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Supplemental Figure 1 Differences in total B cells and B cell subsets in the spleens and
LNs of mice maintained in the CV and SPF facilities. Spleens and LNs were harvested
from B6 mice (6 weeks old) that had been maintained in SPF or CV facilities. Splenocytes and
lymphocytes were analysed by flow cytometry for total B cells and B cell populations by using
antibodies against CD19, CD21, CD23 and CD24. Histograms displaying mean percentages
+ SEM of (A) total B cells as a percentage of splenocytes, (B) total B cells as a percentage
of lymphocytes in lymph node. (C) splenic B cell subsets as a percentage of total B cells,
n=3. Statistics were calculated by t test, * P<0.05.
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Supplemental Figure 2 B cell subset sorting strategy. B cells were isolated from spleens
of naive B6 mice by magnetic sorting and stained with antibodies against CD21, CD24,
CD23 and with DAPI. Transitional-1 (T1), transitional-2 (T2), marginal zone (MZ) and follicu-
lar (FO) B cells were purified by BD FACSAria Il. Representative FACS plots of, (A) Presort
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gating strategy, (B) B cell subsets post-sorting.
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Supplemental Figure 3: B cells isolated from mice maintained in CV facilities suppress TNF-a
expression by CD4+ T cells. B cells were isolated from spleens of B6 mice maintained in SPF (A) or CV (B)
facilities by magnetic sorting. B cell subsets were purified by FACS and co-cultured with negatively isolated
CD4+ T cells and irradiated allo-DCs from mice housed in SPF facilities (25 CD4 T cells:25 B cells:1 allo-DC)
for 48hrs. PMA, lonomycin and brefeldin A were added for the last 4 hours of culture. Summary data showing
TNF-a, IFN-y, CD44 and CD69 expression on CD4+ T cells. As a control no B cells were added to the
co-cultures. Graph display meantSEM, (n=3). Statistics were calculated by one-way ANOVA and Bonferroni
post-tests. *p<0.05.
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Table 1: Panel of group-specific probes (16S rRNA) selected to analyze the fecal
microbiota composition by FISH-Flow

Probe Sequence Target Label | Working References
5 concentration
EUB 338 | GCTGCCTCCCGTAGGAGT Domain FITC | 2ng/pl 1
Bacteria
NON 338 | ACATCCTACGGGAGGC Negative probe | Cy5 2ng/ul 2
(control of
Bac 303 and
Erec 482)
and 20ng/ul
(control of
Lab 158 and
Bif 164)
Bac 303 CCAATGTGGGGGACCTT Bacteroides Cy5 2ng/ul 3
Erec 482 | GCTTCTTAGTCARGTACCG Clostridium Cy5 2ng/ul 4
coccoides—
Eubacterium
rectale
Lab 158 GGTATTAGCAYCTGTTTCCA | Lactobacillus- Cy5 20ng/pl 5
Streptococcus
group
Bif 164 CATCCGGCATTACCACCC Bifidobacterium | Cy5 20ng/pl 6
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