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Materials and Methods
Mouse model experiments for opioid use: 16S rDNA amplicon generation and sequencing: Bioinformatic analyses:
. Five mice were individually housed for the duration of the study, and fecal samples were collected at . Microbial community DNA was extracted from preserved samples using the Zymo Research Quick-DNA . IIME 2 pipeline!® was used for processing and quality control of raw sequences. Alpha diversit
y p p 8 y p1p p 8 q y q p y
eight time points throughout the treatments Fecal /Soil Microbe kit and its protocols. boxplots were determined using Shannon’s Diversity Index, and significance was calculated using the
. All five mice underwent the same treatments: chow diet, restricted chow diet, sucrose solution . A mock community of known composition was extracted in parallel as a reference and control for pairwise Kruskal-Wallis test. Beta diversity was determined using unweighted unifrac distance and
(reward), morphine sweetened with sucrose solution, morphine abstinence, and a two bottle choice downstream analysis was represented by a rarefied phylogenetic tree with samples clustered by UPGMA. Dendrogram of
period (sucrose and sucrose + morphine) . Microbiome profiles were determined through amplicon sequencing of the V4-V5 region of the 16S species abundance was generated using Bray-Curtis distance.
. Initial drug consumption was measured in the home cage in which mice had 30 days ad lib access to marker gene using protocols of the Earth Microbiome Project® with slight modifications made by the . PC-ORD software!! was used for data transformation, ordination, and statistical tests. Species
0.5 mg/mL morphine sulfate (MS) in a 20% sucrose solution Hubbard Center for Genome Studies at UNH abundance data was log (x + 1) transformed and subsequently used for a NMDS ordination. MRPP was
. After 10 days abstinence, “relapse” to drug seeking was measured using a two bottle choice between . Sequencing was performed on the Illumina HiSeq platform and reads de-multiplexed prior to used to test for significant differences between treatment groups.
20% sucrose alone or 20% sucrose with 0.5 mg/mL MS processing and analysis . R Software vegan package!? was used to conduct a perMANOVA to test for significant differences

among experimental factors.
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