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Figure 2. Microbiota composition does not regulate altered antibody responsiveness in BALB/c A and BALB/c B mice. BALB/c A and BALB/c B mice

were cohoused to promote microbiota transfer and 4 weeks later vaccinated with NP-OVA in IFA; cohoused BALB/c A (ACH), BALB/c B (BCH), BALB/c

A and BALB/c B. Gut microbiota composition was determined with taxonomic profiling of fecal bacterial communities from 16s rRNA sequencing.

(a) Relative abundance at the phyla level with key populations-of-interest highlighted at the order, family or genus level and (b) principal

component analysis of fecal microbiota composition; left and right plot provide two views of the taxonomic diversity. Samples taken 1 day prior to

immunization (n = 5 per group). NP-specific IgG1, IgG2a and IgE titers in serum of (c) ACH and BALB/c A and NP-specific IgG1, IgG2a and IgE titers

in serum of (d) BCH and BALB/c B 14 days after immunization with NP-OVA in IFA. Data points represent individual mice and heights of the bar

represent the median. Dashed lines represent lower limit of sensitivity, set at blank OD. Data are representative of at least two experiments.
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genetic dysfunction afflicts a B-cell intrinsic regulator or

mediator of CSR. Low-responder BALB/c A mice were able

to mount a sufficient GC B-cell response and appropriate

IgM production. However, subsequent isotype class-switch

responses were skewed, leading to significantly reduced

IgG1, IgG2a and IgE responses in BALB/c A. As there are no

known markers for selection of GC B cells in this transition

state, we are unable to characterize the isotype expression

profile of this responding population. The Tfh response was

also reduced in low-responder BALB/c A mice indicating

that the pathways in the generation of the antibody

response, in addition to CSR, are also deficient in BALB/c

A. Further investigation is required to determine whether

perturbation in Tfh responsiveness and CSR capability are

regulated by shared or distinct polymorphisms, and indeed

if other immunological mechanisms are also affected.

Toward the development of immune-adjuvant therapeutics,

determining the relative contribution that CSR efficiency

and Tfh responsiveness impart to the magnitude of

antibody response capability could provide valuable insight

to whether therapeutic targeting of just one dominant

pathway would be sufficient to boost responsiveness, or

whether multiple pathways in antibody generation need to

be targeted in unison.

The observation that at least some B cells from low-
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support/documents/documentation/chemistry_documentation/
16s/16s-metagenomic-library-prep-guide-15044223-b.pdf.
Amplicon sequences were processed using Qiime 1.8. Paired
end reads were quality filtered using a Q30 cutoff, and
chimeric sequences identified using the USEARCH method
against the Greengenes alignment (version 13_8) were
removed. OTUs were picked at 97% similarity using the
UCLUST method, and representative sequences were assigned
taxonomies using the RDP classifier. Principle component
analysis of the relative abundances of taxa identified up to the
genus level for Balb/c, Balb/c Ach, Balb/c B and Balb/c Bch.

Whole genome sequencing and analysis

For whole genome sequencing, genomic DNA was extracted
from 100 mg of fresh liver tissue using the DNeasy Tissue kit
(Qiagen) following the manufacturer instructions. Briefly, each
liver tissue sample was lysed with proteinase K and lysis buffer
and incubated over night at 55°C, the lysed tissue was then
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