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Abstract
Introduction Instrumental responding was evaluated to
determine whether mice lacking dopamine [dopamine-
deficient mice (DD mice)] could learn to preferentially
press a visually cued, active lever for food reward over an
inactive lever.
Results When DD mice were treated with 3,4-L-dihydroxy-
phenalanine (L-dopa) to restore dopamine signaling sys-
temically, they were able to learn to press the active lever as
well as control mice, whereas mice lacking dopamine
would not perform the task. Importantly, DD mice treated
with caffeine (to stimulate locomotor and feeding behav-
iors) also failed to show preference for the active lever and
were slower to retrieve rewards after making a reinforced
operant response. Selective restoration of dopamine signal-
ing to the nigrostriatal pathway of DD mice via viral-
mediated gene transfer completely restored learning and
performance of this simple instrumental task. Furthermore,
the virally treated DD mice were willing to lever press as

much as control mice for reward in progressive-ratio and
high fixed-ratio schedules of reinforcement.
Conclusion These results suggest that the deficit in goal-
directed behavior observed in mice without dopamine
signaling is the result of decreased motivation to obtain
reward, and that dopamine signaling in the dorsal striatum
is sufficient to restore normal goal-directed behavior on a
variety of operant responding tasks.
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Introduction

It is well established that a hungry, motivated animal will
learn to engage in behaviors that allow it to procure food.
The organization of complex reward-related behaviors is
dependent on a number of components including physio-
logical state, reward expectation, associative learning, and
hedonics that act in concert to produce specific behaviors.
There are substantial neurobiological data that indicate that
the neurotransmitter dopamine is involved in the regulation
of reward-related, goal-directed behaviors. For example,
during appetitive associative learning tasks, in which
animals learn to associate previously neutral stimuli (such
as a tone) with reward, dopamine is transiently released in
the striatum in response to conditioned and/or uncondi-
tioned stimuli. Consistent with this idea, dopamine-depleted
animals perform poorly on some aspects of associative
learning while performance of other aspects persists
(Berridge and Robinson 1998, 2003; Cheng et al. 2003;
Datla et al. 2002; Roitman et al. 2004; Salamone and
Correa 2002). Electrophysiological recordings made from
dopamine neurons in behaving primates also support a role
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for dopamine in reward-related associative learning; these
findings are formalized in the associative learning hypoth-
esis (Hollerman and Schultz 1998; Ljungberg et al. 1992;
Schultz 1998, 2002). Specifically, Schultz and colleagues
showed that, in untrained monkeys, random and unexpect-
ed presentations of juice rewards (unconditioned stimuli) on
the tongue correlated with bursts of electrophysiological
activity (action potential spikes) from 60–80% of dopamine
neurons recorded. However, after repeated cue–reward
pairings, dopamine neuron activation occurred in response
to the conditioned cue instead of during presentation (and
consumption) of the reward itself. These correlative
electrophysiological studies provide support for the idea
that midbrain dopamine neurons report about the expecta-
tion of reward during associative learning.

Although widely accepted, there are important chal-
lenges to the dopamine hypothesis of associative learning.
First, a number of studies have revealed that motivational
states, and in turn, goal-directed behaviors, are influenced
by dopamine signaling (Berridge and Robinson 1998; Wise
2004). For example, when sated animals receive rewards,
dopamine release in the nucleus accumbens (NAc) is
attenuated compared to that observed in hungry animals
(Ahn and Phillips 1999). In addition, hyperdopaminergic
tone increases the frequency of goal-directed behaviors
during a Pavlovian approach task (Pecina et al. 2003).
Another striking example of the influence of dopamine
signaling on motivation is that genetically engineered mice
that are unable to synthesize dopamine will starve to death
even in the presence of highly palatable food that is
available ad libitum, but they will readily consume food
when dopamine levels are restored (Zhou and Palmiter
1995). These data are consistent with the incentive salience
hypothesis of dopamine function postulated by Berridge
and Robinson (1998). The hypothesis builds upon previous
motivational theories of incentive learning (Bindra 1974;
Bolles 1978; Toates 1986) and specifies that dopamine-
related signaling is necessary for attribution of incentive
salience to stimuli, but is not necessary for animals to learn
the association between conditioned and unconditioned
stimuli. In their words, incentive salience “transforms the
brain’s neural representations of conditioned stimuli, con-
verting an event or stimulus from a neutral ‘cold’
representation (mere information) into an attractive, and
wanted incentive that can grab attention” (p 313). Second,
the dopamine hypothesis of associative learning specifies
that dopamine neurons provide a teaching signal specific to
learning about appetitive stimuli, yet some studies report
increased dopamine release and/or dopamine neuron firing
in response to aversive stimuli, suggesting a more complex
role for dopamine during associative learning (Horvitz
2000; Horvitz et al. 1997; Salamone 1994; Salamone et al.
2005). A third and, perhaps, most striking challenge to the

associative learning hypothesis of dopamine function is that
a few studies have revealed that both aversive and appetitive
associative learning can occur in the absence of dopamine
signaling (Berridge and Robinson 1998; Denenberg et al.
2004; Robinson et al. 2005). For example, dopamine-
deficient (DD) mice are able to learn the location of a food
reward in a T-maze task designed to measure specific
components of goal-directed behaviors including reward
seeking, reward consumption, and associative learning
(Robinson et al. 2005).

For this study we chose to revisit the issue of whether
dopamine signaling is necessary for appetitive associative
learning to occur. To this end, we employed an instrumental
conditioning task to ascertain whether DD mice could learn
to prefer an active, cued lever that resulted in delivery of
food reward compared to an inactive, nonreinforced lever.
An important constraint when working with dopamine-
depleted animals is that they are hypoactive and hypopha-
gic; thus, determining whether they can learn (as opposed
to perform) a task can be difficult to extract. To circumvent
this issue, our behavioral paradigm was designed to
separate performance factors from cognitive processes.
Similar approaches were successfully employed to test
DD mice in an aversive water-maze task, a conditioned
place preference paradigm, and an appetitive T-maze task
(Denenberg et al. 2004; Hnasko et al. 2005; Robinson et al.
2005).

To conduct these instrumental conditioning experiments,
we used three methods to restore locomotor behavior in DD
mice. The first was to restore endogenous dopamine
signaling through systemic administration of L-3,4-dihy-
droxyphenylalanine (L-dopa), which is presumably taken
up by dopamine neurons, converted to dopamine, packaged
into vesicles, and released in a behaviorally relevant manner
throughout the dopaminergic system. L-dopa treatment
permits the mice to move and eat until the L-dopa and
resulting dopamine are degraded (i.e., for a few hours,
depending on the dose administered), after which they return
to their dopamine-depleted, hypoactive, hypophagic state
(Szczypka et al. 1999; Zhou and Palmiter 1995). The
second method was to treat DD mice with caffeine, an
adenosine receptor antagonist, which stimulates DD mice to
eat and locomote (Kim and Palmiter 2003). The effects of
caffeine are mimicked by a selective adenosine A2a
receptor antagonist. Because A2a receptors are enriched
on medium spiny neurons expressing dopamine D2
receptors, it is possible that the behavioral effects of
caffeine are mediated by direct actions in the striatum.
Nevertheless, the actions of caffeine are distinct from those
of L-dopa (Kim and Palmiter 2003); most importantly,
caffeine is unlikely to duplicate the phasic activation of
receptors that is achieved by regulated release of dopamine
when DD mice are given L-dopa. The third method was to
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restore dopamine in DD mice using a viral-mediated, gene-
transfer strategy. This technique has the distinct advantage
of restoring dopamine signaling to discrete neural circuits
(in contrast to the systemic dopamine production achieved
by L-dopa administration). Viral-rescued DD flox’d-stop
(vrDDfs) mice were included in this study because
previously we found that performance deficits in a different
associative learning task (the T-maze task) were rescued by
a similar viral treatment (Robinson et al. 2006).

Three experiments were conducted to assess the role of
dopamine during instrumental learning using a two-lever
discrimination task. The first experiment was conducted to
determine if restoration of endogenous dopamine signaling
in DD mice (via systemic L-dopa treatment) permits these
genetically engineered mice to perform the operant task
similarly to their littermate controls. The second experiment
tested whether dopamine signaling is necessary for acqui-
sition of an associative learning task by testing DD mice in
the operant chambers with and without dopamine signaling.
The third experiment tested whether restoration of dopa-
mine signaling selectively to the nigrostriatal circuit is
sufficient for instrumental conditioning. The results reveal
that mice without dopamine (caffeine-treated) are unable to
learn this instrumental task, whereas site-specific restora-
tion of dopamine within the nigrostriatal pathway is
sufficient to rescue the behavior. Moreover, mice with
dopamine signaling restored predominantly to the dorsal
striatum are willing to work as hard as control mice when
many lever presses are required to earn rewards.

Materials and methods

Apparatus

Standard mouse operant chambers (model ENV-300, Med
Associates, Georgia, VT, USA) equipped with fans and
housed in sound-attenuating chambers were used to
measure instrumental conditioning in mice. Each chamber
was equipped with a house light, a sound generator, and
two ultrasensitive retractable levers separated by a food
receptacle equipped with an infrared head-entry detector.
Three 7.9-mm light-emitting diode-cue lights were located
above each lever. Auditory stimuli were delivered via a
sonalert located on the wall opposite the levers. A computer
equipped with the MED-PC IV program (Med Associates)
controlled the apparatus and recorded lever presses and
head entries into the magazine.

Experiment 1

The DDmice (Th−/−, DbhTh/+) used for experiments 1 and 2
were generated by the inactivation of the tyrosine hydrox-

ylase (Th) gene in dopamine neurons and restoration of Th
gene expression in noradrenergic neurons by targeting the
Th gene to the dopamine beta-hydroxylase (Dbh) locus
(Zhou and Palmiter 1995). Three- to 4-month-old male DD
(n=12) and control (n=12) mice on a mixed C57BL/
6×129/SvEv background were used for this study. Controls
included littermates with at least one intact Th and one
intact Dbh allele, which is sufficient to maintain normal
catecholamine levels (Rios et al. 1999; Thomas et al. 1998).
Home cages were kept on heating pads due to food
restriction and the reduced L-dopa dose (25 mg/kg) that the
mice received during this study. Mice in all three experi-
ments were individually housed and maintained at approx-
imately 85% of ad libitum body weight. Water was available
at all times in their home cages. All testing took place during
the light phase of the 12-h light/dark cycle. Mice were fed
their daily allotment at the end of each behavioral session.
Animals in all experiments were treated in compliance with
the ethical standards established by the University of
Washington Institutional Animal Care and Use Committee.

The purpose of experiment 1 was to establish whether L-
dopa-treated DD mice could perform the two-lever dis-
crimination task similarly to controls. At the start of testing,
the fan was turned on and individual mice were placed into
the operant chambers for a single overnight session. When
all operant boxes were loaded with mice, the house light
was illuminated and 15 pellets were delivered noncontin-
gently over 15 min. After this magazine training, two levers
were extended on either side of the food receptacle. Two
cue lights blinked above one lever (designated as the active
lever). Depression of the active lever resulted in the
delivery of one 20-mg food pellet (Dustless Precision
Pellets, BioServe, Frenchtown, NJ, USA) in conjunction
with two auditory beeps (two 200-ms, 70-dB, 1,700-2,300-
Hz tones separated by a 100-ms interstimulus interval). A
2-s timeout followed each reinforced lever press. An
inactive lever press resulted in a 20-s timeout, during
which the house and cue lights (above the active lever)
were extinguished and lever presses on the active lever did
not result in reinforcement delivery. After 9 h, the house
light was extinguished and the levers were retracted. Mice
were removed from the chambers the following morning.
Mice were tested for an additional 4 days (20-min sessions
each day) using the same parameters. Chambers were
sanitized with 70% ethanol after each test session. The
numbers of lever presses, the latencies to obtain pellets, and
the percentages of reinforcements consumed were recorded.

Experiment 2

This experiment was designed to test whether mice without
dopamine can learn to associate a cued, active lever with
reinforcement. However, because we were interested in the
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associative learning component, and not the motor compo-
nent of the task, it was first necessary to pretrain the mice to
learn to lever press and obtain food from the reinforcement
receptacle. During the pretraining, DD mice (n=10) were
treated with L-dopa (25 mg/kg, 30 min prior to test) and
exposed to the operant chambers for seven daily training
sessions. At the start of each experimental session, the fan
was turned on and animals were placed into the testing
chamber. When all operant boxes were loaded with mice,
the house light was illuminated and two levers were
extended on either side of the reinforcement receptacle.
Depression of either the right or left lever resulted in the
delivery of one 20-mg food pellet. A 2-s timeout, in which
neither lever was active, followed each reinforced lever
press. Importantly, no auditory or visual stimuli were
presented during the pretraining. These seven pretraining
sessions for the DD mice lasted either 3 h or until 200 lever
presses were made. At the completion of a session, the
house light was extinguished and the levers were retracted.
A 15-min background magazine program, in which a
maximum of 15 pellets were delivered noncontingently on
a 30-s variable interval schedule, was run concurrently with
the fixed ratio-one (FR1) reinforcement schedule as needed
during this pretraining phase (between one and four
sessions per subject). Any animals that did not reach
criterion (200 lever presses in two consecutive test sessions)
were excluded from the study.

Upon completion of the pretraining, DD mice were
separated into two similar groups based on the number of
lever presses and the length of time required to complete
the pretraining task (on day 7) and were subjected to a two-
phase, two-lever discrimination task. At the start of each of
24 daily experimental sessions (12 sessions during phase 1
and 12 sessions during phase 2), the fan was turned on and
animals were placed into the testing chamber. When all
operant boxes were loaded with mice, the house light was
illuminated and two levers were extended on either side of
the food receptacle. During this phase, two cue lights
blinked above one lever (designated as the active lever).
Depression of the active lever resulted in the delivery of
one 20-mg food pellet (FR1 schedule) in conjunction with
two auditory beeps (two 200-ms, 70-dB, 1,700–2,300-Hz
tones separated by a 100-ms interstimulus interval). A 2-s
timeout followed each reinforced lever press. An inactive
lever press resulted in a 20-s timeout, during which the
house and cue lights (above the active lever) were
extinguished and lever presses on the active lever did not
result in reinforcement delivery. At the completion of each
20-min test session, the house light was extinguished and
the levers were retracted. Several hours after each daily test
session, all DD mice were injected with a low maintenance
dose of L-dopa (25 mg/kg) and given access to food and
water.

During phase 1, DD mice were tested in two conditions:
one group was tested with endogenous dopamine signaling
(L-dopa-treated group, n=5, 25 mg/kg given i.p. 30 min
prior to testing) and one group was tested without do-
pamine signaling (caffeine-treated group, n=5, 25 mg/kg
given i.p. 30 min before testing). The data generated by
these mice during phase 1 testing are represented as the
LD1 and CAF1 groups, respectively. If the caffeine group
demonstrated a learning curve (developed a preference for
the active lever), we could conclude that learning was
possible without dopamine. If, however, the caffeine group
did not show a preference (and the L-dopa group did), we
would not be able to conclude whether the caffeine group
learned to discriminate between active and inactive levers
but could not perform the task or if learning was actually
impaired. Phase 2 was therefore conducted to address
whether performance deficits masked learning during phase
1. Thus, during phase 2, all mice were treated with L-dopa
(25 mg/kg, administered 30 min prior to test) and tested in
the same manner for an additional 12 days. Mice that were
treated with L-dopa during phase 1 and L-dopa during
phase 2 are referred to as the LD1–LD2 group and mice
that were treated with caffeine during phase 1 and L-dopa
during phase 2 are referred to as the CAF1–LD2 group. A
simple comparison of the learning curves generated during
phases 1 and 2 can be made to determine if animals learned
to discriminate between active and inactive levers in the
absence of dopamine signaling. Specifically, if the caffeine
group (CAF1) learned the discrimination in phase 1 but
were hindered by performance deficits (and thus could not
express a preference), then, during phase 2 (when dopamine
is restored), the CAF1–LD2 group should perform better
than the L-dopa-treated group did during phase 1 (LD1
group). In other words, during phase 2 testing, when
dopamine signaling is restored, the DD mice that were
previously treated with caffeine should show robust
preference for the active lever on the first and all
subsequent test sessions. In contrast, if the CAF1 group
did not show a preference during phase 1 simply because
they failed to learn to discriminate between the active and
inactive levers, then their learning curve during phase 2
should not differ significantly from the learning curve
generated by the L-dopa-treated group during phase 1 (i.e.,
they should show a gradual learning curve across test days
13 through 24 because they are undergoing initial learning
of the task as if they had never been exposed to the active
and inactive lever contingencies).

Experiment 3

For this experiment, a new line of flox’d-stop DD mice
(DDfs) was used. These mice have a nonfunctional Th gene
due to insertion of a NeoR gene flanked by lox P sites into
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the first intron of the Th gene (Hnasko et al. 2006). As with
DD mice, these DDfs mice have <1% normal brain
dopamine content, severe hypoactivity and aphagia, and
they die unless maintained with a daily injection of L-dopa
(50 mg/kg). To restore dopamine specifically to the
nigrostriatal system, male DDfs (n=13) and control (n=11)
mice were injected with a canine adenovirus (CAV-2)
engineered to express Cre recombinase (CAVCre) into the
dorsal striatum. This procedure restores normal Th gene
expression to midbrain dopamine neurons that project to this
injection site because CAV-2 efficiently transduces axon
terminals and is retrogradely transported to neuronal cell
bodies (Kremer et al. 2000; Soudais et al. 2001). Bilateral
injection of CAVCre into the dorsal striatum restores feeding
and normalizes locomotion in these otherwise dopamine-
depleted mice (Hnasko et al. 2006).

Mice were trained as described for experiment 2 with the
exception that the criteria for inclusion in the study was that
the mice were required to make 50 reinforced lever
responses in two consecutive 2-h sessions (instead of 200
reinforced responses in two consecutive 3-h sessions). Two-
lever discrimination testing was identical to that described
in experiment 2.

Experiment 4

After the two-lever discrimination testing, some vrDDfs
(n=7) and control (n=7) mice were also tested with a
progressive ratio (PR) schedule and a series of FR
schedules to examine whether their motivation to work
for food rewards was impaired when dopamine signaling
was restricted to the striatonigral pathway. Mice were
pretrained on a two-lever FR5 schedule of reinforcement
for 3 days. The active and inactive lever contingencies
were the same as those described for the two-lever
discrimination task. After pretraining, five daily sessions
of time-constrained, one-lever PR testing were conducted.
During the PR testing, only the active lever was extended.
The number of lever presses required for reinforcement
delivery increased according to a nonarithmetic schedule that
increased response requirements in the following way:

Total lever presses and breakpoint (the highest ratio completed
in a 90-min session) weremeasured. After PR testing, the same
group of vrDDfs mice was also tested daily on a series of FRs,
modeled after an experiment in rats with NAc 6-hydroxy
dopamine (6-OHDA) lesions (Salamone et al. 2001). One-
lever FR sessions lasted 20 min and ratio requirements/

number of reinforcers delivered per completion of a response
requirement were administered in the following order: FR5/1,
FR20/1, FR50/1, FR100/2, FR200/4, and FR300/6. Mice
were tested on each FR contingency for three consecutive
days. Total lever presses and the number of reinforcers earned
and consumed per session were recorded.

Results

Experiment 1

To evaluate whether L-dopa-treated DD and control mice
learned to show preference for the active lever, repeated-
measures analysis of variance (RM-ANOVA) was con-
ducted on the number of active lever presses per 20-min
session for days 1–4 for both genotypes. This analysis
revealed a main effect of day, F(3, 66)=21.8, p<.001, but
no significant effect of genotype nor a day×genotype
interaction, suggesting that L-dopa-treated DD and control
mice learned the task equivalently across days (Fig. 1a). In
addition, L-dopa-treated DD and control mice did not differ
in the percentage of rewards consumed (Fig. 1b). These
data suggest that L-dopa-treated DD mice can learn and
perform a simple two-lever discrimination task similarly to
control mice. The mean latency to retrieve reward was <5 s
during all sessions and nearly all rewards were consumed
(data not shown).

70

0

10

20

30

40

50

60

70

1 2 3 4

ACTIVE - DD
ACTIVE - control
INACTIVE - DD
INACTIVE - control

Le
ve

r 
pr

es
se

s

a

Test day

20-min sessions

0

20

40

60

80

100

1 2 3 4

DD

controlb

Test day

20-min sessions

P
er

ce
nt

ag
e

of
re

w
ar

ds
co

ns
um

ed

Fig. 1 Comparisons of the operant responses of control and L-dopa-
treated DD mice. Control and L-dopa-treated DD mice a have similar
numbers of lever presses to cued and uncued levers and b consume
the same number of food pellets on each of four test days (20-min
sessions) following a 9-h training session. Results are shown as
means±SEM; n=12 mice/group
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Experiment 2

After 7 days of pretraining, all L-dopa-treated DD mice
reached the criteria of making 200 reinforced lever
responses in 3 h or less (data not shown). DD mice were
divided into two groups based on the number of lever
presses and the latency to complete the pretraining session
and treated with either caffeine (CAF1 group) or L-dopa
(LD1 group) and tested for 12 days for acquisition of a two-
lever discrimination task. Figure 2a shows that during
phase 1, DD mice with dopamine (LD1 group) had a
learning curve with the number of active lever presses
increasing across test days similar to experiment 1.

Some differences in the lever-pressing behavior of L-
dopa-treated DD mice were observed between experiments
1 and 2 that may be attributed to intentional differences in
experimental design. First, in experiment 1, L-dopa-treated
DD mice made more lever presses during the initial days of
testing than did L-dopa-treated DD mice during experiment
2. This difference may be explained by the fact that during
experiment 1, mice were given a single, overnight exposure
to the operant chambers prior to the first day of testing,
whereas mice in experiment 2 were not. Second, L-dopa-
treated DD mice in experiment 2 showed a steeper learning
curve across test days than did L-dopa-treated DD mice in
experiment 1. The difference in acquisition rate between
experiments 1 and 2 is likely a combination of the
overnight exposure and the additional preconditioning
phase included in experiment 2 in which both levers were
active (i.e., responding on either lever resulted in delivery
of reinforcement), which, in effect, required mice to
extinguish their operant responding on one lever during
subsequent phases of testing in experiment 2. In contrast to
the LD1 group, the CAF1 group did not show improvement
in the number of active lever presses across days during
phase 1 (Fig. 2b). RM-ANOVA was conducted on the
number of active vs inactive lever presses per 20-min
session across days 1–12 for each drug treatment (caffeine
or L-dopa) and revealed a main effect of day, F(11, 44)=
5.1, p<.001, and a main effect of lever, F(1, 44)=9.9,
p<.05, for the LD1 group, but no main effects were
observed for the CAF1 group, suggesting that L-dopa-
treated DD mice learned to discriminate between the active
and inactive levers but the caffeine-treated DD mice did
not. There were no statistically significant differences in the
number of inactive lever presses per 20-min session for
either group during phase 1 (or phase 2). These data
suggest that dopamine deficiency impairs acquisition of this
instrumental conditioning task. However, because of po-
tential performance deficits, it is premature to conclude
from these data alone that caffeine-treated DD mice failed
to learn the association between the active lever and reward
during phase 1.

During phase 2 (test days 13 through 24), all DD mice
were treated with L-dopa and tested in the operant
chambers for 12 more 20-min sessions. The mice that were
previously treated with caffeine (CAF1 group) during phase
1 are referred to as the CAF1–LD2 group and the mice that
were previously treated with L-dopa (LD1 group) are
referred to as the LD1–LD2 group. The active and inactive
lever positions and presence and location of the cue lights
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were identical between phases. The function of phase 2 was
to permit comparison of the performance of L-dopa-treated
DD mice during phase 1 (the LD1 group) with the
performance of the caffeine–L-dopa-treated mice (the
CAF1–LD2 group) during phase 2 to ascertain whether
learning (that may have been masked by performance
deficits) took place during phase 1. Figure 2c shows that
during phase 2, the LD1–LD2 group continued to show
strong preference for the active lever during all 12 days of
testing, suggesting that this group of mice learned the task
fully during phase 1. In contrast, a RM-ANOVA conducted
on the number of active lever presses per 20-min session by
the LD1 mice during phase 1 compared to the number of
active lever presses per 20-min session made by the CAF1–
LD2 group during phase 2, revealed a main effect of day, F
(11, 88)=10.7, p<.001, and a day-by-drug treatment
interaction F(11, 88)=2.1, p<.05, but no main effect of
drug treatment (i.e., compare the active lever responses
from Fig. 2a to those in Fig. 2d). These data suggest that
mice that were treated with caffeine during phase 1 and
subsequently treated with L-dopa during phase 2 learned to
associate the active lever with reward during phase 2, not
during phase 1 testing. If the CAF1 group had learned the
two-lever discrimination during phase 1, then we would
predict to see near asymptotic performance on the first and
all subsequent days of phase 2 testing (as with the LD1–
LD2 group). The main effect of day combined with the
day×treatment interaction indicates that these groups did
not change similarly across test days. Inspection of the data
reveals that the learning curve generated by the CAF1–LD2
group during phase 2 was steeper than that generated by the
LD1 group during phase 1. These data leave open the
possibility that during phase 1, the caffeine-treated animals
may have made some reward-related associations and thus
learned the task more quickly (than the controls) during
phase 2 (when dopamine signaling was restored). However,
overall, these data suggest that dopamine signaling is
necessary for acquisition of this instrumental conditioning
task.

The latencies to consume reward after a reinforced
response for phases 1 and 2 are shown in Fig. 3a and b,
respectively. To evaluate whether L-dopa-treated DD mice
and caffeine-treated DD mice were similarly motivated to
obtain reward, RM-ANOVA was conducted on the latency
to retrieve reward after making a response on the active
lever per 20-min session across days 1 though 12 and
revealed a main effect of drug treatment, F(11, 88)=12.7,
p<.005, and a main effect of day F(11, 88)=2.4, p<.01.
Inspection of the latency data revealed that CAF1 group
(phase 1, Fig. 3a) took progressively longer across days to
obtain reward after making a response on the active lever,
whereas the LD1 group approached the reinforcement
receptacle in <5 s, on average, after making a reinforced

response on all days. In contrast, during phase 2, all DD
mice [those that had been previously treated with caffeine
during phase 1 (the CAF1–LD2 group) and those that had
been treated with L-dopa during phase 1 (the LD1–LD2
group)] approached the reinforcement receptacle in <5 s on
average after making a reinforced response. Both groups
consumed 100% of the rewards (data not shown).

Experiment 3

After 7 days of pretraining, all vrDDfs and control mice
reached the criteria of making 50 reinforced lever responses
in 2 h or less (data not shown). Figure 4 shows that both
vrDDfs and control groups had learning curves with the
number of active lever presses increasing across test days
[RM-ANOVA; main effect of day, F(9, 198)=20.3, p<.001
(similar to experiment 1)] and the number of inactive lever
presses decreasing across days [RM-ANOVA; main effect
of day, F(9, 198)=48.9, p<.001]. The mean latency to
consume rewards was <5 s for both groups of mice and all
rewards were retrieved and consumed (data not shown).
These data suggest that restoration of dopamine selectively
to the nigrostriatal pathway is sufficient to restore acquisi-
tion of this instrumental task in DD mice.

Experiment 4

Subsets of vrDDfs and control mice were subsequently
tested in a PR experiment to assess their motivation to work
for rewards. RM-ANOVA conducted on the number of
lever presses made by vrDDfs and control mice per 90-min
session across days 1 through 5 revealed a main effect of
day, F(4, 48)=2.9, p<.05, but no effect of viral treatment.
Thus, vrDDfs and control mice were similar on the highest
ratio completed (breakpoint) across all 5 days of one-lever
PR testing (Fig. 5a). Furthermore, as shown in Fig. 5b,
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Fig. 3 Latency to retrieve reinforcement after making an operant
response on the active lever during phase 1 (a) and phase 2 (b) of the
two-lever discrimination task described in Fig. 2
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vrDDfs and control mice adjusted their work output
similarly across a succession of 20-min FR sessions [RM-
ANOVA; main effect of day, F(17, 204)=20.3, p<.001),
but no main effect of viral treatment].

Discussion

The purpose of these experiments was to determine the role
of dopamine during instrumental conditioning. Experiment
1 established that L-dopa-treated DD mice performed
similarly to controls on a two-lever discrimination task for
food reinforcement. Thus, there are no developmental
defects as a consequence of dopamine deficiency that
would preclude mastery of this simple task when dopamine
signaling is restored. In contrast, experiment 2 established
that although caffeine-treated DD mice were able to execute
the motor patterns to make the operant responses, these

mice were unable to learn to show preference for an active,
cued lever. Experiment 3 revealed that the restoration of
dopamine signaling selectively in the nigrostriatal pathway
was sufficient to rescue goal-directed behavior on this
relatively simple instrumental conditioning task. Experi-
ment 4 showed that vrDDfs mice are willing to work as
hard as control mice are to obtain rewards.

We observed that mice without dopamine were unable to
show preference for the active, cued lever during this
instrumental conditioning task. DD mice treated with
caffeine failed to complete a relatively simple operant task
that required them to depress a cued, active lever to obtain
food reward. Importantly, these mice also took longer to
obtain reinforcement after the operant response was made.
Because DD mice treated with caffeine have the motor
ability to eat, lever press, and move about the operant
chamber, gross sensory and motor deficits cannot explain
the failure of DD mice to approach the reinforcement
receptacle with short latency following an operant response.
In addition, caffeine treatment is not a likely explanation for
the impaired latency to approach reward because the dose
of caffeine (25 mg/kg) that was used produces levels of
activity comparable to that of L-dopa-treated DD controls
(Kim and Palmiter 2003; Szczypka et al. 1999). Further,
DD mice treated with caffeine consumed all reinforcements
available, suggesting that the observed deficits are not
attributable to decreased food appetite. Nevertheless, it is
possible that the dose of caffeine used in these experiments
interfered with important aspects of instrumental learning
(Angelucci et al. 1999), perhaps by enhancing exploration
(Durcan and Lister 1989) or anxiety (Silva and Frussa-Filho
2000).

We considered the possibility that the impairment of DD
mice might be a motor-related issue because the caffeine-
treated DD mice made approximately half as many lever
presses as L-dopa-treated DD mice. However, statistical
analysis and examination of the learning curves generated
during experiment 2 revealed that the number of operant
responses on the inactive lever per 20-min session remained
constant regardless of whether the mice were dopamine
depleted or repleted. In contrast, the number of operant
responses on the active lever was markedly reduced in the
absence of dopamine signaling. Thus, our data suggest that
goal-directed behavior, but not the ability to execute the
operant response, was compromised and are consistent with
the suggestion that decreased operant responding for
reinforcement during instrumental conditioning may reflect
a decrease in motivation, or low goal-expectancy, which
results in insufficient behavior to obtain reward (Balleine
and Dickinson 1998; Yin et al. 2004).

Previously, we used a T-maze task to distinguish which
components of goal-directed behavior are influenced by
dopamine signaling. We found that dopamine is not
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Fig. 4 Comparisons of operant responses of control mice (n=11) and
vrDDfs mice (with dopamine signaling selectively restored to the
dorsal striatum, n=13) during performance of a two-lever discrimina-
tion task. There were 7 days of pretraining, during which pressing
either of two levers resulted in the delivery of reward on an FR1
schedule of reinforcement. Then, the mice were tested for 10 days
(20 min per session) on a two-lever discrimination task, in which
depression of the active lever (cued by a blinking light) resulted in the
delivery of a food pellet to the reinforcement receptacle. The mean
number±SEM of lever presses on each lever by the two groups of
mice is shown

574 Psychopharmacology (2007) 191:567–578



necessary for mice to learn the location of reward (i.e.,
learn to associate a place with reward) or for mice to
consume reward, but is necessary for mice to seek rewards
as well as controls. We showed that DD mice on caffeine
failed to develop a preference for the arm where rewards
were available; instead, they chose which arm to enter at
random. However, when they did randomly choose cor-
rectly (i.e., when the baited, CS+ arm was entered), they
consumed all available rewards. In a second phase of
testing, when the caffeine-treated mice were subsequently
given L-dopa, they demonstrated that they had learned
(while on caffeine) which arm had the reward because they
chose it preferentially during the first day of phase 2 L-
dopa testing (Robinson et al. 2005). Thus, the T-maze
results revealed that, in some goal-directed tasks, mice
without dopamine signaling can, indeed, learn to associate
salient environmental cues with reward. Likewise, in
another study, we showed that untreated DD mice can
develop a conditioned place preference for morphine,
which involves learning to associate a particular compart-
ment of a training chamber with morphine reward (Hnasko
et al. 2005). The ability of DD mice to demonstrate

associative learning in those tasks but not in this instru-
mental task is noteworthy and underscores the point that
there are multiple subtypes of reward-related learning,
which are likely to depend on dopamine signaling to
variable degrees.

Unlike our findings with the T-maze task (Robinson et
al. 2005), these data are consistent, in part, with both the
associative learning hypothesis and the incentive salience
hypothesis. The finding that DD mice (treated with
caffeine) are unable to show preference for the active, cued
lever may be the result of an impaired ability to form
reward-related associations in the absence of dopamine
signaling and is consistent with theories which describe the
role of dopamine in associative learning (Beninger and
Miller 1998; Di Chiara 1998). We observed that caffeine-
treated DD mice made a lever press and then roamed around
the chamber a few times before eventually approaching the
reinforcement receptacle. In contrast, L-dopa-treated DD
mice consistently made a lever press and then proceeded
immediately to the reinforcement receptacle. Perhaps these
mice were unable to learn the task because the latency
between making the reinforced operant response (active

Fig. 5 Comparisons of the operant responses of control and vrDDfs
mice on a PR lever-press task (a) or various fixed-ratio schedules of
reinforcement (b). This experiment was performed with a subset of the
mice described in Fig. 4. a After 3 days of pretraining on a two-lever
FR5 schedule of reinforcement, the mice were tested for 5 days
(90 min per session) with a PR schedule of reinforcement (see

“Materials and methods”) and the breakpoint (highest ratio of
responding on the active lever completed). b Then, the same groups
were tested on a series of FRs (number of presses required/number of
20-mg pellets delivered is indicated) for 3 days (20-min sessions). The
mean number±SEM of presses on the active lever is shown; n=7
mice/group
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lever press) and retrieving the food reward was too long for
the formation of reward-related associations.

Another possibility is that the failure of DD mice to
perform the operant task is primarily due to a lack of
motivation to obtain reward, as reflected in the longer
latency to obtain reward following an operant response on
the active lever compared to controls. In the T-maze task,
approaching (but not consuming) the reward after making a
correct arm entry was also approximately threefold slower
for caffeine-treated DD mice compared to L-dopa-treated
DD mice. Thus, in the absence of strong motivation to
consume food pellets, it appeared that the mice roamed
around the chamber after pressing the lever and found the
pellets accidentally. One interpretation of these data that is
consistent with the incentive salience hypothesis posited by
Berridge and Robinson (1998) is that without dopamine,
features of the cued, active lever failed to gain motivational
significance, resulting in few operant responses on the
active lever and long latencies to retrieve reward. This
interpretation is in agreement with a recent report describ-
ing the increased goal-directed behavior demonstrated by
hyperdopaminergic mice, which have elevated synaptic
dopamine (Pecina et al. 2003). Specifically, in a straight-
alley runway task for sweet reward, hyperdopaminergic
mice left the start box more quickly, spent less time pausing
in the runway, made fewer investigatory reversals, and less
often retraced their steps en route to the reward. Of note,
these animals did not show an increased liking of rewards
as measured by orofacial responses to intraoral sucrose
delivery. Thus, excess dopamine signaling appears to
increase the motivation to obtain reward, whereas the
absence of dopamine signaling decreases motivation to
obtain reward. Restoration of dopamine signaling to the
dorsal striatum completely restored the goal-directed
behavior in both the T-maze task (Robinson et al. 2006)
and in this operant task.

The vrDDfs mice with dopamine signaling selectively
restored in the dorsal striatum manifested similar motiva-
tion to controls to obtain food rewards on both progressive-
ratio and high fixed-ratio schedules of reinforcement. These
results suggest that dopamine signaling outside the dorsal
striatum is not necessary for incentive to lever-press
hundreds of times to obtain a few 20-mg food pellets.
These results are inconsistent with findings in which 6-
OHDA lesions of the NAc attenuated the performance of
rats when they had to lever press many times for rewards
(Aberman et al. 1998; Hamill et al. 1999; Robbins et al.
1983; Salamone et al. 2001), as well as data obtained by the
infusion of dopamine receptor antagonists into the NAc
(Koch et al. 2000; Nowend et al. 2001; Sutton and
Beninger 1999). While formally possible, it is unlikely that
this discrepancy reflects a difference in the role of
dopamine neurons that project to the NAc in mice and

rats. Another possibility is that the vrDDfs mice have intact
dopamine neurons (compared to 6-OHDA-lesioned rats),
and hence, they could continue to release other neuro-
transmitters including neuropeptides (cholecystokinin and
neurotensin) and glutamate (Chuhma et al. 2004; Seutin
2005). These signaling molecules would be lost along with
dopamine after 6-OHDA lesions. Behavioral consequences
of 6-OHDA lesions wane over time ranging from days to
weeks (Ikemoto and Panksepp 1999; Salamone et al. 2001).
Because the vrDDfs mice used in this study were tested
several months after viral rescue, they may have compen-
sated for loss of dopamine signaling in the ventral striatum
during that time, for instance, by responding to other
transmitters made by dopamine neurons. Another possibil-
ity is that, over a period of months, dopamine signaling in
the dorsal striatum can usurp some of the functions
normally attributed to dopamine signaling in the ventral
striatum. A final consideration is that the viral rescue
strategy used for these studies involved injecting CAVCre
virus into the dorsal striatum to enable recombination of the
Th locus in dopamine neurons that project there. We have
observed that some ventral tegmental area neurons express
tyrosine hydroxylase after this viral treatment, presumably
because they send collaterals to the dorsal striatum (Hnasko
et al. 2006). While we can detect a small amount of
dopamine in the ventral striatum by chemical detection or
fast-scan cyclic voltammetry, levels are on par with
dopamine concentrations following 6-OHDA lesions.
Immunostaining to reveal dopamine receptor sensitivity
and TH also suggest very little dopamine signaling is
present in the ventral striatum. Nonetheless, although
greatly reduced, there may be sufficient dopamine signaling
in the NAc of the vrDDfs mice for them to respond
normally in progressive-ratio and high fixed-ratio reinforce-
ment paradigms.

The DD mice that are rescued by viral transduction of
the dorsal striatum are remarkably normal not only in terms
of their motivation to work for food but also in their
locomotor activity. Their locomotor activity is enhanced,
especially at night, relative to wild-type mice, but they still
manifest dramatic L-dopa-induced locomotion (Hnasko et
al. 2006). These results are surprising because aspects of
locomotor activity, especially psychostimulant-induced ac-
tivity, are thought to depend on dopamine signaling in the
NAc. Nevertheless, the robust activity induced by L-dopa
argues that dopamine signaling is greatly attenuated in
brain regions of vrDDfs mice where dopamine can
stimulate locomotion. Our results demonstrate what vrDDfs
mice can do, but the precise mechanisms by which their
behaviors are restored are not established. Thus, while the
results presented here contrast with a large amount of
literature indicating that dopamine signaling in NAc is
important for aspects of motivated behavior, further
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analysis is necessary to understand the mechanisms
responsible for the normal behavior of vrDDfs mice.

In conclusion, we have shown that mice without
dopamine are unable to learn to show preference for the
active, cued lever in a simple two-lever discrimination task.
We surmise that this impairment in goal-directed behavior
is the result of decreased motivation to obtain food reward,
stemming from a deficit in incentive learning and/or a
deficit in attribution of incentive salience during reward
learning. Mice were able to complete the instrumental task
following selective restoration of dopamine signaling
within the nigrostriatal pathway. These results complement
and extend our previous findings showing that other goal-
directed behaviors, such as reproductive behavior, nest
building, reward consumption, and food seeking, are also
rescued when dopamine signaling is site-specifically re-
stored in the dorsal striatum (Robinson et al. 2006;
Szczypka et al. 2001). Our results suggest that it is
necessary to devise more challenging tests to discern the
roles of dopamine in the ventral striatum.
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