Days
1-14

15-28

29-42

43-64

Phase |
«  Ethanol (EtOH) preference screening was performed
+ Identified 40 AGMs that drank >1g EtOH kg™' day-'

Phase Il

*  Washout period: No EtOH or nicotine for all AGMs

* AGMs (n=40) were randomized into 4 groups by ethanol consumption
(n=10/group)

Phase Il

1. Control and Nicotine: Oral self-administration of 0.5% sucrose
(vehicle) for 4 hours per day

2. Ethanol and Nicotine + Ethanol: Oral self-administration of 10%
ethanol (in 0.5% sucrose) for 4 hours day

Phase IV
1. Control: Oral self-administration of 0.5% sucrose (vehicle) for 4 hours
per day + saline (vehicle) s.c. injections b.i.d.
2. Nicotine: Oral self-administration of 0.5% sucrose (vehicle) for 4
hours per day + nicotine (in saline) s.c. injections b.i.d. at:
Day 43: 0.05 mg kg™
Day 44: 0.10 mg kg™
Day 45: 0.25 mg kg™
Day 46-64: 0.50 mg kg™
3. Ethanol: Oral self-administration of 10% ethanol (in 0.5% sucrose) for
4 hours per day + saline (vehicle) s.c. injections b.i.d.
4. Nicotine + Ethanol: Oral self-administration of 10% ethanol (in 0.5%
sucrose) for 4 hours per day + same nicotine s.c. b.i.d. injection
paradigm as Nicotine group

Day 64: 4 hours following first s.c. injection treatment (no self-
administration on this day), AGMs in all groups were sacrificed

Figure 2. Treatment paradigm for the AGM Study 2.
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