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CHAPTER 1
Introduction





1.1 Oscillations in dynamical systems
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Figure 1.1
| Oscillations
in
dynamical
systems
are
the
result
of
feedback
interactions.
A, An ideal pendulum exposed to gravitation and displaced by from the resting equilibrium position will
oscillate between a state of maximal potential energy at the highest point and and maximal kinetic energy at
the lowest.
B, Example for a cell-intrinsic oscillation. A thalamocortical cell released from hyperpolarization will oscillate
between burst firing and hyperpolarization due to an interplay between trans-membrane currents. Reproduced
with permission from McCormick and Pape (1990).
C, Network oscillations of (population) firing rate result from interacting populations. In this example an inhibitory
population (open circles) and an excitatory population (filled circles) are coupled. By mutual feedback their firing
rates can oscillate (irrespective whether embedded in same area or segregated), possibly with a delay.
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1.1.2 Anharmonic oscillations

1.1.3 Coupling of oscillators

Isolated oscillators Coupled oscillators

f1 f2 fsync fsync

C

Figure 1.2 | Synchronization
 of
 coupled
 oscillators.
Two oscillators of different inherent frequencies and
(left) can synchronize under certain conditions if coupled
with coupling strength , and settle on a common fre-
quency sync (right). In general however, the extent of syn-
chronization depends on many parameters of the cou-
pling and individual oscillators.



1.2 Rhythms of the brain



Table 1.1
| Incomplete list of common names for frequency bands of brain rhythms. See Steriade
(1993) and Buzsáki (2006) for an overview.

1.2.1 Measuring brain rhythms
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Figure 1.3 | Examples
of
frequency
spectra.
A, 5 s of two summed sinusoids with frequen-
cies = 1.3 Hz and = 8.4 Hz. The peri-
odicity is apparent in time domain (left) and as
two sharp peaks in the power spectrum (right)
at the respective frequencies.
B, 5 s of real intracranial EEG data from so-
matosensory cortex of an anesthetized rat.
Note the non-sinusoidal shape of the oscilla-
tion, i.e., sharpness of the downward transi-
tions compared to the slow upward rises, which
result in a blurred peak in the power spectrum
(right) and nonzero energy at all frequencies.



1.2.2 Slow and delta rhythms in thalamus and cortex



1.2.3 Beta rhythms in visual cortex

1.2.4 Functional relevance of brain rhythms



1.2.5 Understanding rhythmogenesis by neuronal inactivation in vivo



Feedforward Feedforward

FeedbackFeedback

?
Figure 1.4 | Method
 of
 experimental
 inter-
vention. In the studies presented here, the
role of an area for a rhythm present in a con-
nected downstream area was tested by re-
moval of input to the downstream area. This
was achieved by reversible pharmacological in-
activation or permanent lesioning of the area
under investigation.





1.3 Anatomical and functional aspects of the thalamus

1.3.1 Anatomy
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Figure 1.5 | Types
 of
 thalamic
 nuclei.
First order nuclei (FO) relay sensory in-
formation from the periphery into cor-
tex with strong driving synapses, while
the input they receive from cortex is
transferred through weaker modulating
synapses. Higher order nuclei (HO) on the
other hand do not receive sensory input
and receive as well as send driving pro-
jections from and to cortex. Both types of
nuclei are inhibited by the reticular nucleus
(NRT), which receives collaterals from both
corticothalamic as well as thalamocortical
projections.



1.3.2 Physiology
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Figure 1.6
| Membrane
potential-dependent
switching
of
mode
in
thalamocortical
neurons. A
hyperpolarized thalamocortical neuron will operate in an oscillatory mode and switch to cortical-like
tonic mode when brought to a slightly depolarized membrane potential. Reproduced with permission
from McCormick and Pape (1990).



1.4 The primate visual system

Figure 1.7 | Schematic
of
the
primate
visual
sys-
tem. Visual information from the retina of the eye is
primarily relayed through the lateral geniculate nu-
cleus (LGN) into primary visual cortex (V1). From
there it spreads through and is processed in the
heavily interconnected visual cortex (intracortical
connections are omitted for clarity). A second vi-
sual pathway goes into superior colliculus, which
projects to pulvinar (PUL) and the LGN. Pulvinar is
reciprocally connected with virtually all visual cor-
tical areas. Branching of its projections to cortex is
common. Next to the strong connection with V1,
LGN projects weakly to extrastriate visual cortex
(gray arrows).
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Figure 1.8 | Schematic
 of
 connectivity
between
thalamic
and
cortical
layers
of
the
visual
system. LGN consists of four
parvocellular (P) and two magnocellular
layers (M) that project strongest to gran-
ular layer 4 of V1. From there visual in-
formation is processed within a microcol-
umn and output is sent to subcortical struc-
tures from layer 5, back to LGN from layer 6
and to extrastriate cortical areas from layer
2/3 in a feedforward manner (FF). Feed-
back (FB) from extrastriate cortex is re-
ceived mainly from infragranular layers into
supra- and infragranular layers. The konio-
cellular layers (K) of LGN in between the M
and P layers project to supragranular lay-
ers of both striate and extrastriate cortex
(omitted for clarity).



1.4.2 Visual cortex



1.4.3 Pulvinar

LGN

vPUL

dPUL

nRT

bsc

PM PL

PI

Visual cortexFronto-parietal
cortex

Eye

M L
D

V

Figure 1.9 | Anatomical
 subdivisions
 of
pulvinar. Inferior (PI) and most parts of
dorsal lateral pulvinar (PL) are reciprocally
connected with visual cortices. Medial
pulvinar (PM) and some parts of PL are
connected with frontal and parietal cor-
tices. nRT, Reticular nucleus. LGN, Lateral
geniculate nucleus. dPUL, Dorsal pulvinar,
vPUL, Ventral pulvinar.





CHAPTER 2
Discussion and summary

2.1 Contribution of thalamus to slow waves



Figure 2.1 | Deceleration
of
sleep
slow
rhythm
 after
 thalamic
 inactivation.
When somatosensory thalamus (VB) and
cortex (S1) were connected the slow
rhythm was synchronous in both ar-
eas (left). Inactivation of the thalamic
oscillation did not abolish the cortical
rhythm but strongly decreased its fre-
quency (right) suggesting that the tha-
lamus tunes the frequency of the sleep
slow rhythm.
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2.2 Contribution of primary visual cortex to extrastriate beta rhythms
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Figure 2.2 | Generation
 of
 awake
 beta
rhythm
 in
 extrastriate
 cortex. Beta
( ) rhythms in V4 survived a V1 lesion
and were enhanced by post lesion visual
stimulation indicating that beta originates
from an interaction of local, remote cor-
tical (feedback, FB) and/or thalamic os-
cillatory generators. LGN was shown
to contain alpha/beta-generating networks
(see Lőrincz et al., 2009; Bastos et al.,
2014, and Chapter 4), which might con-
tribute to extrastriate rhythms via the ko-
niocellular system. Pulvinar was asso-
ciated with alpha/beta activity (Saalmann
et al., 2012) but our own study did not
find strong alpha/beta generators in pulv-
inar. V4 gamma ( ) rhythms and spiking
were strongly diminished by removal of V1
indicating a reliance on feedforward (FF)
projections.



2.3 Summary



Part II

Contribution of thalamus to slow/delta
rhythms





CHAPTER 3
Essential thalamic contribution to slow

waves of natural sleep
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Systems/Circuits

Essential Thalamic Contribution to Slow Waves of Natural
Sleep

François David,1,2,3* Joscha T. Schmiedt,1,4* Hannah L. Taylor,1 Gergely Orban,1 Giuseppe Di Giovanni,1,5

Victor N. Uebele,6 John J. Renger,6 Régis C. Lambert,2,3 Nathalie Leresche,2,3 and Vincenzo Crunelli1

1Neuroscience Division, School of Biosciences, Cardiff University, Cardiff CF10 3AX, United Kingdom, 2Unité Mixte de Recherche 7102 Centre National de
la Recherche Scientifique and 3Université Pierre et Marie Curie, Université Paris 6, 75005 Paris, France, 4Ernst Strüngmann Institute for Neuroscience in
Cooperation with Max Planck Society, 60528 Frankfurt, Germany, 5Physiology and Biochemistry Department, Malta University, 2080 Malta, and 6Merck &
Company Inc., West Point, Pennsylvania 19486

Slow waves represent one of the prominent EEG signatures of non-rapid eye movement (non-REM) sleep and are thought to play an
important role in the cellular and network plasticity that occurs during this behavioral state. These slow waves of natural sleep are
currently considered to be exclusively generated by intrinsic and synaptic mechanisms within neocortical territories, although a role for
the thalamus in this key physiological rhythm has been suggested but never demonstrated. Combining neuronal ensemble recordings,
microdialysis, and optogenetics, here we show that the block of the thalamic output to the neocortex markedly (up to 50%) decreases the
frequency of slow waves recorded during non-REM sleep in freely moving, naturally sleeping-waking rats. A smaller volume of thalamic
inactivation than during sleep is required for observing similar effects on EEG slow waves recorded during anesthesia, a condition in
which both bursts and single action potentials of thalamocortical neurons are almost exclusively dependent on T-type calcium channels.
Thalamic inactivation more strongly reduces spindles than slow waves during both anesthesia and natural sleep. Moreover, selective
excitation of thalamocortical neurons strongly entrains EEG slow waves in a narrow frequency band (0.75–1.5 Hz) only when thalamic
T-type calcium channels are functionally active. These results demonstrate that the thalamus finely tunes the frequency of slow waves
during non-REM sleep and anesthesia, and thus provide the first conclusive evidence that a dynamic interplay of the neocortical and
thalamic oscillators of slow waves is required for the full expression of this key physiological EEG rhythm.

Introduction
Slow waves and their neuronal counterpart, the cortical and tha-
lamic oscillations between depolarized UP states and hyperpolar-
ized DOWN states (Steriade et al., 1993a; Contreras and Steriade,
1995; Petersen et al., 2003; Sirota and Buzsáki, 2005; Crunelli et
al., 2012), are the main EEG hallmark of non-rapid eye move-
ment (non-REM) sleep (Crunelli and Hughes, 2010; Brown et al.,
2012) and are also observed during anesthesia (Chauvette et al.,
2011). The physiological importance of these waves of natural
sleep is emphasized by their ability to group together other EEG
rhythms of non-REM sleep (Steriade, 1997) and by their putative
role in the consolidation of recently acquired memories (Tononi
and Cirelli, 2001; Marshall et al., 2006; Ji and Wilson, 2007).

The mechanisms underlying the generation of EEG slow
waves, however, remain controversial. Because (1) lesions of tha-
lamic nuclei do not suppress slow waves in anesthetized cats (Ste-
riade et al., 1993b) and (2) UP and DOWN states are recorded in
neocortical slices (Sanchez-Vives and McCormick, 2000; Cossart
et al., 2003) and in an isolated cortical gyrus in vivo during anes-
thesia (Timofeev et al., 2000), these EEG slow waves are exclu-
sively and consistently viewed as a cortically generated rhythm
(Sanchez-Vives and McCormick, 2000; Timofeev et al., 2000;
Chauvette et al., 2011; Brown et al., 2012). However, (1) increas-
ing thalamic inhibition alters EEG slow waves in anesthetized rats
(Doi et al., 2007) and suppresses whisking-induced cortical UP
states in head-restrained mice (Poulet et al., 2012); (2) UP and
DOWN states, and associated slow waves, can be recorded in
thalamic slices (Hughes et al., 2002, 2004; Blethyn et al., 2006);
and (3) selective thalamic degeneration modifies slow waves of
non-REM sleep in humans (Gemignani et al., 2012). These find-
ings, together with other mechanistic in vitro studies and investi-
gations in anesthetized animals (for review, see Crunelli and
Hughes, 2010), question the current corticocentric view of slow
wave generation and led us to suggest that the full expression of
these EEG waves of natural sleep requires a dynamic interplay of
cortical and thalamic oscillators (Crunelli and Hughes, 2010).
Unfortunately, the resolution of this controversy is still ham-
pered by the lack of any study that has directly and systematically
addressed this issue in unrestrained, naturally waking-sleeping

Received July 26, 2013; revised Oct. 22, 2013; accepted Nov. 6, 2013.
Author contributions: F.D., J.T.S., H.L.T., G.D.G., R.C.L., N.L., and V.C. designed research; F.D., J.T.S., H.L.T., and

G.O. performed research; F.D., J.T.S., V.N.U., and J.J.R. contributed unpublished reagents/analytic tools; F.D. and
J.T.S. analyzed data; F.D., J.T.S., and V.C. wrote the paper.

This work was supported by the Wellcome Trust (91882), ANR-MNMP-2009, and Centre National de la Recherche
Scientifique (LEA 528). We thank Dr. K. Deisseroth for the channelrhodopsin-2 viral construct, Drs. W.M. Connelly
and S.W. Hughes for critical comments on the manuscript, and Mr. T. Gould for histological processing.

V.N.U. and J.J.R. are employees of Merck and Co., Inc. and potentially own stock and/or stock options in the
company. The remaining authors declare no competing financial interests.

*F.D. and J.T.S. contributed equally to this work.
Correspondence should be addressed to Dr. Vincenzo Crunelli, Neuroscience Division, School of Bioscience, Cardiff

University, Cardiff CF10 3AX, United Kingdom. E-mail: crunelli@cardiff.ac.uk.
DOI:10.1523/JNEUROSCI.3169-13.2013

Copyright © 2013 the authors 0270-6474/13/3319599-12$15.00/0

The Journal of Neuroscience, December 11, 2013 • 33(50):19599 –19610 • 19599



animals. Moreover, our current mechanistic knowledge of slow
waves of natural sleep continues to be clouded by the speculative
extrapolations of findings obtained in anesthetized conditions.

Using a combination of neuronal ensemble recordings,
thalamus-selective pharmacological inactivation, and optoge-
netic activation of thalamocortical (TC) neurons in naturally
sleeping or anesthetized rats, here we show, for the first time, that
the thalamus is required for finely tuning the frequency of slow
waves during non-REM sleep and anesthesia. Moreover, we dem-
onstrate that the entrainment of EEG slow waves by selective
thalamic activation is dependent on T-type calcium channels.
Together, these results provide the first conclusive evidence that
cortical and thalamic oscillators are necessary for the full expres-
sion of slow waves of non-REM sleep.

Materials and Methods
All experimental procedures were performed in accordance with the
United Kingdom Animals (Scientific Procedure) Act 1986 and local eth-
ics committee guidelines. All efforts were made to minimize animal suf-
fering and the number of animals used. Experiments were performed on
male adult Wistar rats (260 – 400 g, Harlan Laboratories), maintained on
a normal diet and under a 8:00 A.M. to 8:00 P.M. light-on regimen.

Experiments in anesthetized rats
Surgery. After anesthesia induction with 5% isoflurane, rats received an
intraperitoneal injection of ketamine (120 mg/kg) and xylazine (20 mg/
kg). Anesthesia was then maintained with a constant flow of ketamine
(42 mg/kg/h) and xylazine (7 mg/kg/h) delivered via an intraperitoneal
catheter connected to a pump (NewEra NE-300 syringe pump). Body
temperature was maintained at 37°C with a heating pad and rectal probe.
Rats were implanted with gold-plated skull screws (diameter 1 mm,
length 3 mm) for EEG recordings in S1: anteroposterior (AP) ! "2.2
mm, mediolateral (ML) ! #5.5 mm from bregma (Paxinos and Watson,
2007). An additional screw (ground electrode) was placed anterior to the
bregma, and two other screws above the cerebellum were used as refer-
ence electrodes for EEG and thalamic recordings.

For measuring the spatial extent of the action of 3,5-dichloro-N-[1-(2,2-
dimethyl-tetrahydro-pyran-4-ylmethyl)-4-fluoro-piperidin-4-ylmethyl]-

benzamide (TTA-P2), a potent and selective T-type channel antagonist
(Uebele et al., 2009; Dreyfus et al., 2010), or of the sodium channel blocker
TTX in the thalamus (i.e., see experiments illustrated in Fig. 3), a 1 mm hole
was drilled unilaterally above the ventrobasal thalamic nucleus (VB), the
dura was carefully removed, and a 32-channel silicone probe (10 mm length,
0.6 mm width, 1–4 M$) with four shanks (200 !m recording point distance,
15 !m thickness) (NeuroNexus Technologies) was slowly lowered in the VB
(dorsoventral [DV] ! "4.5 to "5.5 mm). A second hole in the same hemi-
sphere was used to slowly lower (200 !m every 5 min) a microdialysis probe
(CMA 12 Elite, 2 mm dialysis membrane length, 20 kDa cutoff, with a 16°
angle with respect to the vertical axis; see Fig. 3A) to a final position that was
between 0.05 and 1 mm away from the silicone probe. The 16° angle posi-
tioning of the dialysis probe was dictated by the space constraints of the
silicone and dialysis probes connecting devices on the animal skull.

For measuring the effect of TTX and TTA-P2 (applied by microdialysis
in the VB) on slow and spindle waves during anesthesia (i.e., see experi-
ments illustrated in Fig. 4), EEG electrodes were implanted as above, and
two microdialysis probes (one in each VB) were slowly lowered fully
vertically until their tips rested 6.5 mm below the skull (i.e., in the most
ventral part of the VB). In some rats, a silicone probe was also inserted
unilaterally in the VB with a 16° angle with respect to the vertical axis.

For measuring the effect of systemic TTA-P2 injection (i.e., see exper-
iments illustrated in Fig. 5), rats were implanted with EEG electrodes and
a unilateral silicone probe in the VB (as described above).

Systemic and microdialysis solutions. For intraperitoneal injection, TTA-P2
was dissolved in saline containing 4% DMSO and the pH adjusted with
potassium hydroxide (1 mM). Control intraperitoneal injections contained
4% DMSO in saline. For reverse microdialysis injection, TTA-P2 was dis-
solved in aCSF with 4% DMSO. Tetrodotoxin citrate (TTX) was dissolved in
aCSF. Flow rate of the microdialysis injection was set at 1 !l/min.

Injections. For the systemic injections, once stable EEG slow waves
were recorded for at least 30 min and high amplitude well isolated units
were present in some of the silicone probe channels, a control period of at
least 40 min was recorded before injecting intraperitoneally either saline/
DMSO or TTA-P2 while continuing recording for at least another 2 h.
For intrathalamic drug application, reverse microdialysis injection of
aCSF was initiated as soon as the microdialysis probes were in position,
and continued for at least 1 h before electrical recordings commenced.
Once stable, high-amplitude, well-isolated units could be recorded from

Figure 1. Properties of high-frequency bursts in VB TC neurons during ketamine-xylazine anesthesia and natural sleep. A, B, Local field potential in VB during anesthesia (A) and natural sleep (B).
*Bursts. C, Burst properties of a representative TC neuron in the VB during anesthesia: ISIs for different burst lengths (left), and distribution of interburst intervals (IBI) (right) (n ! 5102 bursts). D,
Same as C for a different representative TC neuron in the VB during natural sleep (n ! 825 bursts). C, D Insets, Representative bursts. E, F, Population data, as in C and D, for n ! 85 and n ! 9 TC
neurons from n ! 18 anesthetized and n ! 3 naturally sleeping rats, respectively.
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some of the silicone probe channels, recording of a control period of at
least 40 min was initiated. This was followed either by continuation of
aCSF application or the inlet tubing was switched to a solution contain-
ing either TTX or TTA-P2. Recordings and dialysis application then
continued for at least 1 h. At the end of the recording session, rats were
transcardially perfused.

Recordings. Thalamic signals were amplified with an Omnetics pream-
plifier (gain 20, bandwidth 0.8 Hz to 54 kHz) and a Plexon recorder/64
channel amplifier (gain 7500 –12,500, bandwidth 1– 6000 Hz, Plexon).

The EEG signal was amplified with a combination of SuperTech Bio-
AMP (Pecs) pre- (bandwidth 0.1–500 Hz) and main-amplifiers (band-
width DC to 500 Hz). When combined unit and EEG recordings were
made, signals were digitized with a Plexon recorder/64 system at 20 kHz
with 16-bit resolution. EEG recordings were digitized using the Plexon

recorder input via the IP16 event input break-
out panel. The digitized data were converted to
Spike2 format (version 5.13, CED). For all fur-
ther analyses, data were converted to a raw bi-
nary format using tools of the freely available
Klusters, Neuroscope, and NDManager soft-
ware suite (Hazan et al., 2006). EEG data were
low-pass filtered with a windowed sinc filter
at 100 Hz and downsampled to 200 Hz.

Experiments in freely moving rats
Surgery. Rats were anesthetized and implanted
with EEG electrodes, as described above, and an
EMG electrode was positioned in the neck mus-
cle. Two or four microdialysis guide cannulae
(one or two in each VB, respectively) (i.e., see
experiments illustrated in Fig. 6 for two probes in
each VB) were slowly lowered fully vertically so
their tip was just above the VB (DV ! "4.4 mm)
(Paxinos and Watson, 2007). When two guide
cannulae were inserted in each VB, their AP co-
ordinates were as follows: "2.6 and "3.8 mm
(Paxinos and Watson, 2007). Both EEG elec-
trodes and guide cannulae were fixed to the skull
with dental acrylic cement. Rats were allowed at
least 7 d to recover from surgery (single housed)
and to habituate to the recording cage (4 h/d). At
the end of the recording sessions, rats were tran-
scardially perfused.

Injections. For the systemic injections, on the
day of the experiment rats were transferred to
the recording cage, connected to the electrical
recording and microdialysis apparatus (as ap-
propriate), and allowed to move freely in their
cage for at least 1 h before any recording com-
menced. A control period of 1.5 h was then
recorded before an intraperitoneal injection of
either saline or TTA-P2 was made while con-
tinuing recording for at least another 2 h. Four
days were allowed between two consecutive
recording days in each rat. For intrathalamic
drug application, 24 h before recording, mi-
crodialysis probes were slowly inserted into
the brain to replace the dummy probe in the
guide cannulae. On the day of the experi-
ments, rats were transferred to the recording
cage and connected to the dialysis probes and
electrical recording apparatus. aCSF dialysis
was initiated immediately while the rats were
allowed to habituate for 1 h. A control period
of 2.5 h was then recorded while administer-
ing aCSF (same conditions as described for
the anesthetized condition). Animals were
then recorded for an additional 2 h while
receiving either aCSF or drug-containing
aCSF (in a random order on consecutive re-

cording days, each separated by at least 4 d). Video recording was
performed simultaneously with electrical recordings in all experi-
ments in freely moving rats.

TTA-P2 levels in the VB. The concentration of TTA-P2 in samples
taken from the inlet and outlet dialysis tubes was measured, following
protein precipitation with acetonitrile, by liquid chromatography-mass
spectrometry under a validated analytical protocol (Shipe et al., 2008;
Uebele et al., 2009). TTA-P2 concentration in the brain tissue outside the
dialysis membrane was estimated according to the equilibrium equation
described previously (Chan and Chan, 1999).

Optogenetics
Viral injection. pAAV-CaMKII"-hChR2(H134R)-mCherry plasmids (K.
Deisseroth laboratory, Addgene plasmid 26975) were packaged into recom-

Figure 2. Detection of slow and spindle waves. A, Representative EEG wavelet power spectrum of slow wave frequency band
(0.2– 4.5 Hz) during ketamine-xylazine anesthesia. B, Representative EEG broadband power spectrum. Dashed lines indicate the
frequency band shown in A. C, Expanded EEG trace (black) (from time period marked in A with arrow) illustrating the identification
of slow waves (green circles) by means of negative to positive zero-crossing detection on the 0.2– 4.5 Hz bandpass-filtered signal
(green trace). Waves with peak-to-peak amplitude (red triangles to blue triangles) of %60% of the mean peak-to-peak amplitude
were discarded. D, Autocorrelogram of EEG slow waves detected as shown in C from the first 20 min of data shown in A. E,
Representative raw (middle), 5–12.5 Hz bandpass-filtered (bottom) EEG traces showing spindle waves (black arrows) and wavelet power
spectrum (top) with detected spindle wave episodes (green lines) during anesthesia. F, Average frequency distribution of spindles during
anesthesia (n!7 rats). G, H, Data for spindles during natural sleep are illustrated in the same format as E and F, respectively (n!6 rats).
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binant AAV2 vectors and serotyped with AAV1
coat proteins. Viral suspensions were titered to
1.14 & 1013 genome copies/ml (GC) (University
of Pennsylvania Vector Core). Concentrated
stock virus was diluted with 0.1 M PBS tinted with
Fast Green FCF (Sigma), giving a final viral con-
centration of 5.70 & 108 to 2.28 & 109 GC/!l for
injection. The dorsal surface of the skull was ex-
posed, a small craniotomy made over one VB
(AP!"3.14 mm, ML!2.80 mm from bregma)
(Paxinos and Watson, 2007), and the dura re-
flected. A 10 !l Gastight Hamilton syringe and 34
Ga needle were front filled with mineral oil and
diluted virus. Needles were then lowered slowly
into the thalamus (DV ! "5.75 mm from the
pia) and left in place for 10 min. A 1 !l virus
(5.70 & 108 to 2.28 & 109 infectious units) was
injected at a rate of 100 nl/min using a program-
mable micro-pump (UMP3–1, WPI) and al-
lowed to disperse for a further 10 min before the
needle was slowly retracted. Rats were then indi-
vidually housed and allowed to recover with ad
libitum access to food and water for a minimum
of 3 weeks to allow viral gene expression.

Optical stimulation and recording. Rats pre-
viously injected with rAAV-CaMKII"-hChR2
(H134R)-mCherry were anesthetized and EEG
screws and two microdialysis probes (one in
each VB) were implanted (as above) with a 16°
angle with respect to the vertical axis. A 200 !m
multimode (0.39 NA) optic fiber (CFM12L20;
Thorlabs) was custom-glued to a 32-channel
silicone probe, with the fiber tip '400 !m
above the top recording sites. The fiber ferrule
was connected to a compatible patch-cord and
473 nm laser diode (70 mW Stradus; Vortran
Laser Technology), and the silicon probe and
EEG wires connected to a Digital Lynx 10SX
recording system (with Hybrid Input Boards;
Neuralynx) via HS-36 unity gain preamplifiers.
One optrode was slowly lowered to just above
one VB, 300 !m posterior and medial to the
virus injection site (AP ! "3.44 mm, ML !
2.50 mm from bregma) (Paxinos and Watson, 2007), and DV ! "4.60
mm from the pia, and then moved in small steps to locate light-
responsive ChR 2( cells exhibiting characteristic TC neuron bursts (see
experiments illustrated in Figs. 9 and 10). Extracellular action potentials
(sampling frequency: 32 kHz per channel, filtered from 600 Hz to 9 kHz),
continuous extracellular signal (sampling frequency: 32 kHz per channel
and broadband filtered from 0.1 Hz to 9 kHz), EEG signals (sampling
frequency: 4 kHz, filtered from 0.1 Hz to 1 kHz), and light stimulation
events were simultaneously recorded using Cheetah 5 Data Acquisition
software (Neuralynx). Digital laser modulation was controlled with
pClamp software and a 1322A Digidata (Molecular Devices), synchro-
nized with the Digital Lynx 10SX. Laser output power for 5, 20, and 100
ms pulses was 40 mW, which equated to %10 mW at the fiber tip (de-
pendent on stimulation frequency), quantified with a digital power me-
ter and photodiode sensor (PM120D; Thorlabs).

Data analysis
Spike sorting and data preprocessing were performed with the Klusters,
Neuroscope, NDManager software suite (Hazan et al., 2006). All other
analyses were performed with routines based on the free toolboxes SciPy
0.8 (Jones et al., 2001), OpenElectrophy 0.2 (Garcia and Fourcaud-
Trocmé, 2009), running under Python 2.6.6 and MATLAB (R2010b,
MathWorks) on a 64-bit Linux computer.

Data preprocessing and spike sorting. To extract spikes from the extracellu-
lar field potential, the signal was high-pass filtered with median filter (0.5 ms
window half-length). Spikes were detected by thresholding at 1.2 SD and

clustered by an expectation maximization algorithm (Klustakwik; Harris et
al., 2000) on the basis of their first three principal components. All results of
the automatic clustering were verified post hoc by visual inspection. Units
were excluded from further analyses if more than one high amplitude cell
was present on a single channel, if their autocorrelogram did not show a
refractory period of at least 2 ms, and if their spike amplitude markedly
changed during the experimental session.

Burst analysis. Bursts were defined as two or more spikes that were pre-
ceded by at least 100 ms of silence and had interspike intervals (ISIs) %10 ms,
and were visually examined post hoc. For each burst, the following parame-
ters were calculated (Fig. 1): (1) ISI, (2) interburst interval, (3) number of
spikes per second in 5 min windows (spike rate), (4) number of bursts per
second in 5 min windows (burst rate), (5) ratio of all spikes taking part in a
burst, (6) number of spikes in each burst, and (7) ISI as a function of the ISI
number within a burst (i.e., burst signature). Units with a decelerando burst
signature (Fig. 1C,D) were classified as TC neurons, whereas those with a
burst signature and spike autocorrelogram typical of thalamic reticular neu-
rons (Huguenard and Prince, 1992) were discarded.

Detection of slow waves and spindles under anesthesia. To quantify EEG
slow waves beyond power spectral analysis, a slow wave detection algo-
rithm similar to those described previously (Mölle et al., 2009; Nir et al.,
2011) was implemented (Fig. 2A–D). On the 0.2 to 4.5 Hz bandpass-
filtered signal, all negative to positive zero-crossings were detected as
slow waves. To discard spurious slow waves, the local minimum and
maximum around a crossing were determined. If the difference between
these was %60% of the mean maximum-to-minimum distance, the slow

Figure 3. Block of TC neuron firing by TTA-P2 directly applied by reverse microdialysis in the thalamus under anesthesia. A,
Coronal brain section showing the position of a microdialysis (DP) (inserted with a 16° angle with respect to the vertical axis, see
Materials and Methods) and a silicone probe (SP) in the VB, both stained with a red fluorescent dye. B1, Distance–response curve
of TTA-P2-elicited block of high-frequency bursts in VB TC neurons (n ! 533 neurons from 37 rats). Burst rate was measured
between 50 and 60 min from the start of TTA-P2 or TTX dialysis. Data are normalized to the burst rate measured during the last 10
min of the preceding 1 h of aCSF dialysis (see Materials and Methods). Different TTA-P2 concentrations are color-coded as illus-
trated and refer to the drug concentration in the inlet dialysis tube. There is similarity in the action of 1 and 3 mM TTA-P2. The effect
of TTX is also depicted (n ! 33 neurons from 11 rats). B2, Same as B1, but for total TC neuron firing (i.e., high-frequency bursts plus
single action potentials). C, Distance dependence of time of half-block of high-frequency bursts by VB microdialysis of 300 !M

TTA-P2 (top) and of time of half-block of total firing by VB microdialysis of 50 !M TTX (bottom). Black lines indicate the best fit of
a fourth-order parabolic function. D, Schematic brain drawing (from Paxinos and Watson, 2007) showing that the area of burst
firing block achieved with the dialysis of 300 !M TTA-P2 (green) (calculated from the data shown in B2) covers almost the entire
VB. Only a small increase in the area of block (which now covers a small portion of the NRT) is achieved with 3 mM TTA-P2 (red). This
drawing assumes a fully vertical position of the dialysis probe as it was used for all the experiments described in Figures 4, 5, 6, and
7. E, In vivo recovery of TTA-P2 applied by dialysis (n ! 6 rats for both concentrations), which was estimated using the formula
([X]in " [X]out)/[X]in, where [X]in and [X]out are the TTA-P2 concentration in the inlet and outlet dialysis tubes, respectively (Chan
and Chan, 1999).
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wave was discarded. For the analysis of UP and DOWN state duration,
the periods above and below the midpoint of the DOWN to UP transi-
tions in the bandpass-filtered signal were labeled as UP and DOWN
states, respectively. States with a magnitude of %25% of the average
magnitude during the control period were discarded and the neighboring
states of equal type (UP or DOWN) merged. Spindle waves were detected
in the frequency range 5–12.5 Hz (Fig. 2 E, F ).

Spectral analysis. Power spectral densities were estimated with Welch’s
average periodogram method using a Hanning window with length of
4096 data points. Total power in a frequency band was determined as the
integral over that frequency band.

Detection of non-REM sleep epochs. The power of the EEG signal be-
tween 0.5 and 4 Hz was computed for every 10 s of recording. If the
calculated power was higher than twice the power calculated during a
period of active wakefulness, the 10 s epoch was classified as non-REM
sleep. To ensure detection reliability and behavioral state stability over
the selected periods, only consecutive epochs of sleep lasting at least 60 s
were included in further analysis.

Detection of slow waves and spindles during natural sleep. The EEG
signal was convolved with complex Morlet wavelets of 2.5 cycles for sleep

spindles and 1.0 cycle for slow waves at a fre-
quency resolution of 0.1 Hz for spindles and
0.01 Hz for slow waves (Kronland-Martinet et
al., 1987). Using a wavelet ridge extraction
method, each oscillatory epoch of the EEG was
extracted with an energy threshold to detect its
beginning and end (see Figs. 2G, 6A, and 7A)
(Roux et al., 2007; Garcia and Fourcaud-Trocmé,
2009). The boundary frequencies of wave detec-
tion were chosen as from 0.5 to 4 Hz for slow
waves (see Fig. 6B) and from 6 to 14 Hz for spin-
dle oscillations (see Fig. 2G,H). The threshold
was defined as 3 times the average energy during a
non-REM sleep period during the control
session. Slow and spindle waves with %2 and
3 cycles, respectively, were discarded. When
overlapping oscillations were detected, the wave
with the highest energy was selected.

Statistical analysis. Group comparisons were
performed using the Mann–Whitney U test.
Paired data were tested with Wilcoxon’s signed
ranks test. All quantitative data in figures and
text are given as mean # SEM.

Histology
Electrode and microdialysis probe tracking.
Before insertion, silicone and microdialysis
probes were immersed for 1/2 h and 5 min,
respectively, in a 1% Vybrant Dil (Invitrogen)
dye solution. At the end of the experiment, rats
were injected with a lethal dose of urethane
(40%), and the brains were removed and
placed in a 4% PFA solution for 48 h. The
brains were then transferred and stored in a 0.1
M PBS. Sections (100 !m thick) containing the
VB were cut with a vibratome (Leica VT1000S)
and mounted on coverslips to measure the rel-
ative position of microdialysis and silicone
probes, which were visualized using a fluores-
cent microscope (Leica).

Immunofluorescence. Rats were given an over-
dose of ketamine-xylazine and transcardially per-
fused with 4% PFA. Brains were fixed in 4% PFA
and then cryoprotected in 20% (w/v) sucrose in
0.1 M PBS. Each brain was blocked to give coronal
sections, mounted onto a freezing microtome
(Leica), and cut into 50 !m sections. Free-
floating sections were processed for NeuN and
RFP immunofluorescence. Briefly, sections were
washed 3 & 10 min with fresh 0.1 M PBS and

blocked for 1.5 h in 1 & PGT [0.1 M PBS, 3% NGS, and 0.2% Triton X-100
(Sigma-Aldrich)]. Sections were gently shaken at room temperature for 2 h,
then overnight at 4°C with primary antibodies against both NeuN (1:500
mouse monoclonal, Millipore), and RFP (1:1000 Living Colors DsRed rabbit
polyclonal, Clontech) in 1 & PGT. Sections were rinsed 3 & 10 min with
fresh 0.1 M PBS and incubated for 2 to 3 h at room temperature with 1:200
goat anti-mouse AlexaFluor-488 (Invitrogen) and 1:200 goat anti-rabbit
AlexaFluor-594 (Invitrogen) secondary antibodies in 1 & PGT. Sections
were washed 3 & 10 min in fresh 0.1 M PBS and mounted onto gelatin-
subbed Superfrost Plus microscope slides (Thermo Scientific). Slides were
coverslipped with VectaShield fluorescent mounting medium (Vector Lab-
oratories) and visualized using a fluorescence microscope (Leica).

Results
Effect of thalamic inactivation on slow waves
during anesthesia
We first abolished the somatosensory thalamic output to the cor-
tex by bilateral reverse microdialysis of TTX in the ventrobasal thal-
amus (VB) of ketamine-xylazine anesthetized rats, while

Figure 4. Block of thalamic firing decelerates EEG slow waves during anesthesia. A, Spike raster plots (top three traces; *bursts)
from 3 VB TC neurons and EEG from S1 (bottom trace) show the effects of 50 !M TTX and 300 !M TTA-P2 dialysis in the VB. The
predominant burst firing during aCSF is virtually abolished by TTX and TTA-P2, an effect accompanied by slowing of the EEG
rhythm. B, Event-triggered averages of raw EEG traces centered on the middle point of DOWN to UP state transitions were
calculated after 1 h of aCSF, TTX, and TTA-P2 dialysis (n ! 438, 243, and 222 transitions, respectively). C, Normalized (to predrug
period), time-dependent decrease of slow waves by TTX (n!5) and TTA-P2 (n!5) (drug dialysis starts at 0). D, EEG power spectra
60 min after start of drug dialysis. E, Normalized (to predrug period), time-dependent reduction of spindle waves by TTX and
TTA-P2. C–E, Solid lines indicate the mean; color shadings indicate SEM. In this and the following figures, illustrated drug concen-
trations during microdialysis are those of the inlet dialysis tube (for brain concentration delivered by dialysis probes, see Fig. 3E). In
this experiment and those depicted in Figures 5, 6, and 7, the dialysis probes were inserted in a fully vertical position.
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simultaneously recording slow waves from
primary somatosensory cortex (S1) and the
firing of different single TC neurons in the
VB. TTX abolished action potentials in TC
neurons around the VB injection site (pre-
drug: 2.51 # 0.11 spikes/s, TTX: 0.001 #
0.002, n ! 11 rats, n ! 33 neurons, p % 107,
Wilcoxon signed-rank test) (Fig. 3B1,B2,
blue lines, C, bottom plot; see also Fig. 4A,
unit recordings). This effect led to a con-
comitant marked reduction (45 # 1.4%) in
the number of EEG slow waves after 1 h of
drug dialysis (Fig. 4A,B) and thus to a fre-
quency decrease from 1.19 # 0.02 to 0.63 #
0.03 slow waves/s (n ! 5, p ! 0.0017, Man-
n–Whitney U test compared with aCSF, n!
6) (Fig. 4A–D). The duration of both UP
and DOWN states was increased by TTX
from 0.40 # 0.01 (UP) and 0.42 # 0.03 s
(DOWN) to 0.68 # 0.07 and 0.58 # 0.06 s,
respectively (p % 0.006, Mann–Whitney U
test compared with aCSF) (Fig. 4B). In the
same rats, the simultaneously recorded
spindle waves, which are a thalamically gen-
erated rhythm (Morison and Bassett, 1945;
Steriade et al., 1985; De Gennaro and Fer-
rara, 2003; Astori et al., 2011), were abol-
ished by TTX (predrug: 0.13 # 0.02
spindles/s, TTX: 0.009 # 0.008, p ! 0.0016)
(Fig. 4E), indicating the effectiveness of our
thalamic inactivation by microdialysis ad-
ministration of TTX.

Because T-type calcium channels play
a key role in the thalamic output to cortex
(Llinás and Jahnsen, 1982; Crunelli et al.,
1989; Deleuze et al., 2012) and underlie
TC neuron UP states (Hughes et al.,
2002), we next investigated the effect on
slow waves of the potent and selective
T-type calcium channel antagonist, TTA-P2
(Uebele et al., 2009; Dreyfus et al., 2010),
directly applied in the VB by reverse micro-
dialysis. This drug produced a block of high-
frequency bursts of TC neurons, which was
dependent on its concentration in the dial-
ysis inlet tube and on the distance between
the recorded neuron and the dialysis probe
(Fig. 3B1; see also unit recordings in Fig.
4A). Interestingly, single action potential firing (which accounted for
'18.4 # 1.2% of the total firing) was also markedly decreased by
TTA-P2 (Fig. 3B2) (see Fig. 4A, unit recordings) so that, at a distance
of 500 !m from the dialysis probe, only 3.3 # 2.1% of total spikes
(i.e., in bursts and as single action potentials) remained after 1 h of
TTA-P2 application. We chose a microdialysis inlet tube concentra-
tion of 300 !M TTA-P2 because: (1) it virtually abolished the total
TC neuron firing in a region that almost fully covered the mediolat-
eral extent of the VB (Fig. 3C,D), and (2) it resulted in a tissue con-
centration around the probe of '42 !M (based on a 14% recovery
rate) (for explanation, see Fig. 3E), which is well in the range of
concentrations that we previously showed to be required to abolish
intrinsic and synaptically driven TC neuron firing in the VB in vitro
(Dreyfus et al., 2010, their Fig. 1C). Thus, TTA-P2 applied in the VB
at 300 !M elicited a clear reduction (25 # 3%, n ! 5, p ! 0.02

compared with aCSF, n ! 6) of slow waves (Fig. 4A,B), leading to a
frequency decrease from 1.00 # 0.02 to 0.69 # 0.03 slow waves/s
(p ! 0.020) (Fig. 4A,C,D). The durations of UP and DOWN states
were both prolonged from 0.59 # 0.04 (UP) and 0.58 # 0.02
(DOWN) to 0.77 # 0.06 and 0.70 # 0.03 s, respectively (p % 0.05,
Mann–Whitney U test compared with aCSF) (Fig. 4B). Moreover, in
the same experiments, spindle waves were markedly suppressed
(88 # 5%) by microdialysis injection of TTA-P2 in the VB (aCSF:
0.15 # 0.01 spindles/s; TTA-P2: 0.019 # 0.008; p ! 0.02) (Fig. 4E),
indicating the effectiveness of our thalamic inactivation by microdi-
alysis administration of TTA-P2.

TTA-P2 also elicited a dose-dependent decrease in slow waves
when applied systemically (Fig. 5A–D), with a similar ED50 on
burst (0.18 # 0.05 mg/kg) (Fig. 5E) and total firing (0.26 # 0.06
mg/kg) (Fig. 5F). In particular, at a dose (3 mg/kg) that abolished

Figure 5. Systemic injection of TTA-P2 markedly decreases the frequency of slow and spindle waves during anesthesia. A, Spike
raster plots (top three traces; *bursts) from 3 different TC neurons in the VB and EEG (bottom trace) from S1 show the effect of two
doses of intraperitoneally injected TTA-P2 on neuronal firing and slow waves. B, Time-dependent block of slow waves after 0.3 and
3 mg/kg intraperitoneally of TTA-P2 injected at time 0. C, Power spectra calculated 1 h after TTA-P2 injection. D, Summary data
showing the percentage reduction in slow and spindle waves produced by different doses of TTA-P2 (measured 1 h after intraperi-
toneal injection). Number of animals for saline (Sal) and TTA-P2 0.3, 1, 3, and 10 mg/kg injections are 4, 3, 3, 3, and 1, respectively.
Error bars indicate SEM. *p % 0.01 compared with saline injection (Mann–Whitney U test). E, F, Dose–response curve of burst and
total spike rate measured 40 min after systemic intraperitoneal injection of TTA-P2 (logistic regression fits, p % 0.05) (ED50 for
bursts: 0.18 # 0.05 mg/kg; ED50 for total spikes: 0.26 # 0.06 mg/kg). The 3 and 10 mg/kg TTA-P2 abolish bursts ( p % 10 "6

compared with saline injection, Mann–Whitney U test, n ! 40 TC neurons). B, C, Solid lines indicate the mean; color shadings
indicate SEM. Color code in C also applies to B and to the traces in A.
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burst firing in the VB (Fig. 5E), TTA-P2 produced a stronger
decrease (63 # 1%, n ! 3, p ! 0.018) of slow waves (Fig. 5B) than
an equipotent (on burst firing) intra-VB application (compare
with Fig. 3B1), indicating that T-type calcium channels in other
thalamic nuclei and brain regions effectively contribute to the full
expression of EEG slow waves in S1 during anesthesia.

Effect of thalamic inactivation on slow waves during
natural sleep
Because anesthesia does not fully reproduce the spatiotemporal
dynamics of slow waves during non-REM sleep (Chauvette et al.,
2011; Nir et al., 2011; Vyazovskiy et al., 2011), we then applied
TTX and TTA-P2 by reverse microdialysis in the thalamus of
naturally sleeping-waking rats. The same inlet dialysis concentra-
tion of TTA-P2 (300 !M) and one-probe-per-VB configuration
that was effective during anesthesia had no effect on slow waves of
natural sleep, nor did 1 and 3 mM TTA-P2, most likely because
the volume of tissue where a firing block was achieved with these
higher TTAP-2 concentrations was not much bigger than the
region affected by 300 !M (Fig. 3B1,B2,D). We therefore enlarged
the thalamic area affected by microdialysis application by im-
planting a group of rats with four dialysis probes, so that in each
VB one probe was close to its rostral and one to its caudal end (see
Materials and Methods). In these animals, TTA-P2 (3 mM) in-

duced a significant decrease (23 # 7.8%, n ! 7, p ! 0.0095,
Mann–Whitney U test compared with aCSF, n ! 12) in the peak
of the instantaneous frequency distribution of slow waves during
non-REM sleep (predrug: 2.19 # 0.09 Hz; TTA-P2: 1.72 # 0.13
Hz), as did TTX (50 !M) (TTX: 0.92 # 0.13 Hz, 50 # 13%
reduction, n ! 5, p ! 0.0061) (Fig. 6A–D). As expected, in the
same animals, sleep spindles were more potently decreased by
TTX and TTA-P2 (94 # 7% and 48 # 6%, respectively) than slow
waves (predrug: 0.36 # 0.02 spindles/s; TTX: 0.05 # 0.03, TTA-
P2: 0.19 # 0.02; p ! 0.001 for both compared with aCSF) (Fig.
6D,E).

Figure 6. Block of thalamic firing decreases slow wave frequency during natural sleep. A,
Non-REM sleep EEG (bottom) and corresponding wavelet spectra (top) during VB microdialysis
of aCSF, 3 mM TTA-P2, and 50 !M TTX. Transient slow waves (white lines) were detected as
ridges in the wavelet spectra (see Materials and Methods). B, Slow wave frequency density
distribution during aCSF, TTA-P2, and TTX dialysis, 1 h after the start of drug dialysis (arrows
indicate the measured peaks). C, Time dependence of TTA-P2 (n ! 7 rats) and TTX (n ! 5 rats)
effects on the normalized peak of the slow wave frequency distribution. D, Raw non-REM EEG
power spectra show TTA-P2- and TTX-elicited decrease of power in sleep spindle frequency
range and increase of power in slow wave frequency range. E, Time dependence of TTA-P2 and
TTX effects on sleep spindles normalized count. B, D, Solid lines indicate the mean; color shading
indicates SEM. C, E, Error bars indicate SEM. Figure 7. Systemic injection of TTA-P2 markedly decreases the frequency of slow waves and

abolishes spindles during natural sleep. A, Non-REM sleep EEG (middle), corresponding wavelet
spectra (top), and EMG (bottom) after intraperitoneal injection of saline (left) and 10 mg/kg
TTA-P2 (right). Transient slow waves (white lines) were detected as ridges in the wavelet
spectra as in Figure 2. B, Slow wave frequency distribution after saline and TTA-P2 injection.
There is a shift of the peak (arrows) from '2 Hz to '0.7 Hz. C, Time dependence of TTA-P2
(n ! 4 rats) and saline (n ! 6 rats) effects on the normalized peak of the slow wave frequency
distribution. D, Raw non-REM sleep EEG power spectra show TTA-P2-elicited decrease of power
in sleep spindle frequency range and increase of power in slow wave frequency range compared
with saline injection. E, Time dependence of TTA-P2 effects on sleep spindles normalized count.
F, G, Dose–response curve of burst (F ) and total spike (G) rate measured 40 min after systemic
intraperitoneal injection of TTA-P2 (logistic regression fits, p % 0.05) (ED50 for bursts: 0.55 #
0.03 mg/kg; ED50 for total spikes: 1.71 # 0.11 mg/kg). The 3 and 10 mg/kg TTA-P2 abolish
bursts recorded during natural sleep ( p % 10 "6 compared with saline injection, Mann–Whit-
ney U test, n ! 42 TC neurons). B, D, Solid lines indicate the mean; color shading indicates SEM.
C, E–G, Error bars indicate SEM.
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As it was observed during anesthesia,
also in naturally sleeping rats systemic in-
jections of TTA-P2 dose-dependently
blocked burst and total firing in VB TC
neurons during non-REM sleep (with an
ED50 of 0.55 # 0.03 and 1.71 # 0.11 mg/
kg, respectively) (Fig. 7F,G), as well as
slow waves and sleep spindles (Fig. 7A–E).
In particular, a dose of 10 mg/kg of
TTA-P2 markedly reduced slow wave
(saline: 1.94 # 0.13 Hz, n ! 6; TTA-P2:
0.8 # 0.01 Hz, n ! 4 rats) and sleep
spindle frequencies (saline: 0.32 # 0.13
spindles/s, TTA-P2: 0.05 # 0.01) by
73 # 5% ( p ! 0.0095) and 86 # 4%
( p ! 0.00031), respectively (Fig. 7E).

Entrainment of EEG slow waves by
optogenetic stimulation of TC neurons
during anesthesia
Because thalamic inactivation by either
TTX or by selective block of thalamic
T-type calcium channels with TTA-P2 de-
creased the frequency of slow waves dur-
ing anesthesia and natural sleep, the
thalamic input to the neocortex should be
able to entrain these EEG waves. Because
electrical stimulation of the thalamus
leads to antidromic excitation of the so-
matotopic cortical region, which may in
turn affect the cortical slow wave oscil-
lator, we addressed this question using
selective optogenetic activation of
channelrhodopsin2-expressing TC neurons
(Fig. 8) with short (5, 20, or 100 ms) 473 nm
light pulses at stimulation frequencies that
ranged from 0.75 to 4 Hz (n ! 7 rats) (Fig.
9). At the cellular level, each light pulse elicited a single high-
frequency burst of action potentials, which was invariably followed
by a 100–250 ms period of electrical silence before firing resumed
(Fig. 9C). For stimulation frequencies from 0.75 to 1.5 Hz, this pat-
tern of TC neuron activation elicited a clear peak in the EEG wavelet
(Fig. 9A) and FFT power spectrum (Fig. 9D) at the respective stim-
ulation frequency, which had higher amplitude than the peak of the
control EEG (i.e., with no light stimulation) (Fig. 9D, black line). As
seen from the light-pulse triggered averages (Fig. 9B), light stimula-
tion for frequencies )1.5 Hz not only failed to entrain EEG slow
waves but also markedly flattened the power spectra eliminating the
peak present at '1 Hz during the control condition (i.e., without
light stimulation; Fig. 9D, black line). When T-type calcium chan-
nels in VB were blocked by microdialysis of 300 !M TTA-P2 (n ! 3
rats) (Fig. 10A), the cellular burst response during light stimulation
was strongly reduced (burst reduction: 89 # 4%, n ! 1056 pulses,
n ! 11 neurons, p ! 0.0020, Wilcoxon signed-rank test), the TC
neuron firing between stimulations was virtually abolished (Fig.
10B), and no entrainment of slow waves occurred for stimulation
frequencies between 0.75 and 1.5 Hz (Fig. 10C1,D). Moreover, a
similar block of EEG slow wave entrainment was observed after sys-
temic injection of TTA-P2 (3 mg/kg) at these stimulation frequen-
cies (data not shown). Finally, no significant effect of TTA-P2
injected locally (Fig. 10C2,D) or systemically (data not shown)
was observed at stimulation frequencies # 1.75 Hz.

Discussion
Our results conclusively demonstrate that the full manifestation of
EEG slow waves during non-REM sleep in freely moving, naturally
waking-sleeping rats requires a dynamic interplay of cortical and
thalamic neuronal ensembles because inactivation of the thalamic
output to the neocortex brings about a marked deceleration of slow
waves and selective excitation of TC neurons entrains EEG slow
waves.

Contribution of thalamic oscillators to sleep rhythms
There is a general consensus that an isolated neocortex can generate
and maintain the UP and DOWN state dynamics that underlie EEG
slow waves of natural sleep via an intricate balance of excitation and
inhibition that is mostly generated by synaptically driven cortical
slow wave oscillators (Sanchez-Vives and McCormick, 2000;
Timofeev et al., 2000; Bazhenov et al., 2002; Cossart et al., 2003; Shu
et al., 2003; Le Bon-Jego and Yuste, 2007; Beltramo et al., 2013). In
line with this interpretation, the cortical firing (during UP states)
and the electrical silence (during DOWN states) impose similar UP/
DOWN state transitions on thalamic neurons, making the thalamus
fully subservient to corticofugal activity. Over the last 10 years, how-
ever, this view has been challenged by solid experimental evidence
demonstrating that an isolated thalamus as well as single TC and
nucleus reticularis thalami (NRT) neurons in vitro can sustain slow
waves and an intrinsic UP/DOWN states dynamics, respectively,
which are similar to those observed during natural sleep (Crunelli

Figure 8. Channelrhodopsin-2 expression in VB TC neurons. A, Immunostaining of channelrhodopsin-2-mCherry (red) showing
that the expression of the channelrhodopsin-2 protein is restricted to VB TC neurons and some TC axons passing through the NRT
(top). Arrow indicates the putative site of the virus injection. NeuN staining (green) is evident in both VB and NRT somata (middle).
Merged images (bottom) demonstrate colocalization of channelorhodopsin-2 and NeuN in TC, but not NRT, neurons. B, Higher
magnification of a portion of the respective panels in A. Scale bars, A, B: 300 !m.
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and Hughes, 2010). This thalamic activity only occurs when the
metabotropic glutamate receptors (which are present postsynapti-
cally to the corticofugal terminals) of TC and NRT neurons (Godwin
et al., 1996) are active, making these neurons “conditional oscilla-
tors” for slow waves (Crunelli and Hughes, 2010).

The present findings strongly support this hypothesis: re-
moval of the thalamic input to cortex reduces the frequency of
slow waves of non-REM sleep, demonstrating, for the first time, a
necessary role for the thalamus in this physiological rhythm. The
generation of slow waves during natural sleep, therefore, derives
from cortical networks as primary oscillators with the thalamic
oscillator providing a fine-tuning by imposing its faster fre-
quency and phase properties to the cortical slow wave rhythm.
The full physiological rhythm might, indeed, be the result of two
competing oscillators (Gutierrez et al., 2013), with the thalamus
being able to reset the phase of the slower cortical networks, as
indicated by the ability of selective optogenetic excitation of
thalamofugal fibers to entrain EEG slow waves (this work) and to
induce isolated UP states in awake, head-restrained rats (Poulet
et al., 2012). Importantly, the ability of the thalamus to modulate
cortical UP states depends on thalamic T-type calcium channels,
and in particular on the high-frequency burst of action potentials
that invariably marks the start of TC neuron UP states (Contreras

and Steriade, 1995, their Fig. 9; Slézia et
al., 2011; Ushimaru et al., 2012). The ef-
fect of this thalamic modulation will also
be important in determining the slight ac-
celeration of slow waves observed from
sleep Stage 2 to 4 (Crunelli and Hughes,
2010; Brown et al., 2012) because the in-
trinsic slow wave thalamic oscillator in-
creases its frequency with the progressive
hyperpolarization that accompanies non-
REM sleep deepening (Hughes et al.,
2002; Crunelli and Hughes, 2010). Sup-
port to the thalamic modulation of EEG
slow waves also comes from data showing
that an acceleration of these waves is ac-
companied by a phase shift of the TC neu-
ron firing toward the start of an UP state
(Slézia et al., 2011).

In the same animals where slow waves
of non-REM sleep were decreased in fre-
quency, the simultaneously recorded
sleep spindles, which are a thalamically
generated rhythm (Morison and Bassett,
1945; Steriade et al., 1985; De Gennaro
and Ferrara, 2003; Astori et al., 2011),
were abolished by inactivation of the same
thalamic region. This demonstrates that,
whereas both cortex and thalamus are re-
quired for the full expression of slow
waves and spindles of natural sleep, the
relative contribution of these brain areas
to these oscillations is markedly different,
reflecting the diverse cellular/network
generators that underlie these two EEG
rhythms.

By comparing, for the first time, slow
waves during natural sleep and anesthesia
under the same laboratory conditions, we
could identify that a larger area of tha-
lamic inactivation was necessary to obtain

a significant effect on slow waves during non-REM sleep com-
pared with anesthesia. This indicates that the thalamic modula-
tion of slow waves during anesthesia is very different from that
during natural sleep, stressing the diverse nature of the cortical
and thalamic neuronal dynamics underlying these behavioral
states, the limitations associated with extrapolating results from one
experimental condition to the other, and a potentially different in-
volvement of the “core” and “matrix” thalamic projection systems
(Jones, 2001).

Thalamic T-type calcium channels and the slow rhythm
Our investigation is the first to provide direct evidence that the
T-type calcium channels of thalamic (i.e., TC and NRT) neurons
are required for the full expression of slow waves during natural
sleep, although we could not distinguish between TC and NRT
neuron contribution because of TTA-P2 spread to the latter neu-
ronal population at the highest concentrations. A previous study
reported an increased number of awakenings in mice carrying a
supposedly thalamic-selective deletion of CaV3.1 T-type chan-
nels expression (Anderson et al., 2005). However, the presence of
recombination in piriform cortex, some hypothalamic nuclei,
and other brain areas questions the selectivity of this genetic ap-
proach and weakens its conclusions. Another study in anesthe-

Figure 9. Thalamic entrainment of EEG slow waves during anesthesia. A, EEG trace (bottom) and wavelet transform (top) showing the
effectof20ms,473nmlightpulsesat1,1.5,and2Hz.Dashedwhitelineindicatesthestartofthefirstpulse.B,Event-triggeredEEGaverages
centered on the 20 ms light pulses (blue vertical bars) for the illustrated stimulation frequencies. Gray areas indicate SEM. A total of 10 s of
EEGwasusedforeachaverage.C,Rasterplotsoffiringof4VBTCneuronsinresponsestotwoconsecutive20mspulses(at1Hz)(bluevertical
lines). *Bursts. The corresponding EEG trace is superimposed as a black line. D, EEG power spectra in response to 20 ms light pulses at the
illustrated frequencies (indicated by arrows). There are frequency-dependent amplification and the shift of the peak of the power spectra
compared with control (i.e., without light stimulation, black line).
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tized CaV3.1 T-type calcium channel KO
mice (Lee et al., 2004) suggested a contri-
bution of these channels to $ waves (de-
fined as power in the 1– 4 Hz frequency
band) but not to slow waves (defined as
power in the %1 Hz frequency band). Our
results in anesthetized rats instead indi-
cate that slow waves peaking at '1 Hz are
decreased in number by TTA-P2, leading
to a slowing down in frequency to '0.6
Hz. Although these contradictory data
may be the result of the use of different
species or anesthetics, they may also result
from the different wave classifications. In-
deed, it is debatable (Luczak and Barthó,
2012) whether EEG waves occurring at the
upper end of the $ frequency range (2– 4
Hz) in naturally sleeping rats do represent
a separate entity from slow (%2 Hz) waves
because the underlying UP and DOWN
state firing dynamics of slow waves in the
2– 4 Hz band is similar to that in 0.5–2 Hz
band (Ji and Wilson, 2007, their Fig. 2).

It is not surprising that the vast major-
ity of the total TC neuron firing (i.e., high-
frequency bursts plus single action
potentials) depends on T-type calcium
channels (i.e., it is blocked by TTA-P2).
Indeed, although these channels are clas-
sically viewed as underlying only high-
frequency bursts of TC neurons, recent
evidence has indicated that the continu-
ous opening of a very small number of
T-type channels that occurs at '"60 mV
generate a depolarizing window current
(Dreyfus et al., 2010, their Fig. 2) that is
crucial for the maintenance of the UP
state (Hughes et al., 2002; Crunelli and
Hughes, 2010). This strong reliance of the
thalamic output on T-type channels also indicates that during
slow waves synaptic activity, and in particular cortical inputs to
the thalamus, are not sufficient to drive a TC neuron output in
the absence of these channels.

Resetting and entrainment of EEG slow waves can be achieved
by whisker stimulation (Civillico and Contreras, 2012) or by op-
togenetic activation of cortical neurons in anesthetized rats (Kuki
et al., 2013), whereas long ()4 s) optogenetic stimulation of TC
neurons in head-restrained mice can induce UP states in neocor-
tical neurons that do not outlast the light stimulus (Poulet et al.,
2012). Our results show that short (5 ms) optogenetic stimuli, which
evoke high-frequency bursts in TC neurons, strongly entrain EEG
slow waves, and that this response is only present when thalamic
T-type calcium channels are functionally active. This strength-
ens the suggestion that thalamic T-type channel-mediated bursts
may critically control UP states in related cortical territories during
non-REM sleep by finely tuning the frequency of the EEG slow waves
that occur during this behavioral state (Crunelli and Hughes, 2010).
In contrast, a recent imaging study has reported that thalamic slow
waves always follow cortical slow waves during anesthesia (Stroh et
al., 2013). However, these results shed little light on the relative con-
tribution of thalamic and cortical neuronal ensembles to slow waves
of natural sleep, because, as indicated by Wester and Contreras
(2013), they may be confounded by the experimental conditions, in

particular the use of an anesthetic agent that is known to markedly
block T-type calcium channels (Joksovic and Todorovic, 2010; Eckle
et al., 2012).

In conclusion, these findings provide conclusive demonstra-
tion of our hypothesis (Crunelli and Hughes, 2010) that both
cortical and thalamic population activities are required for the
full manifestation of EEG slow waves of natural sleep, and suggest
that a decreased thalamic output to the neocortex resulting from
thalamic pathologies (Schmahmann, 2003; Kopelman et al.,
2009; Parnaudeau et al., 2013) will bring about a slowing down of
slow waves during non-REM sleep with deleterious consequences
for memory processes.
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CHAPTER 4
Rhythmic 1-5 Hz firing of pulvinar

neurons in behaving monkeys

Abstract

The chapter is a manuscript in preparation with co-authors Melanie Wilke, David A. Leopold and
Michael Schmid. J.T.S. analyzed data and wrote the manuscript.
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Figure 4.1
| Rhythmic
firing
of
pulvinar
neurons
during
awake
behavior.
A-C, Example raster plot (A), autocorrelation histogram (ACH, B) and spectrum of the ACH for an
example neuron from monkey B with very strong rhythmicity (score 17.9, peak frequency 3.0 Hz,
p<10−3 compared with Poissonian firing). ACH was smoothed with Gaussian kernel (SD 50 ms) for
visualization. Rhythmicity score was determined as the peak power in 1 to 50 Hz (green dot in C).
D-F, Same as A-C for an example neuron from monkey E with weak but significant rhythmicity (score
5.3, peak frequency 2.3 Hz, p<10−3 compared with Poissonian firing).
G, Example ACHs for strong (top row), weak (middle row) and absent rhythmicity (bottom row) in spike
trains. ACHs are scaled to asymptote of ACH (lag>50 ms).
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Figure 4.2 | Population
 overview
 of
rhythmic
firing
in
visual
thalamus.
A, Rhythmicity scores with peak frequency
for all units recorded in visual thalamus
(pulvinar and LGN) (n=248 units) and aver-
age ACH power spectrum of units with sig-
nificant spike train rhythms (p<0.01 com-
pared to Poissonian firing). Gray value of
symbols indicates p-value compared with
Poissonian firing.
B, Anatomical distribution of rhythmic
(p<0.01, filled, colored symbols, color indi-
cates peak frequency) and arrhythmic units
(gray symbols) in a medio-lateral (ML) plane
collapsed over the anterior-posterior (AP)
axis. For visualization, a random jitter (uni-
form 250 µm) was added orthogonally to
electrode track. Inset, Schematic draw-
ing of visual thalamus at AP=6, based on
Saleem and Logothetis (2012). Abbrevia-
tions: bsc, brachium of superior colliculus;
dPUL, dorsal pulvinar; vPUL, ventral pulv-
inar; nRT, nucleus reticularis thalami; LGN,
lateral geniculate nucleus.



Figure 4.3 | Motor
and
visual
responses
of
 pulvinar
 neurons
 depend
 on
 spike
train
rhythmicity.
A,B, Raster plot for example pulvinar neu-
rons that exhibits arrhythmic (A, score 4.1)
or rhythmic firing (B, score=17.9), aligned
to onset of visual target stimulus. Tar-
get onset is followed by a lever pull (A:
mean±SD=477 ± 103 ms, range=178 to
966 ms, n=187 trials; B: 478 ± 54 ms,
range=382 to 720 ms, n=244 trials). Note
the increase in firing rate after visual stim-
ulus onset in A and the lack thereof as well
as a decrease in firing with the lever pull in
B.
C,D, Firing rate profiles for example neu-
rons from A and B, respectively, aligned to
the onset of the visual stimulus (red) and
lever pull (blue). Shaded areas, Epochs
used for finding maximum absolute re-
sponses in E,F. Inset, ACH of example neu-
rons with lags from 0 to 1 s.
E, Scatter plot of peak responses within
−50 to 200 ms of visual stimulus onset and
rhythm strength for each unit. Note the
weak visual responses for units with strong
rhythmicity. Green symbols are examples
from A-D.
F, Same as E for peak responses around
lever pull. Note the decrease of firing rate
in units with strong rhythmicity.
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CHAPTER 5
Motion-sensitive responses in visual

area V4 in the absence of primary
visual cortex
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Brief Communications

Motion-Sensitive Responses in Visual Area V4 in the
Absence of Primary Visual Cortex

Michael C. Schmid,1* Joscha T. Schmiedt,1* Andrew J. Peters,2 Richard C. Saunders,4 Alexander Maier,3

and David A. Leopold4,5

1Ernst Strüngmann Institute for Neuroscience in cooperation with Max Planck Society, 60528 Frankfurt, Germany, 2University of California San Diego, La
Jolla, California 92093-0634, 3Vanderbilt University, Department of Psychology, Nashville, Tennessee 37240, 4Laboratory of Neuropsychology, National
Institute of Mental Health, Bethesda, Maryland 20892, and 5Neurophysiology Imaging Facility, National Institute of Mental Health, National Institute of
Neurological Disorders and Stroke, and National Eye Institute, Bethesda, Maryland 20892

Neurons in cortical ventral-stream area V4 are thought to contribute to important aspects of visual processing by integrating information
from primary visual cortex (V1). However, how V4 neurons respond to visual stimulation after V1 injury remains unclear: While
electrophysiological investigation of V4 neurons during reversible V1 inactivation suggests that virtually all responses are eliminated
(Girard et al., 1991), fMRI in humans and monkeys with permanent lesions shows reliable V1-independent activity (Baseler et al., 1999;
Goebel et al., 2001; Schmid et al., 2010). To resolve this apparent discrepancy, we longitudinally assessed neuronal functions of macaque
area V4 using chronically implanted electrode arrays before and after creating a permanent aspiration lesion in V1. During the month
after lesioning, we observed weak yet significant spiking activity in response to stimuli presented to the lesion-affected part of the visual
field. These V1-independent responses showed sensitivity for motion and likely reflect the effect of V1-bypassing geniculate input into
extrastriate areas.

Introduction
The visual system is thought to operate via serially and hierarchi-
cally organized processes (Felleman and van Essen, 1991) where
damage to earlier stages leads to loss of function in later stages.
However, at the level of primary visual cortex (V1), lesions do not
abolish all visual function: Humans and nonhuman primates can
retain residual vision in the form of “blindsight” (Cowey, 2010),
a term that was coined to describe the ability to detect and re-
spond to visual stimuli in the absence of conscious visual experi-
ence. Research over the past years has established that activity in
higher cortical areas, most prominently in motion-sensitive area
V5/MT, is correlated with blindsight (Rodman et al., 1989; Zeki
and Ffytche, 1998; Baseler et al., 1999; Goebel et al., 2001; Azzo-
pardi et al., 2003; Schmid et al., 2010). However, the extent to
which ventral stream cortex retains responsiveness without V1
input remains controversial. Here we address this question at the

level of V4, an area thought to be primarily important for shape
and object processing (Roe et al., 2012). Previous assessment of
neuronal activity during temporary V1 cooling under anesthe-
tized conditions concluded that V4 is entirely dependent on V1
input (Girard et al., 1991). However, this finding is in apparent
conflict with reports of reliable fMRI responses in V4 of awake
monkeys and humans with chronic V1 lesions (Baseler et al.,
1999; Goebel et al., 2001; Schmid et al., 2010). These V1-
independent fMRI responses were shown to depend on the lateral
geniculate nucleus (LGN) of the thalamus (Schmid et al., 2010)
and thus most likely rely on a geniculo-extrastriate pathway
(Rodman et al., 2001; Sincich et al., 2004) that draws its input
from the superior colliculus (Harting et al., 1991). To resolve the
apparent conflict between electrophysiology and fMRI and to
control for some of the methodological differences that may have
contributed to these discrepant findings, we chose an approach in
which we longitudinally recorded the multiunit spiking activity
(MUA) in behaving monkeys before and after permanently le-
sioning V1.

Materials and Methods
Subjects. Two healthy adult female rhesus monkeys (Macaca mulatta,
Monkey B and Monkey F) with prior V1 lesions in the right hemisphere
were used in the study. All procedures were in accordance with the Insti-
tute for Laboratory Animal Research Guide for the Care and Use of
Laboratory Animals and approved by the Animal Care and Use Commit-
tee of the National Institute of Mental Health.

Surgical procedures. A large occipital bone flap over the left hemisphere
was created to warrant access to areas V1 and V4. A chronic 10 ! 10
“Utah” array of microelectrodes (Blackrock Microsystems) was subdur-
ally inserted on the prelunate gyrus, "2 mm dorsal of the lateral tip of the
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inferior occipital sulcus. Each microelectrode was 1.5 mm long with a tip
radius ranging from 3 to 5 !m, and an interelectrode spacing of 400 !m.
After array implantation, dura and bone flap were sutured back in place
and covered with the skin. In a subsequent surgery, following the first
period of recordings, V1 was lesioned using procedures as described
previously (Schmid et al., 2010).

Behavioral task and visual stimulation. Eye movements were moni-
tored either using the scleral search coil technique or via infrared-based
tracking of the pupil. To delineate the outline of the visual deficit (“sco-
toma”) in the part of the visual field containing the V4-receptive fields,
monkeys were trained on a simple perimetry task before lesioning. To
this end, monkeys learned to initially fixate a small centrally placed dot
(0.4° diameter). If the monkeys maintained fixation for 500 ms within
maximally 1.5–2° diameter of the fixation spot, a second dot (0.4° diam-
eter) was presented in addition to the fixation spot for 1000 –2000 ms in
one of 10 ! 10 possible target positions of a virtual grid in the lower right
visual field quadrant (#1° to 9°, grid resolution 1°). To receive reward,
monkeys had to execute a single saccade and acquire fixation for 500 ms
within a new fixation window of 2° diameter around the target.

To probe for visually elicited neuronal responses, monkeys were
trained to maintain passive fixation within 1.5–2° diameter of a fixation
spot while the various visual stimuli were displayed on the screen. Visual
stimuli were generated using OpenGL-based custom written software
(ESS/STIM, courtesy of Dr. D. Sheinberg, Brown University) running on
industrial PCs (Kontron) with NVIDIA Quadro FX 3000 graphics
boards. Stimuli were presented with a screen refresh rate of 60 Hz on a
single LCD Samsung monitor (height 40 cm, width 65 cm) positioned at
a viewing distance of 100 cm. All stimuli were presented for 500 ms on a
dark gray background. Typical stimulus presentations per session were
between 1000 and 1300.

For receptive field mapping, random dot kinematographs with a di-
ameter of 1–1.5° were presented at pseudo-randomly selected stimulus
locations on an 8 ! 8 virtual grid in the lower right visual field quadrant
(0°-7°, grid resolution 1°). The direction of dot movement (upward or
downward) was randomly varied on a trial-by-trial basis while the mo-

tion strength was kept constant at 100% dot
coherence. Individual dots were white and
moved with a speed of 6°/s.

Grating stimuli had a diameter of 1° or 1.5°
and were displayed at either one of the follow-
ing positions: (0°, #3.5°), (3°, #3°), (3.5°, 0°).
The first and the last of these positions were
used as control and scotoma stimulus in this
study, respectively. The gratings were either
static or slowly drifting at 0.3 or 0.5°/s and var-
ied with respect to spatial frequency (0.7–10°/
s), orientation (0°, 90°, 180°, 270° with two of
these orientations resulting in equal stimuli for
static gratings), and luminance contrast (low vs
high, only high contrast considered here).

For the assessment of directional motion
tuning, random dot kinematograms with four
randomly selected directions of motion (0°,
90°, 180°, 270°) were presented at the same
stimulus positions as the gratings described
above. They varied with respect to coherence
(10%, 50%, or 100%, only 100% considered
here) and color (red, green, blue, or yellow, all
considered here). Speed and size were the same
as for the receptive field mapping.

Neurophysiological recordings. Electrical ref-
erence was a wire located subdurally over the
parietal cortex. We recorded from a random
selection of 64 channels of the 96 channels
available from the array. Electrode impedances
ranged between 150 and 1 M$ at 1 kHz. Extra-
cellular voltages were amplified, filtered be-
tween 0.1 Hz and 12 kHz, and digitized at
24,414.1 Hz using a 64-channel RZ2 recording
system (Tucker Davis Technologies).

Data analysis. All data were analyzed with the MATLAB (R2011a,
MathWorks) toolbox FieldTrip (Oostenveld et al., 2011) and custom-
written scripts. To obtain an estimate of MUA, the field potential was
bandpass-filtered between 300 Hz and 12 kHz, rectified, low-pass
filtered at 120 Hz with a fourth order zero-phase Butterworth filter,
and downsampled to 256 Hz, yielding a quasi-continuous measure of
high-frequency field power. Data from each trial were then normal-
ized to their respective 250 ms prestimulus period and expressed as
percentage change from baseline throughout the paper. Data were
pooled across sessions, except for the direction of motion analysis.
Responses were estimated by averaging the normalized MUA signal
between 50 and 500 ms. For presentation purposes, the MUA time
courses were smoothed by convolution with a Gaussian kernel of 125
ms SD. The array receptive field (RF) was determined by averaging the
individual receptive fields of all visually responsive electrodes and
interpolating to a resolution of 0.5°. Tuning for direction of motion
was assessed by comparing the average responses of the preferred
feature (i.e., the one resulting in strongest response) to the nonpre-
ferred feature (i.e., with minimal response). Tuning strength is quan-
tified with a tuning index d% as follows:

d% "
MUAPF # MUAnonPF

$̂

where $̂ " !&$PF
2 % $nonPF

2 '/2 is the pooled SD of the two response
distributions. Significance was assessed by comparing actual d% values
against a surrogate distribution obtained by randomly shuffling trial la-
bels 10,000 times.

Results
To delineate the effect of permanent V1 lesions on electrophysi-
ological responses in macaque ventral-stream visual cortex, we
longitudinally monitored V4 MUA during the presentation of
various spatially restricted stimuli over a period of several weeks

Figure 1. Longitudinal investigation of V4 neuronal responses before and after V1 lesion. A, fMRI-based retinotopic map of
visual cortex for Monkey B, acquired before lesioning V1 using alternating rotating checkerboard wedges. B, The lesion was
targeted to eliminate the V1 representation of the right horizontal meridian between "2–7° of visual eccentricities (red) while
leaving lower vertical meridian representation intact (blue). C, Stimuli close to the right horizontal meridian inside the lesion-
affected visual space are labeled “scotoma stimuli” and stimuli close to the vertical meridian are labeled “control stimuli.” D,
Coronal section of V1 for Monkey B (left) and F (right). Scale bars, 5 mm.
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using chronically implanted multielectrode arrays (Fig. 1). Fol-
lowing detailed presurgical retinotopic mapping by fMRI (Fig.
1A), we first implanted electrode arrays into area V4 at a position
where the average receptive field of neurons was centered at "3°
of eccentricity. After "2 weeks of initial electrophysiological as-
sessment with V1 intact, we carried out permanent V1 lesions by
aspirating V1’s gray matter from the representation of the fovea
laterally up to "7° medially, straddling most of the upper and
lower visual field representations around the horizontal meridian
(Fig. 1B). Importantly, however, a section of approximately 5
mm near the lunate sulcus representing the visual vertical merid-
ian (including the boundary to area V2) was not aspirated to
allow for control conditions with V1 intact (Fig. 1B,C). For the
experiments described below, this enabled us to compare neuro-
nal responses with V1 intact versus V1 lesioned, regardless of the
time point of assessment (Fig. 1C). Postmortem histological as-
sessment of the brains of both monkeys confirmed complete loss
of gray matter in the lesioned area of V1 and the preservation of
the region of cortex that served as a control in the experiments
(Fig. 1D).

Behavioral performance
During the week after the lesion, we assessed the animals’
behavioral ability to detect visual stimuli and recorded V4
spiking responses to visual stimuli presented at different po-
sitions in the visual field. As expected, the V1 lesion resulted in
a circumscribed scotoma: there was a severe deficit in detect-
ing visual stimuli in a zone surrounding the horizontal merid-
ian, whereas vision at the vertical meridian remained largely
intact (Fig. 2 A, C).

Spatial organization of V4 responses with respect to scotoma
We next assessed the effects of the V1 lesion on the large-scale
visuotopic RF organization of the sampled V4 population by
presenting stimuli at various locations in the lower right visual
field. The longitudinal design of our study allowed for a direct
comparison of the RFs from precisely the same cortical loca-
tion before and after the lesion. In both monkeys, the array RF
(i.e., the average RF across all visually responsive electrodes)
showed a strong reduction in response amplitude for stimuli
around the horizontal meridian that closely matched the be-
havioral scotoma (compare Fig. 2 A, C with Fig. 2 B, D, respec-
tively), whereas the responses close to the vertical meridian
remained mostly intact. On average, MUA responses to stim-
uli presented near the horizontal meridian were reduced from
8 ( 1.0% before the lesion to 0.70 ( 0.076% after the lesioning
Monkey B (n ) 53 electrodes, p * 10 #9, Wilcoxon signed rank

Figure 2. V4 responses to scotoma stimuli are severely degraded but not abolished. A,
Detection performance of Monkey B in a perimetry task at various stimulus positions in the
lower right visual field during the week before (left, n ) 532 trials from 2 sessions) and after
(right, n ) 705 trials from 3 sessions) the V1 lesion. Dashed magenta line indicates scotoma

4

border estimate. B, V4 MUA array RF of Monkey B before (left, n ) 3524 trials from n ) 5
sessions) and after (right, n ) 4882 trials from n ) 7 sessions) V1 lesion (n ) 53 electrodes).
Black dots indicate RF centers of individual electrodes. C, Detection performance as in A for
Monkey F before (n ) 1344 trials from 3 sessions) and after V1 lesion (n ) 206 trials from 1
session). D, V4 array RF as in B for Monkey F (n ) 47 electrodes, n ) 2193 and 4530 trials from
n ) 3 and 6 sessions from before and after V1 lesion, respectively). White dot indicates RF
center of example electrode shown in E. E, MUA response from example electrode with large RF
coverage in Monkey F to stimuli close to vertical meridian (left, x ) 0 to 1°, y ) #3 to #4°)
and horizontal meridian (right, x ) 3 to 4°, y ) #2 to 0°) before and after V1 lesion. Shading
indicates SEM. F, Distribution of MUA responses to stimuli close to vertical meridian (left) and
horizontal meridian (right). Each dot indicates the average MUA response of a recording site
before and after V1 lesion. Color shading indicates p value of postlesion responses (Wilcoxon
signed rank test compared with prestimulus period). Solid gray lines indicate identical prelesion
and postlesion responses. ecc., Eccentricity.
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test) and from 8.4 ( 0.87% before lesioning to 1.1 ( 0.23%
after lesioning in Monkey F (n ) 47 electrodes, p * 10 #8).
Despite these greatly reduced activity levels in V1 after the V1
lesion, several sites continued to show significant MUA re-
sponses to visual stimuli presented to the scotoma (e.g., see
Fig. 2E): 26 of 43 and 33 of 46 electrodes in Monkey B and F,
respectively, remained responsive to visual stimulation close
to the horizontal meridian ( p * 0.05, Wilcoxon signed rank
test compared with baseline). In contrast, for stimuli close to
the vertical meridian (the control region outside the scotoma),
virtually all recording sites remained responsive (39 of 39 elec-
trodes in Monkey B, 42 of 47 in Monkey F).

Motion sensitivity of residual neuronal responses to scotoma
restricted stimuli
The residual responses to stimuli in the lesion-affected visual
space demonstrate V1-independent transmission of visual infor-
mation to area V4. To further characterize the nature of these
responses with respect to the preserved motion detection that
characterizes the phenomenon of blindsight after V1 injury (Zeki
and Ffytche, 1998), we assessed the extent of neural motion sen-
sitivity in our V4 sample. In a first step, we compared V4 re-
sponses to moving versus static gratings (Fig. 3). After the lesion,
almost all of the recording sites with residual neuronal responses
(MUA + 0.05% and p * 0.05 Wilcoxon signed rank test against
prestimulus period) of both monkeys revealed a preference for
moving gratings (Fig. 3C, top right; Monkey B: p * 0.04, n ) 11
sites; Monkey F: p * 0.0012, n ) 18 sites, Wilcoxon signed rank
test), indicating a residual sensitivity of V1-deafferented V4 neu-
rons for visual motion.

To test whether V4’s preference for moving stimuli after le-
sioning V1 includes directional tuning, we analyzed spiking re-
sponses to random dot patterns that coherently moved in one of
four different directions of motion (Fig. 4). Before the V1 lesion,
16 of 190 (8.4%) and 11 of 106 (10.4%) recordings from respon-
sive sites (MUA + 1% and p * 0.05, Wilcoxon signed rank test)

Figure 3. V4 MUA responses to scotoma stimuli show sensitivity for motion. A, B,
Example MUA time courses for moving (blue) and static (green) gratings before (left) and
after (right) V1 lesion from Monkey B (A) and Monkey F (B). C, Distribution of responses to
moving and static gratings of all recording sites for scotoma (top row) and control (bottom
row) stimuli. Each dot represents the average MUA response of a recording site, before the
lesion (black symbols, left column; Monkey B: n ) 7 sessions; Monkey F: n ) 4 sessions)
or after (red symbols, right column; Monkey B: n ) 3 sessions, 5–9 d after lesion; Monkey
F: n ) 5 sessions, 9 –18 d after lesion). Insets, Magnified view of the gray box.

Figure 4. V1-independent tuning for direction of motion in V4. A, MUA time courses (left
column) and tuning profile (right column) from example sessions before (top row) and after
(bottom row) V1 lesion of Monkey F. Tuning is quantified by taking the d% value between the
maximum (blue) and minimum (green) MUA response. Error bars indicate SEM. B, Smoothed
histograms of d% values for direction of motion tuning from all responsive recording sites and
sessions before (gray, Monkey B: n ) 5 sessions, Monkey F: n ) 3 sessions) and after (red,
Monkey B: n ) 4 sessions, Monkey F: n ) 11 sessions) the V1 lesion for scotoma or control
stimuli. Larger symbols indicate mean values. n.s. indicates a difference not significant at p *
0.05 (Mann–Whitney U test).
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in Monkey B and Monkey F, respectively, showed significant
(p * 0.05, trial label shuffling test, see Materials and Methods)
tuning for direction of motion (Fig. 4A, top). Surprisingly, sig-
nificant directional tuning could also be observed after V1 re-
moval (Fig. 4A, bottom). Indeed, the number of significantly
motion-tuned V4 sites increased, resulting in 19 of 81 (23.5%)
and 30 of 129 (23.3%) significantly tuned recordings in Monkey
B and Monkey F, respectively. To further quantify the tuning
strength, we calculated d% between the multiunit responses of the
preferred and the least preferred stimulus (Fig. 4A). In both mon-
keys, d% for motion direction increased after the V1 lesion (Fig.
4B, Mann–Whitney U test), yet only for the scotoma-directed
stimuli and not for the control stimuli (Fig. 4B), thus highlighting
the dependence on absent V1 input for this effect.

Discussion
Our results demonstrate visually driven V4 neuronal responses in
the absence of V1 input, which are sensitive for stimulus motion.
We discuss these findings in the context of V4’s role in motion
processing, the pathways that may contribute to V1-independent
visual functions, and the implications for blindsight.

Motion processing in V4: dependence on V1 input
and plasticity
V4 neurons have been implicated in a wide range of stimulus
features, including orientation, color, shape, and motion (Roe et
al., 2012). In our experiments, we have assessed motion sensitiv-
ity in V4 with and without V1 input. With respect to the strength
of motion selectivity, our measures with V1 intact are at the lower
end of the reported effects for V4 (Desimone and Schein, 1987;
Ferrera et al., 1994; Tolias et al., 2005). However, as recent data
from optical imaging suggest a modular organization of V4 with
discreet patches of cortex dedicated to motion tuning (Li et al.,
2013), it is conceivable that our electrode arrays may have under-
sampled these patches. Such a potential bias notwithstanding, we
used a longitudinal recording approach, which permitted us to
sample from the same cortical tissue at multiple time points be-
fore and after lesioning V1. We found increased directional selec-
tivity in both the number of tuned electrode sites as well as in the
d% values (Fig. 4B) when there was no input from V1 to V4. It is
possible that this increased sensitivity is the result of local un-
masking: the balance of neurons that are interconnected via in-
hibitory synapses but are tuned to different stimulus features due
to diverse inputs might have shifted toward motion processing
after the V1 lesion. As this plastic process may take some time to
take effect, it could explain the differences between previous elec-
trophysiological assessments of V4 activity during V1 cooling
(Girard et al., 1991) and the ones by fMRI under chronic lesion
conditions (Baseler et al., 1999; Goebel et al., 2001; Schmid et al.,
2010).

V1-independent pathways to V4
The observation of V1-independent responses to visual stimuli in
area V4 implies a subcortical pathway that bypasses V1 and relays
information from the retina to visual association cortex. The su-
perior colliculus, which receives direct retinal input and whose
neurons exhibit motion sensitivity (Marrocco and Li, 1977), is a
likely contributor to such a pathway projecting directly to the
visual thalamus (Harting et al., 1991). This projection is often
considered to be a component of one or more secondary visual
pathways that circumvent V1 to reach extrastriate cortex, includ-
ing areas V4 and V5/MT, via relays in LGN and pulvinar
(Benevento and Rezak, 1976; Benevento and Yoshida, 1981; Ly-

sakowski et al., 1988; Rodman et al., 2001). Although the role of
the pulvinar for V1-independent processing remains uncertain,
the superior colliculus and LGN have been demonstrated to be
critical structures for mediating blindsight-related effects
(Mohler and Wurtz, 1977; Rodman et al., 1990; Schmid et al.,
2010; Kato et al., 2011). Alternatively, or more likely in addition
to the direct subcortical route to V4, intracortical projections
from motion-sensitive area V5/MT to V4 may contribute to the
effects we observed (Maunsell and van Essen, 1983). It is attrac-
tive to implicate V5/MT in mediating the responses we observed
in V4 due to the robust input V5/MT receives from the LGN
(Sincich et al., 2004), as well as MT’s prominent motion sensitiv-
ity (Albright et al., 1984). Input from higher areas other than
V5/MT remains also a viable option for contributing to our ob-
servations in V4.

Implications for blindsight
The term “blindsight” was coined by Weiskrantz and colleagues
to describe visual capacities that survive V1 injury that exist in the
absence of conscious visual experience (Cowey, 2010). A promi-
nent feature of blindsight in both humans and monkeys is the
ability to detect moving stimuli (Zeki and Ffytche, 1998). Typi-
cally, the preserved sensitivity for motion in blindsight has been
associated with area V5/MT because of this area’s high propor-
tion of motion-selective neurons (Albright et al., 1984) and be-
cause of several reports of preserved brain activity in MT after V1
damage (Rodman et al., 1989; Zeki and Ffytche, 1998; Azzopardi
et al., 2003). The remarkable motion capacities that survive V1
injury are, however, in strong contrast with the deteriorating
deficits of a V1 lesion with respect to color or shape judgments
(Cowey, 2010), functions that are typically associated with the
cortical ventral stream, including area V4 (Roe et al., 2012).
Whereas for the present data the monkeys’ V1-independent de-
tection capacities remain unclear, our electrophysiological re-
sults appear to be in good agreement with the general phenotype
of blindsight.

Together, our findings lend neurophysiological support for
previous observations made by fMRI of extrastriate visual re-
sponses after V1 damage (Baseler et al., 1999; Goebel et al., 2001;
Schmid et al., 2010): V4 spiking can be visually driven in the
absence of V1 input.
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CHAPTER 6
Beta oscillation dynamics in
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Beta Oscillation Dynamics in Extrastriate Cortex after
Removal of Primary Visual Cortex
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The local field potential (LFP) in visual cortex is typically characterized by the following spectral pattern: before the onset of a visual stimulus,
low-frequencyoscillations(beta,12–20Hz)dominate,whereasduringthepresentationofastimulustheseoscillationsdiminishandarereplaced
by fluctuations at higher frequencies (gamma,!30 Hz). The origin of beta oscillations in vivo remains unclear, as is the basis of their suppression
during visual stimulation. Here we investigate the contribution of ascending input from primary visual cortex (V1) to beta oscillation dynamics
in extrastriate visual area V4 of behaving monkeys. We recorded LFP activity in V4 before and after resecting a portion of V1. After the surgery,
the visually induced gamma LFP activity in the lesion projection zone of V4 was markedly reduced, consistent with previously reported spiking
responses (Schmid et al., 2013). In the beta LFP range, the lesion had minimal effect on the normal pattern of spontaneous oscillations. However,
the lesion led to a surprising and permanent reversal of the normal beta suppression during visual stimulation, with visual stimuli eliciting beta
magnitude increases up to 50%, particularly in response to moving stimuli. This reversed beta activity pattern was specific to stimulus locations
affected by the V1 lesion. Our results shed light on the mechanisms of beta activity in extrastriate visual cortex: The preserved spontaneous
oscillations point to a generation mechanism independent of the geniculostriate pathway, whereas the positive beta responses support the
contribution of visual information to V4 via direct thalamo-extrastriate projections.

Key words: blindsight; cortex; monkey; neurophysiology; oscillation; V4

Introduction
Neuronal oscillations often appear in both mesoscopic and mac-
roscopic electric field measurements. They are thought to largely
reflect synchronous subthreshold synaptic activity generated by
local or remote input into an area (Buzsáki et al., 2012) and are an
ubiquitous feature of sensory and motor systems (Buzsáki, 2006).
The frequencies of these rhythmic phenomena tend to vary in a
state-dependent manner, ranging from slow/delta rhythms
(0.5– 4 Hz) during sleep (Crunelli and Hughes, 2010) to high-
frequency oscillations in the gamma frequency range during
states of active stimulus processing (Fries, 2009). The intermedi-
ate beta frequency range (12–20 Hz) has seen increased interest in

recent years as these rhythms are frequently observed in both
sensorimotor (Kilavik et al., 2013) and visual cortex (Engel and
Fries, 2010) but have not been conclusively attributed to specific
functions. In mammalian visual cortex, beta range fluctuations in
the local field potential (LFP) are prominent during the deploy-
ment of top-down attention (Lopes da Silva et al., 1970a; Bekisz
and Wróbel, 2003; Buschman and Miller, 2007; Bosman et al.,
2012; Grothe et al., 2012), working memory allocation (Tallon-
Baudry et al., 2004; Salazar et al., 2012), subjective stimulus visi-
bility (Wilke et al., 2006; Maier et al., 2008), and other tasks aimed
at probing cognitive processes (Engel and Fries, 2010).

The precise mechanism underlying the generation of beta os-
cillations in visual cortex is not well understood; in particular, it
remains unknown how beta rhythms are shaped by local and/or
remote neural sources. It has been suggested that bottom-up (i.e.,
stimulus-driven) input to an area causes a reduction in oscilla-
tory activity in the beta frequency range, whereas top-down (i.e.,
endogenously generated) input leads to an enhancement (Engel
and Fries, 2010). By combining selective lesions of primary visual
cortex (V1) with longitudinal recordings in higher-order visual
area 4 (V4) of behaving macaque monkeys, we directly address
here the influence of cortical V1 feedforward input on the forma-
tion of beta oscillations in the LFP of area V4. Whereas V4 spiking
(Schmid et al., 2013) and gamma range activity show a strong
reduction following V1 lesions, beta oscillations follow a surpris-
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ingly different pattern. Removing the major feedforward sensory
input to V4 (Barone et al., 2000) did not eliminate spontaneously
occurring beta oscillations. Instead, visual stimulation of V4 in
the absence of V1 input led to an enhancement of beta oscilla-
tions that was sensitive to the particular parameters of the stim-
ulus. We will discuss this finding and its implications for the
generation and possible functional roles of beta oscillations in the
context of feedforward and feedback signals along the visual
pathway.

Materials and Methods
Subjects. Two healthy adult female rhesus monkeys (Macaca mulatta,
Monkey B and Monkey F) with prior V1 lesions in the right hemisphere
were used in the study. All procedures were in accordance with the Insti-
tute for Laboratory Animal Research Guide for the Care and Use of
Laboratory Animals and approved by the Animal Care and Use Commit-
tee of the National Institute of Mental Health.

Surgical procedures. As described by Schmid et al. (2013), briefly, a
chronic “Utah” array of 1.5-mm-long microelectrodes (Blackrock Mi-
crosystems) was implanted on the prelunate gyrus in visual area V4. Two
weeks later, following the first period of recordings, the part of V1 cor-
responding to horizontal meridian was lesioned by aspiration while the
representation of the vertical meridian was left intact.

Behavioral task and visual stimulation. Visuomotor capacities before
and after the V1 lesion (see Fig. 1E) were assessed with a detection task.
After a fixation period of 1 s, a 0.2° diameter dot of one of four contrast
levels could appear either on the vertical meridian (3.5°–4° eccentricity), on
the horizontal meridian (3.5°–5.3° eccentricity), or no stimulus appeared
(catch trial). Animals were rewarded if they performed a single saccade to the
appearing dot or kept fixating during catch trials.

Visual stimulation with parallel electrical recording was performed in
a passive fixation task as described by Schmid et al. (2013). Briefly, mon-
keys were trained to maintain fixation for at least 2 s within maximally 1°
radius of a centrally presented fixation spot while various visual stimuli
were displayed on the screen. Animals were rewarded after the presenta-
tion of 3 or 4 stimuli. Stimuli were presented for 500 ms and consisted of
square-wave gratings with a diameter of 1° or 1.5°, displayed at either one
of the following positions: (0°, "3.5°); (3°, "3°); (3.5°, 0°), of which in
this study the first position near the vertical meridian was used as control
and the last position near the horizontal meridian within the lesion-
affected part of the visual field (“lesion stimulus”). The gratings were
either static or slowly drifting at 0.3°/s or 0.5°/s and varied with respect to
spatial frequency (0.7°/s–10°/s), direction (0°, 90°, 180°, 270° with two
being equal for static gratings) and luminance contrast (low vs high, only
high contrast considered here). Typical numbers of stimulus presenta-
tions per session were between 1000 and 1300. The data presented here
comprise periods during which the monkeys had V1 intact and were fully
acquainted with the detection task (Monkey F: 5 sessions from 10 to 1 d
before the lesion, Monkey B: 7 sessions from 15 to 1 d before the lesion)
and a period of several weeks after the V1 lesion surgery when visual
detection was reestablished (13 sessions from 30 to 72 d after the lesion,
5 sessions from 40 to 53 d after the lesion).

Neurophysiological recordings. All electrophysiological recording ses-
sions were carried out in an electromagnetically shielded cabin. Voltages
were measured against a reference wire located subdurally over parietal
cortex. The impedance of the recording electrodes ranged between 150
k# and 1 M# at 1 kHz. Extracellular voltages were amplified, filtered
between 0.1 Hz and 12 kHz, and digitized at 24,414.1 Hz using a 64
channel RZ2 recording system (Tucker Davis Technologies). Electrodes
were selected for data analysis if at least three recording sessions before
and after the V1 lesion showed a noise and artifact-free signal.

Data analysis. All data were analyzed with the MATLAB (R2011a,
MathWorks) toolbox FieldTrip (Oostenveld et al., 2011) (http://fieldtrip.
fcdonders.nl) and custom-written routines. LFPs were extracted from
raw signals by downsampling to 1017.25 Hz. LFP wavelet time-frequency
analysis was performed with a Morlet wavelet of 7 cycles length (Field-
Trip parameter “width,” corresponding to a spectral bandwidth of 2.14
Hz at 15 Hz) at 89 logarithmically spaced frequencies between 7.6 and

400 Hz. Stimulus-induced power changes were quantified as percentage
change from the 250 ms baseline power averaged across trials. Power in a
time-frequency window was determined by averaging across time and
frequency. The latency of the stimulus-induced beta power changes were
determined as the first time point reaching 90% of the peak value in the
session-averaged beta power time course. For all prelesion and control
stimulus data, the peak was defined as the minimum value in the 50 – 400
ms window after stimulus onset. For the lesion stimulus after lesion, the
peak was defined as the maximum power value in the same time window.

Results
The goal of our experiments was to directly test the effect of
permanent V1 lesions on the spectral properties of visual re-
sponses in area V4 (Fig. 1A) of macaque extrastriate cortex. De-
tailed retinotopic assessment of V1 and V4 by fMRI guided the
planning of our surgical procedures (Schmid et al., 2013). We
first implanted multielectrode arrays into the dorsal part of area
V4 at a position responsive to parafoveal visual stimulation in the
lower right quadrant of the visual field. After recovery from the
implantation, over the course of 2 weeks, we obtained LFP re-
cordings during visual task performance, as a baseline with intact
V1. Subsequently, we surgically removed V1 gray matter strad-
dling the horizontal meridian representation (Fig. 1B). Care was
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Figure 1. Longitudinal investigation of beta rhythms (12–20 Hz) in the LFP of area V4 with
and without V1 input by selective ablation of V1. A, During task periods without transient
sensory input, such as active fixation (Fix.) before the onset of a stimulus (Stim.), the LFP in
visual cortex of behaving subjects is often dominated by rhythmic fluctuations in the beta
frequency range (12–20 Hz). B, To investigate the role of bottom-up input for the generation of
these beta oscillations, we recorded from midlevel area V4 with chronically implanted arrays
before and after a targeted aspiration lesion in V1. The lesion was placed to eliminate the V1
representation of the horizontal meridian (HM) between $2–7° of visual eccentricities (red)
while leaving the lower vertical meridian (VM) representation, close to lunate sulcus, intact
(gray). C, Example coronal section of V1 showing extent of lesioned (red line) and intact (gray
line) tissue for Monkey B. Note the loss of gray matter in the targeted area. D, Stimulus locations
throughout the paper are labeled lesion stimulus (LS) for stimuli inside the lesion-affected
visual space around the HM and control stimulus (CS) for stimuli outside, close to the VM. E,
Behavioral performance in a detection task before and after V1 lesion with dot stimuli around
the lesion stimulus location. Arrows indicate time period of LFP recordings.
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taken to spare a section of the cortex $5 mm in width along the
lunate sulcus (which corresponds to the visual representation of
the visual vertical meridian and the boundary to area V2). Using
this selective lesioning approach, our study contrasted V4 LFP
responses to visual stimuli with V1 input intact versus V1 re-
moved, regardless of the time point of assessment (Fig. 1C,D).
Postmortem histological assessment of the occipital lobes of both
monkeys confirmed the complete loss of gray matter in the tar-
geted area of V1 as well as the preservation of striate cortex in the
control region (Fig. 1C).

To assess the impact of the V1 lesion on the monkeys’ visuo-
motor capacities, we tested the monkeys on a simple task in which
they had to detect and saccade toward a small patch of light.
While both monkeys achieved very good performance under V1
intact conditions, lesioning V1 had a detrimental effect on per-
formance, that is, the monkeys were unable to detect stimuli
presented at the horizontal meridian (lesion stimulus) (Fig. 1E).
However, following a recovery period of 30 – 40 d with daily test-
ing on the detection task, both monkeys had partially recovered
their detection capabilities and reached performance values ranging
from 23%–66% in Monkey F and 13%–42% in Monkey B.

For the electrophysiological assessment, we focused our anal-
ysis on the time periods before and !30 d after the surgical in-
tervention (i.e., when the monkeys had regained some of their
visuomotor capacities; Monkey F: 30 –72 d after lesion; Monkey
B: 40 –53 d after lesion). The basic testing procedure across all
experimental conditions entailed passive fixation on a centrally
presented spot, while stimuli were shown on a screen. After 250
ms of fixation, a drifting or static square-wave grating stimulus
(high contrast, varying drift direction, and spatial frequency,
70 –90 presentations per session) was presented in parafoveal re-
gions to elicit visually triggered LFP responses while the monkey
continued to fixate. Stimuli were either placed in the lesion-
affected part of visual space, that is, the horizontal meridian (le-
sion stimulus), or on the vertical meridian (control stimulus).
During the times when testing was performed under V1 intact
conditions, the prestimulus LFP was often dominated by voltage
fluctuations in the beta frequency range (12–20 Hz; Fig. 2A,D,
left). Following stimulus onset and a brief broadband response,
these low-frequency fluctuations decreased in amplitude, and a
mixture of broadband and oscillatory high-frequency gamma ac-
tivity (!50 Hz) instead dominated the LFP (for an example, see
Fig. 3A). The resulting spectral change of the LFP was evident as a
decrease in the baseline-normalized beta power and an increase
in gamma band power. This effect of visual stimulation causing a
shift from high-amplitude, low-frequency activity toward low-
amplitude, high-frequency activity has been observed in a large
number of studies on visual cortical responses (Gray and Singer,
1989; Taylor et al., 2005; Ray and Maunsell, 2011).

Prestimulus beta rhythms in V4 are still present after
V1 lesion
Following the V1 lesion and subsequent partial behavioral recov-
ery (Monkey F: 30 –72 d after lesion; Monkey B: 40 –53 d after
lesion) beta oscillations during the prestimulus period (Fig. 2)
were prominent in the raw LFP (Fig. 2A,D, right) and manifested
as peaks in the power spectra $15 and 14 Hz in Monkey F and
Monkey B, respectively (Fig. 2B,E). The mean amplitude of the
oscillation was unchanged in Monkey F (Fig. 2A–C, p ! 0.05, n %
47 electrodes averaged across 5 sessions prelesion and 11–13 ses-
sions after lesion, Wilcoxon signed rank test) and enhanced by
23 & 4.4% in Monkey B (Fig. 2D–F, p ' 10"5, n % 53 electrodes
averaged across 7 sessions prelesion and 3–5 sessions after lesion).

On the individual electrode level, in Monkey F only a small frac-
tion showed significant changes in beta power, with a decrease in
2 (4%) electrodes and increase in other 2 (4%) electrodes (inde-
pendent samples t test, p ' 0.05, electrodes and sessions as be-
fore). In Monkey B, 21 (40%) electrodes showed a significant
increase and 3 (6%) electrodes a decrease in beta power. These
findings demonstrate that the generation of V4 beta oscillations is
not dependent on input from V1.

Differential effects of V1 lesion on V4 beta and
gamma dynamics
Under normal conditions, the presentation of a visual stimulus
leads to a reduction in the amplitude of beta LFP oscillations (Fig.
3A). Following the lesion, however, there was a notable reversal of
this effect: visual stimulation with a slowly drifting grating in the
lesion-affected visual space now led to a beta power enhancement
(Fig. 3B). This postlesion stimulus-induced beta power enhance-
ment was significantly different from zero in both monkeys (p '
10"6, Wilcoxon signed rank test, n % 47 and 53 electrodes in
Monkey F and Monkey B, respectively). Compared with the pre-
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lesion condition, the baseline-normalized beta power in the 200 –
500 ms and 12–20 Hz time-frequency window increased from
"27.1 & 0.84% to 51 & 1.1% in Monkey F (p ' 10"8, n % 47
electrodes, Wilcoxon signed rank test) and from "29 & 0.9% to
5 & 0.9% in Monkey B (p ' 10"9, n % 53 electrodes) (Fig. 3C).
On the individual electrode level, 47 of 47 (100%) and 43 of 53
(81%) electrodes showed a significant increase in stimulus-induced

beta power (independent samples t test, p ' 0.05, sessions as above)
(Fig. 3E). Thus, lack of V1 input appeared to unmask the stimulus-
induced modulation of beta oscillations.

To obtain more information with respect to mechanistic
changes that may have contributed to this effect, we compared
the latencies of the stimulus-induced beta modulation before and
after the V1 lesion. The beta power enhancement observed under
V1 lesion conditions reached its peak at 260 & 2.8 ms and 274 &
2.3 ms after stimulus onset (Fig. 3D; see 5A) for Monkey F and
Monkey B, respectively. In comparison, the stimulus induced
beta power decrease under V1 intact conditions had a latency of
179 & 1.0 ms and 207 & 2.1 ms in Monkey F and Monkey B,
respectively. This means that the postlesion positive beta peak
occurred by $65– 85 ms significantly later than the negative peak
before the lesion (p ' 10"9 in both monkeys, Wilcoxon signed
rank test).

In addition to the changes in the beta oscillation dynamics, we
also examined the effects of the V1 lesion on faster LFP oscillatory
activity (i.e., in the gamma range, which is thought to be strongly
dependent on feedforward input) (Bosman et al., 2012). In con-
trast to the general increase in the stimulus-induced beta power,
effects on the stimulus-induced gamma power (30 –150 Hz, late
time window 200 –500 ms, same sessions and trials as for beta)
were more spatially confined. In sites that were well activated by
the stimulus before the lesion (power increase from baseline
!25%, p ' 0.05, independent samples t test), gamma power was
reduced after the V1 lesion (Fig. 3C,F). In Monkey B, stimulus-
elicited gamma power was drastically decreased from 70 & 7.3%
prelesion to 0.3 & 0.4% postlesion (n % 23 electrodes, Wilcoxon
signed rank test, p ' 10"7, sessions as above), which was signif-
icant in 23 of 23 (100%) individual recording sites (independent
samples t test, p ' 0.05). In Monkey F, this gamma decrease was
less pronounced, from 64 & 11% prelesion to 44 & 6% postlesion
(p % 0.037, Wilcoxon signed rank test, n % 10 electrodes) with 4
of 10 electrodes showing significant decreases (p ' 0.05, inde-
pendent samples t test).

Reversal of beta oscillation dynamics is restricted to lesion-
affected visual space
Importantly, the lesion-induced reversal of beta dynamics was
specific to stimuli that were presented in the lesion-affected visual
space and was not seen for the identical control stimuli that in-
voked visual processing in V1 as they were presented outside the
lesion zone (Fig. 1D). Stimulation at the vertical meridian
resulted in a decrease in low frequency and an increase in high-
frequency power (Fig. 4). In contrast to the stimulus in the lesion-
affected space, beta power values for the control stimulation (Fig.
4E) were either further decreased from the prelesion baseline in
Monkey F, from "21.9 & 0.83% to "45 & 1.2% (p ' 10"8,
Wilcoxon signed rank test, n % 47 electrodes) or minimally in-
creased in Monkey B with "34 & 1.2% before and "32 & 1.1%
after the lesion (p % 0.025, Wilcoxon signed rank test, n % 53
electrodes). On the individual electrode level, in Monkey F 44 of
47 (94%) electrodes showed a significant decrease of stimulus-
induced beta power, whereas in Monkey B 8 of 53 (15%) showed
a significant increase and 1 of 53 (2%) a significant decrease
(independent samples t test, sessions as before). The gamma fre-
quency range was also affected with an increase from 40 & 3.6%
to 74 & 8.9% in Monkey F (p % 0.016, n % 7 electrodes, Wil-
coxon signed rank test; significant change in 5 (71%) electrodes,
independent samples t test) and a decrease in Monkey B from
75 & 9.4% to 58 & 8.0% (p % 0.008, n % 13 electrodes; significant
change in 2 (15%) electrodes).
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Stimulus-induced beta oscillations reflect stimulus content
We previously observed residual, V1-independent spiking activ-
ity in V4 that was unusually sensitive to stimulus motion (Schmid
et al., 2013). In an effort to assess whether beta oscillations simi-
larly reflected feature-dependent processing of the stimulus, we
compared their magnitude following the presentation of static
versus slowly drifting gratings (Fig. 5). In both monkeys, the
stimulus-driven beta power increase in V4 was significantly
stronger for moving than for static stimuli (p ' 10"8 for both
monkeys, Wilcoxon signed rank test), indicating that the ob-
served responses showed some level of stimulus specificity.

Discussion
Our results demonstrate that beta-band oscillations in area V4
are preserved in the absence of V1 input, indicating that they are
not generated by a feedforward drive from V1. Moreover, follow-
ing the ablation of V1, the stimulus-driven power decrease in the
beta frequency band was replaced by stimulus-driven power in-

crease occurring $300 ms after stimulus onset. As this effect was
limited to the lesion-affected part of visual space, passive volume
conduction as a potential contributor to the observed effect can
be largely excluded. In addition, stimulus-induced beta power
modulation in V1-deaffarented V4 was sensitive to stimulus mo-
tion, indicating that these changes of the LFP are related to active
feature-dependent stimulus processing. In the following, we dis-
cuss our findings in the context of what is known about the gen-
eration of beta oscillations and their putative contribution to
cortical processing.

Beta rhythm in infragranular cortical layers
Beta oscillations in the visual system were described early in the
occipital cortex of dogs actively attending a screen (Lopes da Silva
et al., 1970a). Yet, compared with other brain rhythms, to date
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very little is known about their generation and function in the
visual system (Steriade, 1993; Engel and Fries, 2010). On the
cellular level, in vitro results from rat auditory and somatosensory
cortex showed that layer 5 cortical pyramidal neurons can gener-
ate beta rhythms (Roopun et al., 2006, 2010). Consistent with this
finding are observations from studies showing that alpha to beta
band oscillations measured in primate visual cortex are most
prominent in the infragranular layers (Sun and Dan, 2009; Buf-
falo et al., 2011; Maier et al., 2011; Xing et al., 2012). Given an
estimated average cortical thickness of $2 mm and our electrode
lengths of 1.5 mm, it is likely that we have primarily sampled beta
activity from V4’s deep layers. A common observation in studies
that assessed oscillatory activity in visual cortex is that the LFP is
usually dominated by low-frequency fluctuations before the pre-
sentation of salient visual stimuli, which are then reduced during
stimulus presentation (Gray and Singer, 1989; Taylor et al., 2005;
Fries et al., 2008; Ray and Maunsell, 2011). This effect of
stimulus-induced cortical excitation is also evident in our data
from area V4 in the V1 intact condition (Figs. 3 and 4). In vitro
slice studies suggest that an excitatory glutamatergic or cholin-
ergic drive is needed to generate beta oscillations (Roopun et al.,
2006, 2010). What might be the source of the V4 beta oscillation
and its modulation by visual input?

Beta oscillations may reflect unmasked input from thalamus
or neighboring cortex
Our data argue against a contribution of a bottom-up V1 drive
contributing to V4 beta oscillations because prestimulus beta
power was not affected or, if anything, increased under the lesion
condition. Surprisingly, after the lesion, beta power in V4 was no
longer diminished following visual input, but instead, beta oscil-
lations were enhanced following the presentation of a stimulus. It
is likely that this effect reflects some form of unmasking or plas-
ticity that results from the lack of V1 input and may involve either
local or remote circuits. For example, it is conceivable that neu-
rons in layer 4 of V4 release their inhibitory impact on processes
in deeper layers when their driving input from V1 is removed.
Alternatively, the enhanced beta modulation may indicate the
unmasking of alternative input projections. It is likely that at
some point these processes invoke the thalamus. The lateral
geniculate nucleus (LGN) directly projects to multiple extrastri-
ate areas, including V4 (Fries, 1981; Lysakowski et al., 1988; Rod-
man et al., 2001; Lyon and Rabideau, 2012), and has been shown
to be crucial for V1-independent responses in extrastriate areas
(Schmid et al., 2009, 2010). Interestingly, the geniculate input to
V4 appears to target primarily the deeper layers (Benevento and
Yoshida, 1981) from which we likely recorded and where beta
oscillations are most prominent. It is possible that V4 inherits
beta oscillatory activity via this projection from LGN as beta os-
cillations have also been recorded in LGN (Lopes da Silva et al.,
1970b, 1970a; Bekisz and Wróbel, 2003; Bastos et al., 2014). This
geniculate beta-drive to V4 may get unmasked or even upregu-
lated following the V1 lesion. Other thalamic nuclei are also pos-
sible candidate sources for beta rhythmicity in visual cortex, in
particular the pulvinar and lateral posterior complex. These
higher-order nuclei have been shown to engage in rhythmic activity
in the alpha/beta frequency range (Wróbel et al., 2007; Saalmann et
al., 2012). The pulvinar, which receives visual input from superior
colliculus and projects to visual cortex (Harting et al., 1980;
Stepniewska et al., 1999; Adams et al., 2000; Lyon et al., 2010), could
trigger a stimulus-related increase in oscillatory activity.

A possible argument against a thalamic origin of V1-
independent beta modulations is the relatively long peak latency

of 300 ms after stimulus onset. It is therefore conceivable that the
beta oscillations are triggered by input from other cortical areas,
including feedback projections, which reach to the infragranular
layers of area V4 as well (Barone et al., 2000). The idea of cortical
beta oscillations as a spectral signature of top-down feedback
signals has gained support from a number of studies that reported
beta-band modulation associated with attention (Bekisz and
Wróbel, 2003; Buschman and Miller, 2007; Bosman et al., 2012),
working memory allocation (Tallon-Baudry et al., 2004; Salazar
et al., 2012), or subjective stimulus visibility (Wilke et al., 2006;
Maier et al., 2008). In some of these studies, beta oscillations
resulted in increased interareal coherence (Buschman and Miller,
2007; Bosman et al., 2012; Salazar et al., 2012) and were most
pronounced in cortical layers 5 and 6 (Maier et al., 2008; Sun and
Dan, 2009; Buffalo et al., 2010). However, a recent study reported
beta oscillations that did not exhibit attentional modulation in
area V4 of monkeys with prefrontal cortex lesions (Gregoriou et
al., 2014). Therefore, areas other than prefrontal cortex likely
contribute to the observed beta oscillation dynamics in our
results.

Irrespective of the ultimate neuronal mechanism leading to
the formation of beta oscillations, it appears to become un-
masked or perhaps even plastically upregulated after lesioning
V1. As the changes in beta oscillation dynamics were observed
during a time period when visuomotor detection capacities had
substantially recovered after the surgery (Mohler and Wurtz,
1977), it is tempting to speculate that the beta increase may reflect
or perhaps even directly contribute to the observed behavioral
recovery.

Dependence of gamma range activity on feedforward input
In contrast to LFP beta oscillations in visual cortex that are pres-
ent before the onset of a visual stimulus, oscillatory activity in the
gamma frequency band is usually associated with the presence of
a visual stimulus (Gray and Singer, 1989; Fries, 2009; Ray and
Maunsell, 2011). It was hypothesized that gamma oscillations
could be related to or even mediate feedforward processing (Bos-
man et al., 2012) of visual stimuli. In our data, similar to previous
assessment of spiking and fMRI activity in V4 after removal of V1
input (Schmid et al., 2010, 2013), LFP activity in the gamma
range in V4 was decreased or abolished following the V1 lesion.
Therefore, feedforward input from V1 appears to be necessary for
the full emergence of gamma oscillations at the level of V4.

Distinguishing alpha from beta oscillations
The beta oscillations and their modulation by the stimulus that
we observed were $15 Hz in both monkeys (Figs. 2A,E and
3C,D). This frequency lies at the lower end of the classical beta
13–30 Hz (Kilavik et al., 2013) frequency band, raising the ques-
tion whether the generative mechanism of the beta oscillations in
our study is distinct from the one for alpha oscillations, which are
usually considered to be in the 8 –12 Hz range in both humans
(Haegens et al., 2014) and monkeys (Bollimunta et al., 2008) as
well as other species. One important difference between the two
frequency bands in previous studies seemed to be that beta
rhythms were enhanced in attentive behavior (Lopes da Silva et
al., 1970a; Bekisz and Wróbel, 1993), whereas alpha rhythms
were strongest when attention was away from visual stimuli
(Lopes da Silva et al., 1980; Bollimunta et al., 2011; Haegens et al.,
2014). In our case, the monkeys were attentively fixating on the
screen to receive reward and were also trained on other visual
tasks that required attention to the visual domain. This makes it
conceivable that the rhythm observed in our data is rather asso-
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ciated with an activated state. However, based only on frequency
range, without more targeted experimental manipulations, it is
difficult to delineate whether the underlying mechanism has
greater overlap with the alpha-generating or beta-generating
networks.

A final conclusion on the origin of the beta rhythm withstand-
ing, our data conclusively demonstrate that the feedforward drive
from V1 is not necessary for the initiation and maintenance of V4
rhythmic activity in the beta range. Rather, V1 input seems to be
required to break low-frequency rhythms and evoke an activated
state (for a similar mechanism in the thalamocortical system,
compare Castro-Alamancos, 2004; Poulet et al., 2012).
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