
sites in a non-recombining chromosome, and more theoretical
work is needed. M

Methods
We used the sequences of SLX-1 and SLY-1 to design the following primers for the
polymerase chain reaction (PCR) and sequencing (Fig. 1): `-7', 59-ACTTGCAACG
ACTTCACTTTGAG-39; `-8', 59-ATCGAATTCCAGTGGAAGTCCA-39; `+11', 59-
AAGCTCACAATGCTGATCTTC-39; `+9', 59-GCTGAAGATGGCTTGCTAAAC-39; `+6',
59-TGGACTTCCACTGGAATTCGAT-39; `-10', 59-TCCAGCAGAGCTTGAACAGTC-39.

A standard cetyltrimethylammonium bromide plant miniprep method with several
modi®cations28 was used to isolate the total genomic DNA from 12 S. latifolia males and
from 17 plants (2 parents, 10 sons and 5 daughters) used in the SLX-1 segregation analysis.
The 2-kb 39 region in 12 S. latifolia males was ampli®ed using the following primer pairs:
`+11' and `-7' for SLX-1; `+11' and `-8' for SLY-1. Because we studied sequences from the
X and Y chromosomes of males, direct sequencing was possible for all individuals.
Ampli®cation products were passed through 1% agarose gels, column-puri®ed (Qiagen
gel extraction kit) and sequenced with the primers listed above, using an ABI Prism 377
automatic sequencer (Perkin Elmer).

The primer pair `+6' and `-7' was used to amplify the short (0.6 kb) 39 SLX-1 region
used in the SLX-1 segregation analysis. PCR products of both parents were directly
sequenced and these sequences were used to choose a restriction enzyme (HpaI) to cut the
PCR product of only one of the parents. The restriction site was used as a molecular genetic
marker in the SLX-1 segregation analysis.

For the coalescent simulations, we used the program ProSeq v.2.4 (D. Filatov,
unpublished, available at http://helios.bto.ed.ac.uk/evolgen/®latov/proseq.html). All
simulations assumed zero recombination. Simulations to estimate the signi®cance of the
lack of diversity in the SLY-1 gene were conditioned on the observed numbers of
segregating sites. Simulations with a selective sweep were conducted according to ref. 29.
The neighbour-joining tree was constructed using MEGA software30, based on pairwise
divergence values, with Jukes-Cantor correction.
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Behaviour often depends on the ability to make categorical
judgements about sensory information acquired over time. Such
judgements require a comparison of the evidence favouring the
alternatives1±4, but how the brain forms these comparisons is
unknown. Here we show that in a visual discrimination task, the
accumulating balance of sensory evidence favouring one inter-
pretation over another is evident in the neural circuits that
generate the behavioural response. We trained monkeys to make
a direction judgement about dynamic random-dot motion5 and to
indicate their judgement with an eye movement to a visual target.
We interrupted motion viewing with electrical microstimulation
of the frontal eye ®eld and analysed the resulting, evoked eye
movements for evidence of ongoing activity associated with the
oculomotor response6±10. Evoked eye movements deviated in the
direction of the monkey's judgement. The magnitude of the
deviation depended on motion strength and viewing time. The
oculomotor signals responsible for these deviations re¯ected the
accumulated motion information that informed the monkey's
choices on the discrimination task. Thus, for this task, decision
formation and motor preparation appear to share a common level
of neural organization.

The dif®culty of the direction discrimination task (Fig. 1a, b)
depended on the percentage of coherently moving random dots and
the amount of time that the monkey was given to view the motion
stimulus. At high motion strengths, the monkey can make an
accurate direction judgement in a short time. In contrast, when
the stimulus is close to the psychophysical threshold, the monkey
must base its direction judgement on weak motion signals inter-
preted over a longer period of time5. These judgements are thought
to involve the accumulation of motion information represented in
the extrastriate visual cortex11. This accumulated motion infor-
mation ultimately guides selection of the eye-movement response.
The fact that the monkey knows beforehand which eye movement it
must make to indicate a particular direction judgement suggests
that, for this task, its decision can be formed by an ongoing
conversion of motion information directly into an appropriate
oculomotor command. We tested this idea by using electrically
evoked eye movements to assess the in¯uence of motion strength
and viewing duration on oculomotor commands that develop
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while the monkey is viewing the dots and forming its direction
judgement.

We began microstimulation of the frontal eye ®eld (FEF) simul-
taneously with offset of the motion stimulus and the ®xation point,
which typically resulted in two, temporally separable eye move-
ments (Fig. 1c±e). The ®rst, electrically evoked movement began
44 6 10 ms (mean 6 s.d.; 37,611 trials) after the ®xation-point
offset. This movement probably began before the oculomotor
system received the signal to move the eyes voluntarily, as visual
latencies exceed 60 ms in the FEF12 and 40±50 ms in the deep layers
of the superior colliculus13,14. The eyes then remained relatively
stationary for 95 6 32 ms, which allowed reliable measurement of
the endpoint position of the electrically evoked saccade. The second,
voluntary movement began 171 6 33 ms after ®xation-point offset
and travelled from the endpoint of the evoked saccade to one of the
two choice targets, thereby indicating the monkey's direction
judgement.

Eye movements evoked by electrical microstimulation of the FEF
during the discrimination task depended on the monkey's subse-
quent direction judgement. For the experiment depicted in Fig. 2a,
the endpoints of all electrically evoked saccades were to the right of
the ®xation point. However, on trials in which the monkey subse-
quently chose the upper target, the endpoints of the evoked saccades
tended to deviate upwards (®lled symbols). Conversely, on trials in
which the monkey chose the lower target, the endpoints tended to
deviate downwards (open symbols). For all 27 sites tested, saccades

evoked on discrimination trials were similar to those evoked with
®xation but tended to deviate in the direction of the subsequently
selected target. As shown in Fig. 2b and c, the angle describing this
saccade deviation did not differ substantially from the angle de®ned
by the choice targets (mean angular difference 6 s.e.m., 2.8 6 3.58;
paired t-test, P = 0.43). This result indicates that the trajectory of the
electrically evoked saccade was determined by both the site of
stimulation and a developing oculomotor command towards the
choice target, in a manner consistent with a vector-averaging
procedure15±17.

In any one experiment, electrically evoked saccades deviated in
the direction of the subsequently selected target by variable amounts
(Fig. 2a). The magnitude of this deviation depended on the fraction
of coherently moving random dots and the amount of viewing time.
Figure 3a shows the endpoints of evoked saccades on trials from a
single experiment in which weak motion was presented for a short
time, conditions that make it dif®cult to reach an accurate direction
judgement. These evoked saccades varied only weakly with target
choice. In contrast, when strong motion was presented for a longer
time, evoked saccades from the same site were clearly separated as a
function of target choice (Fig. 3b).

The effect of coherence and viewing duration was evident across
the population of 37,611 trials from 27 stimulation sites. For each
trial, we determined the component of the electrically evoked
saccade in the direction of the choice target. On average, this
quantity increased in magnitude with increasing motion strength
(Fig. 3c; the effect of motion strength was signi®cant for all but the
earliest epoch: linear regression, F test, P , 0.01) and increasing
viewing duration (Fig. 3d; the effect of viewing duration was
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signi®cant at each coherence: polynomial regression, P , 0.01).
This result implies that dynamic signals present in the oculomotor
system during the motion-viewing period re¯ect the accumulation
of motion information over time.

Like the evoked saccades, the monkeys' behavioural performance
depended on the strength and viewing duration of the motion
stimulus (Fig. 4). We investigated whether the monkeys' perfor-
mance could be governed by the same process that gives rise to the
variation in the evoked saccades. The curves in Fig. 4 represent ®ts to
the behavioural data of a model that predicts the probability of
making a correct direction judgement for a given motion strength
and viewing duration (equation (2) in Methods). This prediction is
based on the difference between two variable quantities, Sc and Si,
which can be thought of as the accumulated responses of motion
sensors that encode the correct and incorrect directions of motion,
respectively:

hSci � �r0 � aCm
�Tn

hSii � r0Tn
�1�

where h¼i denotes the expectation, C is coherence (0 to 1), T is
viewing duration (in s) and r0 is the response (in spikes s-1)
associated with 0% motion coherence. The remaining terms are
®tted, positive-valued parameters: a and m parameterize the effects
of coherence on the expected signals, and n describes a power law
that governs how the signals accumulate in time. Sc and Si,
representing the accumulation of spikes, were treated as random

variables with variances that scaled with their means18,19. For
simplicity, only Sc depends on motion strength.

By adjusting the values of the free parameters in equation (1), we
found a model that closely predicted the monkeys' ability to make a
correct direction discrimination (Fig. 4). For both stimulation and
non-stimulation trials, the best ®t produced values of m and n that
were near unity. These values imply that the monkeys' direction
judgements are based on signals that scale in an essentially linear
fashion with both coherence and viewing duration. The linear
dependence on coherence mimics the responses of neurons in the
middle temporal visual area (MT) to random-dot motion20. The
linear dependence on time indicates that this type of coherence-
dependent activity is temporally integrated to convert spike rate to
an accumulated count, similar to the conversion of eye velocity to
eye position in the brainstem21.

The model of behavioural performance assumes that, on a given
trial, the monkeys' decisions are based on the relative magnitudes of
the signals de®ned in equation (1). When Sc is greater, the monkey
chooses the actual direction of coherent motion. When Si is greater,
the monkey chooses the incorrect direction. The values of these
signals, estimated from the behavioural data, are related to a
quantity known as a decision variable, which describes the relative
likelihood of one alternative versus another1,2,22. We found that a
decision variable in the form of the log of the expected difference
between Sc and Si (equations (3) and (4) in Methods) bears a
striking similarity to the magnitude of deviation measured in the
evoked saccades (Fig. 5; x2 goodness of ®t, Q = 0.047). For correct
choices, both the decision variable and the saccade deviations
increased with longer viewing duration and stronger motion. For
incorrect choices, both quantities increased with longer viewing
duration but decreased with greater motion strength.

The freedom to shift and scale the decision variable derived from
performance does not trivialize its close agreement with the mag-
nitude of saccade deviations at all motion strengths. For example,
the freedom to adjust each of the solid curves independently did not
signi®cantly improve the ®t (P = 0.195, likelihood ratio test). This
result indicates that the coherence dependence of the decision
variable is particularly important, even when scaled and shifted.
We further assessed the signi®cance of this dependence by ®tting the
deviation data with a model that was not based on the decision
variable. We assumed that oculomotor commands could be
initiated with different latencies depending on task dif®culty but
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then developed in a stereotyped manner (equation (5)), as might
occur if the decision were computed ®rst. This ®t was poor (x2

goodness of ®t, Q , 10-14), unlike the model based on the decision
variable (Fig. 5).

Note that for viewing durations of less than 184 ms (d in equation
(4)), motion strength did not affect the evoked saccades even
though it did in¯uence the monkeys' choices (Fig. 4). It therefore
seems likely that the interpretation of motion information occurred
in the time between the evoked and voluntary saccades. The saccade
deviations before 184 ms may have re¯ected a predisposition to
choose one of the saccade targets, as seen in physiological recordings
from the lateral intraparietal area (LIP) and the superior
colliculus23,24. For longer durations, the magnitude of saccade
deviation appeared to plateau, perhaps re¯ecting an end to the
linear accumulation of sensory information once a judgement was
reached, even if motion viewing continued.

The close relationship between the deviations of evoked saccades
and a decision variable inferred from behaviour indicates that
developing oculomotor commands may re¯ect the formation of
the monkey's direction judgement. Whether this means that the
mechanisms responsible for generating the oculomotor commands
are the same as those that generate the judgement is unclear.
Decision formation could occur separately from motor preparation,
in areas such as the superior colliculus, the prefrontal cortex or area
LIP, each of which contains subsets of neurons that appear to be
involved in the interpretation of visual motion information24±26.
However, some (if not all) of these structures are undoubtedly
involved in generating the oculomotor signals re¯ected in the
evoked saccades and thus could take part in a direct conversion of
motion information into an eye-movement command. Indeed, the
ability to observe intermediate stages of decision formation in
oculomotor signals seems implausible if the interpretation of
motion information were completed elsewhere, as a fully formed
judgement should elicit the same eye movement regardless of the
information used to reach that judgement. It remains to be seen
whether neural structures associated with the preparation of beha-
vioural responses have a general role in the formation of perceptual
judgements. M

Methods
Behavioural task

The motion stimulus was contained within a 58 circular aperture centred on the ®xation
point (Fig. 1a). On successive video frames, a percentage of randomly chosen dots moved

towards one of two choice targets along the axis of motion discrimination (58 s-1); the
remainder of the dots were replotted at random locations. The percentage of coherently
moving dots, viewing duration (100 ms plus a random time chosen from an exponential
distribution with mean 200 ms) and direction were randomly interleaved. During motion
viewing, the monkey maintained ®xation within 60.68 and did not make pursuit
movements. The monkey received a liquid reward for a correct response (an eye move-
ment to the target in the direction of coherent motion) and on half of the 0% coherence
trials.

Electrophysiology

Monkeys were prepared for the microstimulation experiments by surgical implantation of
an eye coil, head-holding device and recording cylinder. The FEF was targeted using
stereotaxic information and magnetic resonance imaging, as described26. Electrical
microstimulation consisted of a train of 0.25-ms-long, biphasic pulses applied at a rate of
350±450 Hz for 60 ms. A site was selected if saccades with consistent trajectories were
evoked using ,50 mA of current applied in darkness27. The axis of motion discrimination
was then rotated to be roughly perpendicular to the trajectory of the evoked saccade, and
the microstimulation current was adjusted to evoke saccades reliably during the motion-
discrimination task (25±110 mA). In each experiment, 75% of the trials were accompanied
by microstimulation.

All training, surgery and experimental procedures were in accordance with the National
Institutes of Health Guide for the Care and Use of Laboratory Animals and were approved
by the University of Washington Animal Care Committee.

Data analysis

Eye position was monitored using the scleral search-coil technique (sampled at
500 Hz)28,29. On stimulation trials, we included for analysis only trials in which two
saccades were observed within 350 ms following microstimulation onset. Saccade end-
points were measured in a 20-ms epoch following the evoked saccade and preceding the
monkey's voluntary saccade. Drift in endpoint position over the course of an experiment
(lasting 2±4 h) was accounted for by subtracting a 300-point, chronological running mean
from the endpoints. The magnitude of saccade deviation was quanti®ed as the dot product
between the vector from the ®xation point to the saccade endpoint (corrected for drift)
and the unit vector from the ®xation point towards the target (see Fig. 3a, b). Deviation
magnitude was computed only for trials with viewing durations #500 ms, because
measurements from longer trials were sparse.

Fit to behavioural data

According to the model in equation (1), a correct response ensues when Sc . Si. If the
signals are independent and normally distributed, then the probability, P, of a correct
response is

P�C;T� �
1����������

2pj2
p #

`

0

e
2

�x 2 m�2

2j2 dx

where m � hSci 2 hSii; j2
� �hSci � hSii�f and f �

Var�Sc�

hSci �
Var�Si�

hSii

�2�

The psychometric functions (Fig. 4) were derived by maximizing the (binomial) like-
lihood of observing the monkeys' choices: that is, argmax

a;m;n
L�choicesja;m; n�. The values of

f (equation (2)) and r0 (equation (1)) affect the estimate of a (equation (1)) but cause
minimal changes from unity in the values of the exponents, m and n, when ®t to the
behavioural data. Con®dence intervals were estimated by varying the ®tted parameters to
delimit an acceptance region for the null hypothesis (likelihood ratio test; x2, d.f. = 3, P .
0.05). We set r0 = 10 spikes s-1, which is consistent with measurements from area MT20, and
f = 0.3, a reasonable value for the pooled responses of weakly correlated neurons11,30.
These values yielded a = 0.37 spike s-1 per percent coherence, which is in close agreement
with values reported for area MT20.

Decision variable

The ®t of equations (1) and (2) enabled us to derive a decision variable, D, based on a
comparison of Sc and Si:

D�C;T� �
hSc 2 SijSc . Sii correct choice

hSi 2 ScjSi . Sci incorrect choice

�
�3�

where hx|yi indicates the expected value of x under the condition y. D is the expected
difference between Sc and Si, computed separately for correct and incorrect choices. Note
that D is always positive.

We ®t the measured deviations of electrically evoked saccades with a scaled version of
the logarithm of the decision variable, D:

f �C;T� � blog�1 � D�C;T 2 d�� � h�T� �4�

where b and d are free parameters representing a scaling factor and a delay, respectively. For
T , d, the ®t is dominated by h(T), a time-dependent offset that is modelled as a saturating
exponential with a short time constant, t p d. The best alignment (least squares) was
achieved using b = 0.69 and d = 184 ms (Fig. 5). The particular form of the function is
probably unimportant beyond the qualitative observation that D, compressed and shifted,
matches the family of eye-movement curves obtained by microstimulation. We also ®t the
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Figure 5 Comparison of the deviation of evoked saccades and a decision variable.

Symbols represent the deviations of eye movements evoked electrically during the

discrimination task in the direction of the chosen target (see Fig. 3d). These deviations are

plotted as a function of viewing duration for different motion strengths, as labelled. Curves

represent the logarithm of a decision variable inferred from the behavioural data in Fig. 4b.

Filled circles and solid curves represent correct trials; crosses and dashed curves

represent error trials.
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data in Fig. 5 with an alternative model, in which the saccade deviation arises from
stereotyped dynamics of oculomotor commands that are simply delayed as a function of
motion strength:

f �C;T� � a � b 1 2 e 2
T 2 dC

t

ÿ �n
� �

�5�

The free parameters a, b, t and n describe the temporal dynamics of the saturating
exponential function, independent of motion strength. Only the delay term, dc, varied
with motion strength.
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Parkinson's disease is a common neurodegenerative syndrome
characterized by loss of dopaminergic neurons in the substantia
nigra, formation of ®lamentous intraneuronal inclusions (Lewy
bodies) and an extrapyramidal movement disorder. Mutations in
the a-synuclein gene are linked to familial Parkinson's disease1,2

and a-synuclein accumulates in Lewy bodies and Lewy neurites3±5.
Here we express normal and mutant forms of a-synuclein in
Drosophila and produce adult-onset loss of dopaminergic
neurons, ®lamentous intraneuronal inclusions containing a-
synuclein and locomotor dysfunction. Our Drosophila model
thus recapitulates the essential features of the human disorder,
and makes possible a powerful genetic approach to Parkinson's
disease.

It is unclear how mutations in a-synuclein, an abundant neuronal
protein of unknown function, produce neurodegeneration in
familial cases of Parkinson's disease. However, the dominant
inheritance pattern and production of insoluble protein aggregates
indicate a toxic dominant mechanism, perhaps relating to abnormal
protein accumulation. Expression of human a-synuclein in
Drosophila might therefore model Parkinson's disease. We have
produced transgenic ¯y lines that produce normal human a-
synuclein and separate lines with each of the two mutant proteins
linked to familial Parkinson's disease, A30P and A53T a-synuclein.

We use a bipartite expression system that relies on transcriptional
activation by the yeast protein GAL4 (ref. 6) to express normal and
mutant a-synuclein in ¯ies. Normal and mutant human a-synuclein
complementary DNA constructs are placed downstream of multiple
binding sites for GAL4. Transgenic animals carrying the GAL4-
responsive constructs are then crossed to a number of well
characterized lines that express the yeast activator in a variety of
tissue- and cell-type-speci®c patterns (the `drivers'). Development
of neuronal and non-neuronal tissues proceeds normally in the
presence of human a-synuclein, as indicated by appropriate external
morphology, histological appearance (Fig. 1a, b), viability and
behaviour of newly eclosed ¯ies (Table 1). To con®rm appropriate
activity of the drivers, we expressed an unrelated toxic protein,
mutant ataxin-1, in the same developmental and tissue-speci®c
patterns. In contrast to a-synuclein, mutant ataxin-1 produces
marked defects during development (Table 1). Other laboratories
have also induced phenotypes with these driver lines7.

The nervous system is appropriately formed in a-synuclein
transgenic ¯ies, and the aging brain shows no widespread degen-
erative changes (Fig. 1a, b). Overall brain volume is likewise
preserved in many patients with Parkinson's disease, but marked
degeneration occurs in speci®c groups of neurons. Dopaminergic
neurons are preferentially lost in Parkinson's disease; we therefore
examined dopaminergic neurons in a-synuclein transgenic ¯ies. We
used multiple independent markers to identify dopaminergic cells.

First, we stained serial tissue sections through the entire brain of
the adult ¯y with an antibody against tyrosine hydroxylase, which
speci®cally identi®es dopaminergic neurons. The position and
arrangement of dopaminergic neurons in the developing and
adult Drosophila nervous system has been documented in
detail8±10. Tyrosine hydroxylase immunostaining shows a prominent
cluster of dopaminergic neurons (the dorsomedial group) that is
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