10
11

12

13
14
15

16
17
18

19

20

21

22

23

24

Supplemental Material

Constitutive vagus nerve activation modulates immune suppression

in sepsis survivors
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Supplementary Figures and Figure Legends:
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Supplementary Figure 1. Splenocytes from CLP-survivors show enhanced TNFa
expression ex vivo. Splenocytes were isolated from control and CLP-surviving mice at 4 weeks
after surgery and cultured for 24 hr with or without LPS (100 ng/ mL). Each data point
represents the average of duplicate wells from a single mouse. TNFa in the culture supernatants
was measured by ELISA (R&D). Values represent mean = SEM (n=4 mice/group) from one of
two independent experiments; Control+LPS vs. CLP+LPS ***p < 0.001 (Tukey’s post hoc test).
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Supplementary Figure 2. CLP mice exhibit sustained expansion of the CD11b" Ly6C
myeloid population in the spleen that was not altered by vagotomy. (A) Representative
gating for CD11b" Ly6C"®" and CD11b" Ly6C"" myeloid cells in control and CLP mice (4
weeks). (B) Percentage and numbers of CD11b" Ly6C™¢" and CD11b" Ly6C'*" myeloid cells per
spleen in control or CLP-surviving mice at 2 and 4 weeks post-surgery. (C) Vagotomy (VGX)
did not alter the percentages of CD11b" Ly6C"€" and CD11b" Ly6C"" myeloid cells and the
actual number of total spleen cells in CLP-survivors. Values represent mean + SEM (n=5-14
mice/group). Control vs. CLP **p < 0.01; ***p < 0.001 and CLP VGX vs. CLP VGX' ns=not
significant (Mann-Whitney U test).
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Supplementary Figure 3. Memory ChAT' T cells numbers in ChAT-EGFP mice. The
memory ChAT" T cells in control and CLP-surviving ChAT-EGFP mice with and without
vagotomy after 4 weeks surgery. Values represent mean + SEM (n=5-11 mice/group). Control
VGX vs. CLP VGX **p < 0.01; or CLP VGX vs. CLP VGX" *p < 0.05; Control VGX_ vs.
Control VGX ns=not significant (Tukey’s post hoc one-way ANOVA).





