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Abstract

Phasic dopamine activity is evoked by reliable predictors of food reward and plays a role in cue-
triggered, goal-directed behavior. While this important signal is modulated by physiological state
(e.g. hunger, satiety), the mechanisms by which physiological state is integrated by dopamine
neurons is only beginning to be elucidated. Activation of central receptors for glucagon-like
peptide-1 (GLP-1R) via long-acting agonists (e.g., Exendin-4) suppresses food intake and food-
directed motivated behavior, in part, through action in regions with dopamine cell bodies,
terminals, and/or neural populations that directly target the mesolimbic dopamine system.
However, the effects of GLP-1R activation on cue-evoked, phasic dopamine signaling remain
unknown. Here, in vivo fiber photometry was used to capture real-time signaling dynamics
selectively from dopamine neurons in the ventral tegmental area of male and female transgenic
(tyrosine hydroxylase-Cre; TH:Cre+) rats trained to associate an audio cue with the brief
availability of a sucrose solution. Cue presentation evoked a brief spike in dopamine activity.
Administration of Exendin-4 (Ex4; 0, 0.05, 0.1ug) to the lateral ventricle both dose-dependently
suppressed sucrose-directed behaviors and the magnitude of cue-evoked dopamine activity.
Moreover, the amplitude of cue evoked dopamine activity was significantly correlated with
subsequent sucrose-directed behaviors. While female rats exhibited overall reduced dopamine
responses to the sucrose-paired cue relative to males, there was no significant interaction with Ex4.
Together, these findings support a role for central GLP-1Rs in modulating a form of dopamine
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signaling that influences approach behavior and provide a potential mechanism whereby GLP-1
suppresses food-directed behaviors.
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1. Introduction

Cues that are predictive of food hold powerful command over food-directed behavior,
triggering craving and overeating in humans [1], incentive motivation [2], and increased
appetitive behavior and overeating in rodents [3]. While the neurocircuitry underlying cue-
driven feeding is complex and distributed, there is substantial evidence that the mesolimbic
dopamine system plays a critical role. Reliable predictors of food reward evoke brief (e.g. 1-
2s, phasic) spikes in dopamine cell body activity [4-6] and dopamine release in the nucleus
accumbens [7-9]. Likewise, modulation of mesolimbic dopamine influences food cue-
evoked behavior [10, 11]. While considerable debate remains ([12], for example), recent
work demonstrates that phasic responses of dopamine neurons and phasic dopamine release
in the nucleus accumbens (NAc) are reinforcing [13, 14] and strongly promote goal-directed
behaviors triggered by reward predictive cues [4, 15-18].

It is fundamentally advantageous for both humans and animals to utilize learned associations
between external environmental cues and reinforcement in the service of obtaining
substances required for homeostatic balance (e.g., food and water). It is also advantageous
for these goal-directed behaviors to be regulated by changes in homeostatic states (e.g.
hunger and satiety; see [19-22] for review). Particularly in the context of feeding behaviors,
deviations from homeostasis and the signals that relate them have potent modulatory effects
on both the expression of goal-directed behaviors and on dopamine signaling in response to
both primary food reward and cues associated with food reward [8, 23-25].

Glucagon-like peptide-1 (GLP-1) is a neuropeptide and hormone derived from the nucleus
of the solitary tract (NTS) and distal intestines, respectively. Peripheral and central activation
of GLP-1 receptors (GLP-1R) strongly reduces food intake and body weight (For review see
[26]), and GLP-1 analogs have been developed and approved for the treatment of Type Il
diabetes and obesity. GLP-1Rs act throughout the brain [27, 28], including neural substrates
within the mesolimbic pathway, to not only reduce food intake and body weight, but also to
suppress goal-directed behaviors for food reinforcement [29-35]. Thus, among the many
gut- and brain-derived signals that relay hunger/satiety states, central GLP-1R signaling and
its influence on the mesolimbic system provides one mechanism through which satiety
factors might suppress goal-directed behaviors. While ongoing investigations have identified
site-specific GLP-1R-mediated actions on goal-directed behaviors [29-40] as well as
putative roles of GLP-1Rs in modulating phasic dopamine signaling [41-43], it remains
unknown whether central GLP-1Rs modulate food cue-evoked phasic dopamine signaling.
This is a critical gap in the literature considering the importance of phasic dopamine
signaling for cue-evoked approach behavior and reinforcement.
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Here, we utilize in vivo fiber photometry in transgenic rats to measure calcium (Ca2*)
transients from VTA dopamine neurons in real-time. Food restricted male and female rats
were trained to associate a 1s audio cue with brief access to a sucrose solution. Following
training, rats received a central infusion of the GLP-1 receptor agonist Exendin-4 (Ex4) just
prior to test sessions. Rats were trained under food restriction to increase motivation to
respond to sucrose and to mitigate central effects of endogenous GLP-1. Ca2* transients
occurred spontaneously but were also time-locked to key features of the behavioral
paradigm. Regression analyses determined the interactions between measures of goal-
directed behavior, sex, and event-related VTA phasic dopamine neuron activity. We found
selective modulation of cue-evoked dopamine responses by central GLP-1R activation which
was correlated with subsequent goal-directed behaviors.

2. Materials and methods

2.1 Subjects

Male (n = 10) and female (n = 12; randomly cycling) Long Evans rats expressing Cre
recombinase under the control of the tyrosine hydroxylase promoter [TH:Cre+; [44]; Rat
Research Resource Center, RRRC#: 659] were individually housed after weaning within a
temperature and humidity controlled room and on a 12:12hr light:dark schedule (lights on
0700hr). Rats were maintained on ad libitum food and water unless otherwise noted, Four
rats (n = 2 males and n = 2 randomly cycling females) were used to determine the
penetrance and specificity of virally delivered constructs. Eight (n =3 malesandn =5
randomly cycling females) were used to determine the relationship between Ca2* transients
and dopamine neuron excitability. Ten (n = 5 males and n = 5 randomly cycling females)
were used to determine the effects of Ex4 on sucrose-directed behavior and dopamine
transient activity. An additional 8 rats were initially and identically used but ultimately
excluded due to criteria detailed in section 2.7. Rats used in behavioral paradigms weighed
>250g and were moderately food restricted with 18g of food per day throughout the duration
of their training and experiments. This modest amount of food restriction permitted gradual
weight gain throughout training and testing. Animal care and use was in accordance with the
National Institutes for Health Guide for the Care and Use of Laboratory Animals and
approved by the Institutional Animal Care and Use Committee at the University of Illinois at
Chicago.

2.2 Behavior

All training and experimental sessions took place during the light phase in standard operant
chambers (ENV-009A-CT, Med Associates Inc.). Rats were trained to expect availability of
a retractable sipper containing a 0.3M sucrose solution 1s after the onset of a tone (cue;
4.5kHz, 1s duration). Licks at the sipper were timestamped using a contact lickometer and
controller (ENV-252M; ENV-250, Med Associates Inc.). A trial consisted of the 1s cue and
20s sipper availability followed by a randomly selected, variable inter-trial interval (32—-48s).
Daily sessions consisted of 30 trials for 10 consecutive days, after which, surgery was
performed.
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2.3 Surgery

Male and female rats were anesthetized with ketamine hydrochloride (100mg/kg, i.p.) and
xylazine hydrochloride (10mg/kg, i.p.) for stereotaxic surgery. First, a Cre-dependent virus
containing the construct for a genetically encoded Ca2* indicator
(AAV1.Syn.Flex.GCaMP6f.WPRE.SV40, University of Pennsylvania Vector Core) was
unilaterally administered to the ventral tegmental area (VTA; 1uL of 0.5e13 GC/ml: AP
-5.4, ML -0.7, DV -8.15, mm relative to bregma) using a rate of 0.1uL/min and a 5min
post infusion period to allow for diffusion before the injector was removed. Then, an optic
fiber (flat 400um core, 0.48NA, Doric Lenses Inc.) was implanted in the VTA just above the
injection site (AP -5.4, ML -0.7, DV -8.00, mm relative to bregma). Finally, an infusion
cannula (26Ga Cannula, PlasticsOne) was implanted above the lateral ventricle (LV; AP
-0.9, ML -1.8, DV: —-2.6, mm relative to bregma). All animals received post-operative
analgesia (0.1 mL of 5 mg/ml meloxicam, s.c.) and were housed in their home cage for two
weeks to allow sufficient time for recovery and construct expression. During this time, rats
had ad libitum access to food. After two weeks, food restriction, for rats trained in the
behavioral paradigm, resumed.

2.4 Fiber Photometry

LEDs (465, 405nm, Doric Lenses) were used to excite GCaMP6f in order to measure Ca?*
activity. As Ca2* binds GCaMP6f, the conformation of the GFP moiety changes to increase
fluorescent efficiency and the fluorescence due to 465nm light increases, but the
fluorescence due to 405nm (the isosbestic point) light remains unchanged [45]. Intensity of
the 465nm and 405nm light were sinusoidally modulated at 211Hz and 531Hz, respectively,
for all recording sessions [46], then were coupled to a filter cube (FMC4 contains excitation
filters at 405nm, 460-490nm and emission filters at 500-550nm, Doric Lenses) and
converged into an optical fiber patch cord, which was mated to the fiber optic implant.
GCaMPé6f fluorescence was collected by the same fiber and focused onto a photoreceiver
(Visible Femtowatt Photoreceiver Model 2151, Newport). A lock-in amplifier and data
acquisition system (RZ5P; Tucker Davis Technologies), was used to control the LEDs and
independently demodulate the fluorescence brightness due to 465nm (Ca2* dependent) and
405nm (Ca2* independent) excitation (recorded as mV arriving from the photoreceiver).
Behavioral events (e.g. cue, licks) were timestamped and sent as digital inputs to the same
data acquisition system and recorded in software (Synapse Suite, Tucker Davis
Technologies). To calculate fluorescence due specifically to fluctuations in Ca2*, corrected
for bleaching and movement artifacts, a subtraction of the 465nm signal by the 405nm signal
in the frequency domain was made and then inverted to recover a ratiometric time domain
Ca?* signal (AF/F). The subtracted signal was smoothed using a custom fifth order bandpass
butterworth filter (Figure 2D; cutoff frequencies: 0.05Hz, 2.25Hz).

2.5 Signal normalization

For comparability of task-related responses across recording sessions, the smoothed fourier
subtracted Ca2* specific signal of each session was normalized by the mean transient Ca2*
amplitude of that session. A transient was defined as a point that exceeds 3 standard
deviations of the overall signal above the previous point. The normalized signal was then
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aligned to cue onset in order to quantify the activity of dopamine neurons. All data
processing was performed using custom MATLAB scripts (which are available upon request
to corresponding author).

2.6 Pharmacology

To determine the relationship between Ca2* transients and dopamine neuron activity, a
cohort of 8 (n = 3 males and n = 5 randomly cycling females) rats were prepared for
photometry. Rats were injected, on 4 different days, 10min prior to a recording sessions (ho
behavioral paradigm; 20min of recording). Injections were of either the D2 receptor
antagonist raclopride (Cat. No. R121; 2mg/kg i.p) or the D2 receptor agonist quinpirole
(Cat. No. Q102; 20ug/kg s.c.; D2 receptor agonist) or their vehicle (physiological saline).
Drugs were acquired from Sigma-Aldrich, Inc. Injection order was counterbalanced across
rats and each drug session had an accompanying saline control session. During test sessions,
the frequency of spontaneous transients was measured. To determine the effects of GLP-1R
activation on behavior and dopamine transient activity, Ex4 was acquired from Bachem (Cat.
No. 4044219), was dissolved (0, 0.05, 0.1pg) in artificial cerebrospinal fluid (Cat. No. 3525,
Tocris) and administered into the lateral ventricle in a 1uL volume (30Ga injector protruding
2mm past the guide, Plastics One Inc.) 45min prior to a behavioral test session using a
counterbalanced, within-subjects design. The 0.1ug dose was chosen based on previous
literature demonstrating robust suppression of food intake and food motivated behaviors
[47]. Two days of no testing separated test sessions for all experiments.

2.7 Immunohistochemistry and verification of recording sites

Following completion of experiments, rats were deeply anesthetized with sodium
pentobarbital (100mg/kg) and transcardially perfused with 0.01M PBS followed by 10%
buffered formalin solution (HT501320, Sigma Aldrich, Inc). Brains were removed and
stored in formalin for 24hr and then transferred to 20% sucrose in 0.01M PBS. All brains
were sectioned at 40pum on a freezing stage microtome (SM2010R, Leica Biosystems). VTA
sections were collected and processed to label for GFP (as an indicator of GCaMP6f
expression) and tyrosine hydroxylase (TH) via immunohistochemistry. Antibody incubations
were done at 4°C (washes and other steps at room temperature). Tissues were permeabilized
in 0.3% Triton-X 100 for 30min and were blocked in 2% normal donkey serum for 10min.
Sections were incubated in rabbit anti-TH (AB152, Sigma Aldrich) and chicken anti-GFP
(AB13907, Abcam) antibodies overnight (~18hr). Primary antibodies were diluted in the
following solution: KPBS containing 2% normal donkey serum, followed by KPBS washes
(8 changes, 10 min each). Secondary antibody (Cy3 conjugated donkey anti-rabbit and
AF488 conjugated donkey anti-chicken; Jackson Immunoresearch) incubations were
performed overnight. Sections were then mounted onto glass slides, air dried, and
coverslipped with 50% glycerol in KPBS mountant. Only data from subjects with GCaMP6f
expression and VTA fiber placement were included in statistical analyses. Rats (n = 8) were
excluded because of missed placement of the optic fiber in regions other than the VTA (n =
2) or because of poor tissue quality and the inability to confirm construct expression and
fiber placement (n = 6). Quantification of the specificity of Cre-dependent GCaMP6f
expression were performed in a separate cohort of TH:Cre+ rats (n =2 maleand n =2
female rats).
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2.8 Statistical analyses

The specificity of the GCaMP6f expression was quantified using descriptive statistics in the
form of percent colocalization with TH. Influence of D2 receptor pharmacology on
dopamine neural activity (frequency of Ca2* transients) were analyzed using paired t-tests
against each drug’s vehicle-paired session. Behavior was analyzed using two-way repeated
measure analysis of variance (ANOVA) with Ex4 dose as a within-subjects variable and sex
as a between-subjects variable. The magnitude of all transients and cue-evoked transients
(mean of signal during Os to 1s after cue onset) were analyzed via multiple linear regression
with Ex4 dose as a within-subjects variable and sex as a between-subjects variable. The time
course of the cue-aligned dopamine dynamics was analyzed by first averaging the signal into
1s bins and then using two-way repeated measures analysis of variance (ANOVA) for each
sex, separately, with time (=5 to +10s relative to cue onset) and Ex4 dose as within-subjects
variables. Sidak-corrected pairwise comparisons were used to compare 1s bins for each dose
of Ex4 relative to vehicle. We determined the first and last quartile for latency to first lick
and compared dopamine responses from these two quartiles when data were aligned to cue
onset or first lick using unpaired t-tests. To isolate the relationship between cue evoked
transients and behavior, multiple linear regressions of the behavioral measures (lick latency
and number of licks per trial) were performed with the magnitude of cue-evoked transient as
a within-subjects variable and sex as a between-subjects variable, while accounting for the
variance due to Ex4 dose. All statistical analyses were computed using the coding
environment R (https://www.r-project.org/) with an a level for significance at 0.05.

3. Results

3.1 Selective expression of calcium-dependent fluorescent construct captures dynamic
fluctuations in dopamine signaling

In order to selectively measure activity in VTA dopamine neurons, we delivered an adeno-
associated virus containing a Cre-dependent GCaMP6f construct followed by implant of a
fiber optic into the VTA of TH:Cre+ rats. To quantify the specificity of GCaMP6f
expression, sections containing the VTA from a cohort of rats (h = 2 males and 2 randomly
cycling females) were labeled with GFP and TH antibodies (Figure 1A). TH-positive [85.24
+ 17.7 mean £ SEM TH cells/section] and GFP-positive [52.1 + 11.9 mean + SEM GFP
cells/section] cells were separately counted on each section and a merged image (Figure 1A,
enlarged inset) to identify and quantify co-labeled cell bodies (Figure 1B). The viral
construct had good penetrance [58.80 + 1.40% of cells that labeled for TH were co-labeled
for GCaMP6f] and selectivity [97.0 + 0.90% of cells that labeled for GCaMP6f were co-
labeled for TH; Figure 1B] similar to other reports [48]. Placement of fiber optic tips from
all rats included in analyses were verified in the VTA and shown in Figure 1C.

Fiber photometry was used to record activity from VTA dopamine neurons. To remove
contributions to the fluorescent signal from photobleaching and movement artifacts in all
fiber photometry experiments, the Ca2* independent signal (in response to 405nm light;
Figure 1D purple trace, for example) was subtracted from the Ca2* dependent signal (in
response to 465nm light; Figure 1D, light green, for example) in the frequency domain. The
subtracted signal was returned to the time domain (Figure 1D, dark green, for example). To
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further validate fluctuations in the subtracted fluorescent signal as resulting from changes in
dopamine activity, rats (n = 3 males and n = 5 randomly cycling females) were injected with
dopamine D2 receptor drugs (representative traces shown in Figure 1E). D2 autoreceptor
antagonism by raclopride increases burst firing in dopamine neurons [49] and phasic
dopamine release in the nucleus accumbens [50]. D2 receptor agonism by quinpirole
suppresses dopamine neuron firing rate and inhibits phasic dopamine release in the nucleus
accumbens [51]. Thus, increasing or decreasing D2 autoreceptor activity, decreases or
increases the firing rate of dopamine neurons [52], respectively. Administration of raclopride
significantly increased transient frequency [5.2 + 0.4 min~1 versus 11.0 + 1.8 min~1 for
vehicle versus raclopride, respectively; t(7) = 3.59, p < 0.01; Figure 1F] whereas
administration of quinpirole significantly attenuated transient it [5.9 + 0.6 min~1 versus 1.7
+ 0.6 min~1 for vehicle versus quinpirole, respectively; t(7) = 10.63, p < 0.01; Figure 1G].
Thus, fluorescent signals measured in the VTA were sensitive to drugs acting on the D2
receptor.

3.2 GLP-1R activation suppresses sucrose directed behavior

We administered Ex4 via the lateral ventricle in male (n = 5) and female (n = 5 randomly
cycling) rats and recorded several behavioral measures (latency to first lick, number of licks
per trial, percent of trials with at least one lick) in response to cue-predicted sucrose
availability (Figure 2). As previous work indicated sex differences with respect to GLP-1R
signaling and food reward [53], we used sex as a between-subjects variable in our analyses.
For latency to first lick (Figure 2A), we found a main effect of Ex4 dose [F(2,16) = 12.63; p
< 0.001], but no main effect of sex [F(1,8) = 0.25; p = 0.63] nor an interaction [F(2,16) =
0.26; p = 0.77]. There was no difference in lick latency between vehicle and 0.05ug Ex4 [p =
0.11]. However, the 0.1ug dose of Ex4 caused a significant increase in latency relative to
vehicle [2.7 + 1.4 versus 12.8 + 1.4 s for vehicle versus 0.1 g, respectively; t(16) = 5.0, p =
0.003]. For number of licks per trial (Figure 2B), there was a trend for an effect of Ex4 dose
[F(2,16) = 3.11; p = 0.07], no main effect of sex [F(1,8) = 0.15; p = 0.71] and no interaction
[F(2, 16) = 0.83; p = 0.45]. On some trials, rats failed to engage in any licking behavior
following cued spout availability. We therefore examined the relationship between Ex4 dose
and sex on the percentage of trials in which at least one lick was emitted (Figure 2C) and
found a main effect of Ex4 dose [F(2,16) = 13.22; p < 0.001], no main effect of sex [F(1,8) =
0.32; p = 0.59] and no interaction [F(2,16) = 0.3; p = 0.75]. There was no difference in the
percent of trials with licks emitted between vehicle and 0.05ug Ex4 [p = 0.14]. However the
0.1 pg dose significantly decreased the percent of trials with licks relative to vehicle than in
the 0.1 ug Ex4 dose [94.7 + 7.6 versus 43.7 + 7.6 percent for vehicle and 0.1pug dose,
respectively; t(16) = 5.09, p = 0.002]. Thus, Ex4 suppressed latency to begin licking and the
percent of trials with a lick similarly in both male and female rats.

3.3 Central GLP-1R activation selectively suppresses cue evoked dopamine activity in

the VTA

Dopamine transients occur throughout the recording session (Figure 3A, for example). To
determine if Ex4 modulated dopamine transients, regardless of when they occur, we
measured the magnitude of all transients recorded across behavioral sessions. Linear
regression [r < 0.01, F(3,4992) = 0.04, p = 0.99, Figure 3B] indicated no relationship with
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increasing dose of Ex4 [p = 0. 77], no main effect of sex [p = 0.94], and no interaction
between Ex4 dose and sex [p = 0.75]. Dopamine transients are specifically evoked by the
sucrose-predictive cue (Figure 4A, for example). To determine if Ex4 specifically modulated
cue-evoked phasic dopamine activity, we isolated transients that occurred during the 1s cue
period predicting sucrose availability. Here, regression [r2 = 0.15, F(3,896) = 52.19, p <
0.001; Figure 4B] of cue evoked transients identified a significant decrease in transient
magnitude by dose [p = —0.16, p < 0.001] and that cue-evoked transients, in general, were
larger in males [B = 0.08, p < 0.001]. There was no significant interaction between Ex4 dose
and sex [p = 0.36].

Given the difference between cue-evoked transient magnitude between males and females
was modest and there was no interaction with Ex4 dose, we combined data from male and
female rats and plotted dopamine dynamics for the 5s before and 10s after cue onset (Figure
4C). For analysis, we averaged data across 1s bins. A two-way repeated measures ANOVA
showed that there was a significant interaction between time and dose of Ex4 [F(28,252) =
4.49, p <0.001]. Post-hoc analysis indicated that dopamine activity after the 0.1ug dose was
significantly suppressed relative to vehicle during the first [0.39 + 0.03 versus 0.04 + 0.03
AF/F for vehicle and 0.1ug dose, respectively; t(9) = 7.74, p < 0.001], second [0.36 £+ 0.03
versus 0.09 + 0.03 AF/F for vehicle and 0.1ug dose, respectively; t(9) = 6.14, p < 0.001] and
third bins [0.33 + 0.03 versus 0.17 + 0.03 AF/F for vehicle and 0.1pg dose, respectively; t(9)
= 3.58, p = 0.013] after cue onset. There were no significant differences in dopamine activity
between vehicle and 0.05ug dose.

3.4 Magnitude of cue-evoked dopamine is correlated with indices of behavior

To determine if the magnitude of cue-evoked dopamine activity was related to the onset of
licking, we compared cue-evoked dopamine activity on short (defined by the first quartile of
all latencies; Figure 5A, left) versus long (defined by the last quartile of all latencies, Figure
5A, right) latency trials. For these subsets of trials, the dopamine activity was aligned to
either cue (Figure 5B, left) or first lick (Figure 5B, right) onset. Dopamine activity during
the 1s cue was significantly larger for short [0.5 £ 0.03 AF/F] versus long [0.2 + 0.03 AF/F]
latency trials [t(310) = 7.81, p < 0.001; Figure 5B left inset]. In contrast, dopamine activity
in the 1s after first lick did not differ [0.4 + 0.03 versus 0.5 + 0.04 AF/F for short versus long
latency trials, respectively; t(310) = —-1.62, p = 0.11; Figure 4B right inset]. These results
suggest that large increases in dopamine activity are correlated with rapid approach behavior
and that suppression of cue-evoked responses may weaken subsequent goal-directed action.
To further explore this possibility, we examined the relationship between the magnitude of
cue-evoked dopamine transients and lick latency across all trials (Figure 5C) and found a
significant negative correlation [r2 = 0.37, F(2,897) = 262.9, p < 0.001; p = -8.52, p <
0.001]. We found a positive relationship between the magnitude of cue-evoked dopamine
activity and number of licks emitted per trial [r? = 0.26, F(2,897) = 158, p < 0.001; B =
39.86, p < 0.001; Figure 5D]. Together these results suggest that the magnitude of cue
evoked dopamine activity biases approach and licking behavior.
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4. Discussion

Phasic activity of VTA dopamine neurons and NAc dopamine release are critical
neurophysiological substrates underlying goal-directed behaviors, particularly behaviors that
become invigorated based on cue-reward relationships. Importantly, physiological states like
hunger and satiety have robust effects on phasic dopamine signaling (reviewed in [22]). In
the current manuscript we focused on central GLP-1R signaling, a potent inhibitor of food
intake and food-motivated behaviors (For review see [26]), to determine its modulatory
impact on cue-driven phasic dopamine signaling. We captured phasic dopamine signaling in
awake and behaving male and female rats by utilizing in vivo fiber photometry while they
performed a Pavlovian conditioning task and revealed a selective, dose-dependent
suppression of cue-evoked phasic dopamine signaling that correlated with reductions in
approach and licking behavior.

The VTA is a heterogeneous structure with respect to both cell types (e.g. dopamine,
GABA) and projection targets (e.g. prefrontal cortex; dorsomedial shell, lateral shell, core of
the nucleus accumbens) [54-57]. With respect to cell types, we are confident that we are
recording only from dopamine neurons given our use of transgenic TH-Cre rats [44, 48] and
Cre-dependent expression of GCaMP (Figure 1B). With respect to projection targets, our
optical fiber placements were within the paranigral/parabrachial pigmented region in the
posterior half of rostrocaudal extent of the VTA ([58]; see Figure 1A and C for placements).
Dopamine cell bodies in this VTA territory project to the dorsomedial nucleus accumbens
shell subregion [58] — where phasic dopamine plays a role in encoding reward value [59].
However, the present work cannot resolve the responses of individual dopamine neurons
based on their target. Future studies will combine photometry using fluorescent dopamine
sensors (e.g. dLight1,2; [60]) and projection-site specific recording. It will be especially
important to compare the effects of GLP1-R on modulation of phasic dopamine in different
striatal regions. Indeed, while dopamine signaling in the nucleus accumbens relates to
reward, substantia nigra [61] and dorsal striatal [62] dopamine signaling may be more
closely linked with post-ingestive feedback and satiety.

We examined the effects of Ex4 on dopamine transients and, when analyzing all transients
regardless of when they occur, found no effect. Assuming that cell body transient activity is
well correlated with dopamine concentration fluctuations in terminal regions, these data are
consistent with microdialysis studies where Ex4 alone had no impact on dopamine levels in
the nucleus accumbens but instead suppressed drug-stimulated dopamine levels [63-65]. As
shown previously [6, 8] and recapitulated here, phasic dopamine activity was evoked by a
reliable predictor of food reward. When analysis was restricted to transient activity during
the cue, Ex4 caused a dose-dependent suppression. The specificity of central Ex4 effects on
cue-evoked activity suggests that GLP-1R activation modulates VTA dopamine neuron
excitability in response to cue-related inputs. Indeed, GLP-1 producing neurons of the
hindbrain nucleus tractus solitarius (NTS) directly project to the VTA [35] and GLP-1R is
expressed in the VTA [27, 28] — suggesting the potential for direct effects of central Ex4 on
VTA receptors. Indeed, GLP-1R activation in the VTA decreases chow intake [47], high-fat
diet intake [35], and sugar pellet rewards earned in a progressive ratio operant test [47].
Recent work has suggested that the effects of VTA GLP-1R activation on behavior may
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depend on an anterior-posterior gradient. For example, effects of Ex4 on alcohol-induced
locomotion were restricted to the posterior VTA [66, 67]. Moreover, Ex4 administration in
the posterior VTA suppresses cocaine-seeking behaviors. [68, 69]. However, a systematic
investigation of the impact of anterior-posterior VTA GLP-1R activation on cocaine-seeking
has not been performed. While our optic fiber placements were in the posterior VTA,
systematically varying the anterior-posterior placement may further elucidate a gradient for
GLP-1R modulation of dopamine cell bodies.

The impact of GLP-1R on cue-evoked phasic dopamine signaling may also be mediated by
action at cell bodies with afferent projections to the VTA [30]. A promising candidate is the
lateral dorsal tegmental nucleus (LDTg) - which directly projects to the VTA [70, 71] and
modulates VTA dopamine neuron activity [70, 72—74]. Most importantly, peripherally
administered fluorescent Ex4 accumulates in the LDTg [29], is a site of robust GLP-1R
expression [27] and Ex4 modulation of feeding behaviors [29]. Future site-specific GLP-1R
manipulation will be needed to map circuit level mechanisms for Ex4 modulation of phasic
dopamine signaling during goal-directed behaviors.

Cue-evoked VTA dopamine activity was strongly correlated with sucrose-directed behavior.
The magnitude of dopamine activity was significantly higher in response to the cue when
rats rapidly approached the spout relative to long latency trials. Importantly, even on long
latency trials, there was a sharp increase in dopamine activity when rats finally approached
the spout. This is consistent with prior work from our lab [8] and others [75, 76] where
phasic dopamine release in the nucleus accumbens was correlated with the initiation of
approach behavior. Here we extend this work to clearly implicate dopamine cell body
activity in cue-evoked approach behavior as well (see also [77, 78]). Indeed, using
regression analyses, we found further support for critical association between VTA phasic
dopamine signaling and food-directed behavior (correlations with lick latency and number
of licks).

It is important to note that the rats in the present experiments were food restricted. While
this is a common practice in behavioral neuroscience to facilitate responding for food
reinforcement, it has critical implications for both phasic dopamine activity and putative
GLP-1R signaling. Hunger enhances phasic firing of VTA dopamine neurons and phasic
dopamine responses to cues that predict food reward [23, 24, 79]. Moreover, GLP-1R
blockade and chronic pre-pro-glucagon (GLP-1 precursor) knockdown is associated with
hyperphagia [80], suggesting endogenous roles of GLP-1 in suppressing hunger. Thus, one
interpretation of the findings that is consistent with previous literature [23, 24] is that in the
hungry state, phasic dopamine activity exhibits heightened sensitivity to cues that predict
food. Our data suggest that this sensitivity can be then attenuated by central GLP-1R
signaling — similar to effects of leptin that have been reported [81]. Food deprivation also
silences endogenous GLP-1 neural activity [82, 83]. Thus, a physiological role of GLP-1R
activity in modulating cue-evoked phasic dopamine signaling remains a critical area for
exploration. Besides loss-of-function experiments, other approaches that modulate GLP-1R
signaling (i.e. modulations of meal size, gastric distension, etc. [82, 84, 85]) will provide
valuable insight.
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Central Ex4 administration has been linked with nausea, malaise, and interoceptive stress
[86, 87], and highlights an important caveat in the data described here. Malaise and negative
affect have been shown to suppress phasic dopamine signaling, an effect that can be
mediated by central GLP-1R signaling [42]. Moreover, central GLP-1R signaling at select
brain regions (e.g. the medial NTS [86, 88]) produces indices of nausea and malaise in
rodents. Ventricular doses of Ex4 similar to those used in the current study are sufficient to
induce reductions in food intake and body weight, but also increase measures of malaise
[86]. Thus, it remains possible that Ex4 effects on phasic dopamine signaling could be
secondary to malaise or negative affect. Likewise, systemic [89] or central [90] Ex4 reduce
indices of general locomotor behavior. Site specific delivery of Ex4 at doses that are
sufficient to reduce mativation but subthreshold for malaise or motor impairment [35] will
be a critical area for future investigation. Still, the power of using a cue in the present study
—and measuring the dopamine response to it — is that the dopamine response is evoked by a
salient sensory stimulus that occurs regardless of the animal’s behavior. We additionally
found that the magnitude of the dopamine response predicts subsequent behavior even after
accounting for the variance in the dopamine response due to dose of Ex4. Thus, current
findings provide crucial insight into the mechanisms through which interoceptive stress
might be relayed to mesolimbic pathways and ultimately affect goal-directed behaviors.

Recent data has identified sex as a modifier of GLP-1R regulation of feeding behaviors [37,
38, 53, 91, 92]. For example, lateral ventricular infusion of Ex4 more potently suppressed
responding for food reward under a progressive ratio but not consumption of food, in
females [53]. Thus, we included sex as a biological variable in our analyses. We found that
Ex4 delivered to the lateral ventricle suppressed cue-triggered approach (latency to first lick)
as well as consumption of sucrose (number of licks per trial) to similar degrees in female
and male rats. On the surface, this result is surprising given previous reports. However, sex
differences in behavioral responses to Ex4 are dependent on site of action. For example,
GLP-1R signaling in the lateral hypothalamic area (LHA) plays endogenous roles in feeding
behaviors, and acute blockade of LHA GLP-1Rs only has an effect in males and not in
females during lever pressing tasks [37]. Similarly, GLP-1R activation in the
supramammillary nucleus has more potent effects on food motivated behaviors in males
compared to females [38]. In contrast, GLP-1R activation in the VTA had more potent
effects on motivated behaviors in females compared to males [38]. Estrous cycle stage also
plays an important role in modulating goal-directed behaviors. Intra-LHA administration of
Ex4 has more potent effects on food-motivated behaviors in the estrus phase, whereas there
is no effect in the metestrus/diestrus stage [37], highlighting the importance of sex hormones
and their interactions with food-motivated behaviors. Indeed, central estrogen blockade
attenuates the anorexigenic effects of Ex4 in both female and male rats [53]. Importantly, the
studies here were performed in males and randomly cycling females with Ex4 delivery to the
lateral ventricle. Thus, future studies examining the interactions between estrus phase, sex
hormones, phasic dopamine signaling, and selective sites of central GLP-1R signaling are
warranted.

There are ample reports of sex differences with respect to dopamine signaling generally
([93], for review) and phasic dopamine signaling in particular [94-97]. We and others have
previously reported enhanced electrically-evoked dopamine release in females relative to
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males [94, 98]. Yet, in the context of cue-evoked VTA dopamine activity, here we observed a
lower magnitude dopamine response in females. Resolving these conflicting findings can be
challenging given that comparisons are being made between recordings from cell bodies in
the VTA with release in terminal regions, like the nucleus accumbens and dorsal striatum.
While cell body and release dynamics relative to food-predictive cues are very similar,
mechanisms at dopamine terminals capable of modulating the magnitude of dopamine
release independent of cell body effects have been identified [75, 99, 100]. Concluding
whether females have greater or smaller dopamine responses relative to males is also
dependent on comparing results from studies where dopamine signaling is electrically-
evoked, when release probability is high, versus dopamine signaling that is cue-evoked—
which is presumably being driven by a subset of inputs to dopamine cell bodies [101]. Thus,
it is important to highlight that sex as a biological variable in the context of the magnitude of
cue-driven phasic dopamine signaling remains understudied.

5. Conclusions

Physiological states, such as hunger and satiety, have potent effects on goal-directed
behaviors. The clinically relevant long-acting GLP-1 analog Ex4 suppressed the phasic
response of VTA dopamine neurons to sucrose-predictive cues. The suppressed response, in
turn, was correlated with decreased sucrose-directed behaviors. Central GLP-1R activation
thus holds potential for tuning a form of dopamine signaling that biases approach in
response to environmental cues that are associated with food reinforcement.
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Highlights
Central glucagon-like peptide-1 (GLP-1) receptor agonism by Exendin-4
suppresses sucrose-directed appetitive behaviors

Phasic dopamine activity evoked by a cue predictive of sucrose is suppressed
by central GLP-1 receptor activation.

The degree of approach toward sucrose reward is correlated with cue-evoked
phasic dopamine activity.
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Figure 1.
Selective expression of calcium-dependent fluorescent construct in dopamine neurons

captures dynamic fluctuations in dopamine signaling. (A) Representative images (top
panels; scale bar = 200pum) with a high magnification of the VTA (bottom panels; scale bar =
100 pm) with GFP label in green, TH label in red, and a merge. (B) Quantification of
neurons expressing TH that also labeled for GFP [(1) TH (2) GCaMP] and neurons labeling
for GFP that also expressed TH [(1) GCaMP (2) TH] (n=4 rats). (C) Location of optic fiber
tips from all rats used in photometry recordings. Solid blue and black circles superimposed
on coronal sections modified from the Swanson brain atlas [83] represent optic fiber
placements for rats used in D2 receptor and Ex4 pharmacology experiments, respectively.
(D) Representative traces from the VTA of real-time Ca2* dependent signal (465nm), Ca2*
independent signal (405nm), and fourier subtracted, dopamine activity signal. (E)
Representative traces of dopamine activity after vehicle, raclopride or quinpirole.
Quantification of transient frequency after vehicle versus raclopride (F) and vehicle versus
quinpirole (G); n=8 rats. Data in panels B, F & G are mean + SEM, *: p < 0.01.
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Figure 2.

Ex4 dose-dependently suppresses indices of sucrose-directed behavior (n=5 male and n=5
female rats). (A) Latency to begin licking increases with Ex4. (B) Number of licks per trial
trend towards a decrease with increasing doses of Ex4. (C) Percent of trials with licks
decreases with increasing doses of Ex4. All effects were independent of sex. Data are mean
+ SEM, *: p <0.01 and p = 0.07 represent the main effect of Ex4 dose.
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A. Single Session B. All Transients
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Figure 3.
Spontaneous VTA dopamine transients are not modulated by central Ex4. (A) Trace of

dopamine activity across the entire behavioral session from a representative rat (vehicle
session; red vertical ticks represent the time of cue administration). (B) Multiple linear
regression of the magnitude of all dopamine transients (symbols) reveals no effect of Ex4 for
either males (n=5 rats; blue symbols) or females (n=5 rats; red symbols).
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Central Ex4 suppresses cue evoked dopamine activity. (A) Dopamine activity aligned to cue
onset (vertical red line) in a representative trial. (B) Multiple linear regression of each cue
response (symbols) reveals a dose-dependent suppression of cue-evoked transient magnitude
for both males (n=5; blue symbols) and females (n=5; red symbols). (C) Ex4 dose-
dependently suppresses averaged dopamine activity aligned to cue onset (vertical red line)
collapsed across sex (n=10 rats). Horizontal red bars above the trace represent times when
dopamine activity following 0.1 ug Ex4 were significantly different from vehicle, p < 0.01.

Lines represent group means.
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Figure 5.
Magnitude of cue evoked dopamine activity is correlated with indices of sucrose-directed

behavior. (A) Distributions of short (n = 152 trials) versus long (n = 160 trials) first-lick
latencies. (B) Cue-evoked (left) but not first-lick-evoked (right) average dopamine activity is
significantly greater for short (grey) versus long (red) latency trials. Vertical red lines
indicate the onset of the behavioral event. Insets are quantifications of the averaged
dopamine activity in the first second after the behavioral event as denoted by the grey shaded
areas on the traces. Data are mean £ SEM, *: p < 0.01. (C) Multiple linear regression shows
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a negative relationship between lick latency and cue-evoked dopamine activity and a (D)
positive relationship between number of licks per trial and cue-evoked dopamine activity for
every trial across all behavioral sessions (n=900 trials).
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