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FIGURE 1 | Stacked bar charts showing the fecal microbiota detected in C57BL/6J (B6J, n = 22) and C57BL/6Hsd (B6Hsd, n =25) mice before (A) and

immediately after (B) 5 consecutive days of continuous exposure to broad spectrum antibiotics, as determined via 16S rRNA amplicon sequencing and annotated to

the level of family. Dominant families are indicated at right or overlaid on chart and post-treatment samples returning fewer than 750 reads are indicated by a blank

space. Principal component analysis of the samples shown above with shaded circles indicating 95% confidence intervals (C). Operational taxonomic unit-level data

were normalized via quarter root transformation. Legend at right.

of mice post-treatment. Regardless, statistical analysis via
PERMANOVA detected significant differences between all
pairwise comparisons, including B6J and B6Hsd post-antibiotic
samples (Table 1).

Following antibiotic exposure for 5 days, mice were
administered a slurry prepared from fresh feces, frozen feces, or
fresh cecal contents by gastric gavage, prepared from donors from
the reciprocal vendor, i.e., B6J mice received B6Hsd fecal or cecal
material and vice versa. Recipient fecal samples collected at 1,
2, and 4 weeks post-FMT were sequenced and compared to the
profiles of the donor colony. To reduce the expense and burden
of analyzing the individual inocula prepared each successive
day, recipient GM profiles were compared to the pre-treatment
samples of the reciprocal group.

Regarding FMT of freshly prepared B6Hsd fecal microbiota
into B6J recipients, the recipient profiles were largely
indistinguishable from the donors by 1 week post-FMT
(Figure 2A). The profiles did not change appreciably at 2 or 4
weeks post-FMT (Figures 2C,E), suggesting that the transfer was
stably introduced into the recipient mice. Multivariate analysis
using PERMANOVA or ANOSIM both confirmed that while the
pre-treatment B6J recipient profile differed significantly from
the B6Hsd donors and most B6J recipient profiles post-FMT,
the B6Hsd (donor) profile was not found to differ from the
post-FMT recipient profiles (Table 2). A second objective was
to determine whether frozen fecal material could be used for
FMT with the same efficacy as fresh fecal material, as this would
permit researchers to freeze and bank multiple samples for later
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