Exp Brain Res (2005) 163: 246–251
DOI 10.1007/s00221-005-2235-8

R ES E AR C H N O T E

Cunguo Wang Æ Jianliang Tong Æ Fuchuan Sun

Effects of diazepam on the latency of saccades for luminance
and binocular disparity defined stimuli

Received: 8 June 2004 / Accepted: 20 January 2005 / Published online: 8 April 2005
 Springer-Verlag 2005

Abstract Saccadic latency is composed of separate sensory and motor processing delays. Therefore, any
alteration in the sensory processing should eﬀect the
saccadic latency. Because the highest density of benzodiazepine (Bz) binding sites is located in cerebral cortex,
sensory processing of stimuli in this cortical area is expected to be substantially eﬀected by administration of
Bzs. It is well known that sensory processing of binocular disparity occurs in the cerebral cortical areas and
therefore the latency of saccades to stimuli deﬁned by
binocular disparity should be substantially aﬀected
by Bz intake. In this study, we tested this prediction by
comparing the latency of saccadic eye movements for
binocular disparity deﬁned stimuli (stereo stimuli) with
those for luminance contrast deﬁned stimuli (luminance
stimuli), after diazepam or placebo. Eye movements
were mainly recorded by use of the magnetic search coil
technique, and the study was performed in a randomized, double-blind way. Although diazepam prolonged
the latency of saccades for stereo and luminance stimuli,
the percentage increases in saccadic latency for the stereo stimuli were signiﬁcantly larger than those for the
luminance stimuli. Saccadic peak velocity, and saccadic
amplitude, also signiﬁcantly decreased after diazepam
under conditions of stereo and luminance stimuli.
However, there was no signiﬁcant diﬀerence for either
saccadic peak velocity or amplitude between the two
types of target. The results suggest that the latency of
saccades to binocular disparity deﬁned random-dot
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stimuli could more sensitively reﬂect the pharmacodynamic eﬀects of Bzs on the cerebral cortex.
Keywords Eye movements Æ Saccadic latency Æ
Dynamic random-dot stereograms Æ Benzodiazepines

Introduction
Benzodiazepines (Bzs) are a class of drugs widely prescribed in the treatment of various physical and emotional disorders (Blackwell 1973; Fraser 1998; Woods
et al. 1992). Since speciﬁc Bz binding sites were found in
areas of the central nervous system (CNS), such as
cerebral cortex and pons, known to participate in vision
and oculomotor control (Möhler and Okada 1978; Rothenberg and Selkoe 1981; Speth et al. 1978), eye
movement tests have been frequently utilized to assess
the pharmacodynamic eﬀects of such CNS-active drugs
in recent years (de Visser et al. 2003; Hopfenbeck et al.
1995; Roy-Byrne et al. 1993; Tian et al. 2003). In previous reports, saccadic peak velocity was reduced after
Bz administration and reﬂected a speciﬁc drug eﬀect in
brainstem areas (Ball et al. 1991; Potokar et al. 2000;
Rothenberg and Selkoe 1981; Roy-Byrne et al. 1993;
Tedeschi et al. 1986). However, the highest density of Bz
binding sites are located in the cerebral cortex (Braestrup et al. 1977; Möhler and Okada 1978; Speth et al.
1978) thus suggesting that a larger eﬀect of Bz administration is possible in sensory processing of stimuli in
cortical areas.
It is known that saccadic latency is determined by
both sensory and motor processing delays (Leigh and
Zee 1999) and thus compared to saccadic velocity, it
should be more sensitive to Bz application. Therefore,
to seek a more sensitive measure of Bz eﬀects,
including eﬀects in cortical areas, we investigated the
eﬀects of diazepam on saccadic latency. Speciﬁcally,
we compared latency of saccadic eye movements to
binocular disparity deﬁned random-dot stimuli (stereo
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stimuli) with those to luminance contrast deﬁned
stimuli (luminance stimuli) after diazepam or placebo,
because binocular disparity is mainly processed in the
cerebral cortex (e.g. Hubel and Wiesel 1970; Poggio
et al. 1985; for reviews, see DeAngelis 2000; Gonzalez
and Perez 1998).

Materials and methods
Subjects
Ten volunteers aged 19–30 served as subjects. All had
normal or corrected-to-normal visual acuity and normal
stereopsis. None had prior experience with Bzs or any
other sedative hypnotics, and none had taken any
medication in the past month. Tea, coﬀee, and alcohol
were forbidden for more than 24 h preceding the
experiment.
Written informed consent was obtained from each
subject before the study, after all procedures and risks
had been explained. The experiment was approved by
the Institutional Human Subjects Review Board and
performed in accordance with the ethical standards laid
down in the 1964 Declaration of Helsinki.
Stimuli and apparatus
Stimuli were displayed on a 21 in., short-persistence
monitor, located 57 cm in front of the observer with a
visual angle of 40·30 for each eye. The video display
mode was set on 800·600 pixels with a frame refresh
rate of 120 Hz. Stimuli were viewed with a pair of crystal
shutter glasses which alternated synchronization with
the monitor by use of the vertical blank signals (Lipton
1991). The odd frames were presented to the left eye and
the even frames to the right eye.
Luminance stimuli
A white square (1·1, luminance 30 cd m 2, background 15 cd m 2) was presented at the center of the
screen as a ﬁxation target. After a random time interval
of 2–4 s, the square shifted randomly to the left or right.
The amplitude of target displacement was randomly
selected to be 4 or 8. After the step displacement, the
target remained visible on the screen for 2 s (Fig. 1a).
Stereo stimuli
A total of 120 pairs of random-dot stereograms that
were cycled through in sequence depicted the stereo
stimuli. The elements of each random-dot image were
white (30 cd m 2) and black (0.01 cd m 2) dots. Each
dot was a 3·3 min arc and the dot density was 50%.
Each pair of stereograms was composed of two successive frames of random-dot patterns. Odd frames were
for the left eye and even frames for the right. When

Fig. 1 Schematic representations of luminance and stereo stimuli.
A Luminance stimuli: a bright square (1·1, luminance 30 cd m 2)
was presented on the screen against a gray background
(15 cd m 2). During experiments, the bright square shifted to left
or right from the center. B Stereo stimuli: through the crystal
shutter glasses for dichoptically viewing, a depth square (1·1,
crossed disparity 24 min arc) was vividly perceived in front of the
background, which shifted randomly to left or right during
experiments

viewed monocularly, there were only patterns of dynamic noise without any recognizable features. But
when viewed dichoptically with the crystal shutter glasses, a depth square (1·1, crossed disparity 24 min) was
vividly perceived in front of a background of randomdots (shown schematically in Fig.1b). At the beginning
of each trial, the square was perceived at the center of
the screen. After a variable interval of 2–4 s, the square
was shifted randomly to the left or right with displacement of 4 or 8 for 2 s (Fig.1b). Note that the disparity
of the square remained the same after the target displacement.
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Experimental procedure
For each subject, 10 mg diazepam or placebo (Vitamin
B1) was administrated orally in a double-blind, randomized fashion. On each test day, the saccade experiments started about 75 min after the drug intake. Each
subject returned for a second day after an interval of at
least 1-week.
Subject sat in a dimly lit room with the head stabilized by a chin rest. He/she was instructed to keep gaze
on the center of the ﬁxation square and move the eyes as
quickly as possible to the new location of the square.
Each block consisted of six trials in any stimulus conditions. And the block order of two stimulus conditions
was randomized and counterbalanced across subjects
and drugs. Calibration was performed carefully at the
beginning of each block. At least 20 blocks were performed for each stimulus condition, thus 60 successive
peripheral saccades were measured for each target displacement.
Eye movement measurement
Eye movements were mainly measured with the magnetic scleral search coil technique (Collewijn et al. 1975;
Robinson 1963). The electro-oculographic (EOG) technique was adopted for only two subjects (Tong et al.
2002). An annulus of silicone rubber with an induction
coil (Skalar Medical BV, Netherlands) was placed on the
subject’s right eye after topical anesthesia with oxybuprocaine hydrochloride 0.4%. Eye movement signals
were sampled at 1,000 Hz and stored on a computer for
oﬀ-line analysis. Simultaneously, eye movements were
displayed on another screen for online monitoring (Wei
and Sun 1998; Yang et al. 2000).
Data analysis
The latency, peak velocity and amplitude of primary
saccades were calculated by means of a computer program (Tian et al. 2003). Saccade initiation was deﬁned as
the time when eye velocity exceeded 5% of saccadic peak
velocity. Saccade termination was determined as the
time when eye velocity dropped below 10 s 1. Saccadic
latency was deﬁned as the time diﬀerence between
stimulus onset and saccade beginning. Saccades in the
wrong direction, contaminated by blinks, or with latency
less than 100 ms or more than 1,000 ms were excluded
(Yang et al. 2002; Leigh and Zee 1999).
The changes of mean saccadic latency, peak velocity
and amplitude for all subjects were analyzed by a multiway factorial analysis of variance (ANOVA) with
stimulus type (disparity versus luminance deﬁned), target displacement (4 vs. 8) and treatment (diazepam
versus placebo) as ﬁxed factors, and subjects as random
factor. The planned comparisons were further used
to compare the eﬀects of diazepam for each stimulus
condition.

Results
Changes in saccadic latency
Mean saccadic latencies for all subjects after diazepam
were plotted against those after placebo, for two stimulus types, in Fig. 2a. The diagonal line represented no
diﬀerence in saccadic latency after diazepam administration compared with placebo.
The ANOVA showed that there was a signiﬁcant
eﬀect of diazepam administration on saccadic latency
(F(1,9)=311.7, P<0.001). On further analysis by means
of the planned comparisons, we found that for all subjects after diazepam intake, for target displacement of
4, the average saccadic latency signiﬁcantly increased
from 142.4 ms (SD ±24.4) to 164.1 ms (SD ±31.5) for
luminance (F(1,9)=20.8, P=0.001), and from 266.3 ms
(SD ±35.8) to 369.6 ms (SD ±39.1) for stereo stimuli
(F(1,9)=137.6, P<0.001), respectively. Similarly, signiﬁcant increases were also found for target displacement of 8. The average saccadic latency signiﬁcantly
increased from 140.0 ms (SD ±21.4) to 158.0 ms (SD
±25.3) for luminance (F(1,9)=46.6, P<0.001), and from
287.7 ms (SD ±28.1) to 415.4 ms (SD ±54.4) for stereo
stimuli (F(1,9)=111.8, P<0.001), respectively. The interaction between treatment (diazepam versus placebo)
and target displacement (4 vs. 8) was not signiﬁcant
(F(1,9)=1.9, P=0.2), which means the increases of latency were independent of target displacements. But the
interaction between treatment and stimulus type (disparity versus luminance deﬁned) was signiﬁcant
(F(1,9)=86.9, P<0.001), which indicated that the increases of saccadic latency were dependent on stimulus
conditions.
The percentage changes of saccadic latency induced
by diazepam for the two stimuli are shown in Fig. 2b.
The mean percentage increases in saccadic latency were
+15.17% (SD ±10.74) and +13.02% (SD ±5.75) for
luminance, and +39.52% (SD ±12.37) and +44.38%
(SD ±12.39) for stereo stimuli, for 4 and 8, respectively. The increases in saccadic latency for stereo stimuli
were signiﬁcantly greater than those for luminance
stimuli (F(1,9)=36.7, P<0.001).

Changes in saccadic peak velocity and amplitude
Mean saccadic peak velocities and amplitudes for all
subjects after diazepam are plotted against those after
placebo, for two stimulus types, in Fig. 2c and Fig. 2e.
The diagonal line represents no diﬀerence in saccadic
peak velocity or amplitude after diazepam administration compared to placebo.
The ANOVA showed that both saccadic peak
velocity and primary amplitude were signiﬁcantly affected by diazepam (F(1,9)=116.6, P<0.001, and
F(1,9)=27.8, P<0.001, respectively). On further analysis
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Fig. 2 Saccadic latency, peak
velocity, and amplitude after
diazepam or placebo, and their
diazepam-induced percentage
changes for both luminance
(empty symbols) and stereo
stimuli (solid symbols) for target
displacements of 4 (triangles)
and 8 (circles) for all subjects
(n=10). The diagonal line
represents no diﬀerence
between the diazepam and
placebo. A Saccadic latency
signiﬁcantly increased after
diazepam (F(1,9)=311.7,
P<0.001). Each symbol
represents one subject. B The
percentage changes in saccadic
latency for stereo stimuli, solid
bars, were signiﬁcantly larger
than those for luminance
stimuli, empty bars (F(1,9)=36.7,
P<0.001). Error bars are
standard deviations across
subjects. C Saccadic peak
velocity signiﬁcantly decreased
after diazepam (F(1,9)=116.6,
P<0.001). D No signiﬁcant
decrease diﬀerences between the
two stimulus conditions for
saccadic peak velocity
(F(1,9)=2.6, P=0.14). E
Saccadic amplitude signiﬁcantly
decreased after diazepam
(F(1,9)=27.8, P<0.001). F No
signiﬁcant diﬀerences between
the two stimulus conditions for
saccadic amplitude (F(1,9)=0.1,
P=0.79)

by means of the planned comparisons, we found that for
all subjects after diazepam, for target displacement of 4,
the average peak velocity of saccades signiﬁcantly reduced from 188.4 s 1 (SD ±17.7) to 152.8 s 1 (SD
±22.6) for luminance (F(1,9)=101.9, P<0.001), and
from 192.4 s 1 (SD ±18.3) to 158.7 s 1 (SD ±18.5)
for stereo stimuli (F(1,9)=205.1, P<0.001), respectively.
And the average saccadic amplitude signiﬁcantly decreased from 3.62 (SD ±0.28) to 3.30 (SD ±0.27) for
luminance (F(1,9)=38.2, P<0.001), and from 3.69 (SD
±0.33) to 3.42 (SD ±0.24) for stereo stimuli

(F(1,9)=8.45, P<0.05), respectively. Similarly, signiﬁcant decreases were also found for target displacement of 8. The average peak velocity of saccades
signiﬁcantly decreased from 266.3 s 1 (SD ±24.2) to
224.3 s 1 (SD ±29.1) for luminance (F(1,9)=68.4,
P<0.001), and from 277.3 s 1 (SD ±17.4) to
241.6 s 1 (SD ±19.3) for stereo stimuli (F(1,9)=42.3,
P<0.001), respectively. And the average saccadic amplitude signiﬁcantly decreased from 6.99 (SD ±0.58) to
6.58 (SD ±0.55) for luminance (F(1,9)=15.9, P<0.01),
and from 7.21 (SD ±0.43) to 6.70 (SD ±0.50) for

250

stereo stimuli (F(1,9)=12.5, P<0.01), respectively. Both
the interaction between treatment (diazepam versus
placebo) and target displacement (4 vs. 8) and the interaction between treatment and stimulus type (disparity
versus luminance deﬁned) were not signiﬁcant for saccadic peak velocity (F(1,9)=1.6, P=0.24, and F(1,9)=1.5,
P=0.26, respectively) and saccadic amplitude
(F(1,9)=3.1, P=0.11, and F(1,9)=0.1, P=0.74, respectively).
The mean percentage decreases in saccadic peak
velocity after diazepam, for 4 and 8, were 19.09%
(SD ±6.48) and 15.93% (SD ±6.46) for luminance
stimuli and 17.64% (SD ±4.15) and 12.81% (SD
±6.04) for stereo stimuli (Fig. 2d). And the mean percentage decreases in saccadic amplitude, for 4 and 8,
were 8.80% (SD ±4.42) and 5.84% (SD ±4.77) for
luminance stimuli and
6.86% (SD ±7.76) and
7.04% (SD ±6.29) for stereo stimuli (Fig. 2f). Between the luminance and stereo stimulus conditions the
changes of saccadic peak velocity were not signiﬁcantly
diﬀerent (F(1,9)=2.6, P=0.14), neither was saccadic
amplitude (F(1,9)=0.1, P=0.79).

Discussion
With the luminance contrast deﬁned stimuli, a Bz-induced increase in saccadic latency was found in previous
studies and present experiments, which reﬂected a speciﬁc pharmacological eﬀect of the drugs on pathways
concerned with saccadic latency (Fafrowicz et al. 1995;
Masson et al. 2000; Roy-Byrne et al. 1993). Neurophysiological studies indicated that at least two pathways are involved in the visually-guided saccades. One is
the cortical pathway from striate and posterior parietal
cortices to the superior colliculus, and the other is the
direct projection from retinal ganglion cells to the
superﬁcial layers of the superior colliculus, i.e. the subcortical pathway (Gaymard et al. 1998; Isa and Kobayashi 2004; Munoz 2002; Robinson and McClurkin
1989). For saccades to disparity deﬁned random-dot
stimuli without any monocular location cues (Julesz
1960, 1971), substantial sensory processing is likely to
occur in the striate cortex. This is because the primary
visual cortex is the earliest location in the visual pathway
where disparity sensitivity neurons are found (e.g.,
Poggio et al. 1985; for reviews, see DeAngelis 2000;
Gonzalez and Perez 1998). Recent investigations have
showed that disparity-sensitive neurons also exist in
extrastriate visual cortices, and in lateral intraparietal
cortex (area LIP) and frontal eye ﬁeld (FEF) (e.g.,
Ferraina et al. 2000; Gnadt and Mays 1995; for reviews,
see DeAngelis 2000; Gonzalez and Perez 1998). In our
experiments, the greater increase in saccadic latency for
stereo stimuli compared with luminance stimuli when
diazepam was administered is consistent with a greater
involvement of cortical areas in saccades to stereo
compared to luminance stimuli. This is because the
density of Bz binding sites is substantially higher in

cortical compared with sub-cortical areas (Braestrup
et al. 1977; Carlson et al. 1993; Möhler and Okada 1978;
Speth et al. 1978).
In the present study all subjects demonstrated a signiﬁcant decrease in saccadic peak velocity for both stereo and luminance stimuli after diazepam. However, the
decrease diﬀerences between the stereo and luminance
stimulus conditions were not signiﬁcant. This result
suggests that saccadic peak velocity is more closely related to the brainstem activity and is less inﬂuenced by a
depression in cortical activity (Keller 1974; Luschei and
Fuchs 1972; Roy-Byrne et al. 1993; Tedeschi et al. 1986).
After diazepam, although a small decrease in saccadic
amplitude was found, the decrease diﬀerences between
the two stimulus conditions were not signiﬁcant, either.
Previous literature indicated that the depth perception is independent of sizable vergence error when large
suprathreshold disparity was employed (Erkelens and
Collewijn 1985a, b). In our experiments, both the central
ﬁxation and eccentric targets possessed the equal disparity, about 24 min of arc, and it was substantially
larger than the stereothreshold (Heron et al. 1985).
Therefore, the possible changes of vergence state
occurring after diazepam might be small and only have
minor eﬀects on the saccadic latency. However, to precisely examine the eﬀects of vergence state on the latency
of saccades, the eye movements should be recorded by
means of a binocular search coil method.
In summary, we have investigated a new approach
for examining the eﬀects of Bzs on cortical brain areas.
We found that, the diazepam treatment produced a
substantially larger change in saccadic latency when
binocular disparity deﬁned random-dot stimuli, compared with luminance contrast deﬁned stimuli, was utilized. Our results suggest that the latency of saccades to
binocular disparity deﬁned random-dot stimuli could
more sensitively reﬂect the eﬀects of Bzs on cerebral
cortex.
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Möhler H, Okada T, Heitz P, Ulrich J (1978) Biochemical identiﬁcation of the site of action of benzodiazepines in human brain
by 3H–diazepam binding. Life Sci 22:985–996
Munoz DP (2002) Commentary: Saccadic eye movements: overview of neural circuitry. In: Hyona J, Munoz DP, Heide W,
Radach R (eds) The brain’s eye: neurobiological and clinical
aspects of oculomotor research, Prog Brain Res, vol 140.
Elsevier, Amsterdam, pp 89–96
Poggio GF, Motter BC, Squatrito S, Trotter Y (1985) Responses of
neurons in visual cortex (V1 and V2) of the alert macaque to
dynamic random-dot stereograms. Vision Res 25:397–406
Potokar J, Nash J, Sandford J, Rich A, Nutt D (2000) GABAA
benzodiazepine receptor (GBzR) sensitivity: test–retest reliability in normal volunteers. Hum Psychopharmacol 15:281–
286
Robinson DA (1963) A method of measuring eye movement using
a scleral search coil in a magnetic ﬁeld. IEEE Trans Biomed
Eng 10:137–145
Robinson DL, McClurkin JW (1989) The visual superior colliculus
and pulvinar. In: Wurtz RH, Goldberg ME (eds) The neurobiology of saccadic eye movements. Elsevier, Amsterdam, pp
337–360
Rothenberg SJ, Selkoe D (1981) Speciﬁc oculomotor deﬁcit after
diazepam. I. Saccadic eye movements. Psychopharmacology
74:232–236
Roy-Byrne PP, Cowley DS, Radant A, Hommer D, Greenblatt DJ
(1993) Benzodiazepine pharmacodynamics: utility of eye
movement measures. Psychopharmacology 110:85–91
Speth RC, Wastek GJ, Johnson PC, Yamamura HI (1978) Benzodiazepine binding in human brain: characterization using
(3H) ﬂunitrazepam. Life Sci 22:859–866
Tedeschi G, Quattrone A, Bonavita V (1986) Saccadic eye movements analysis as a measure of drug eﬀect on central nervous
system function. Ital J Neurol Sci 7:223–231
Tian J, Wei M, Liang P, Sun F (2003) Eﬀects of diazepam on
closed- and open-loop optokinetic nystagmus (OKN) in
humans. Exp Brain Res 152:523–527
Tong J, Wang J, Sun F (2002) Dual-directional optokinetic nystagmus elicited by the intermittent display of gratings in primary open-angle glaucoma and normal eyes. Curr Eye Res
25:355–62
de Visser SJ, van der Post JP, de Waal PP, Cornet F, Cohen AF,
van Gerven JMA (2003) Biomarkers for the eﬀects of benzodiazepines in healthy volunteers. Br J Clin Pharmacol 55:39–
50
Wei M, Sun F (1998) The alternation of optokinetic responses
driven by moving stimuli in humans. Brain Res 813:406–410
Woods JH, Katz JL, Winger G (1992) Benzodiazepines: use, abuse
and consequences. Pharmacol Rev 44:151–347
Yang Q, Wei M, Sun F, Tian J, Chen X, Lu C (2000) Open-loop
and closed-loop optokinetic nystagmus (OKN) in myasthenia
gravis and nonmyasthenic subjects. Exp Neurol 166:166–172
Yang Q, Bucci MP, Kapoula Z (2002) The latency of saccades,
vergence, and combined eye movements in children and in
adults. Invest Ophthalmol Vis Sci 43:2939–2949

