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stereo plaids appeared in separate 180-ms intervals separated by a 400-ms blank
period. Observers selected the interval containing the more distant of the two
test plaids. The plaids consisted of a 158 positive-disparity grating and a 458
zero-disparity grating, each with 5% contrast. They appeared at slightly
different depths on the near side of the plane of fixation, as shown in Fig. 4. The
two 158 gratings had disparity phase angles of 31.08 and 18.68, yielding a
horizontal disparity difference of 89. The disparity of the adapting pattern was
either midway between the disparities of the 158 component gratings appearing
in the two test intervals or midway between the disparities of the 2D features
appearing in the two test intervals. There were four adapting stimuli: a 158
grating, a 1058 grating, a plaid with components at 158 and 458, and a plaid with
components at 1058 and 1358. The horizontal disparities of the adaptors were
set to correspond to the depths of adaptors A and B in Fig. 4. For plaid adaptors,
both components (and the 2D features) had the same horizontal spatial
disparity. Adapting gratings had spatial frequencies of 1.0 cycle per deg, the
same as the test gratings; they appeared in a circular window with a diameter of
98, to ensure complete retinal overlay of the 7.858 test window. Each run of 20
trials began with an adapting period of 40 s, and each trial began with a 4 s
‘topping-off ’ adaptation period, with 0.4 s separating adaptor offset and the
first test interval. Adaptors underwent smooth harmonic motion at 1.0 cycle
per s to minimize retinal adaptation. Adaptation and no-adaptation conditions
were identical except for the adaptor grating contrast (10 and 0%, respectively).
Adaptor contrast and duration were identified by systematic sampling to favour
disparity adaptation at the expense of contrast adaptation; relatively brief and
low-contrast adaptors tended to yield this result. Contrast adaptation and
disparity adaptation have opposite expected consequences, the former
inhibiting and the latter facilitating depth discrimination. Observers were
instructed to maintain fixation on the central square throughout each trial and
to respond by clicking one of two on-screen buttons to indicate the interval
containing the test plaid more distant from the observer. Of three observers,
one was naive; all had corrected-to-normal monocular and stereo acuities. Each
data point was based on 40 trials.
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Our inferences about brain mechanisms underlying perception
rely on whether it is possible for the brain to ‘reconstruct’ a
stimulus from the information contained in the spike trains from
many neurons1–5. How the brain actually accomplishes this
reconstruction remains largely unknown. Oscillatory and syn-
chronized activities in the brain of mammals have been correlated
with distinct behavioural states or the execution of complex
cognitive tasks6–11 and are proposed to participate in the ‘binding’
of individual features into more complex percepts12–14. But if
synchronization is indeed relevant, what senses it? In insects,
oscillatory synchronized activity in the early olfactory system
seems to be necessary for fine odour discrimination15 and enables
the encoding of information about a stimulus in spike times
relative to the oscillatory ‘clock’16. Here we study the decoding of
these coherent oscillatory signals. We identify a population of
neurons downstream from the odour-activated, synchronized
neuronal assemblies. These downstream neurons show odour
responses whose specificity is degraded when their inputs are
desynchronized. This degradation of selectivity consists of the
appearance of responses to new odours and a loss
of discrimination of spike trains evoked by different odours.
Such loss of information is never observed in the upstream
neurons whose activity is desynchronized. These results indicate
that information encoded in time across ensembles of neurons
converges onto single neurons downstream in the pathway.

The function of oscillations and synchronization in information
processing, perception and action is difficult to establish directly.
Studies in mammals have correlated the degree of neural synchro-
nization with specific behavioural or cognitive tasks, such as
segmentation8, rivalry9, and sensorimotor tasks10,11, suggesting a
functional link. In locusts, stimulation by odours evokes synchro-
nized firing in dynamic and odour-specific ensembles of projection
neurons in the antennal lobe, a region analogous to the vertebrate
olfactory bulb16–18. This synchronization relies critically on fast
GABA (g-aminobutyric acid)-mediated inhibition, and can be
selectively blocked by local injection of the GABA receptor antagonist
picrotoxin19. Picrotoxin spares the slow modulation of individual
projection neuron responses19 but desynchronizes the firing of
the odour-activated assemblies19 and impairs fine odour dis-
crimination15. These results establish a causal link between syn-
chronization and perception. They do not, however, determine
where information is lost when projection neurons—the informa-
tion channels—are desynchronized. One possibility is that no single
neuron between sensory and motor/cognitive areas is, on its own,
sensitive to input synchronization. The behavioural deficit caused
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by desynchronization of projection neurons induced by picrotoxin
would thus be a result of collective neural activity only. Another
possibility is that injection of picrotoxin leads to a loss of informa-
tion in the responses of individual projection neurons due,
for example, to jittering in their spike times. Desynchronization
of projection neurons would thus be a by-product of picrotoxin
treatment, but not the actual cause of the behavioural deficit.
Finally, perhaps individual projection neuron responses undergo
no loss of information after picrotoxin treatment, but responses of
neurons downstream from them do. This result would indicate that
information contained across projection neurons16 is indeed crucial,
and it would identify the downstream neurons as decoders of this
relational/temporal information.

We searched for such putative neural elements downstream from
the antennal lobe projection neurons, which project to the mush-
room body, where they make divergent connections onto ,50,000
mushroom body intrinsic neurons (Fig. 1a). Odours cause oscilla-
tory activity in these neurons, but they evoke spiking responses only
in very sparsely distributed ones20, making the sampling of odour-
responsive neurons very difficult. We thus focused on a smaller
population of neurons directly postsynaptic to the intrinsic neurons
of the mushroom body21,22, two synapses downstream from the
projection neurons (Fig. 1b). These neurons, the b-lobe neurons,
receive convergent input from thousands of mushroom body
intrinsic neurons and have clear odour-specific responses (Fig.

1c–e). This makes them a suitable ‘read-out’ of signals processed
in the early olfactory system. We recorded intracellularly from the
dendrites of these b-lobe neurons. Dye injection showed discrete
and dense (presumed dendritic) arbors in the b-lobe and some-
times also within the pedunculus (Fig. 1b, left). Sparser, varicose
(presumed axonal) fibres projected to the a-lobe and sometimes
also within the pendunculus (Fig. 1b, left). Many morphological
types were found, indicating a heterogeneous population. Morpho-
logically identical examples of a type (for example, Fig. 1b, left)
could have different physiological profiles in different animals,
indicating either many exemplars of a type in each animal, or an
animal-specific tuning history. Many, though not all, b-lobe
neurons responded to at least some of the ten odours that we
presented and about half of them showed significant phase-locking
of their spikes to the odour-evoked local field potential (LFP)
oscillations. Responses were usually stimulus-specific but less com-
plex than those of the projection neurons of the antennal lobe18.
They consisted of phasic or phasotonic increases in firing rate and,
in a few cases, of a suppression of firing (Fig. 1c–f ). Whereas spiking
responses could be brief, a subthreshold synaptic drive consisting of
both excitatory and inhibitory postsynaptic potentials (EPSPs and
IPSPs) was usually maintained throughout the duration of the
stimulus and mushroom body LFP oscillation (Fig. 1e).

To determine whether responses of the b-lobe neurons depend on
synchronization of the projection neurons, a b-lobe neuron was

Figure 1 b-lobe neurons (bLNs). a, The insect olfactory pathways. Antennal lobe

(AL) projection neurons (PNs) receive excitatory input from peripheral olfactory

receptor neurons and GABA-mediated inhibitory input from local neurons

(LNs)19,25. PNs project to the mushroom body (MB) calyx, where oscillatory local

field potentials (LFPs) canbe recorded in response to odours. Intrinsic neurons of

the MB (the Kenyon cells, KCs) receive direct excitatory input from PNs20,25, and

bifurcate to the a- and b-lobes (aL, bL)20. bLNs receive input from thousands of

KCs. b, Left and right, cobalt hexamine fills of two bLNs, each from a different

animal. P, pedunculus of the MB. Calibration,100 mm. c, Suppression of activity of

the left bLN in b in response to a cherry odour. Top, intracellular; centre, rasters;

bottom, PSTH; mean firing 6 s.d. All odour pulses lasted for 1 s; 7–10 s between

trials.Calibrations, 5mV, 0.2 s.d, Prolongedexcitatory response of the right bLN in

b in response to the odour hexanol. Calibrations, 2mV, 0.2 s. e, Transient excita-

tory responses of a third bLN to four odours. Note subthreshold activity during

stimulus. Calibrations,10mV, 0.2 s. f, Effect of picrotoxin injection on a fourth bLN.

Top to bottom: intracellular, rasters, smoothed PSTHs, LFP (bottom left), and

normalized integrated power of LFP (bottom right) over 15–30Hz, mean 6 s.d.,

before (black) and after (open) picrotoxin injection. Calibration, 50mV.
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impaled and its odour tuning characterized. Picrotoxin was injected
into the ipsilateral antennal lobe and the induced PN desynchroni-
zation was verified from the power spectrum of the ipsilateral
mushroom body LFPs19. The responses of the b-lobe neurons to
odours were then tested again. We made three main observations
(n ¼ 19 b-lobe neurons). First, picrotoxin-induced desynchroniza-
tion of projection neurons never abolished those b-lobe neuron
odour responses that existed before injection of picrotoxin (n ¼ 15
b-lobe neurons). Second, desynchronization of projection neurons
often caused changes in some, though not all existing b-lobe neuron
odour responses. These changes consisted of a decrease in baseline
firing rates (n ¼ 6 b-lobe neurons), or a combined increase in the
response and a decrease in the spontaneous firing rates (n ¼ 4
b-lobe neurons), resulting in a more ‘sculpted’ response than in pre-
picrotoxin controls (Fig. 1f ). In many cases, injection of picrotoxin
caused a change in the temporal patterning of the b-lobe neuron
odour response (n ¼ 14 b-lobe neurons) (see below). Third,
desynchronization of the projection neurons could induce a
b-lobe neuron to respond to odours to which it was previously not
tuned (Fig. 2). Such picrotoxin-induced changes occurred in
five b-lobe neurons and in nine odour–neuron combinations out of
the fourteen tested; for example, a b-lobe neuron could, after
desynchronization of the projection neurons, acquire a response
to one odour and not to another. This selectivity was observed in
four of the five b-lobe neurons. Such picrotoxin-induced responses
were never observed in antennal lobe projection neurons (n ¼ 10
projection neurons). In summary, some changes induced in b-lobe
neurons by injection of picrotoxin into the antennal lobe consisted
of the appearance of de novo odour sensitivity, thus decreasing the

neuron’s selectivity. Other changes (in 58 per cent of all neurons and
34 per cent of all odour–neuron pairs tested) were more subtle and
consisted of a modification of existing responses to a set of odours
(see below).

Consider a b-lobe neuron that shows different response patterns
to each of three odours, A, B and C. Desynchronization of the
projection neurons often caused the responses to A, B, and C (or to a
pair of these odours) to become more similar to each other, thus
decreasing the likelihood of correct odour identification using the
information contained in each spike train. We used two clustering
algorithms to quantify the effect of picrotoxin treatment on b-lobe
neuron response classification. These algorithms categorize trials
and assign each one to an odour on the basis of similarity between
spike trains (see Methods). An example is shown in Fig. 3a, in which
desynchronization of projection neurons caused a considerable loss
in the specificity of the b-lobe neuron response to three related
aliphatic alcohols. This classification (Fig. 3b) was carried out with
pairwise comparisons of all pre-picrotoxin trials (Fig. 3c, top row)
and indicated a complete discriminability (Fig. 4a, left). Picrotoxin
was injected into the ipsilateral antennal lobe and classification was
repeated; that is, each response was attributed a probable stimulus
given its proximity to any of the three pre-picrotoxin templates. The
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pairwise (and overall) classification now operated just above chance
level (Figs 3c, bottom row and 4a, left). This indicates that
picrotoxin induced both a shift in odour representation by the b-
lobe neurons and a loss of information about stimulus identity in
the temporal features of their spike trains. Among all b-lobe
neurons for which there was good odour discriminability in con-
trols (n ¼ 14 b-lobe neurons; n ¼ 34 odour pairs), injection of
picrotoxin hindered discrimination in eight b-lobe neurons for at
least one odour pair in each neuron and for a total of nineteen
odour pairs. In five of these eight neurons, discrimination was
reduced to chance. Among all b-lobe neurons the probability of
correct pairwise odour discrimination dropped from an average of
,90% to ,75% (Fig. 4b, left). A degradation was also found using

post-picrotoxin response patterns as templates (for example, Fig. 4a,
left). Such discrimination was impaired (decreased by 10% or more)
in seven b-lobe neurons (n ¼ 9 odour pairs) and reduced to chance
in three.

To determine whether the information loss induced by picrotoxin
in b-lobe neurons can be attributed to information loss in indivi-
dual projection neurons, the same analysis was carried out with the
projection neurons. A projection neuron (Fig. 5a), for example,
responded to three odours with three distinct temporal patterns,
allowing 93% correct odour identification in paired choices (Figs 4a,
right and 5b, top row). After injection of picrotoxin into the
antennal lobe, this projection neuron retained its original odour-
specific response patterns, allowing a correct odour identification
using either pre- or post-picrotoxin templates (Figs 4a, right and 5b,
bottom row). In all the projection neurons thus tested, that showed
above-chance odour discrimination before picrotoxin injection (16
odour/projection neuron pairs), injection of picrotoxin failed to
alter pairwise odour discrimination using information contained in
the projection neuron spike trains (Fig. 4b, right). A further
comparison of odour classification by projection and b-lobe
neurons was carried out using a clustering algorithm that preserves
the continuous structure of the spike trains (see Methods). Over all
b-lobe neurons (n ¼ 19) and odours (2.6 per neuron on average)
tested, correct classification using this method dropped significantly
from 67.6% to 40.1% (chance ¼ 38:5%) after desynchronization of
projection neurons (Fig. 4c, left). Over all projection neurons
(n ¼ 12) and odours (2.9 on average per neuron) tested, odour
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classification was unaffected after desynchronization of projection
neurons (control, 61.8% correct; picrotoxin, 62.1% correct) (Fig.
4c, right). Finally, we quantified the effects of picrotoxin injection
on the spontaneous and stimulus-evoked firing rates of 26 projec-
tion neurons. These results indicated unchanged projection neuron
rates in post-picrotoxin trials (Fig. 4d).

Thus, we have identified a population of central olfactory
neurons that can be used as a neural ‘read-out’ of population
activity in the antennal lobe. The tuning of these b-lobe neurons
was affected by desynchronization of projection neurons induced by
picrotoxin in two principal ways, which were never observed in
individual projection neurons. First, odour discrimination using
information contained in the spike trains of b-lobe neurons became
less likely (often reduced to chance) after picrotoxin treatment.
These effects were odour-specific and could affect the responses to
related chemical stimuli, blurring their specific differences. Second,
picrotoxin-induced desynchronization of projection neurons could
cause the induction of new, but not generalized, odour responses in
b-lobe neurons. Because these effects were never observed in
projection neurons, we propose that they were induced by desyn-
chronization of projection neurons and that b-lobe neurons (and
perhaps the neurons presynaptic to them) are sensitive to the
temporal structure of their inputs. Our earlier behavioural study
indicated that treatment with picrotoxin impairs fine odour
discrimination15. Our present results indicate that behavioural
impairments may be due to a partial loss of stimulus-related
information in neurons involved in processing information
between early and higher olfactory centers. We thus propose that
neural synchronization is indeed important for information pro-
cessing in the brain: it is, at least partly, a temporal substrate for the
transmission of information that is contained across co-activated
neurons (relational code). Such information cannot be retrieved by
simple averaging of the input channels’ activities without consider-
ing their temporal relationships. It will be interesting to determine
whether such coding principles apply to other systems endowed
with neuronal synchronization. M
. . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . .

Methods

Electrophysiology. Sixty-three adult non-anaesthetized male locusts
(Schistocerca americana) were taken from a crowded colony and immobilized
with one antenna intact and exposed for stimulation, as described18. Intracel-
lular recordings were made from the soma or dendrites of 26 antennal lobe
projection neurons and from the dendrites of 37 b-lobe neurons by using glass
micropipettes18. Intracellular staining was carried out by iontophoretic injec-
tion of 6% cobalt hexamine (0.5–2 nA, 1 Hz). Histology and intensification
were performed as in ref. 23. b-lobe neurons may be homologous to multi-
modal neurons described in other insect species21,22. Local field potentials were
recorded with saline-filled patch pipettes from the mushroom body calyx.
Picrotoxin was applied locally to the antennal lobe neuropil by pressure
injection19. Glass capillaries were back-filled with a 0.1 M saline solution of
picrotoxin and injected volumes were ,1 pl. Controls for absence of picrotoxin
leakage outside the antennal lobe were carried out by dye injection. Controls for
absence of mechanical effects of drug injection were done by testing eight b-
lobe neurons before and after injection of saline in the antennal lobe. In a few
experiments with projection neurons, picrotoxin was bath-applied, which was
shown previously to have the same effects on them as pressure-injection19. Bath
application of picrotoxin was never used with b-lobe neurons. Electrophysio-
logical data were digitized at 5 kHz post-hoc from DATwith LabVIEW software
and an NBMIO16L interface (National Instruments). Data were analysed with
MATLAB (Mathworks). Airborne odours were delivered to an antenna as
described18.
Test for induced responses. For each set of trials (odour, condition) we
calculated a mean 6 s.e.m. smooth peristimulus time histogram (PSTH) by
convolving each raster with a 25-ms Gaussian and summing the results. We
then calculated, for each time t (1-ms resolution), whether the firing rate
during the response (for 2 s after odour onset) was different from the mean
baseline firing rate (for 1 s before odour onset) by at least 2 s.e.m. for at least 100

contiguous ms. The response was described as different between pre- and post-
picrotoxin injection if a significant (P , 0:05, unpaired two-tailed t-test)
difference between corresponding epochs occurred. Changes so measured
could thus occur over multiple epochs within a response (Fig. 2d). This
method ensured the detection of brief responses or ones that include both
excitation and inhibition.
Cluster analysis, method 1. Methods 1 and 2 were used with all b-lobe and
projection neurons that responded to two or more of the ten odours presented.
With method 1, odour discriminations were tested pairwise (for example, four
odours meant six pairwise comparisons). Each spike train in a set (one set for
each pre- and post-picrotoxin condition and odour condition) was divided
into n non-overlapping bins over the 2-s post-stimulus onset period. The spike
count in each bin was used to construct an n-dimensional vector representing
this trial. The operation was repeated with each trial in the set, to form a cluster.
We tested bin sizes between 10 and 1,800 ms, and found optimal clustering in
most experiments for 50–200 ms and least clustering below 10 ms or above
1,200 ms (approximately average firing rate). We present data for 100-ms bins,
and thus n ¼ 20. The objective was to assess the separation between two
clusters (for example, between the X and Y clusters), by assigning each spike
train (or vector) one likely stimulus on the basis of its Euclidian distance to the
centre of each of the two clusters. For each pairwise comparison, therefore, each
trial produced two numbers (for example, distances x and y to the centres of the
X and Y clusters), which were plotted against each other (Fig. 3b). The per cent
of correct classification over all trials was given by the proportion of points that
fell on the ‘correct’ side of the diagonal. Significance of the ‘per cent correct
classification’ was calculated by finding its binomial probability, given a forced
choice (threshold P , 0:05; paired one-tailed t-tests). Control trials were
compared to control (1) and to picrotoxin (2) trials (Figs 3c and 5b). Picrotoxin
trials were compared to picrotoxin trials (3) (not shown). Comparison (1)
describes the classification of odour responses in control conditions. Compar-
ison (2) describes the classification of post-picrotoxin odour responses based
on their control templates. This comparison best assesses the information loss
caused by input desynchronization. Comparison (3) describes the classification
of post-picrotoxin odour responses based on their post-picrotoxin templates.
Clusteranalysis,method2. This clustering analysis is based on the cost-based
metric methods24 according to which a ‘distance’ is computed between spike
trains. This distance is defined as the cost paid to transform one spike train into
the other using three elementary steps: insertion; deletion of a spike (each at a
cost of 1); and displacement of a spike by 1 ms (cost of 2/T for each
displacement, where T is the maximum separation in ms allowed between
the spike time in one train and that in the other). We used a range for T between
16 and 4,000, with T ¼ 150 providing the best classification overall, as with
method 1. Results were not greatly different for 16 , T , 1;000. Classification
was similar whether the mean was arithmetic (all points equal) or geometric
(less weight to outliers). Per cent correct in Fig. 4c results from choosing among
all odours without restriction to pairwise assignments in those neurons that
responded to more than two odours. For each neuron i, chance level is thus
1/mi, where mi is the number of odours to which neuron i responded. The
effective number of odours in the plots of m (Fig. 4c) is calculated as (〈1/mi〉)−1.
We used paired two-tailed t-tests to measure significance.
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Mutations of the presenilin-1 gene are a major cause of familial
early-onset Alzheimer’s disease1–4. Presenilin-1 can associate with
members of the catenin family of signalling proteins, but the
significance of this association is unknown5,6. Here we show that
presenilin-1 forms a complex with b-catenin in vivo that increases
b-catenin stability. Pathogenic mutations in the presenilin-1 gene
reduce the ability of presenilin-1 to stabilize b-catenin, and lead
to increased degradation of b-catenin in the brains of transgenic
mice. Moreover, b-catenin levels are markedly reduced in the
brains of Alzheimer’s disease patients with presenilin-1 muta-
tions. Loss of b-catenin signalling increases neuronal vulnerabil-
ity to apoptosis induced by amyloid-b protein. Thus, mutations in
presenilin-1 may increase neuronal apoptosis by altering the

stability of b-catenin, predisposing individuals to early-onset
Alzheimer’s disease.

To determine whether presenilin-1 (PS1) interacts with b-catenin
in a physiological complex, we studied immunoprecipitates of
endogenous PS1 from human cell lines and brain for the presence
of b-catenin. Antibodies against both the amino- and the carboxy-
terminal domains of PS1 (PS1-N and PS1-C)7 precipitated both PS1
and b-catenin in every cell line studied and in human brain (Fig.
1a, b). We confirmed the specificity of immunoprecipitation of PS1
by pre-absorption of the PS1-N and PS1-C antibodies with their
cognate antigens (Fig. 1b), and by immunoprecipitations with PS1
preimmune serum or with an antibody to SREBP-1, which is, like
PS1, a transmembrane protein of the endoplasmic reticulum (Fig. 1d).
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Figure 1 Native complex formation between b-catenin and PS1. a, Co-

precipitation of b-catenin with PS1 in neuroblastoma SH-SY5Y, HEK293 and

HCT116 cells. Protein-equivalent cell lysates were immunoprecipitated with

antibodies against b-catenin (b-Cat), the PS1 N terminus (PS1-N), or the PS1 C-

terminal loop domain (PS1-C), and then analysed for b-catenin by immunoblotting

with an anti-b-catenin monoclonal antibody (mAb14). The immunoprecipitating

antibodies are indicated above each lane and the immunoblotting antibodies are

indicated at the right of b. b, Co-precipitation of b-catenin with PS1 in brain. Pre-

absorption of the anti-PS1 antibodies by their cognate antigens abolishes co-

precipitation of b-catenin (PS1-N/preabs, PS1-C/preabs). c, Co-precipitation of

the PS1 N- and C-terminal fragments with b-catenin. HCT116 cell lysates were

immunoprecipitated with a control antibody (c-Myc) or with anti-b-catenin (b-Cat),

followed by immunoblotting with anti-PS1-N (upper panel) or anti-PS1-C (lower

panel). Immunoblotting of the whole-cell lysate shows the positions of the PS1 N-

and C-terminal fragments (PS1-N and PS1-C; upper and lower panels,

respectively). The IgG light chain from the immunoprecipitation is indicated. d,

Comparative co-precipitation of PS1, b-catenin, GSK-3b and APC. Immunopreci-

pitations of protein-equivalent lysates of SW480 cells were done with preimmune

PS1 serum (Pre), or with the indicated antibodies, followed by immunoblot

analysis for b-catenin or actin. e, Stoichiometric relation of PS1 to b-catenin in

PS1–b-catenin complexes. COS cells co-transfected with b-catenin and PS1 (left

panel) or non-transfected SW480 cells (right panel) were metabolically labelled

with [35S]methionine and immunoprecipitated with the indicated antibodies. The

co-precipitated PS1 N- and C-terminal fragments and b-catenin are shown. A

stoichiometry of 2 : 1 (PS1-C : b-catenin) was determined for both cell types.


