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Supplemental Figure 1. Gating strategy used to define spleen myeloid populations.
Splenocytes were first gated using FSC and SSC (A) and then gated on the non-lymphocyte
cells (B) using antibodies to T cells (CD4 and CD8), B cells (CD45R), and NK cells (NK1.1).
The red pulp macrophage was then defined as CD11b” F4/80" cells (E) and the marginal zone
macrophages defined as CD11b” SIGNR1" cells (F). Isotype controls for gating red pulp
macrophages and marginal zone macrophages are shown in G and H. To define the monocyte
and neutrophils populations, the non-lymphocyte population was first gated on CD11b" myeloid
cells (C) and then Ly6C and Ly6G antibodies used to define the neutronphil ( LyC™™ Ly6G"),

classical monocytes ( Ly6C"9" Ly6G") and non-classical monocytes (Ly6C"*" L6G).



IL-1p mRNA IL-23 p19 mRNA IL-6 mRNA
84 5+ 81
5 ns g g ns
] 2,1 ns e
g 6 g g 6
- 2 e P
3 g3 g .
w4 x " . 5 4 . .
g . 2 2 . (1] “2’
® 2 . n 2 1 L ug" ® 21 "u
° [ ] T ° °8s Lo HIL] | ® . . Lty Ih
w L tTeelne O C, '7' .'_T_' € PP l'.“l
o’°§° ‘aoe' ‘P@ G)QQ- d’& ‘-QQQ'
& @ @
2 & &
IL-10 mRNA TGF-p mRNA TNFo mRNA
10+ 6- 34 .
5 = 5 ns 5
o B 'ﬁ
n w
8 o 4 g 2
5 1 3 X o 0t -
‘: 4 I: Py egge® "
2 2 27 2 oy . L
3 7] vt e e S |
. @
i \ ' @ & o P
o”ga ‘:9? 0(5"Q 4 et?b" Y
"
-2*"6‘ .2.0& Q_f
Lactobacillus 16S RNA Bacteroides 16S RNA Bifidobacterium 16S RNA
- 51 -
g ns £ = e’ *x
2 L o
2 8 . a
2 104 - 2. o 4 .
a . e . a
X [ ] » . I3
w . 'g 24 . . g .
o .
> 5+ Z LLd - > 2 %0’
B . - "-u' i _..I"_ = . . [ ]
= oL . - HH o P II-?-I- x 3. af =T,
@
o"go Y gc?gp Y :.?& e‘oq'
2
o & <

Supplemental Figure 2. Cytokine mRNA and Bacterial 16s rRNA levels in mesenteric
lymph nodes from home cage and SDR stressed mice. RNA was isolated from spleens of
SDR stressed and home cage control mice . Cytokine mRNA levels (A) and bacterial 16S rRNA
levels (B) were analyzed by qRT-PCR. Relative mRNA expression was determined using
GAPDH mRNA as the normalizer. Expression levels of individual home cage and SDR mice
were determined relative to the mean ACT of the home cage mice. Statistical analysis was
performed by Student t test with Welch’s correction for unequal variance. N=15-23 mice per

group. * p<0.05, ** p<0.01



IL-18 mRNA

Classical Monocytes

SDR SDR Negative Control

LysC Ly6C

Neutrophils

s | 5
109 101

IL-1p mRNA " 1

o 2 3 4 5 0 1 2 3 4 5
o 10 100 0 10 1o 100 10 10 100 100 10

Lec Ly6C Ly6C

0,1
10710

Non-classical Monocytes

5 01 2 3 4 5
10710 (LR TR TR R T I U]

Ly6C LysC Ly6C

0,1 2 3 4
LR T/ T R T T/ A |

Supplemental Figure 3. RNA flow cytometry gating strategy used to define myeloid
population positive for IL-1 mRNA. Cell surface staining and gating stategy described in
supplemental figure 1 was used to define the classical monocytes (CD11b" Ly6C"" Ly6G"),
neutrophils (CD11b*Ly6C™™ Ly6G"), and non-classical monocytes (CD11b*Ly6C*“Ly6G"). To
detect IL-18 mRNA,cells were hybridized with a Alexa-647 probe set specific for IL-1 following
the protocol provided by manufactor. Gates for positive cells were set using negative control
samples (no probe). Representative gates for each of populations and negative controls are

shown for home cage control and SDR mice.



IL-18 mRNA IL-6 mRNA IL-23 p19 mRNA TNFax mRNA IL-10 mRNA

w

ra

-

Relative Expression

o

w

8 c8 £F g3
% B B g4 @
g_ 2 g e 2 (=)
d £ 5° 3T
w
@ 1 oo end IJ; 4 o 2 w
'4% —— > = 3 1
< 82 81 £
o @ ] [
0 : [ g, €,
S A o il Tl LS A v {
" 4 o o 4 & N 3 & 4 4 & A »
- L" el 3 = & = L3
¥ °o° 006" W °o° ¥ e W
Live L. animalis Live L. animalis Live Loatiimails Live L. animalis Live L. animalis
Spleen Monocyte Spleen
TNFa mRNA TNFz mRNA
4 4 #
g ;
S # X
é 3 % 3
a =3
o 2 = 2
S 2
3 1 5 1 *
-4 [
0 o
I R S I & & & &
& 3 o & & & & & & &
w R Q@Q L Q@Q
& e ® &

Supplemental Figure 4. Activation of spleen myeloid cells by L. animalis. A. CD11b+
myeloid cells were isolated from mouse spleen cells by magnetic beads and treated with live
L.animalis for 3 hrs. RNA was isolated from the non-adherent neutrophils and monocytes and
analyzed by qRT-PCR. The relative mRNA expression was determined using p-actin mRNA as
the normalizer. Data represents means +SEM of 4 replicate wells. Statistical analysis was
performed by Student t test. * p<0.05, " p <0.01 B. (Left). Isolated spleen monocytes were
incubated with 5 yM and 10uM norepinephrine (NE) for 30 minutes prior to stimulation with
heat-killed Lactobacillus animalis at 5 bacteria/cell for 6 hrs. Cytokine mRNA levels were
analyzed by qRT-PCR and the relative mRNA expression was determined using B-actin mRNA
as the normalizer. Statistical analysis was performed by Student t test with Welch'’s correction
for unequal variance. Data represents means +SEM of 6 replicate wells from two experiments. *
p<0.05, *p=0.076, (Right). Home cage (HC) and SDR stressed mice were injected with PBS
or propranolol (10mg/kg) at 30 minutes prior to each cycle of SDR. After 6 cycles of SDR,
spleens were isolated and TNFa mRNA levels determined by qRT-PCR. Relative mRNA
expression was determined using GAPDH mRNA as the normalizer. Expression levels of
individual home cage and SDR mice were determined relative to the mean ACT of the home

cage mice. Statistical analysis was performed by Student t test. N=5-6 mice per group ~ p<0.05,

#p=0.054



