Owings Mills, MD) 
were placed one on each eyebar, one on each ear bar, and two on the side of the head that was not being sonicated. 
Tactile stimulus-evoked activation in area 3b/3a cortex, which was obtained from a prior imaging session, was 
used as a guide for aiming the FUS beam focus (see Fig. 4). The location and path of the FUS beam were estimated 
by optically tracking the transducer (NDI Polaris, Ontario, Canada) and registering to the imaging space via fidu-
cials. To overlay the beam map, we collected a 3D acoustic map in the laboratory using an optically-tracked needle 
hydrophone in a water tank, with the tracked transducer coupled to the side. During stimulation experiments, 
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the free field beam map was projected into co-registered MRI voxels, using the fiducial markers localized in both 
MRI and optically-tracked coordinates with 3D Slicer48. We note that the free field beam would be aberrated by 
the skull but that we expect this to be minimal with the current transducer geometry at 250 kHz based on prior 
simulations of comparable skulls. Average targeting error after image registration is estimated to be about 3 mm, 
and the registration method follows our prior work49.

Ultrasound parameters and power. During fMRI data acquisition, FUS pulses were delivered in a 
block-based scheme identical to the tactile stimuli in seven 30 sec FUS on/off cycles (see Fig. 2 insert). The FUS 
transducer was driven by an arbitrary waveform generator (Agilent 33511B, Santa Clara, CA, USA) connected 
to an RF power amplifier (E&I A150, Rochester, NY, USA). A custom microcontroller program coordinated 
pulsing for tactile or FUS stimulation. During an “on” block, a 250 kHz, 300 msec pulse was emitted at 0.333 Hz 
from a spherically focused MR-compatible transducer (H115, Sonic Concepts, Bothell, WA) coupled via a cus-
tom Fomblin-filled cone (Fomblin Y LVAC 06/6, Solvay, Mt. Pleasant, TN). The Fomblin-filled cone was used 
to replace water to eliminate susceptibility artifacts and geometric distortions of MRI images due to ineffective 
shimming, since Fomblin contains no hydrogen. A single 300 msec pulse consisted of 63-cycle bursts repeated at 
2 kHz (50% duty cycle–see Fig. 4E for FUS pulse design). The procedure resulted in 10 FUS bursts per “on” block.

The maximum free field pressure of the transducer was measured by placing a calibrated needle (for pres-
sures lower than MI = 1.4, H-0400 Onda Corp.) or fiber optic hydrophone (at higher pressures, FOH, Precision 
Acoustics, Dorchester, UK) at the focus of the transducer and recording the peak negative pressure at different 
input amplitudes. Measurements were performed with both fomblin and water in the coupling cone and the peak 
pressure was within 10 percent for each of these materials at their respective foci. The highest free field peak neg-
ative pressure (PNP) used for neuromodulation was estimated to be 935 kPa which corresponds to a mechanical 
index (MI) of 1.87, a spatial peak pulse average (Isppa) of 29.5 W/cm2, and a spatial peak temporal average (Ispta) of 

Figure 4. MRI guided FUS stimulation set up. (A) 3D view of the spatial relationships of the FUS transducer 
location, estimated beam path using the optically-guided real-time projection of the freefield beam, and the 
targeted brain region. (B–D) Overlaid free field FUS beam on MRI images on three different imaging planes (B: 
coronal, C: axial, D: sagittal). (E) PUS pulse design. Color bars represent the scaled pressure range.
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1.34 W/cm2. We chose this pressure as an upper bound to elicit a maximal effect while remaining below the MI 
limit for body imaging (1.9) with ultrasound, while noting that these standards were established for short pulses 
and should not necessarily be considered as safety metrics for neuromodulation. The skull attenuates ultrasound 
so a lower pressure is expected inside the brain. To estimate how much the skull lowers the pressure, a piece 
of ex vivo macaque skull was placed underwater between the needle hydrophone and the water filled coupling 
cone of the transducer. Pressure measurements were made with the skull at five different orientations similar to 
those used in in vivo experiments. On average the maximum measured pressure behind the skull was 58% of the 
free-field beam during transcranial sonication. Using this as a basis for attenuation, we estimate ultrasound values 
in the brain during neuromodulation to be a PNP of 543 kPa, an MI of 1.08, an Isppa of 9.9 W/cm2, and an Ispta of 
0.452 W/cm2. When derated for the skull, these acoustic pressures are similar to those reported in Lee et al.50.

MR thermometry. We calculated a phase image from the real and imaginary images acquired during every 
fMRI sequence. Using the phase information, we created a temperature map for each scan with the proton res-
onance frequency shift method with baseline correction51–53. We averaged 5 phase maps immediately prior to 
each task block to create a phase baseline for a given block and then computed the temperature change in each 
acquisition during the task relative to this baseline. An ROI was manually selected in the brain where we expected 
the FUS focus to be located based on optically tracked beam overlays. An additional ROI in the brain outside the 
FUS beam was selected. We then calculated the mean temperature change in the brain ROIs within and outside 
the expected FUS focus for each FUS and tactile block in all studies.

MRI data acquisition and analyses. All MRI scans were performed on a 7 T Philips Achieva magnet with 
a customized surface transmit-receive coil (inner diameter = 6 cm) centered over the S1 and S2 cortices of the 
right hemisphere. Three types of MRI images were acquired: 3D T1-weighted high-resolution isotropic volume 
examination (THRIVE) images were acquired to localize the fiducial markers placed around the US probe for 
aligning and localizing the US beam to structural MRI images (TR = 1.89 ms, TR = 4 ms, flip angle 10°, NSA = 1) 
(Fig. 4A). A series of nine T2*-weighted multi-slice gradient echo high-resolution structural coronal images 
(TE = 10 ms, TR = 500 ms, 768 × 768 × 9 matrix, 0.104 × 0.104 × 1 mm3 voxel size) were also collected. FMRI 
data were acquired from the same slices using a single-shot gradient echo planar imaging (GE-EPI) sequence 
(TE = 16 ms, TR = 2 sec, 0.625 × 0.625 × 1 mm3 voxel size, 128 × 128 × 9 matrix, interleaved slices, linear K space 
filling). An extra navigator echo was collected with no phase encoding prior to the acquisition of the actual image 
data. This echo is used to correct for phase variations typically caused by motion. FMRI data with tactile stim-
ulation of distal digits and/or FUS were collected with the same functional imaging acquisition parameters. To 
maximize the activation detection, two different stimulation presentation paradigms are used in fMRI data acqui-
sition: single stimulation (tactile or FUS) and interleaved tactile and FUS conditions. Non-interleaved experi-
ments were performed sequentially in the same imaging session and that anesthesia level was closely monitored 
and adjusted, so that the vital signals remained very stable (heart rate:160 ± 3; end tidal CO2: 34 ± 1, and pulse 
oxygenation: 99 ± 1%). In a typical single condition fMRI session (day), a total 6 to 10 tactile stimulation and US 
runs (225 volumes per run) were acquired. In a typical interleaved session, a total of 3 to 4 runs were acquired 
(435 volumes per run). A total of six imaging sessions (three sessions from each monkey) were included in the 
fMRI time course analysis.

fMRI data analysis. Pre-processing. FMRI signals, acquired during tactile stimulation, FUS, or resting 
state, went through standard pre-processing steps of slice timing (3dTshift, AFNI) and 3-D motion correction 
(3dvolreg, AFNI), and then spatially smoothed using an isotropic Gaussian filter kernel with a full width at half 
maximum of 1 mm (3dmerge, AFNI). Functional EPI images were up-sampled from 0.625 × 0.625 × 1 mm3 to 
0.312 × 0.312 × 1 mm3, and co-registered with corresponding T2*-weighted high-resolution anatomical images 
using a linear image registration tool (3dAllineate, AFNI) for display. The fMRI EPI data were temporally 
smoothed with a low-pass filter with cutoff frequency of 0.25 Hz (fslmaths, FSL).

FMRI activation maps. FMRI activation maps were created using a cross-correlation function between the sig-
nal time courses of each voxel and the boxcar predictor of the HRF convolved stimulus presentation paradigm 
(3dDeconvolve, AFNI). Activation was defined by voxels that exhibited significantly correlated BOLD signal 
changes (p < 0.02, p < 0.005 or p < 0.001, FDR corrected) and were organized in a minimum of five up-sampled 
continuous voxels (cluster size of 0.49 mm3). Thresholded fMRI activation maps (with statistical t-values, typically 
thresholded at t = 2.3 (p = 0.02), t = 2.8 (p = 0.005) or 3.3 (p = 0.001), FDR corrected) were spatially interpolated 
and then superimposed on the corresponding high-resolution T2*-weighted anatomical images.

Quantification of time course of BOLD signal. Regions of interest (ROI)-based time course analyses 
were performed. Three types of voxels were defined: (1) cortical voxels activated by tactile or ultrasound stim-
ulation, (2) white matter voxels, and (3) voxels showing apparent changes during resting state (i.e., runs with-
out stimulation). We extracted the BOLD signal time courses from voxels with a maximal t-value > 2.8 within 
each ROI to quantify the amplitudes and temporal profiles of the BOLD signal changes to stimulation. White 
matter (WM) voxels were defined based on anatomical images. Resting state BOLD signal time courses were 
extracted from peak voxels in two regions (areas 3a/b and areas 1/2) that exhibited strong responses to FUS or 
tactile stimulation during resting state. All ROIs were defined using a macaque monkey brain atlas54. Each run 
contains 8 non-stimulus blocks (30 s) interleaved with 7 stimulus blocks (30 s). We calculated the time course 
of the percent signal change by subtracting the mean baseline signal prior to stimulus onset from the mean 
BOLD signals of three peak volumes during the stimulation period, and then dividing it by the baseline signal 
((peak-baseline)/baseline%). The slope of the BOLD signal change was calculated between stimulus onset and 
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50% of peak response time points. BOLD peak amplitudes were calculated in each stimulus block from the 12 
plateau image volumes during stimulus presentation. Measures were averaged across runs, scan sessions and 
animals, and were examined for statistical significance using an unpaired t-test method between tactile and US 
stimulation conditions. A p < 0.05 was considered statistically significant. ROI-based BOLD time course plots are 
presented as the mean ± standard error (SEM).

References
 1. Assaf, M. et al. Abnormal functional connectivity of default mode sub-networks in autism spectrum disorder patients. Neuroimage 

53, 247–256 (2010).
 2. Bai, F. et al. Abnormal resting-state functional connectivity of posterior cingulate cortex in amnestic type mild cognitive impairment. 

Brain Res 1302, 167–174 (2009).
 3. Camchong, J., Macdonald, A. W., 3rd, Bell, C., Mueller, B. A. & Lim K. O. Altered Functional and Anatomical Connectivity in 

Schizophrenia. Schizophr Bull (2009).
 4. Mayberg, H. S. et al. Deep brain stimulation for treatment-resistant depression. Neuron 45, 651–660 (2005).
 5. Cauda, F. et al. Disrupted intrinsic functional connectivity in the vegetative state. J Neurol Neurosurg Psychiatry 80, 429–431 (2009).
 6. Fingelkurts, A. A. & Kahkonen, S. Functional connectivity in the brain–is it an elusive concept? Neurosci Biobehav Rev 28, 827–836 

(2005).
 7. Fox, M. D., Halko, M. A., Eldaief, M. C. & Pascual-Leone, A. Measuring and manipulating brain connectivity with resting state 

functional connectivity magnetic resonance imaging (fcMRI) and transcranial magnetic stimulation (TMS). Neuroimage 62, 
2232–2243 (2012).

 8. Beric, A. Transcranial electrical and magnetic stimulation. Adv Neurol 63, 29–42 (1993).
 9. Mills, K. R., Murray, N. M. & Hess, C. W. Magnetic and electrical transcranial brain stimulation: physiological mechanisms and 

clinical applications. Neurosurgery 20, 164–168 (1987).
 10. Turi, Z., Paulus, W. & Antal, A. Functional neuroimaging and transcranial electrical stimulation. Clin EEG Neurosci 43, 200–208 

(2012).
 11. Saiote, C., Turi, Z., Paulus, W. & Antal, A. Combining functional magnetic resonance imaging with transcranial electrical 

stimulation. Front Hum Neurosci 7, 435 (2013).
 12. Ure, J. A., Olivier, A., Quesney, L. F., Bravo, M. & Perassolo, M. Temporolimbic activation by intracranial electrical stimulation. Can 

J Neurol Sci 36, 593–598 (2009).
 13. Stehberg, J., Levy, D. & Zangen, A. Impairment of aversive memory reconsolidation by localized intracranial electrical stimulation. 

Eur J Neurosci 29, 964–969 (2009).
 14. Martin, J. C. et al. Locomotion induced by non-contingent intracranial electrical stimulation: Dopamine dependence and general 

characteristics. Behav Processes 67, 131–146 (2004).
 15. Signorelli, F. et al. Intraoperative electrical stimulation mapping as an aid for surgery of intracranial lesions involving motor areas in 

children. Childs Nerv Syst 20, 420–426 (2004).
 16. Anderson, R. J. et al. Deep brain stimulation for treatment-resistant depression: efficacy, safety and mechanisms of action. Neurosci 

Biobehav Rev 36, 1920–1933 (2012).
 17. Awan, N. R., Lozano, A. & Hamani, C. Deep brain stimulation: current and future perspectives. Neurosurgical focus 27, E2 (2009).
 18. Collins, K. L., Lehmann, E. M. & Patil, P. G. Deep brain stimulation for movement disorders. Neurobiology of disease 38, 338–345 

(2010).
 19. Nahas, Z. et al. Unilateral left prefrontal transcranial magnetic stimulation (TMS) produces intensity-dependent bilateral effects as 

measured by interleaved BOLD fMRI. Biological psychiatry 50, 712–720 (2001).
 20. Berenyi, A., Belluscio, M., Mao, D. & Buzsaki, G. Closed-loop control of epilepsy by transcranial electrical stimulation. Science 337, 

735–737 (2012).
 21. Haraldsson, H. M., Ferrarelli, F., Kalin, N. H. & Tononi, G. Transcranial Magnetic Stimulation in the investigation and treatment of 

schizophrenia: a review. Schizophr Res 71, 1–16 (2004).
 22. Pollak, T. A., Nicholson, T. R., Edwards, M. J. & David, A. S. A systematic review of transcranial magnetic stimulation in the 

treatment of functional (conversion) neurological symptoms. J Neurol Neurosurg Psychiatry 85, 191–197 (2014).
 23. Kim, H., Chiu, A., Park, S. & Yoo, S. S. Image‐guided navigation of single‐element focused ultrasound transducer. International 

journal of imaging systems and technology 22, 177–184 (2012).
 24. Deffieux, T. et al. Low-intensity focused ultrasound modulates monkey visuomotor behavior. Curr Biol 23, 2430–2433 (2013).
 25. Kaas, J. H. Evolution of somatosensory and motor cortex in primates. Anat Rec A Discov Mol Cell Evol Biol 281, 1148–1156 (2004).
 26. Kaas, J. H. & Collins, C. E. The organization of somatosensory cortex in anthropoid primates. Adv Neurol 93, 57–67 (2003).
 27. Chen, L. M. Cortical Representation of Pain and Touch: Evidence from Combined Functional Neuroimaging and Electrophysiology 

in Non-human Primates. Neurosci Bull (2017).
 28. Chen, L. M., Dillenburger, B. C., Wang, F., Friedman, R. M. & Avison, M. J. High-resolution functional magnetic resonance imaging 

mapping of noxious heat and tactile activations along the central sulcus in New World monkeys. Pain 152, 522–532 (2011).
 29. Chen, L. M. et al. High-resolution maps of real and illusory tactile activation in primary somatosensory cortex in individual 

monkeys with functional magnetic resonance imaging and optical imaging. J Neurosci 27, 9181–9191 (2007).
 30. Chen, L. M. et al. Biophysical and neural basis of resting state functional connectivity: Evidence from non-human primates. Magn 

Reson Imaging 39, 71–81 (2017).
 31. Wu, R., Wang, F., Yang, P. F. & Chen, L. M. High-resolution functional MRI identified distinct global intrinsic functional networks 

of nociceptive posterior insula and S2 regions in squirrel monkey brain. Neuroimage 155, 147–158 (2017).
 32. Wu, R., Yang, P. F. & Chen, L. M. Correlated Disruption of Resting-State fMRI, LFP, and Spike Connectivity between Area 3b and S2 

following Spinal Cord Injury in Monkeys. J Neurosci 37, 11192–11203 (2017).
 33. Yang, P. F., Qi, H. X., Kaas, J. H. & Chen, L. M. Parallel functional reorganizations of somatosensory areas 3b and 1, and S2 following 

spinal cord injury in squirrel monkeys. J Neurosci 34, 9351–9363 (2014).
 34. Stringer, E. A., Chen, L. M., Friedman, R. M., Gatenby, C. & Gore, J. C. Differentiation of somatosensory cortices by high-resolution 

fMRI at 7 T. Neuroimage 54, 1012–1020 (2011).
 35. Sanchez-Panchuelo, R. M., Francis, S., Bowtell, R. & Schluppeck, D. Mapping human somatosensory cortex in individual subjects 

with 7T functional MRI. J Neurophysiol 103, 2544–2556 (2010).
 36. Wang, Z. et al. The relationship of anatomical and functional connectivity to resting-state connectivity in primate somatosensory 

cortex. Neuron 78, 1116–1126 (2013).
 37. Wu, T. L. et al. Resting-state functional connectivity in the rat cervical spinal cord at 9.4 T. Magn Reson Med (2017).
 38. Lee, W. et al. Image-guided transcranial focused ultrasound stimulates human primary somatosensory cortex. Scientific reports 5 

(2015).
 39. Ye, P. P., Brown, J. R. & Pauly, K. B. Frequency dependence of ultrasound neurostimulation in the mouse brain. Ultrasound in 

medicine & biology 42, 1512–1530 (2016).
 40. Yoo, S. S. et al. Focused ultrasound modulates region-specific brain activity. Neuroimage 56, 1267–1275 (2011).



www.nature.com/scientificreports/

9SCIeNTIFIC RePoRts |  (2018) 8:7993  | DOI:10.1038/s41598-018-26287-7

 41. Tufail, Y., Yoshihiro, A., Pati, S., Li, M. M. & Tyler, W. J. Ultrasonic neuromodulation by brain stimulation with transcranial 
ultrasound. Nat Protoc 6, 1453–1470 (2011).

 42. Legon, W. et al. Transcranial focused ultrasound modulates the activity of primary somatosensory cortex in humans. Nat Neurosci 
17, 322–329 (2014).

 43. Wattiez, N. et al. Transcranial ultrasonic stimulation modulates single-neuron discharge in macaques performing an antisaccade 
task. Brain Stimul 10, 1024–1031 (2017).

 44. Plaksin, M., Kimmel, E. & Shoham, S. Cell-type-selective effects of intramembrane cavitation as a unifying theoretical framework 
for ultrasonic neuromodulation. eNeuro 3, ENEURO. 0136-0115.2016 (2016).

 45. Plaksin, M., Shoham, S. & Kimmel, E. Intramembrane cavitation as a predictive bio-piezoelectric mechanism for ultrasonic brain 
stimulation. Physical Review X 4, 011004 (2014).

 46. Hertzberg, Y. et al. Ultrasound focusing using magnetic resonance acoustic radiation force imaging: application to ultrasound 
transcranial therapy. Med Phys 37, 2934–2942 (2010).

 47. Chen, J., Watkins, R. & Pauly, K. B. Optimization of encoding gradients for MR‐ARFI. Magnetic Resonance in Medicine 63, 
1050–1058 (2010).

 48. Pieper, S., Halle, M. & Kikinis, R. 3D Slicer. In: Biomedical Imaging: Nano to Macro, 2004. IEEE International Symposium on 
(ed^(eds). IEEE (2004).

 49. Caskey, C. F. et al. An open environment CT-US fusion for tissue segmentation during interventional guidance. PloS one 6, e27372 
(2011).

 50. Lee, W. et al. Transcranial focused ultrasound stimulation of human primary visual cortex. Sci Rep 6, 34026 (2016).
 51. Rieke, V. & Butts Pauly, K. MR thermometry. J Magn Reson Imaging 27, 376–390 (2008).
 52. Poorman, M. E. et al. Open-source, small-animal magnetic resonance-guided focused ultrasound system. J Ther Ultrasound 4, 22 

(2016).
 53. El-Sharkawy, A. M., Schar, M., Bottomley, P. A. & Atalar, E. Monitoring and correcting spatio-temporal variations of the MR 

scanner’s static magnetic field. MAGMA 19, 223–236 (2006).
 54. Saleem, K. S. & Logothetis, N. A combined MRI and Histology Atlas of the Rhesus Monkey Brain in Stereotaxic Coordinates. 2nd 

edition with Horizontal, Coronal, and Sagittal Series. Elsevier/Academic Press (2012).

Author Contributions
P.F.Y., M.A.P., A.N., V.C., C.F.C. and L.M.C. participated data collection. P.F.Y. and L.M.C. prepared Figures 1–3. 
V.C. and C.F.C. prepared Figure 4. L.M.C. wrote the first draft of the manuscript and revised the manuscript 
together with C.F.C. and J.C.G. P.F.Y., M.A.P. and V.C. contributed to the writing of the main manuscript text.

Additional Information
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018

http://creativecommons.org/licenses/by/4.0/

	Neuromodulation of sensory networks in monkey brain by focused ultrasound with MRI guidance and detection
	Results
	fMRI mapping of tactile stimuli-evoked responses. 
	FUS stimulation of areas 3a/3b of S1 cortex elicited fMRI activations in touch related regions. 
	Distinct response profiles of touch versus FUS in a subset of brain network regions. 

	Discussion
	Methods
	Animal preparation. 
	Peripheral tactile stimulation protocol. 
	Localization of ultrasound beam and stimulation. 
	Ultrasound parameters and power. 
	MR thermometry. 
	MRI data acquisition and analyses. 
	fMRI data analysis. 
	Pre-processing. 
	FMRI activation maps. 

	Quantification of time course of BOLD signal. 

	Figure 1 Comparison of tactile stimulus-evoked and Focused ultrasound stimulation (FUS)-elicited fMRI BOLD activations in the macaque brain.
	Figure 2 Interleaved presentation of FUS and tactile stimulation evoked similar fMRI activation patterns.
	Figure 3 Group comparison of BOLD time courses, signal amplitude, rising slopes, and response latency during tactile versus FUS stimulation in different brain regions.
	Figure 4 MRI guided FUS stimulation set up.




