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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.
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Laboratory animals

Wild animals

Field-collected samples

Sample size was not statistically predetermined, but based on common practice, previous studies (Millan et al., 2015,
Neuropsychopharmacology; Sciascia et al., 2015, Neuropsychopharmacology), and the yield of our transgenic breeding facility.

Out of a total of 139 rats, 12 failed to acquire Pavlovian conditioning, 9 had missed cannula placements, 1 had a brain lesion from infection in
the target region, 2 experienced a programming error, and 1 had the house-light burn out at test. Data from these rats were excluded.

The main behavioural finding that CS port-entries were elevated in the alcohol context relative to the neutral context was replicated across 4
separate experiments within the manuscript (Exp. 1a, 5, 6 and 7). Any experiments conducted in serial replicates were replicated successfully
and are noted in the manuscript.

In within-subjects studies animals were assigned, based on previous alcohol consumption, to receive certain configurations of stimuli to
achieve a counterbalanced design. In between-subjects experiments animals were assigned to groups to balance previous levels of alcohol
consumption.

Experimenters were blind to group for between-subjects experiments. However, most experiments were within-subjects designs in which all
subjects received all conditions, and conditions were somewhat identifiable (e.g. treatment solutions or contexts were identifiable) which
precluded a complete blinding of experimenters. Importantly, the main dependent measures (e.g. port entries) were recorded by automated
software and could not be influenced by the experimenter.

Rabbit anti-TH antibody EMD Milipore #AB152

Mouse anti-mCherry antibody Abcam #ab125096

Donkey anti-mouse IgG (H+L) Alexa 594 Jackson ImmunoResearch labs #715-585-150

Donkey anti-rabbit IgG (H+L) Alexa 488 Jackson ImmunoResearch labs #711-545-152

The specificity of the primary anti-TH and anti-mCherry antibodies was validated by the manufacturer and in publications listed on
the manufacturer website (e.g., Edri et al., Nat Commun, 2015; Scrivo et al., Nat Commun, 2019). Additionally we only observed
positive TH and mCherry signal in brain areas that are known to contain TH positive cell bodies and projections. In tissue that did not
express mCherry, we failed to detect signal from the secondary anti-mCherry antibody.

Twenty-five wild-type male Long-Evans (220-275 g on arrival, INVIGO), 20 wild-type outbred (4 female, 15 male) Long-Evans (bred in-
house) and 94 outbred male, Long-Evans, TH::Cre+/- rats (bred in-house) were used in the current study. Founder TH::Cre rats were
generously provided by Dr. Karl Deisseroth (Witten et al., Neuron, 2011). All rats were 2-3 months of age at the beginning of
experiments.

Wild animals were not used in this study.

Field-collected samples were not used in this study.




