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The direct detection of neuronal electrical activity is one of the most challenging goals in non-BOLD fMRI re-
search. Previous work has demonstrated its feasibility in phantom and cell culture studies, but attempts in
in vivo studies remain few and far between. Most recent in vivo studies used T2*-weighted sequences to directly
detect neuronal electrical activity evoked by sensory stimulus. As neuronal electrical signal is usually comprised
of a series of spectrally distributed oscillatorywaveforms rather than being a direct current, it is most likely to be
detected using oscillatory current sensitive sequences. In this study, we explored the potential of using the spin-
lock oscillatory excitation (SLOE) sequence with spiral readout to directly detect optogenetically evoked oscilla-
tory neuronal electrical activity,whosemain spectral component can bemanipulated artificially tomatch the res-
onance frequency of spin-lock RF field. In addition, experiments using the stimulus-induced rotary saturation
(SIRS) sequence with spiral readout were also performed. Electrophysiological recording and MRI data acquisi-
tion were conducted on separate animals. Robust optogenetically evoked oscillatory LFP signals were observed
and significant BOLD signals were acquired with the GE-EPI sequence before and after the whole SLOE and
SIRS acquisitions, but no significant neuronal current MRI (ncMRI) signal changes were detected. These results
indicate that the sensitivity of oscillatory current sensitive sequences needs to be further improved for direct
detection of neuronal electrical activity.

© 2015 Elsevier Inc. All rights reserved.
1. Introduction

Blood-oxygenation-level-dependent (BOLD) contrast was first de-
scribed by Ogawa in 1990 (Ogawa et al., 1990), and rapidly became
widely used for noninvasive detection andmapping of human brain ac-
tivities. Unfortunately due to its indirect detection of neuronal activa-
tion through neurovascular coupling, the temporal resolution and
spatial accuracy for mapping of neuronal activities with this technique
are limited. In contrast, electroencephalography (EEG) andmagnetoen-
cephalography (MEG) directly measure the scalp electric and magnetic
fields, respectively, originating from brain activities, and offer excellent
temporal resolution at themillisecond level. However, amajor barrier to
the determination of neuronal substrates of the EEG/MEG signal is the
king University, Beijing 100871,
inverse problem: EEG/MEG map with a certain distribution recorded
at the scalp cannot lead to a unique solution for the source location
(Lopes da Silva, 2004). It has been proposed that simultaneous EEG-
fMRI could overcome the spatial limitations of EEG and temporal limita-
tions of fMRI (Ritter and Villringer, 2006). However, the neuronal dy-
namics detected at the surface of a skull by EEG/MEG only reflects the
general sumof thewhole brain rather than a particular neuronal electri-
cal activity at the voxel level.

To overcome these limitations, a hope among brain imagers is to use
MRI to directly detect the neuronal magnetic field (NMF) generated by
neuronal electrical activitywith high spatiotemporal resolution. Such an
approach has been termed as neuronal current MRI (ncMRI) and in-
tense efforts have been made to determine the extent to which such
an undertaking is feasible. Resembling BOLD contrast, most recent stud-
ies of ncMRI were based on the detection of a phase shift or dephasing
of theMRI signal created by extremelyweak NMF. As neuronal electrical
signal is usually comprised of a series of spectrally distributed oscillatory
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waveforms rather than being a direct current (Buzsaki et al., 2012), this
method requires that the discharging duration of neuronal activitymust
be carefully aligned with the MRI acquisition window to minimize can-
celation of the induced phase of biphasic or multi-phasic NMF. For GE-
EPI, the most typically used sequence in recent ncMRI acquisitions, TE
period should be limited to a portion of a single phase of NMF. And for
SE-EPI, timing of the 180° pulse must be set to the changing point of
the biphasic signal (Singh, 1994). So far, although the feasibility of
ncMRI has been demonstrated in phantom (Konn et al., 2003) and
in vitro studies (Petridou et al., 2006), attempts in in vivo studies remain
few and far between (Bianciardi et al., 2004; Konn et al., 2003; Liston
et al., 2004; Luo et al., 2009; Park et al., 2004; Sundaram et al., 2010;
Xiong et al., 2003; Xue et al., 2009).

Recently, the emergence of a technique that is sensitive to oscillatory
ormultiphasic neuronal electrical activity has advanced the ncMRI tech-
nology. Oscillatory neuronal electrical activity with a major spectral
component matching the resonance frequency of the spin-lock field
(fSL) is capable of inducing rotary saturation of the spin-locked magne-
tization. This process is known as stimulus-induced rotary saturation
(SIRS), and the feasibility of using it to measure oscillatory electrical ac-
tivity has been demonstrated in phantom studies (Witzel et al., 2008).
Compared with GE-EPI, SIRS is insensitive to phase cancelation in the
time domain while maintaining the same level of sensitivity (Witzel
et al., 2008). Building on the SIRS approach, Jiang et al. (2015) proposed
to apply oscillatory electrical activity as the excitation pulse during the
spin-lock time (TSL), termed as spin-lock oscillatory excitation (SLOE).
Phantom studies were performed to demonstrate that a 100Hz sinusoi-
dal magnetic field with a magnitude as low as 0.25 nT could be robustly
detected using a 3 TMRI scanner. The dramatically improved sensitivity
of field strength at the sub-nanotesla level is close to the in vivo NMF
condition, and hence makes in vivo ncMRI a realistic prospect. Despite
all the great advantages of the SLOE and SIRS methods mentioned
above, no in vivo study using either method has been published yet.

To explore the feasibility of using SLOE and SIRS methods to detect
NMF in vivo, an oscillatory neuronal electrical activity meeting the fol-
lowing requirements is needed. Firstmore power concentrated in a nar-
row frequency band is better for the spin-lock effect. The full width at
half maximum (FWHM) of saturation spectra for both SLOE and SIRS
methods is only about 6 Hz (Jiang et al., 2015; Witzel et al., 2008), and
the spectral components of the oscillatory electrical activity outside of
the spin-lock FWHM contribute little to rotary saturation. Second the
timing of the oscillatory neuronal electrical activity should ideally be
controllable and predictable. Only oscillatory electrical activity during
the spin-lock period contributes to rotary saturation, and themagnitude
and sign of the contrast are dependent on the initial phase of the oscil-
latory waveform using SLOE method. Therefore the timing of the spin-
lock module should be properly predefined to capture the oscillatory
neuronal electrical activity. Optogenetically evoked oscillatory neuronal
electrical activity meets the above two requirements. With the light-
sensitive protein channelrhodopsin (ChR2) expressed in neuronal
membrane, light at a specific wavelength can induce neuronal electrical
activity directly. Consequently, the main spectral component of the
optogenetically evoked oscillatory electrical activity can bemanipulated
to be on resonance with the spin-lock RF field, and the timing of the
electrical activity can be adjusted to be alignedwith the spin-lock period
at millisecond accuracy. The word “oscillatory” in this study is used to
describe the waveform shape of the electrical signal and is different
from neuronal oscillation, which is a specific definition in neuroscience.

In this study, we used SLOE sequence with spiral readout to directly
detect optogenetically evoked oscillatory neuronal electrical activity in
rats. In addition, experiments using SIRS sequence with spiral readout
were also performed. As the contrasts of SLOE and SIRS methods come
from the spin-lock preparation, spin relaxation during echo time (TE)
only decays the contrast. So less TE gives better contrast, and spiral
readout will provide a smaller minimum TE than EPI readout. By utiliz-
ing optical stimulation only during the spin-lock period with long inter-
stimulus interval (ISI = 15 s), we investigated the possibility of detect-
ing ncMRI signal in rats without BOLD contamination. In somatosensory
cortex of rat, impulse response for BOLD appears with a lag of about
1.5 s, and peaks with a lag of around 2.5 s, then slowly decreases until
it disappears after about 7 s (Silva et al., 2007). The BOLD signals evoked
by a 1 s train of optical stimulation were obtained with delays on a
similar time scale (Kahn et al., 2011). In this study, the spin-lock dura-
tion was 70 or 75 ms for SLOE sequence and 130 or 125 ms for SIRS se-
quence, and optical stimulations (4ms 100Hz or 5ms 40Hz)were only
appliedwithin these durations (≪1 s).With a long inter-stimulus interval
(ISI) of 15 s, the ncMRI and BOLD signals could not overlap in the tempo-
ral domain.

2. Materials and methods

2.1. Phantom

The phantom used in this study is similar to the design described in
Jiang et al. (2015). It consisted of a single copper loop (diameter, 1.1 cm)
immersed in a 3.0 mM NiCl2 solution. A Micro 1401 function generator
(Cambridge Electronic Design) was connected to produce sinusoidal
currents with amplitudes of 0.5 nT at the center of the loop according
to the Biot-Savart law for the SLOE experiment and 5 nT for the SIRS ex-
periment. Transistor-transistor logic (TTL) pulses from another channel
of the same function generator were generated to trigger an MRI scan
every TR and align the sinusoidal currents with the spin-lock module.
The loop was positioned perpendicular to the B0 direction so that the
oscillatory magnetic field generated was parallel to B0. Without BOLD
contamination, ISI of 2 swas adopted (TSL current on, 2 sec− TSL current
off). For the SLOE experiment, sinusoidal currents with a frequency
(fcurr) equal to fSL was inputted with initial phases of 0° and 180° alter-
nately (TSL in 1st TR, current onwith initial phase= 0°; 2 s – TSL, current
off; TSL in 3rd TR, current on with initial phase = 180°, 2 s – TSL, current
off) (Fig. 1A). For the SIRS experiment, an oscillatorymagnetic fieldwith
any initial phase will cause a signal decrease. Thus on-resonance
(fcurr = fSL = 100 Hz) and off-resonance (fcurr = 77 Hz, fSL = 100 Hz)
sinusoidal currents were applied alternately with the same initial
phase of 0° (Fig. 1C).

2.2. Animals

All animal experiments were performed on male Sprague–Dawley
rats in accordancewith the protocols approved by the Ethics Committee
for Animal Research, Peking University. Electrophysiological recording
and MRI data collection were performed on separate animals. Twelve
rats were used in the LFP experiment and ten rats were used in the
ncMRI experiment.

2.3. Animal surgery

Male Sprague–Dawley rats (200–250 g) were given chloralic hydras
injections (400 mg/kg) for anesthesia and then viral injections. The top
of the rats' heads were shaved, cleaned with betadine and 70% ethanol,
and their eyeswere applied with ophthalmic ointment. A small craniot-
omywas drilled through the skull and 1 μl virus of AAV5-Syn-ChR2 (ET/
TC)-EYFP was injected into M1 (2.7 mmAP, 3.0 mmML,−1.7 mmDV)
or V1 cortex (−7.0 mm AP, 3.0 mmML,−1.15 mm DV). The injection
was pushed in using a 10 μl Hamilton syringe with a thin metal needle
at a flow rate of 80 nl/min. Two control rats were injected with 1 μl
AAV5-Syn-EGFP into M1 cortex in the same manner. After injections,
needles were left in place for an additional 10 min and then slowly re-
moved. The cuts were subsequently sutured and cleaned with betadine
and 70% ethanol.

After more than 7weeks for viral expression, the expression of ChR2
was strong enough (Diester et al., 2011) for electrophysiological record-
ing andMRI data collection. A small craniotomy was drilled at the same



Fig. 1. Timing diagrams of SLOE and SIRS pulse sequences and their corresponding activation t-maps in phantom. (A) SLOE: Sinusoidal current with an amplitude of 0.5 nT and a frequency
of 100 Hz (= fSL) was inputted with initial phases of 0° and 180° alternately (TSL in 1st TR, current on with phase = 0°; 2 s− TSL, current off; TSL in 3rd TR, current on with phase = 180°,
2 s− TSL, current off). (B) Positive signal changes inside the loop were detected for the set of phase= 0° and negative signal changes were detected inside the loop for the set of phase=
180° using SLOE sequence. The sign of signal change outside the loopwas opposite to that inside the loop. (C) SIRS: Sinusoidal currents with an amplitude of 5 nT and an initial phase of 0°

were inputted at on-resonance (fcurr = fSL = 100 Hz) and off-resonance (fcurr = 77 Hz, fSL = 100 Hz) frequencies alternately. (D) Only negative signal changes were detected for the on-
resonance condition and no significant signal changes were detected for the off-resonance condition using SIRS sequence.
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site of the viral injection. For electrophysiological recording, dura was
opened to allow the positioning of an optical fiber and a recording elec-
trode. For MRI acquisition, an MRI compatible cannula (purchased from
Plastic One)was inserted through the craniotomy and placed just above
the cortex. After that, dental cement was used to fix the cannula to the
exposed skull. After the dental cement dried a dummy capwas inserted
to cover the cannula.

2.4. Optical stimulation and visual stimulation

Optical stimulationswere generated by a 473 nm laser and a 589 nm
laser (Changchun New Industries). In theMRI experiment, optical stim-
ulation was delivered via a 500 um unjacketed fiber with a numeric ap-
erture (NA) of 0.5 and thepowerwas less than 16.7mW(corresponding
to 85 mW/mm2) at the fiber tip. The fiber tip was placed just above the
cortex through the cannula. For the part of BOLDMRI, a blocked design
(2 ms / 5 ms, 20 Hz) was used. For the part of ncMRI, an event-related
designwith optical stimulation (4ms, 100 Hz; 5 ms, 40 Hz) only during
the spin-lock period was used.

In the electrophysiological experiment, optical stimulation was
delivered via a 300 um unjacketed fiber with NA = 0.37. The fiber tip
was positioned 0.5 mm above the cortex with a power of less than
30.6 mW, resulting in a light irradiance of less than 85 mW/mm2

reaching the cortex surface.
Visual stimulus was generated by a white LED placed 0.5 cm from

the contralateral eye. Optical stimulus of 10 ms blue light and visual
stimulus of 100 ms were delivered alternately every 30 s for the com-
parison of their corresponding LFP signals. All light pulses and optical
stimulations described in this manuscript referred to optogeneticallly
optical stimulation.

2.5. LFP signal recording and analysis

LFP recording was performed in rats with ChR2 expression in V1
cortex. Rats were anesthetized with 1.5–2% isoflurane and 100% O2.
The virus injection site was also used for the optical stimulation and
LFP recording. To avoid electrical artifacts, glass electrodes were used
and an opaque coating was added to block light transmission to the
silver wire (Cardin et al., 2010). The glass was filled with saline (b 1
ΜΩ) and coupled to a direct-current amplifier (MultiClamp 700B,
Molecular Device). LFP was recorded in DC mode after the electrodes
were inserted into cortex to a depth of about 400–500 μm. For LFP sig-
nals recorded in the comparison experiment of the optogenetically ver-
sus visually evoked potentials and in the experiment of optogenetically
evoked oscillatory potentials, the data was only low-pass filtered at
300 Hz with single-pole RC (Clampfit, Molecular Device). The LFP sig-
nals recorded in the rest experiments were band-pass filtered at a
range of 1–300 Hz. All the filtered signals were averaged to obtain the
mean time course. Spectrogram analysis was further performed on the
averaged oscillatory LFP signals.

The inter-stimulus interval (ISI) for the event-related stimulation
paradigm in the LFP experiment was 12 s. For LFP adaptation studies
and stimulation of pulse series, the time interval was 30 s to ensure
that there was no neuronal adaptation caused by repeated stimulations.
Please note that the ISIs described here were only adopted in the LFP
experiment and were not used in the ncMRI experiment.

2.6. MRI acquisition

Images were acquired using a Bruker Biospec 7.0 T / 20 cm with a
body coil to transmit RF power and a single loop surface coil (diameter,
1 cm) to receive RF signal (Bruker, Karlsruhe, Germany). Rats were
anesthetized in a knockdown box for 5 min with 4% isoflurane and
fixed to the animal bed with tooth and ear bars, then ventilated with
1.5–2% isoflurane and 100% O2. Breathing rate was monitored continu-
ously (Small Animal Monitoring Model 1025, SA Instruments). With
the usual position of the rat's head-tail direction parallel to B0 in a MRI
cradle, the surfaces of M1 and V1 cortex were almost perpendicular to
B0. Since the apical dendrites of pyramidal neurons are approximately
perpendicular to cortical surfaces, the neuronal currents were almost



Fig. 2. The ROI-averaged ncMRI signals averaged over 58 trials in phantom experiment.
The ROI was selected to cover most activated voxels inside the loop achieved by SLOE
acquisition. Error bar indicates ± standard deviation.
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perpendicular to B0, and thus the B0 direction component of the resulting
neuronal magnetic field would be the strongest.

First a high-resolution T2-weighted anatomical image was acquired
to determine the location of the axial slice containing the fiber tip
(copper loop for phantom), where slices of all other scans were cen-
tered. It was achievedwith a turbo rapid acquisitionwith relaxation en-
hancement (turbo RARE) sequence using the following parameters:
TE = 33 ms, TR = 2.5 s, RARE factor = 8, slice thickness = 1 mm,
FOV = 3 × 3 cm2 and matrix size = 256 × 256. Then BOLD signal was
acquired before and after the whole ncMRI acquisitions to confirm the
existence of neuronal response throughout the ncMRI experiment,
using a GE-EPI sequence with TE = 25 ms, TR = 1 s, flip angle = 55°
(Ernst angle), FOV = 3 × 3 cm2, matrix size = 64 × 64 and slice
thickness = 1 mm.

According to the methods described previously (Borthakur et al.,
2004; Wheaton et al., 2004), the longitudinal and transverse relaxation
times in the rotating frame T1ρ andT2ρ of rat cortexweremeasured to be
about 60 ms and 84 ms, respectively, and the values were almost the
same for both fSL = 40 Hz and 100 Hz. Through simulation of the
Bloch equation (Halpern-Manners, 2011; Nagahara and Kobayashi,
2013), TSL equal to 72 ms for SLOE and 135 ms for SIRS were optimum
to achieve the maximum contrast. Hence, ncMRI signals were acquired
using sequences with the following parameters: 1. SLOE sequence with
TSL = 70 ms, fSL = 100 Hz and TSL = 75 ms, fSL = 40 Hz; 2. SIRS se-
quence with TSL = 130 ms, fSL = 100 Hz and TSL = 125 ms, fSL =
40 Hz. The sequences are illustrated in Fig. 1A and C. Instead of a single
hard 900 pulse at the start of the spin-lockmodule, spoiled gradient and
selective excitation were used in SLOE sequence and showed more
homogenous and stable images. As SLOE method is more sensitive to
the main field inhomogeneity (ΔB0) and incorrect RF power (ΔB1), a
spin-lock module insensitive to ΔB0 and ΔB1 was used (Witschey
et al., 2007). The TEs for SLOE and SIRS sequences were 5.07 ms and
1.64 ms, respectively, which were the minimum values allowed, and
TR = 1 s for both sequences.

For phantom studies, SLOE and SIRS sequences with same parame-
ters as above were used.

2.7. MRI data analysis

Before analyzing the data, the first 10 images of each run were
discarded to ensure that MRI signal reached a steady state. 2D motion
correction was performed with SPM8. Magnitude signals at each voxel
were high-pass filteredwith a cutoff of 0.006 Hz to remove slow tempo-
ral drift. The residual time serieswere subsequently analyzed as follows.

BOLD signal was analyzed first to confirm the existence of neuronal
response throughout the whole ncMRI experiment. BOLD t-maps were
generated by applying the general linear model (GLM) fitted analysis.
BOLD and noise regressors were constructed in the same way as
ncMRI analysis below. Activated foci were identified with a 2D cluster
analysis method (Xiong et al., 1995) with p b 0.05 to correct family
wise error.

For ncMRI data, GLM fitted analysis (uncorrected, p b 0.01) with the
following regressors was performed. (1) Neuronal current (nc) regres-
sor: As the electrical signal appears immediately after stimulation,
impulse response at every 15 TRs (ISI = 15 TRs) constructs the nc re-
gressor. (2) BOLD regressor: The hemodynamic response function of
rat (Schulz et al., 2012; Silva et al., 2007) convolved with the impulse
was considered the BOLD regressor. (3) Noise regressors: In order to re-
veal the comparatively weak ncMRI signal, physiological noise must be
considered. Since the area of both ncMRI and BOLD activations were lo-
calized, general signal changes of thewhole brain area reflect unwanted
fluctuation. So the time course of themean signals across the brain area,
which was determined by thresholding all voxels in the first image of
every run with an intensity greater than the mean intensity of the
image, was used as one of the noise regressors. Additionally, as the
phase changing of k-space center point closely follows the respiratory
course of the subject (Pfeuffer et al., 2002), its phase evolution also
formed one of the noise regressors. Finally, motion parameters were
included to construct the noise regressors.

2.8. Histology

To verify ChR2 expression (EGFP expression for control rats), rats
were transcardially perfused with saline followed by 4% paraformalde-
hyde in 100 mM phosphate buffer. Brains were postfixed overnight at
4℃ and then equilibrated in 30% sucrose for at least 24 h before section-
ing. 40 μm thick coronal sections were cut on a freezingmicrotome. For
3 ratswithChR2 injection in V1 cortex, the sectionswere further stained
with DAPI and NeuN. Confocal fluorescence images were acquired on a
scanning laser microscope (Leica, Germany).

3. Results

3.1. Phantom

Phantom results shown here were achieved with fSL = 100 Hz, and
the results for fSL = 40 Hz were similar. Fig. 1 shows the timing dia-
grams of SLOE and SIRS sequences and their corresponding phantom re-
sults. Activation t-maps in color (uncorrected, p b 0.01) were overlaid
on the same SIRS image. Using SLOE sequence, positive signal changes
were detected inside the loop for the set of phase=0° and negative sig-
nal changes were detected inside the loop for the set of phase = 180°
(Fig. 1B). The sign of signal change outside the loop was opposite to
that inside the loop due to the opposite sign of the induced magnetic
field. This result agrees well with the fact that SLOE method is sensitive
to the initial phase of oscillatory current. Using SIRS sequence, however,
only negative signal changes were detected for the on-resonance condi-
tion and no significant signal changewas detected for the off-resonance
condition (Fig. 1D).

Fig. 2 shows the mean intensity inside the ROI averaged over 58 tri-
als. The ROIwas selected to covermost of the activated voxels inside the
loop obtained with SLOE method. For SLOE method, the noise level
(standard deviation) was in the range of 0.59%–0.71%, while the mean
signal change at the first and third data points (current-on state)
relative to the second and fourth data points (current-off state) was
0.96%, which was above the noise level. For SIRS method, the noise
level (standard deviation) was in the range of 0.30%–0.36%, while
the mean signal change at the first data point (current-on and
on-resonance state) relative to the second and fourth data points
(current-off state) was 0.47%, which was also above the noise level.
Therefore sinusoidal magnetic field with amplitudes of 0.5 nT and
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5 nT can be robustly detected using SLOE and SIRSmethods, respective-
ly. In addition, the noise level of SLOE method is nearly 2-fold larger
than SIRS method. The baseline signal of SLOE method is formed by
the residual transverse magnetization due to the inhomogeneity of the
main magnetic field (B0) and RF power (B1). The instabilities of B0 and
B1 across acquisition time cause a more serious problem in SLOEmethod
than SIRS method.
3.2. LFP

The expressions of ChR2-EYFP (enhanced yellow fluorescent pro-
tein) were verified with confocal images for all rats used in this study
and Fig. 3A shows a typical example. Overlaying ChR2 with NeuN
(red marker) and DAPI (blue marker) reveals ChR2 expression in neu-
ron cells (Fig. 3B, arrow indications). To verify that our LFP recordings
were clear of electrical artifacts, we recorded LFP signals induced by
paired stimuli of 500 ms blue light and 500 ms yellow light with
ISI = 15 s in 3 rats. No signal change was observed for yellow light
while blue light induced significant LFP responses (Fig. 3C). This result
demonstrates that our LFP signals were recorded without contamina-
tions of electrical artifacts. Fig. 3D shows that the peak amplitudes of
LFP signals induced by a 10ms blue light pulse were significantly larger
in rats of 7–8 weeks post-injection than 3–4 weeks post-injection. This
is in agreement with the fluorescence intensity course of viral expres-
sion in rat cortex (Diester et al., 2011). After about 7 weeks, ChR2
expression reaches a stable maximum so all other experiments in this
study used rats which were 7–8 weeks post-injection. Fig. 3E shows
neuronal adaption in the LFP signals to 500 ms blue light pulses (n =
4). For ISI = 12 s, the LFP signal was already consistent in all trials.
Hence no neuronal adaptation could occur during ncMRI experiments
with optical stimulation delivered at ISI = 15 s.
Fig. 3. ChR2 expression and optogenetically evoked LFP signals in V1 cortex of rats. (A) ChR2 ex
cells. (C) Optogenetical LFP signals induced by paired stimuli of 500ms blue light and 500ms ye
7–8 weeks post-injection were significantly larger than that induced in rats 3–4 weeks post-inj
ISI= 12 s, the LFP responses are already consistent for all pulses. (F) LFP signals induced by optic
The blue and yellowbars stand for the optical stimuli of blue and yellow light, respectively, whil
stimulation site and LFP recording point.
Fig. 3F shows the LFP signals induced by paired stimuli of 10 ms op-
tical blue light and 100 ms visual stimulus (white LED). While visually
evoked potential (VEP) signal changes were delayed by several tens of
milliseconds after visual stimulus, optogenetically evoked potential
(OEP) signal changes appeared immediately after optical stimulus. To
capture maximum neuronal electrical activity, a time delay of various
values for different subjects was needed between the start of visual
stimulation and ncMRI data acquisition (Luo et al., 2009, 2011). Howev-
er, for optical stimulus, no time delaywas needed and it was convenient
to align optogenetically evoked neuronal electrical activity with the
spin-lock module at millisecond accuracy.

Stimulated with a series of 5 ms pulses at different rates (20 Hz,
50 Hz, 80 Hz), oscillatory LFP signals were induced with their main
spectral components located at the frequencies equal to the stimulation
rates (Fig. 4). The amplitudes of the main spectral components went
smaller (80Hz's b 50Hz's b 20Hz's) as frequencies of the stimulus in-
creased. However, the sensitivity of SLOE method would decrease
with lower spin-lock RF intensity (BSL) because of the inhomogeneities
of B0 and B1 fields (Jiang et al., 2015). If ΔB0 is comparable to BSL and
cannot be neglected any more, the intensity of the effective spin-lock

field would become
ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
ΔB0

2 þ BSL
2

q
and the effective spin-lock direction

would deviate from the original spin-lock direction by an angle of
arctanðΔB0

BSL
Þ. Therefore we chose both high and low spin-lock frequen-

cies (100 Hz and 40 Hz) in the ncMRI experiment design. Although
we didn't record LFP data for 40 Hz or 100 Hz, our results here and sim-
ilar LFP signals evoked by 20–150 Hz stimulation in the study of Diester
et al. (2011) both support the fact that optogenetically evoked LFP
signals change with the stimulation frequency, and its main spectral
component would locate at the stimulation frequency. Previous studies
across motor cortex, posterior parietal cortex, somatosensory cortex
and medial septal have shown similar conclusions (Diester et al.,
pression in V1 cortex of one typical rat. (B) The arrows indicate ChR2 expression in neuron
llow light (n=3). (D) The peak amplitudes of LFP induced by 10ms blue light pulse in rats
ection. (E) Neuronal adaptation in the LFP signals to 500 ms blue light pulses (n= 4). For
al stimulus of 10ms blue light and visual stimulus of 100ms (white LED) in one typical rat.
e the gray bar stands for visual stimulus. The virus injection sitewas also used as the optical



Fig. 4.Optogenetically evoked oscillatory LFP signals (A–C) and their corresponding spectrograms (D–F). The blue bars stand for optical stimuli of blue light. The virus injection sites in V1
cortex were also used as the optical stimulation sites and LFP recording points.
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2011; Jing et al., 2012; Kahn et al., 2011; Laxpati et al., 2014). Since the
optogenetically evoked potential is induced by ion flow through ChR2
channel, the feature of LFP signal locking to the stimulus frequency is in
accordance with the pulse stimulated ChR2 photocurrent (Grossman
et al., 2013).

3.3. BOLD

In all eight rats with ChR2 intensely expressed (six rats inM1 cortex,
two rats in V1 cortex), robust BOLD signals were detected before and
after thewhole ncMRI acquisitions to confirm the existence of neuronal
response throughout ncMRI experiment. BOLD t-maps obtained after
the whole ncMRI acquisitions from one rat with ChR2 expression
in M1 cortex and another rat with ChR2 expression in V1 cortex are
shown in Fig. 5A and C, respectively. Significant BOLD signals were de-
tected from the area below the fiber tip, and the related time course of
the signals from positively activated regions corresponded well with
the optical stimuli (Fig. 5B and D). Fig. 5E shows a typical example of
control rats injected with AAV5-Syn-EGFP, no significant positive
BOLD signal with good responding time course (Fig. 5F) was detected
from the area below fiber tip. The resulted activity map differs signifi-
cantly from those of ChR2-expressing rats. However, some negative
signal changes were occasionally detected from the area just below
the fiber tip in both control and ChR2-expressing rats. These signals
are believed to be resulting from heating effects (Christie et al., 2013).
Supplementary Fig. S1 shows that in one rat with ChR2 expression in
M1 cortex, both blue and yellow optical stimulations could induce neg-
ative signal changes from the area below fiber tip, but only blue optical
stimulation could induce a positive BOLD signal change.

3.4. ncMRI

Figs. 6 and 7 show the ncMRI activation t-maps from two rats: one
with ChR2 expression in M1 cortex (ChR2-M1 rat), and another with
ChR2 expression in V1 cortex (ChR2-V1 rat). The spin-lock RF intensity
used here was 100 Hz for both SLOE and SIRS experiments. The experi-
ments of spin-lock RF intensity at 40 Hz obtained similar results but
were not shown here. To avoid confounders from heating effects of
optical stimuli, the alternating stimulation pattern same as the phantom
experiment were adopted with ISI = 15 s. While ncMRI signals are
sensitive to the initial phase (using SLOE) and on (off) -resonance
frequencies (using SIRS) of oscillatory neuronal electrical activity,
heating effects are not sensitive to either of them.

Fig. 6A shows the timing diagrams of optical stimulation and ncMRI
acquisition using SLOE sequence. Optical stimulus 1 (stim1) and stimu-
lus 2 (stim2)were applied alternately every 15 s (TSL stim1, 15 sec− TSL
off, TSL stim2, 15 sec − TSL off). The onset of stim1 was synchronized
with the start of the spin-lock RF pulse whereas the first pulse of
stim2beganhalf a pulse interval in advance. In thisway, oscillatory elec-
trical signal of opposite initial phases, analogous to Fig. 1A, could be in-
duced. Fig. 6B shows the activation t-maps of the ChR2-M1 rat using
SLOE sequence. No significant ncMRI signal change of opposite signs
in the area below fiber tip were detected for stim1 or stim2. Since
stim1 and stim2 owned almost the same total time, they were treated
as the same stimulus for the BOLD detection. Although the optical
stimulus was weak and SLOE method was expected to be insensitive
to BOLD signals (Jiang et al., 2015), BOLD activation (uncorrected,
p b 0.01) was in fact observed. Fig. 6C shows activation t-maps from
the ChR2-V1 rat using SLOE sequence, which shows similar features as
Fig. 6B.

Fig. 7A shows the timing diagrams of optical stimulation and ncMRI
acquisition using SIRS sequence. Optical stimulus 1 (stim1) and stimu-
lus 2 (stim2) were also performed alternately every 15 s. The onsets
of both stim1 and stim2 were synchronized with the start of the
spin-lock RF pulse. The frequency of stim1 was on resonance with the
spin-lock RF field (fstim1 = fSL) while the frequency of stim2 was not
(fstim2 ≠ fSL). In this way, oscillatory electrical activity on-resonance
and off-resonancewith spin-lock field, analogous to Fig. 1C, could be in-
duced. Fig. 7B shows ncMRI t-maps from theChR2-M1 rat using the SIRS
sequence. No significant ncMRI signal change in the area below fiber tip
was found for stim1, apart from several scattered points. For the control
condition of stim2, activations were only observed at scattered points.
Although different stimulation frequencies were applied, the total
time of optical stimulation is same for stim1 and stim2. Therefore the



Fig. 5. BOLD signals acquired after whole ncMRI acquisition. (A) BOLD t-map in one ratwith ChR2 expression inM1 cortex and (B) its ROI-averaged time course. (C) BOLD t-map in one rat
with ChR2 expression in V1 cortex and (D) its ROI-averaged time course. (E) BOLD t-map in one control rat with EGFP expression inM1 cortex and (F) its ROI-averaged time course. The
ROIs were selected to cover most of the positive BOLD activated voxels for ChR2 rats and the similar area below fiber tip for the control rat. The blue bars stand for optical stimuli of blue
light. The optical stimulation sites were at the same sites of virus injection.
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BOLD responses and possible heating effects induced by stim1 and
stim2 were the same. Consistently with the SLOE results, BOLD signals
were also detected. Fig. 7C shows ncMRI t-maps of the ChR2-V1 rat
using SIRS sequence. Therewas significant positive ncMRI signal change
in the area below fiber tip for both stim1 and stim2. However, given the
off-resonance condition of stim2, there should not be any ncMRI signal
change for stim2. In addition, the sign of ncMRI signal changewas not in
accordance with heating effects (see Fig. 9). Thus these signal changes
were not resulting from ncMRI effects or heating effects. This circum-
stance might have been caused by physiological noise and was not
observed in other ChR2 rats. The BOLD result was similar to that of the
ChR2-M1 rat.

The samencMRI data of Figs. 6 and 7was also analyzed in a ROI fash-
ion. The ROI was selected to cover most BOLD activated voxels achieved
by GE-EPI acquisition as Fig. 5. The mean intensity inside the ROI was
averaged over 80 trials. This analysis was applied to the ncMRI data of
all eight rats (six rats in M1 cortex, two rats in V1 cortex). Then, the av-
eraged time courses and standard deviations from every rat were aver-
aged to get Fig. 8. So the standard deviation in Fig. 8 reflects the mean
noise level across all eight rats. For SLOE method, the mean noise level
(standard deviation) was in the range of 1.20%–1.40%, which was 2-
fold larger than that in phantom study. For SIRS method, the noise
level was in the range of 1.60%–1.79%, which was about 5-fold larger
than that in phantom study. There are two reasons for the increasing
noise level. First, the scanning time was 40 min for rat study, while it
was only 4 min for phantom study. Second, physiological noise in vivo
increased the noise level. In contrast to a higher noise level of SLOE
method than SIRSmethod in phantom study, in vivo result shows a sim-
ilar or even higher noise level in SIRS method than SLOE method. This
indicates that SLOE method is less sensitive to physiological noise than
SIRS method, which agrees with a previous prediction (Jiang et al.,
2015). The increasing noise level in vivo will deteriorate signal stability
and lead to a poor sensitivity.

Fig. 9 shows timing diagrams of the control experiment andncMRI ar-
tifacts detected in a control rat injected with AAV5-Syn-EGFP. In order to
induce detectable heating artifacts, continuous stimulation during the
spin-lock period at 2-fold power (2 × 80 mW/mm2) was adopted, and
the fiber tipwas inserted into the cortex. Fig. 9B shows that only negative
ncMRI artifacts were detected from the area below the fiber tip using
both SLOE and SIRS sequences. Although these artifacts could not be ob-
served with the ncMRI design at the normal power (85 mW/mm2)
adopted by Figs. 6A and 7A, they did exist and might have contaminated
the real ncMRI signals. Hence an alternating stimulation pattern was
adopted in the ncMRI design. While the heating effects induced by
stim1 and stim2 (Figs. 6A and 7A) were almost the same, the induced
ncMRI signal changes were expected to be quite different.



Fig. 6. Timing diagrams of the ncMRI experiment design using SLOE sequence and its activation t-maps. (A) Optical stimulus 1 (stim1) and stimulus 2 (stim2) were applied alternately
every 15 s. 4 ms/100 Hz was used for both stims and every blue bar stands for a single pulse of 4 ms. The onset of stim1 was synchronized with the spin-lock RF pulse whereas the
first pulse of stim2 began half a pulse interval in advance. (B) Activation t-maps from one rat with ChR2 expression in M1 cortex. No significant ncMRI signals of opposite signs were de-
tected for stim1 and stim2, respectively, in the area below fiber tip. Only BOLD signals were detected. (C) Activation t-maps from one rat with ChR2 expression in V1 cortex. The virus
injection sites were also used as optical stimulation sites.
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4. Discussion

In this study, SLOE and SIRS sequences were used in vivo for the first
time to directly detect oscillatory neuronal electrical activity evoked by
optogenetic techniques in rats. Although clear oscillatory LFP signals
and intense BOLD signals were acquired in the area of ChR2 expression
and optical stimulation, no significant ncMRI signal change was detected
using either spin-lock sequence. These results are ascribed to the follow-
ing questions.

4.1. Are oscillatory LFP signals always accompanied with a similar
spectrally distributed oscillatory magnetic field?

Evoked by optogenetic techniques in rats, oscillatory LFP signals,
whose main spectral component can be manipulated artificially to
match the resonance frequency of spin-lock RF field, were recorded.
However spin-lock oscillatory excitation works only if a similar oscilla-
tory magnetic field accompany with oscillatory LFP. In previous work,
separate recording of the electrophysiological and magnetic signals
evoked by the same stimulus showed similar spectral distributions.
Steady-state visually evoked potentials (SSVEPs) observed on both elec-
trophysiological recording (Herrmann, 2001; Rager and Singer, 1998)
and computer simulation (Du et al., 2012) showed that LFP or EEG spec-
trum had peaks at the stimulus frequency and its multiple frequencies.
MEG signal recorded in visual cortex also followed the alternating visual
stimulus (Bandettini et al., 2005) and showed a similar spectral distribu-
tion as electrophysiological signal (Fawcett et al., 2004). Petridou et al.
(2006) measured EEG and MR data of organotypic rat brain cultures
in vitro before and after the blockade of neuronal activity with tetrodo-
toxin. A similar spectral pattern and signal power decrease were ob-
served in MR phase and EEG signal. Sundaram et al. (2010) performed
MR and EEG measurements of epileptiform spikes concurrently and
found a temporal derivative relationship between MR phase and scalp
EEG signal, suggesting that the local magnetic field change might be
tightly linked to the local cerebral electrical activity. Additionally, the
MEG and EEG measurements of alpha activity in a subject relaxed
with eyes closed showed activities with a similar spectral pattern of
8–13 Hz in parieto-occipital areas (Hämäläinen et al., 1993).



Fig. 7. Timing diagrams of the ncMRI experiment design using SIRS sequence and its activation t-maps. (A) Optical stimulus 1 (stim1, 4 ms/100 Hz) and stimulus 2 (stim2, 5.2 ms/77 Hz)
were performed alternately every 15 s. Every single blue bar stands for a single laser pulse. The frequency of stim1 was on resonance with the spin-lock RF field (fstim1 = fSL), while fre-
quency of stim2 was not (fstim2 ≠ fSL). (B) Activation t-maps from one rat with ChR2 expression in M1 cortex. No significant ncMRI signal changes were detected from the area below the
fiber tip for both on- and off-resonance conditions. Only BOLD signal changeswere detected. (C) Activation t-maps fromone ratwith ChR2 expression inV1 cortex. The virus injection sites
were also used as the optical stimulation sites.

Fig. 8. The mean ROI-averaged ncMRI signals averaged over 80 trials for 8 rats in ncMRI
experiment. The data acquisition was same with Figs. 6 and 7, so was the representations
of stim1 and stim2. The ROIwas selected to covermost BOLD activated voxels achieved by
GE-EPI acquisition. Error bar indicates ± standard deviation, which equals to the mean
standard deviation for all 8 rats.
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4.2. Is spin-lock sequence sensitive enough to detect optogenetically evoked
oscillatory neuronal electrical activity?

Based on the imaging parameters used in phantom study, the sensi-
tivities of SLOE and SIRSmethodswere 0.5 nT and 5 nT, respectively, for
a sinusoidal oscillatory electrical activity. However physiological noise
and poor inhomogeneity of themain field in vivowould deteriorate sig-
nal stability and lead to a decreased sensitivity. In a living system, the
sensitivity of applied sinusoidal current decreased to the order of nano-
tesla for SLOE method (our unpublished data). In addition, the appear-
ance of the optogenetically evoked oscillatory LFP signal was not
sinusoidal, neither was the corresponding NMF signal. As FWHM of
spin-lock saturation spectra for SLOE method is only 6 Hz (Jiang et al.,
2015), the sensitivity to detect physiological electrical activity in vivo
would decrease further. On the other hand, no experimental evidence
has provided a proper amplitude value for optogenetically evokedmag-
netic field. Only some estimations were suggested through theoretic
models, such as the derivation of ncMRI phase changes in vitro, or the
inverse conduction of MEG signals. None of them were specifically de-
signed for oscillatory NMF. For a stimulated activation of the primary vi-
sual cortex of cat, NMF of 0.5 nT mainly from postsynaptic activity was



Fig. 9. Timing diagrams of control experiment and ncMRI artifacts detected in a control rat with AAV5-Syn-EGFP expression in M1 cortex. (A) The blue bars stand for continuous optical
stimulations during spin-lock period (70ms for SLOE experiment and 130ms for SIRS experiment). The stimulation powerwas 2-fold larger than that in ncMRI experiments of ChR2 rats.
(B) Negative ncMRI artifacts were detected from the area below the fiber tip. The virus injection site was also used as the optical stimulation site.
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predicted through simulation of laminar cortex model (Du et al., 2014).
Petridou et al. (2006) predicted a magnetic field change from 0.2 to
3.9 nT in the organotypic rat brain cultures in vitro before and after
the blockade of neuronal activity with tetrodotoxin. According to the
10−4–10−3 nT scalp magnetic field measured by MEG, local field
change on the order of 0.1–1 nT could be deduced by the inverse scaled
factor (Bodurka and Bandettini, 2002). As SLOE and SIRS methods are
only sensitive to the resonant spectral components extracted from the
original neuronal electrical activity, the effective amplitude of oscillato-
ry magnetic field contributing to rotary saturation would be much
smaller than the estimations above.

4.3. Can more neurons be activated synchronously to induce larger neuro-
nal electrical activity?

In ncMRI experiment of this study, the diameter of fiber was 500 um
and the cortical depth atwhich light irradiance decreases to 1mW/mm2

is about 1 mm. As fiber NA was 0.5, the stimulation volume was about
1 mm3, which covered about 4 voxels in ncMRI images. Only neurons
in this volumewere stimulated directly and neurons outside this region
might have been stimulated indirectly through neuronal interaction. If
more neurons are expected to be stimulated directly, fibers with larger
diameter should be used or the fiber tip should be positioned at some
distance above the cortex and larger area of the cortex surface should
be exposed. In thisway,more neurons could be activated synchronously
and this can be explored in future studies. In addition, the upper limit of
optical irradiance adopted in this study was 85 mW/mm2. If the optical
irradiancewas increased, larger neuronal electrical activity might be in-
duced, but neurons might be damaged and ncMRI artifacts must have
been taken into consideration. In this case, imaging the projected re-
gions as oppose to local stimulation regions could be considered, but
the feature of the evoked neuronal electrical activity in the projected re-
gionmust be studied first. Besides, we chose the viral type of AAV5-Syn-
ChR2(ET/TC)-EYFP in this study and it produced significant oscillatory
neuronal electrical signal for spin-lock oscillatory excitation. Of course
there is a possibility that, with the usage of other viral types such as
AAV9, higher infection efficiency could be achieved and oscillatory elec-
trical activity with larger main spectral component could be induced.

4.4. Did the BOLD signals, physiological noises, heating artifacts and anes-
thetized condition confound ncMRI signals in this study?

Although Jiang et al. (2015) predicted that SLOE method should be
insensitive to BOLD signals or physiological noises, we did observe sig-
nificant BOLD signals using SLOE sequence (Fig. 6B and C). Hence we
adopted a long ISI to ensure that BOLD signals had returned to their
baselines for both spin-lock sequences. To reveal the comparatively
weak ncMRI signal, regressors of physiological noises were included in
the GLM fitted analysis. They consisted of general signal changes of
the whole brain area reflecting unwanted fluctuation, phase change of
central k-space point closely following respiratory trajectory, and esti-
mation of motion correction. With optical stimulation, heating effects
must be taken into account in optogenetic fMRI experiments (Christie
et al., 2013). In control rats with much stronger optical stimulation,
ncMRI artifacts of negative signal changes were observed for both
spin-lock sequences (Fig. 9B). Although no significant artifact was
retainedwith the ncMRI designs of ChR2-expressing rats, paired stimuli
with opposite phases for SLOE, which were expected to induce ncMRI
signals of opposite signs, and stimuli with on-resonance and off-
resonance frequencies for SIRS, whichwere expected to induce negative
and no ncMRI signals, respectively, were adopted to remove heating
confounders. Furthermore, increasing studies have shown that anesthe-
sia can tremendously dampen the opto-fMRI signal (Desai et al., 2011;
Liang et al., 2015) and it might have also affected ncMRI signal here.
However, the different hemodynamic responses between in awake
and anesthetized conditions are more likely to be resulting from a
change in neurovascular coupling, and the overall neural response
showed much smaller differences for the two conditions (Pisauro
et al., 2013).

4.5. Would smaller voxel size provide greater potential for a successful de-
tection of ncMRI signals?

There is no doubt that local NMF exists, and the expected ncMRI sig-
nals aim to integrate the local effects on both temporal and spatial do-
mains. As rich temporal information about neuronal activity can be
provided by electrophysiological recording techniques, optimal TE for
GE-EPI sequence, optimal TSL for spin-lock sequence and proper align-
ments of the activity duration with acquisition window are all achiev-
able for ncMRI acquisitions. However, no optimal voxel size for ncMRI
acquisition has been suggested by any experiment or theoretical study
except for some indefinite predictions because there is currently no
clear understanding about the spatial distribution of NMF in an activat-
ed cortical area. Because the phase signal of GE-EPI sequence is sensitive
to the sign of magnetic field, as well as the signal of SLOE sequence to
the initial phase of oscillatory magnetic field, the integral signal over a
voxel is susceptible to be canceled out. For the GE-EPI sequence mostly
used in recent ncMRI studies, Du et al. (2014) studied the effect of voxel
size on phase signal change through computer simulation, and found
that small voxels are likely to produce large phase change as the peaks
and troughs of neuronal magnetic field can only be discerned by
employing small voxels. For magnitude signal of GE-EPI sequence and
SIRS sequence, although it is insensitive to the intra-voxel cancelations
caused by phase of NMF, the partial volume effect is another concern.
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If the voxel size is much larger than the activation area, the average sig-
nal in a voxel will be diluted thoroughly. Therefore spatial spectrum of
the local NMF changes in the activated area needs to be clarified by
future studies.

5. Conclusions

In this study, SLOE and SIRS sequences were used to directly detect
oscillatory neuronal electrical activity in vivo for the first time. Applying
optogenetic techniques in rats, oscillatory LFP signals, whosemain spec-
tral component can be manipulated artificially to match the resonance
frequency of spin-lock RF field, were induced. To directly detect neuro-
nal electrical activity induced MRI signal changes, further understand-
ing about the local NMF in the activated area and improvement on the
sensitivity of SLOE sequence are needed.

Supplementary data to this article can be found online at http://dx.
doi.org/10.1016/j.neuroimage.2015.10.058.
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