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Buspirone alleviates anxiety,
depression, and colitis;

and modulates gut microbiota
In mice

Jeon-Kyung Kim'?, Sang-Kap Han?, Min-Kyung Joo! & Dong-Hyun Kim***

Gut microbiota regulate the neurodevelopmental processes and brain functions through the
regulation of the microbiota—gut interaction and gut-brain communication. Buspirone, an agonist for
serotonin 5-HT1A receptors, is used for the treatment of anxiety/depression. Therefore, to understand
the gut microbiota-mediated mechanism of buspirone on anxiety/depression, we examined its effect
on the immobilization stress (IS) or Escherichia coli K1 (EC)-induced anxiety/depression in mice. Oral
or intraperitoneal administration of buspirone significantly suppressed stressor-induced anxiety/
depression-like behaviors in the elevated plus maze, light/dark transition, tail suspension, and forced
swimming tasks. Their treatments also reduced TNF-a expression and NF-kB*/Ibal* cell population

in the hippocampus and myeloperoxidase activity and NF-kB*/CD11c" cell population in the colon.
Buspirone treatments partially restored IS- or EC-induced gut microbiota perturbation such as
B-diversity to those of normal control mice: they reduced the IS- or EC-induced gut Proteobacteria
population. In particular, the anxiolytic activity of buspirone was positively correlated with the
populations of Bacteroides and PAC001066_g in EC- or IS-exposed mice, while the populations of
Lachnospiraceae, KE159660_g, LLKB_g, Helicobacter, and PAC001228_g were negatively correlated.
The anti-depressant effect of buspirone was positively correlated with the Roseburia population. The
fecal microbiota transplantations from buspirone-treated mice with IS-induced anxiety/depression
or normal control mice suppressed IS-induced anxiety/depression-like behaviors and reduced
hippocampal NF-kB*/Ibal* and colonic NF-kB*/CD11c* cell populations in the transplanted mice.
Furthermore, they modified IS-induced perturbation of gut microbiota composition, particularly
Proteobacteria, in the transplanted mice. In conclusion, buspirone alleviates IS as well as EC-induced
anxiety/depression and colitis. It also suppresses associated neuroinflammation and modulates gut
microbiota. Future studies can help to explain the relationship, if any, in the central and peripheral
effects of buspirone.

Anxiety/depression, the most prevalent mental disorder, are raised by exposure to stressors such as immo-
bilization, social defeat, forced swimming, and pathogen infection'?. Patients with anxiety disorder progress
to the depressive disorder that is a common illness worldwide?. Exposure to stressors such as immobilization
stress (IS) and social defeat stimulates the secretion of adrenaline and glucocorticoids in the adrenal gland via
the hypothalamic-pituitary-adrenal (HPA) axis and tumor necrosis factor (TNF)-a and interleukin (IL)-6 in
immune cells, leading to the outbreak of anxiety/depression and gut inflammation®*. The excessive stimulation
of these glucocorticoids and proinflammatory cytokines causes gut inflammation and microbiota perturbation
by the activation of innate and adaptive immunities in the gastrointestinal tract>°. Gut microbiota perturbation
inversely collapses the immune and central nervous systems via the microbiota-gut interaction and gut-brain
communication (MGB), leading to the outbreak of anxiety/depression”®. For example, the overgrowth of Kleb-
siella oxytoca by oral gavage of antibiotics or oral gavage of Escherichia coli causes anxiety and depression with
colitis in mice®!’. Anti-inflammatory therapy in patients with inflammatory bowel disease (IBD) alleviates
psychiatric disorder!12,
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Figure 1. Orally gavage or intraperitoneal injection of buspirone alleviated immobilization stress (IS)-induced
anxiety/depression in mice. Effects on IS-induced anxiety/depression-like behaviors in EPM ((A) a: time spent
in the open arm [OT]; b: open arm entries [OE]), LDT ((B) a: time spent in the light box [TL]; b: number of
transition into the light box entry [NT]), TST (C), and FST (D). Effects on IL-1p (E) and TNF-a expression (F)
and NF-kB*/Ibal* cell population (G) in the hippocampus. Effect on corticosterone (CORT, H) and IL-6 levels
(I) in the blood. Buspirone was orally gavaged (IBPp, 5 mg/kg/day) or intraperitoneally injected (IBpi, 1 mg/kg/
day) daily for 5 days from the next day after the final exposure to immobilization stress (IS). IS and NC (normal
control mice) were orally treated with vehicle (saline) instead of buspirone. Data values were indicated as

mean +SD (n=6). Same letters are not significantly different (p <0.05).

Many medications, such as benzodiazepines and selective serotonin reuptake inhibitors, (SSRIs) are used for
the treatment of anxiety/depression'*'. Of these, buspirone is known to be a partial agonist for the serotonin
5-HT1A receptors as well as an antagonist for the dopamine D2 autoreceptors. However, low-dose buspirone
activates only 5-HT1A receptors. Its anxiolytic and anti-depressant effects are produced by activating 5-HT1A
autoreceptors and 5-HT1A heteroreceptors, respectively'>'¢. Anti-depressant drugs alleviate colitis in mice with
colitis'”. However, the effects of buspirone on stressor-induced colitis and gut dysbiosis have not been studied.

Therefore, to clarify the action mechanism of buspirone, we examined the gut microbiota-mediated effects
of buspirone on HPA axis-triggering IS- or MGB-triggering Escherichia coli K1 stress (EC)-induced anxiety/
depression, colitis, and gut microbiota perturbation in mice.

Results

Effect of orally gavaged or intraperitoneally injected buspirone on IS-induced depression in
mice. First, we examined the effect of orally gavaged or intraperitoneally injected buspirone on the IS-induced
anxiety/depression in mice. Exposure to IS increased the anxiety-/depression-like behaviors: it decreased the
time spent in the open arm (OT) in the elevated plus maze (EPM) task and time spent in the light box (TL) in
the light/dark transition (LDT) task and increased immobility times in the tail suspension test (TST) and forced
swimming test (FST) (Fig. 1A-D). However, oral administration of buspirone significantly reduced IS-induced
anxiety-/depression-like behaviors and suppressed IL-1P and TNF-a expression and NF-kB*/Ibal* cell popula-
tion in the hippocampus (Fig. 1A-G, Supplementary Fig. S1A). Intraperitoneal injection of buspirone also sup-
pressed IS-induced anxiety-/depression-like behaviors in the EPM and LDT tasks, TST, and FST (Fig. 1A-D).
Intraperitoneal injection of buspirone suppressed the IS-induced TNF-a and IL-1p expression and NF-kB*/
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Ibal* cell population in the hippocampus (Fig. 1E-G). Furthermore, oral gavage and intraperitoneal injection of
buspirone suppressed corticosterone and IL-6 levels in the blood (Fig. 1H,I).

Exposure to IS significantly induced colon shortening, myeloperoxidase activity, IL-1f, IL-6, and TNF-a
expression, and NF-kB*/CD11c* cell population in the colon, resulting in colitis (Fig. 2A-F, Supplementary
Fig. S1B). However, oral gavage and intraperitoneal injection of buspirone alleviated IS-induced colitis: it sup-
pressed myeloperoxidase activity, IL-1B, IL-6, and TNF-a expression, and NF-kB*/CD11c" cell population in
the colon.

Exposure to IS also perturbed gut microbiota composition in mice: it changed the p-diversity while the
a-diversity was not affected (Fig. 2G,H). Furthermore, it increased Proteobacteria and Firmicutes populations
and reduced Bacteroidetes population (Fig. 2I). However, oral gavage and intraperitoneal injection of buspirone
partially restored IS-shifted B-diversity in the gut microbiota to that of control mice, while the a-diversity (OTUs)
was not affected (Fig. 2G-]). They reduced IS-induced Proteobacteria and Firmicutes populations and increased
Bacteroidetes and Verrucomicrobiota populations (Fig. 2L]J, Supplementary Fig. S2). In particular, oral gavage
of buspirone increased IS-suppressed Bacteroidaceae and Muribaculaceae populations at the family level and
PAC000186_g, PAC000198_g, PAC001068_g, PAC001765_g populations at the genus level and PAC001064_s and
PAC001065_s populations at the species level and reduced IS-induced Helicobacteriaceae and Ruminococcaceae
populations at the family, Helicobacter, LLKB_g, Oscillibacter, PAC000664_g, Pseudoflavonifractor populations
at the genus level, and Helicobacter rodentium group at the species level (Supplementary Tables S1-S3). Intra-
peritoneal injection of buspirone increased IS-suppressed Akkermansiaceae and Rikenellaceae populations at
the family level, Bacteroides populations at the genus level, and AB599946_s group population at the species
level and reduced IS-induced Lachnospiraceae and Ruminococcaceae populations at the family, Oscillibacter,
PAC000664_g, and PAC001228_g populations at the genus level, and KE159538_g_uc at the species level (Sup-
plementary Tables S1-S3). Next, we visualized the gut microbiota composition of mice treated with and without
buspirone as a heat map at the genus level (Fig. 2K, Supplementary Table S2). Oral gavage or intraperitoneal
injection of buspirone reduced IS exposure-induced Bacteroides population, while IS-suppressed Muribaculum
population increased. Oral gavage of buspirone significantly reduced IS-induced Helicobacter and LLKB_g popu-
lations. Intraperitoneal injection of buspirone significantly increased IS-suppressed Rumonococcus population
and decreased IS-induced PAC001228_g and PAC002367_g populations. Oral gavage or intraperitoneal injection
of buspirone increased Odoribacter population. To understand what kinds of gut microbiota are associated with
the therapeutic effects of buspirone in mice with IS-induced anxiety/depression, we analyzed the correlation
between anxiety-/depression-like behaviors and gut microbiota in mice treated with and without buspirone
(Fig. 2L). Lachnospiraceae (R=— 0.464, R?=0.215, p=0.022), KE159600_g (R=- 0.470, R*=0.221, p=0.021),
LLKB_g (R=-0.505, R?=0.255, p=0.012), Helicobacter (R=- 0.341, R>=0.116, p=0.103) and PAC001228_g
populations (R=- 0.577, R?=0.333, p=0.003) showed the negative correlation with the anxiety-like behavior
(TL) in the LDT task, while Bacteroides population (R=0.361, R?=0.131, p=0.083) showed the positive correla-
tion with the anxiety-like behavior (OT) in the EPM task. Roseburia population (R=0.493, R?=0.243, p=0.014)
had the positive correlation with the depression-like behavior in the TST.

Effect of orally gavaged or interaperitoneally injected buspirone on EC-induced depression
and colitis in mice. We also examined the effect of orally gavaged or intraperitoneal injected buspirone
on EC-induced anxiety/depression in mice. Exposure to EC decreased the OT in the EPM task and TL in the
LDT task and increased the immobility time in the TST and FST, resulting in anxiety/depression (Fig. 3A-D,
Supplementary Fig. S3). However, orally gavaged or intraperitoneally injected buspirone significantly reduced
EC-induced anxiety-/depression-like behaviors, suppressed EC-induced TNF-a and IL-1p expression in the hip-
pocampus (Fig. 3A-F, Supplementary Fig. S3A,B). Buspirone also suppressed EC-induced corticosterone and
IL-6 levels in the blood (Fig. 3G,H).

Exposure to EC significantly induced colitis in mice: it induced colon shortening, myeloperoxidase activity,
and TNF-a, IL-1p, and IL-6 expression in the colon (Fig. 4A-E). However, treatments with buspirone suppressed
EC-induced colon shortening, myeloperoxidase activity, and NF-kB activation in the colon, resulting in the
attenuation of colitis.

Exposure to EC also raised gut microbiota alteration in mice: it shifted the B-diversity, while the a-diversity
was not affected (Fig. 4F,G). Furthermore, it increased Proteobacteria and Firmicutes populations and reduced
Bacteroidetes population (Fig. 4H, Supplementary Fig. S4, S5). Buspirone treatments changed EC-shifted
B-diversity in the gut microbiota, while the a-diversity was not affected (Fig. 4F,G). Buspirone treatments also
reduced EC-induced Proteobacteria population and increased Firmicutes and Tenericutes populations (Fig. 4H).
Oral gavage of buspirone increased EC-suppressed Ruminococaceae population at the family level, PAC001091_g
population at the genus level, and PAC001558_s population at the species level and reduced EC-induced Enter-
obacteriaceae population at the family, PAC000186_g population at the genus level, and PAC001064_s and
PAC001065_s group populations at the species level (Supplementary Tables S4-6, Fig. 4, Supplementary Fig. S$4).
Interaperitoneal injection of buspirone increased EC-suppressed Bactreoidaceae population at the family level,
Bacteroides population at the genus level, and PAC002443_s population at the species level and reduced EC-
induced Helicobacteriaceae and Rikenellaceae populations at the family, Alistipes, PAC002367_g population at
the genus level, and EU791023_s and PAC002367_s populations at the species level (Supplementary Tables S4-6,
Fig. 4, Supplementary Fig. S6).

Next, we visualized the gut microbiota composition of mice treated with and without buspirone as a heat map
at the genus level (Fig. 4]). Oral gavage or intraperitoneal injection of buspirone reduced EC-induced Escherichia
population. Intraperitoneal injection of buspirone increased EC-induced Bacteroides population and decreased
EC-induced PAC001228_g and PAC002367_g populations. Oral gavage of buspirone increased Odoribacter
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Figure 2. Orally gavage or intraperitoneal injection of buspirone alleviated immobilization stress (IS)-induced
colitis and gut microbiota pertubation in mice. Effects on IS-induced colon shortening (A), myeloperoxidase
(MPO) activity (B), IL-1p (C), TNF-a (D), and IL-6 expression (E), and NF-kB*/CD11c* cell population (F)

in the colon. Effects on the composition of gut microbiota: estimated operational taxonomic units (OTUs)

(G), principal coordinate analysis (PCoA) plot (H) based on generalized UniFrac analysis. Composition of gut
miciobiota analyzed in phylum level (I). (J) Cladogram was generated by LE{SE indicating significant differences
in gut microbial abundances among untreated control (NC, blue), IS-treated (IS, red), orally buspirone-treated
(ISBp, green), and intraperitoneally buspirone-treated (ISBi, purple) groups. Yellow nodes represent species
with no significant difference. The threshold logarithmic score set at 3.5 in the family level and ranked. (K)
Effects on gut microbiota composition at the genus level, expressed as heat map. (L) The correlation between gut
microbiota composition (L: a, family level; b-h, genus level) and anxiety-/depression-like behaviors, assessed

in the EPM (time spent in the open arm [OT]), LDT (time spent in the light box [TL]), and TST (immobility
time). Buspirone was orally gavaged (IBPp, 5 mg/kg/day) or intraperitoneally injected (IBpi, 1 mg/kg/day) daily
for 5 days from the next day after the final exposure to IS. IS and NC (normal control mic) were orally treated
with vehicle (saline) instead of buspirone. (H) and (K) were created in the the free Plotly Make Chart program
(https://chart-studio.plotly.com/create/#/). (J) was created by using LEfSe analysis tool from the galaxy site
(https://huttenhower.sph.harvard.edu/galaxy/). Data values were indicated as mean = SD (n=6). Same letters are
not significantly different (p <0.05).
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Figure 3. Orally gavage or intraperitoneal injection of buspirone alleviated Escherichia coli (EC)-induced
anxiety/depression in mice. Effects on EC-induced anxiety/depression-like behaviors in EPM (A, OT), LDT
(B, TL), TST (C), and FST (D). Effects on IL-1p (E) and TNF-a expression (F) in the hippocampus. Effect on
corticosterone (CORT, G) and IL-6 levels (H) in the blood. Buspirone was orally gavaged (EBPp, 5 mg/kg/day)
or interaperitoneally injected (EBpi, 1 mg/kg/day) daily for 5 days from the next day after the final exposure to
EC. EC and NC (normal control mice) was orally treated with vehicle (saline) instead of buspirone. Data values
were indicated as mean +SD (n=6). Same letters are not significantly different (p <0.05).

population. To understand what kinds of gut microbiota are associated with the therapeutic effects of buspirone
in mice with IS-induced anxiety/depression, we analyzed the correlation between anxiety-/depression-like behav-
iors and gut microbiota in mice treated with and without buspirone (Fig. 4K). Lachnospiraceae (R=— 0.468,
R?*=0.219, p=0.021), KE159600_g (R=- 0.613, R*=0.375, p=0.002), LLKB_g (R=-0.491, R*=0.241, p=0.015),
Helicobacter (R=- 0.676, R*=0.457, p=0.005) and PAC001228_g populations (R=—0.478, R*=0.228, p=0.018)
showed the negative correlation with the anxiety-like behavior (TL) in the LDT task, while PAC001066_g pop-
ulation (R=0.464, R*=0.215, p=0.022) showed the positive correlation. Bacteroides population (R =0.549,

Scientific Reports |

(2021) 11:6094 | https://doi.org/10.1038/s41598-021-85681-w nature portfolio



www.nature.com/scientificreports/

(A)

(E)

(K)

IL-6 (pg/mg)

Colon length
(cm)

(B) (©) (D)
8 a b a a 2 60, 1.) ? 40, ? ? 8, b
. S = = 5 6
§ ? § 4o T2 > 0, E 2 2 > £ c ac
4 ©5 a a ~ 20 ose I° = 4 a O
O =.20 . o @ ® 4 Pamairy o
2 o= ® 10 : w2
= = z
0 0 0 0 "
NC EC ECBpECBi NC EC ECBpECBi NC EC ECBpECBi NC EC ECBpECBi
(F) U}
5 b 1000 b ==NC = b oacoozeds s
=m EC W c: Bacteroides
4 soor 2 % L = ecep = o
a " . , A == ECBi = pAco0isizg
3 a . D600 W g: PAC002479 5
a . [ ofs . - h: Alloprevoteila
2r o . 0O 400F - F)880724 5
o M j: Paraprevotella
Ul * 200 = 0r7sse s
.
NC EC ECBpECBi " NC EC ECBpECBI
(H)
I Bacteroidetes M Tenericutes %§ 3 v:PAC002367s
irmi Deferril B w: PAC002367_g
B Proteobacteria = ; :;:-::::::;a;}
< = 020605
X100 W o1 Ruminococeus
~ : Clostridiales
oc 80 = 5 iesaarsponcs
2 60 —Jetriceniiniiiad
© 3 I 26: Helicobacteraceae
g2 40 = 0 e
s B 5. tcoplosma. 910
x c 20 B b0: Mycoplasmataceae
8 o B b1: Mycoplasmatales
NC EC ECBp ECBi J)

0
0

NC

EC

I0.14

0.12
0.1

0.08
0.06

0.04
IO.DZ
0

—_
(2)
-~
(2]

, Re=0.375 ECBp

KE159600_g (%)
w

ECBi
4//%'6%’@6}0 " :"%c /Yell'c /rg,s 1% hg °d°ﬂ'6p400p400 p,ebo h,b% /?%i
0 o, b o, oot ’e,,-ll °b‘,c’ 96‘30 o ao'b,o’?ego?"s;@//a ’e//ec ”ocoo
10 20 0 20 40 60 Y 'b\g?;' ~9 Lo ¢ €9 Cug
OT (%) TL (%) e
(e) (f) (9) (h)
F40 . 22 Sk <06 R?=0.227
5 R?=0.457 c} R2=0.215 . ml o R?=0.228 ;
- © -} "
S20 8 S 1 o °° Q4 30.
3 ® 3 oo 3 3
g S S M 8 8
) 0 S 2 0 o <0 4
60 T 20 40 60 .o 20 40 60 a0 20 40 60 0 20 40 60
TL (%) TL (%) TL (%) TST (%)

Figure 4. Orally gavage or intraperitoneal injection of buspirone alleviated Escherichia coli (EC)-induced
colitis and gut microbiota pertubation in mice. Effects on IS-induced colon shortening (A), myeloperoxidase
(MPO) activity (B), and IL-1p (C) and TNF-a (D) expression (E) in the colon. Effects on the composition

of gut microbiota: OTUs (F), and principal coordinate analysis (PCoA) plot based on generalized UniFrac
analysis (G). Composition of gut miciobiota were analyzed in phylum level (H). Cladogram was generated by
LEfSE indicating (I) significant differences in gut microbial abundances among normal control (NC, blue),
EC-treated (EC, red), orally buspirone-treated (ECBp, green), and intraperitoneally buspirone-treated (ECBI,
purple) groups. (J) Effects on gut microbiota composition at the genus level, expressed as heat map. (K) The
correlation between gut microbiota composition (a, family level; b-h, genus level) and anxiety-/depression-like
behaviors, assessed in the EPM (time spent in the open arm [OT]), LDT (time spent in the light box [TL]), and
TST (immobility time). Buspirone was orally gavaged (ECBp, 5 mg/kg/day) or intraperitoneally injected (ECBi,
1 mg/kg/day) daily for 5 days from the next day after the final exposure to EC. NC and NC (normal control
mice) were orally treated with vehicle (saline) instead of buspirone. (G) and (J) were created in the free Plotly
Make Chart program (https://chart-studio.plotly.com/create/#/). (I) was created by using LEfSe analysis tool
from the galaxy site (https://huttenhower.sph.harvard.edu/galaxy/). Data values were indicated as mean +SD
(n=6). Same letters are not significantly different (p <0.05).

R?=0.302) had the positive correlation with the anxiety-like behavior (OT) in the EPM. Roseburia population
(R=0.476, R*=0.227, p=0.019) had the positive correlation with the depression-like behavior in TST.

Effects of fecal microbiota transplantation (FMT) of buspirone-treated and untreated mice on
IS-induced anxiety/depression in mice. In order to examine whether the alteration of gut microbiota
by exposure to IS could cause anxiety/depression, we orally transplanted the feces of mice exposed to IS (FI) or

Scientific Reports |

(2021) 11:6094 |

https://doi.org/10.1038/s41598-021-85681-w nature portfolio


https://chart-studio.plotly.com/create/#/
https://huttenhower.sph.harvard.edu/galaxy/

www.nature.com/scientificreports/

(A) (B)
(a) (b) (a) (b)
20 407 50 a 25y a
a a a b 40 a 20 3 2
<150 a . 30 e . T R s .
< e b £ = faof [F] ] eom. 18 [T & b
= 10r —fe 1 w 20 —{ - I z kA 2
5 b * . = 20 . 10} s
St R 10 i 10 5
0 - 0 0 0
NC NFN NFI NC NFN NFI NC NFN NFI NC NFN NFI
(C) (D) (E) (F)
—60; —~ b i b —
°\°6° b °\°5° 625 a ? - 5 8 I.a
Sa S, SO S ES I %
24 02 IS S0 . 2 ] 2 [&] & 2 a a |-
2 de 3F Bool 2 (B |+ = 10 el N PR
0 20F [ -l o ) <t . -3 g == - a
£ £ 10} < 5t L .
£ E, =0 o
NC NFN NFI NC NFN NFI NC NFN NFI NC NFN NFI
(G)
(H) (1
:gso b j25 b
. 20 .
E’Zz a a I 75,,15 a I
g T . S 2, 3
m .. ‘?
& 20 ) Qs [5} 3
O 9 )
NC NFN NFI NC NFN NFI

Figure 5. Effects of fecal transplantations of immobilization stress (IS)-treated and untreated control mice on
the occurrence of anxiety/depression in the transplanted mice. Effects on IS-induced anxiety/depression-like
behaviors in EPM task ((A) a: time spent in open arm [OT]; b: open arm entries [OE]), LDT ((B) a: time spent
in the light box [TL]; b: number of transition into the light box entry [N'T]), TST (C), and FST (D). Effects

on IL-1pB (E) and TNF-a expression (F) and NF-xB*/Ibal" cell population (G) in the hippocampus. Effect on
corticosterone (H) and IL-6 (I) in the blood. NFN and NFI groups were treated with the feces of normal mice
(FN) and IS-treated mice (FI) daily for 5 days, respectively. NC group was orally treated with vehicle (saline)
instead of the fecal sample. Data values were indicated as mean + SD (n=6). Same letters are not significantly
different (p<0.05).

normal control mice feces transplanted (FN) in normal mice and measured the anxiety-/depression-like behav-
iors in the transplanted mice (Fig. 5). FI transplantation significantly reduced the OT in the EPM task and TL in
the LDT task and increased the immobility time in the TST and FST. FI transplantation increased TNF-a, IL-1p,
and IL-6 expression and NF-kB*/Ibal* cell population in the hippocampus. FI transplantation also increased
corticosterone and IL-6 levels in the blood. Furthermore, FI transplantation induced colon shortening, increased
myeloperoxidase activity, IL-1p, TNF-a and IL-6 expression, and NF-kB*/CD11c* cell population in the colon
(Supplementary Fig. 6). However, the FN transplantation did not affect the occurrence of anxiety/depression and
colitis in the transplanted mice.

Next, to understand the role of gut microbiota on the anti-depressant activity of buspirone, we orally trans-
planted the feces of orally buspirone-treated IS mice (FBp), intraperitoneally buspirone-treated IS mice (FBi),
or normal control mice (FN) into mice with IS. The transplantation of FBp, FBi, or FN suppressed IS-induced
anxiety-/depression-like behaviors in the transplanted mice: they increased IS-suppressed OT in the EPM task
and TL in the LDT task and suppressed the immobility time in the TST and FST (Fig. 6A-C, Supplementary
Fig. S7A-C). They also suppressed IS-induced TNF-a and IL-1p expression and NF-kB*/Ibal" cell population
in the hippocampus (Fig. 6D,E, Supplementary Figs. S7D,E, S8A,B). The transplantations of FBp, FBi, and FN
also suppressed IS-induced corticosterone and IL-6 levels in the blood (Fig. 6F, Supplementary Fig. S7F). They
also alleviated IS-induced colitis: they suppressed colon shortening, myeloperoxidase activity, NF-kB*/CD11c*
cell population activation and IL-6 expression in the colon (Fig. 6G-1, Supplementary Fig. S7G,H).

FBp, FBi, or FN transplantation partially restored IS-shifted B-diversity in the gut microbiota to that of control
mice, while the a-diversity was not significantly affected in the transplanted mice (Fig. 6K,L). They also sup-
pressed IS-induced Proteobacteria and Firmicutes populations and increased Bacteroidetes population (Fig. 5M,
Supplementary Figs. S71, S9). In particular, FBp transplantation reduced IS-induced Christensenellaceae, Helico-
bacteriaceae, and Lachnospiraceae populations at the family level, Helicobacter and PAC000664_g, PAC001228_g
populations at the genus level, and Helicobacter rodentium group at the species level and increased IS-sup-
pressed Bacteroidaceae population at the family, Alistipes and PAC000664_g population at the genus level, and
PAC000198_s and PAC002445_s populations at the species level (Supplementary Tables S7-S9, Supplementary
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Figure 6. Fecal transplantation of buspirone/immobilization stress (IS)-treated mouse feces or untreated
control mouse feces alleviated immobilization stress-induced anxiety/depression, colitis, and gut microbiota
pertubation in the transplanted mice. Effects on IS-induced anxiety/depression-like behaviors in EPM task (A,
OT), LDT (B, TL), and TST (C). Effects on TNF-a expression (D) and NF-kB*/Ibal" cell population (E) in the
hippocampus. Effect on corticosterone (CORT) level (F) in the blood. Effects on IS-induced myeloperoxidase
(MPO) activity (G), IL-1p (H) and TNF-a expression (I), and NF-kB*/CD11c"* cell population (J) in the

colon. Effects on the composition of gut microbiota: OTUs (K), principal coordinate analysis (PCoA) plot (L),
and phylum (M). IFN, IFBp, and IFBi groups were orally gavaged with the feces of normal mice (FN), orally
buspirone-gavaged mice with IS (FBp), and intraperitoneally buspirone-injected mice with IS (FBi) daily for

5 days from the next day after the final exposure to IS. A IS group was treated with vehicle (saline) in IS-exposed
mice instead of fecal suspensions. Normal control mice (NC) was orally treated with vehicle (saline) instead of
the fecal suspension. The present fecal microbiota compositions of NC and IS groups were shared in Fig. 2. (L)
was created in the free Plotly Make Chart program (https://chart-studio.plotly.com/create/#/). Data values were
indicated as mean = SD (n=6). Same alphabets are not significantly different (p <0.05).

Figs. S8, S9). FBi transplantation reduced IS-induced Helicobacteriaceae and Ruminococeae populations at the
family level, Helicobacter, Oscillibacter and PAC000664_g populations at the genus level, Helicobacter rodentium
group and PAC002027_s populations at the species level and increased IS-suppressed Muribaculaceae population
at the family, Alistipes and PAC001068_g PAC000664_g populations at the genus level, and AB599946_s and
PAC002445_s at the species level. FN transplantation reduced IS-induced Helicobacteriaceae, Lachnospiraceae,
and Ruminococaceae populations at the family level, LLKB_g, Oscillibacter, PAC000664_g and Pseudoflavoni-
fractor populations at the genus level, and Helicobacter rodentium group and PAC001083_s population at the
species level and increased IS-suppressed Bacteroidaceae Muribaculaceae populations at the family, Alistipes
population at the genus level, and EF097112_s and PAC002445_s at the species level.

Discussion

Exposure to stressors including immobilization, antibiotics, or pathogen infection causes anxiety-like behaviors
in rodents and induced the expression of proinflammatory cytokines TNF-q, IL-1p, and IL-6 in the hippocampus
and colon, resulting in the occurrence of anxiety/depression and colitis*'®!*. In the present study, we also found
that exposure to stressors IS and EC caused anxiety-/depression-like behaviors. Furthermore, they induced
TNF-a, IL-1f, and IL-6 expression NF-kB*/Ibal* cell population in the hippocampus and corticosterone and
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IL-6 levels in the blood, resulting in anxiety/depression through the regulation of neuroinflammation. Their
exposures also increased TNF-a and IL-6 expression and NF-kB*/Ibal* cell population in the colon and Proteo-
bacteria population in the gut microbiota, leading to colitis and gut microbiota perturbation. Of Proteobacteria,
many bacteria such as Escherichia coli, Klebsiella pneumoniae, Klebsiella oxytoca, and Proteus mirabilis cause
colitis and/or anxiety'®?**!. We also found that transplantation of IS-exposed mouse feces (FI), which exhibited
a higher abundance of Proteobacteria population than normal control mice, caused anxiety-/depression-like
behaviors, neuroinflammation, and colitis in the transplanted mice. These findings suggest that exposure to
stressors including IS and EC can cause neuroinflammation, which can cause gut microbiota perturbation with
colitis, and stressor-induced gut microbiota perturbation can deteriorate stressor-induced anxiety/depression.

In the present study, buspirone, which was orally gavaged or intraperitoneally injected, alleviated IS- or
EC-induced anxiety-/depression-like behaviors. It also reduced TNF-a, IL-1B, and IL-6 expression and NF-kB-
activated immune cell populations in the hippocampus and corticosterone and IL-6 levels in the blood. Fur-
thermore, orally gavaged or intraperitoneally injected buspirone alleviated colitis: it reduced myeloperoxidase
activity, TNF-a and IL-6 expression, and NF-kB*/CD11c* cell population. In addition, Jang et al. reported
that the induction of gut inflammation by exposure to IS or ampicillin caused anxiety/depression in mice®'°.
The prevalence of anxiety/depression is significantly higher in patients with inflammatory bowel disease (IBD)
than in healthy people?>?*. Anti-IBD and anti-psychiatric therapies can alleviate psychiatric disorders and IBD,
respectively®**?. Lactobacillus rhamnosus and Lactobacillus johnsonii, commensal gut lactobacilli, alleviate psy-
chiatric disorder and colitis in mice®?. These results suggest that buspirone can alleviate anxiety and depression,
dependently on the suppression of colitis.

We also found that exposure to IS or EC altered gut microbiota composition in mice: they increased Proteo-
bacteria population and decreased Bacteroidetes population in the feces. However, orally gavaged or intraperi-
toneally injected buspirone partially reversed IS- or EC-altered gut microbiota composition to that of normal
control mice: it suppressed Proteobacteria populations and increased Bacteroidetes populations. Recent studies
have focused that gut microbiota play pivotal roles in the neurodevelopmental processes and brain functions
through the regulation of the MGB?”*. Dysregulation of the MGB by endogenous and exogenous stressors
such as social defeat, aging, and pathogen infection accelerates the occurrence of gut inflammation with psy-
chiatric disorders such as depression, anxiety, and Alzheimer’s disease**°. These results suggest that buspirone
can alleviate anxiety/depression and colitis through the modulation of gut microbiota composition. Therefore,
to understand gut microbiota involved in the therapeutic effects of buspirone against anxiety/depression, we
analyzed the correlation between anxiety-/depression-like behaviors and gut microbiota in mice treated with
and without buspirone. The anxiolytic activity of buspirone was positively correlated with the populations of
Bacteroides (R=0.433, R2=0.187, p=0.002) and PAC001066_g (R=0.550, R?=0.302, p=<0.001) in EC- or
IS-exposed mice, while the populations of Lachnospiraceae (R=— 0.412, R*=0.170, p=0.004), KE159660_g
(R=-0.444, R?=0.197, p=0.002), LLKB_g (R=- 0.454, R?=0.206, p=0.001), Helicobacter (R=-0.311, R?,
0.097, p=0.031), and PAC001228_g (R=- 0.467, R?=0.218, p=0.001) was negatively correlated (Supplemen-
tary Fig. S5). The anti-depressive activity of buspirone was positively correlated with the Roseburia population
(R=0.373, R?=0.139, p=0.009) (Supplementary Fig. S6). These findings support the suggestion that the gut
microbiota composition is pivotal in the attenuation of anxiety/depression.

Many studies have reported that buspirone can improve anxiety and depression in mice and humans by
activating 5-HT1A autoreceptors and 5-HT1A heteroreceptors, respectively'>!>1¢31-3* Many drugs modulate
gut microbiota composition®*, Therefore, in the present study, the anxiolytic, anti-depressant, and anti-neu-
roinflammatory effects of buspirone may be due to the activation of 5-HT1A receptors in the brain and spinal
cord, resulting in the improvement of gut microbiota composition. Therefore, to clarify the role of gut micro-
biota in the attenuation of anxiety/depression and neuroinflammation by buspirone, we transplanted the gut
microbiota of buspirone-treated mice with IS or normal control mice in mice with IS. The transplantation of
FBp, FBi, or FN mitigated IS-induced colitis in mice: they alleviated IS-induced myeloperoxidase and TNF-a
and IL-6 expression in the colon. These FMTs also partially reversed IS-altered gut microbiota composition to
that of normal control mice: they suppressed Proteobacteria and Firmicutes populations and increased Bacte-
roidetes population. Furthermore, fecal microbiota transplantations suppressed IS-induced TNF-a, IL-1f, and
IL-6 expression and NF-kB*Ibal* cell population in the hippocampus, resulting in the amelioration of anxiety/
depression. In addition, exposure to stressors causes anxiety-like behaviors in germ-free mice more exaggeratedly
than in specific pathogen-free (SPF) ones”. However, the FMT from SPF mice into germ-free mice alleviates
the hyper-responsive anxiety-like behaviors and reduces blood corticosterone®®. These findings suggest that
buspirone can modulate anxiety/depression and colitis by modulating the composition of gut microbiota and
activation of 5-HT1A receptors.

In conclusion, the induction of gut microbiota perturbation by exposure to stressors including IS and EC can
cause anxiety and depression and buspirone alleviates IS as well as EC-induced anxiety/depression and colitis. It
also suppresses associated neuroinflammation and modulates gut microbiota. Future studies can help to explain
the relationship, if any, in the central and peripheral effects of buspirone.

Materials and methods
Materials. Buspirone and tetramethylbenzidine were purchased from Sigma-Aldrich (St Louis, MO).

An antibody for Ibal, Alexa Fluor 488, and Alexa Fluor 594 were purchased from Invitrogen (Carlsbad,
CA). An antibody for NF-kB were purchased from Cell Signaling Technology (Beverly, MA). Enzyme-linked
immunosorbent assay (ELISA) kits for TNF-a, IL-1, and IL-6 were purchased from Ebioscience (Atlanta, GA).
An ELISA kit for corticosterone was purchased from Elabscience (Hebei, China). A QIAamp DNA stool mini
kit was purchased from Qiagen (Hilden, Germany).
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Animals. C57BL/6N mice (male, 19~21 g, 6 weeks old) were supplied from Samtaco Inc. (Gyunggi-do,
Korea) and acclimated for 1 week before experiments. Mice (three mice per cage) were maintained in wire cages
(length 50 x width 30 x height 20 cm) with the 5-cm raised wire floor, which was designed to prohibit mice for
feeding the feces, under a ventilated condition (temperature, 20-22 °C; humidity, 50% + 10% humidity; light/
dark cycle, 12-h/12-h; and cleaning, 24 h) and fed standard laboratory chow and water ad libitum.

Generation of mice with anxiety/depression. Mice with anxiety/depression were prepared by expo-
sure to IS or EC, as previously reported®®®. All animal experiments were conducted with two replicates. Each
group contained six mice.

First, to understand the effect of buspirone on anxiety/depression, buspirone (dissolved in saline) was orally
gavaged (5 mg/kg/day) or intraperitoneally injected (1 mg/kg/day) in mice with IS- or EC-induced anxiety/
depression once a day for 5 days. Other groups (NC, normal control mice; IS, IS-treated mice; and EC, EC-treated
mice) were treated with vehicle (saline) instead of buspirone.

Second, to understand the effects of gut microbiota on the occurrence of anxiety/depression, fecal suspensions
(NEFN, vehicle-treated mouse fecal suspension; and NFI, IS-induced mouse fecal suspension) were transplanted
into mice with IS-induced depression. Other groups (NC, normal control mice; and IS, IS-treated mice) were
treated with vehicle (saline) instead of fecal suspension.

Third, to understand the gut microbiota-mediated effect of buspirone on the anxiety/depression, fecal suspen-
sions (IFN, vehicle-treated mouse fecal suspension; IFBp, orally buspirone-treated mouse fecal suspension; and
IFBpi, intraperitoneally buspirone-treated mouse fecal suspension) were transplanted into mice with IS-induced
depression. Normal control mice (NC) and IS-treated mice (IS) were treated with vehicle (saline) instead of fecal
transplantation.

Anxiety/depression-related behaviors were measured in the EPM, LDT tasks, TST, and FST. At the end of the
behavioral test, all animals were sacrificed. Bloods, brains, and colons were collected. Brain and colon were stored
at — 80 °C for the assay of biochemical markers. For the immunohistochemistry assay, mice were trans-cardiacally
perfused with 4% paraformaldehyde for brain and colon tissue fixation. Brains and colon tissues were post-fixed
with 4% paraformaldehyde for 4 h, cytoprotected in 30% sucrose solution, freezed, and cut using a cryostat®*.

Preparation of the fecal suspension for FMT. The fresh FBp and FBi (0.5 g) for FMT were collected
48 h after the final p.o. or i.p. treatment with buspirone in mice with IS-induced anxiety/depression to gather the
feces not containing orally administered buspirone, respectively. The fresh FN (0.5 g) was collected 48 h after the
final treatment with vehicle in NC. The FI (0.5 g) was collected 48 h after the final treatment with vehicle in mice
with IS-induced anxiety/depression. The collected feces were suspended in saline on ice and centrifuged at 500g
for 5 min at 4 °C. The resulting supernatant was centrifuged at 10,000g for 15 min at 4 °C, washed with saline
twice, and suspended in saline (4.5 mL). The suspensions were used for further fecal transplantation.

Behavioral task. The EPM task was performed in the plus-maze apparatus (consisting of two open
[30x7 cm] and two enclosed arms [30x7 cm] with 20-cm-high walls extending from a central platform
[7x7 cm] on a single central support to a height of 60 cm above the floor) for 5 min, as previously reported**’.
The LDT task was assessed in the light (350 Ix)/dark box (2 Ix) apparatus (45 x 25 x 25 cm) for 8 min according
to the method of Jang et al.’. This maze had two chambers with black and white polywood walls and Plexiglass
for floors. These chambers were connected by an opening (7.5x7.5 cm) located in the center of the dividing
wall at floor level. The TST was measured according to the method of Kim et al.*. Mice were suspended on the
edge of a table 30 cm above the floor by taping 1 cm from the tail tip. Immobility time was measured for 5 min.
Mice were judged to be immobile, when they did not move and hanged passively. The FST was performed in a
round transparent plastic jar (20 x40 cm?) containing fresh water (25 °C) to a height of 25 cm according to the
method of Kim et al.**. Immobility time was measured during 5 min. Mice were judged to be immobile, when
they remained floating in the water without struggling.

Myeloperoxidase activity assay and ELISA. Myeloperoxidase activity was assayed according to
the method of Jang et al.®. Colon tissues were homogenized with cold radioimmunoprecipitation assay lysis
buffer and centrifuged at 10,000g for 10 min. The supernatant was used as a crude enzyme solution. An aliquot
(0.05 mL) of the supernatant was added in the reaction mixture (0.95 mL) containing 0.03% hydrogen peroxide
and 1.6 mM tetramethylbenzidine. The absorbance at 650 nm was monitored over 5 min. Activity was defined
as the quantity degrading 1 pmol/mL of peroxide.

For the cytokine assay, the supernatants of the hippocampus and colon homogenate were transferred to
96-well plates according to the method of Kim et al.*”. TNF-a, IL-1p, and IL-6 concentrations were determined
in the supernatant using commercial ELISA Kits. For the corticosterone assay, the plasma was prepared according
to the method of Kim et al.**. Corticosterone concentration was measured in the plasma using an ELISA kit’.

Immunofluorescence assay. The hippocampus and colon tissues of mice were trans-cardiacally per-
fused with 4% paraformaldehyde, post-fixed with 4% paraformaldehyde, cytoprotected in 30% sucrose solution,
freezed, and cryosectioned, as previously reported***’. The hippocampus tissue sections were incubated with
the NF-kB and Ibal antibodies for activated microglia and colon tissue sections were incubated with NF-kB and
CD11c antibodies for NF-kB*/CD11c* cells (activated dendritic cells and macrophages). These sections were
then treated with secondary antibodies conjugated with Alexa Fluor 488 (1:1000) or Alexa Fluor 594 (1:500). The
stained slices were observed with a confocal laser microscope.
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Bacterial 16S rRNA gene sequencing. The fresh stools of mice were collected and their bacterial
genomic DNAs were extracted using a QIAamp DNA stool mini kit, as previously reported®. Amplification of
genomic DNA was performed using barcoded primers targeted the bacterial 16S rRNA V4 region gene. Each
amplicon was sequenced using Illumina iSeq 100 (San Diego, CA). Prediction for functional genes was analyzed
using the phylogenetic investigation of communities by reconstruction of unobserved states****!. The pyrose-
quencing reads were deposited in the short read archive of NCBI under accession number PRINA507690.

Statistical analysis. All data are expressed as the means + standard deviation (SD) and conducted Graph-
Pad Prism 8 (GraphPad Software, Inc., San Diego, CA, USA). The significance was analyzed by Tukey’s multiple
comparisons and Dunnett’s multiple comparisons, using one-way ANOVA in SPSS (p <0.05). All p-values in the
present study are indicated in Supplementary Table S10.

Ethics statement. All animal experiments were approved by the Institutional Animal Care and Use Com-
mittee of the University JACUC No KUASP(SE)-19-152) and were performed according to the NIH, AAALAC
International, and University Guide for Laboratory Animals Care and Usage.

Received: 14 October 2020; Accepted: 23 February 2021
Published online: 17 March 2021

References

1. Horwitz, A. V. How an age of anxiety became an age of depression. Milbank Q. 88, 112-138 (2010).

2. Weger, M. & Sandi, C. High anxiety trait: A vulnerable phenotype for stress-induced depression. Neurosci. Biobehav. Rev. 87, 27-37
(2018).

3. Carabotti, M., Scirocco, A., Maselli, M. A. & Severi, C. The gut-brain axis: Interactions between enteric microbiota, central and
enteric nervous systems. Ann. Gastroenterol. 28, 203-209 (2015).

4. Haddad, J. J., Saade, N. E. & Safiech-Garabedian, B. Cytokines and neuro-immune-endocrine interactions: A role for the hypotha-
lamic-pituitary-adrenal revolving axis. J. Neuroimmunol. 133, 1-19 (2002).

5. Soto, M. et al. Gut microbiota modulate neurobehavior through changes in brain insulin sensitivity and metabolism. Mol. Psychiatry
23,2287-2301 (2018).

6. Bercik, P. et al. The intestinal microbiota affect central levels of brain-derived neurotropic factor and behavior in mice. Gastroen-
terology 141, 599-609 (2011).

7. Sharon, G., Sampson, T. R., Geschwind, D. H. & Mazmanian, S. K. The central nervous system and the gut microbiome. Cell 167,
915-932 (2016).

8. Fung, T. C,, Olson, C. A. & Hsiao, E. Y. Interactions between the microbiota, immune and nervous systems in health and disease.
Nat. Neurosci. 20, 145-155 (2017).

9. Jang, H. M,, Lee, K. E,, Lee, H. J. & Kim, D. H. Immobilization stress-induced Escherichia coli causes anxiety by inducing NF-«xB
activation through gut microbiota disturbance. Sci. Rep. 8, 13897 (2018).

10. Jang, H. M., Lee, H. ], Jang, S. E., Han, M. J. & Kim, D. H. Evidence for interplay among antibacterial-induced gut microbiota
disturbance, neuro-inflammation, and anxiety in mice. Mucosal Immunol. 11, 1386-1397 (2018).

11. Gray, M. A. et al. Anti-TNFa therapy in IBD alters brain activity reflecting visceral sensory function and cognitive-affective biases.
PLoS ONE 13, 0193542 (2018).

12. Collins, S. M. Interrogating the gut-brain axis in the context of inflammatory bowel disease: A translational approach. Inflamm.
Bowel Dis. 26, 493-501 (2020).

13. Loane, C. & Politis, M. Buspirone: What is it all about?. Brain Res. 1461, 111-118 (2012).

14. Strawn, J. R., Geracioti, L., Rajdev, N., Clemenza, K. & Levine, A. Pharmacotherapy for generalized anxiety disorder in adult and
pediatric patients: An evidence-based treatment review. Expert. Opin. Pharmacother. 19, 1057-1070 (2018).

15. Haleem, D. ]. Serotonin-1A receptor dependent modulation of pain and reward for improving therapy of chronic pain. Pharmacol.
Res. 134, 212-219 (2018).

16. Haleem, D. J. & Nawaz, S. Inhibition of reinforcing, hyperalgesic, and motor effects of morphine by buspirone in rats. J. Pain. 18,
19-28 (2017).

17. Minaiyan, M. et al. Evaluation of anti-colitic effect of fluvoxamine against acetic acid-induced colitis in normal and reserpinized
depressed rats. Eur. . Pharmacol. 746, 293-300 (2015).

18. Ng, A. et al. IL-1p, IL-6, TNF- a and CRP in elderly patients with depression or Alzheimer’s disease: Systematic review and meta-
analysis. Sci. Rep. 8, 12050 (2018).

19. Hudcovic, T. et al. Protective effect of Clostridium tyrobutyricum in acute dextran sodium sulphate-induced colitis: differential
regulation of tumour necrosis factor-a and interleukin-18 in BALB/c and severe combined immunodeficiency mice. Clin. Exp.
Immunol. 167, 356-365 (2012).

20. Jang, H. M., Lee, K. E. & Kim, D. H. The preventive and curative effects of Lactobacillus reuteri NK33 and Bifidobacterium adoles-
centis NK98 on immobilization stress-induced anxiety/depression and colitis in mice. Nutrients 11, E819 (2019).

21. Lee, I. A. & Kim, D. H. Klebsiella pneumoniae increases the risk of inflammation and colitis in a murine model of intestinal bowel
disease. Scand. . Gastroenterol. 46, 684-693 (2011).

22. Riblet, L. A. et al. Buspirone: An anxioselective alternative for the management of anxiety disorders. Prog. Neuropsychopharmacol.
Biol. Psychiatry 7, 663-668 (1983).

23. Taylor, D. P, Eisonm, M. S., Riblet, L. A. & Vandermaelen, C. P. Pharmacological and clinical effects of buspirone. Pharmacol.
Biochem. Behav. 23, 687-694 (1985).

24. Yanartas, O. et al. The effects of psychiatric treatment on depression, anxiety, quality of life, and sexual dysfunction in patients
with inflammatory bowel disease. Neuropsychiatr. Dis. Treat. 12, 673-683 (2006).

25. Gray, M. A. et al. Anti-TNFa therapy in IBD alters brain activity reflecting visceral sensory function and cognitive-affective biases.
PLoS ONE 13(3), e0193542 (2018).

26. Hines, R. M. et al. Disrupting the clustering of GABAA receptor a2 subunits in the frontal cortex leads to reduced y-power and
cognitive deficits. Proc. Natl. Acad. Sci. USA 110, 16628-16633 (2013).

27. Dinan, T. G. & Cryan, J. E Gut instincts: Microbiota as a key regulator of brain development, ageing and neurodegeneration. J.
Physiol. 595, 489-503 (2017).

Scientific Reports |

(2021) 11:6094 | https://doi.org/10.1038/s41598-021-85681-w nature portfolio



www.nature.com/scientificreports/

28. Sampson, T. R. & Mazmanian, S. K. Control of brain development, function, and behavior by the microbiome. Cell Host Microbe
17, 565-576 (2015).

29. Rogers, G. B. et al. From gut dysbiosis to altered brain function and mental illness: Mechanisms and pathways. Mol. Psychiatry 21,
738-748 (2016).

30. Clapp, M. et al. Gut microbiota’s effect on mental health: The gut-brain axis. Clin. Pract. 7, 987 (2017).

31. Majercsik, E. et al. The effect of social factors on the anxiolytic efficacy of buspirone in male rats, male mice, and men. Prog. Neu-
ropsychopharmacol. Biol. Psychiatry 27, 1187-1199 (2003).

32. Bernstein, C. N. Psychological stress and depression: Risk factors for IBD?. Dig. Dis. 34, 58-63 (2016).

33. Gracie, D. J. et al. Effect of psychological therapy on disease activity, psychological comorbidity, and quality of life in inflammatory
bowel disease: A systematic review and meta-analysis. Lancet Gastroenterol. Hepatol. 2, 189-199 (2017).

34. Pavlakovi¢, G., Tigges, J. & Crozier, T. A. Effect of buspirone on thermal sensory and pain thresholds in human volunteers. BMC
Clin. Pharmacol. 9, 12 (2009).

35. Fung, T. C. et al. Intestinal serotonin and fluoxetine exposure modulate bacterial colonization in the gut. Nat. Microbiol. 24,
2064-2073 (2019).

36. Wu, H. et al. Metformin alters the gut microbiome of individuals with treatment-naive type 2 diabetes, contributing to the thera-
peutic effects of the drug. Nat. Med. 23, 850-858 (2017).

37. Crumeyrolle-Arias, M. et al. Absence of the gut microbiota enhances anxiety-like behavior and neuroendocrine response to acute
stress in rats. Psychoneuroendocrinology 42, 207-217 (2014).

38. Sudo, N. et al. Postnatal microbial colonization programs the hypothalamic—pituitary-adrenal system for stress response in mice.
J. Physiol. 558, 263-275 (2004).

39. Kim, J. K, Lee, K. E., Lee, S. A., Jang, H. M. & Kim, D. H. Interplay between human gut bacteria Escherichia coli and Lactobacillus
mucosae in the occurrence of neuropsychiatric disorders in mice. Front. Immunol. 11, 273 (2020).

40. Lee, H. ], Lee, K. E., Kim, ]. K. & Kim, D. H. Suppression of gut dysbiosis by Bifidobacterium longum alleviates cognitive decline
in 5XFAD transgenic and aged mice. Sci. Rep. 9, 11814 (2019).

41. Langille, M. G. et al. Predictive functional profiling of microbial communities using 16S rRNA marker gene sequences. Nat.
Biotechnol. 31, 814-821 (2013).

Acknowledgements
The present study was supported by the Medical Research Program through the National Research Foundation
of Korea (NRF), funded by the Ministry of Science and ICT (NRF-2017R1A5A2014768).

Author contributions

S.K.H, J. KK, and D.H.K,, conceived and designed experiments. S.K.H., JK.K., and M.K.]. performed labora-
tory experiments. S.K.H., J K.K., M.K.J., and D.H.K. performed data analysis. S.K.H., . K.K., and D.H.K., wrote
the manuscript. All authors contributed to reviewing the paper and all authors agreed the final version for
submission.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://doi.
org/10.1038/s41598-021-85681-w.

Correspondence and requests for materials should be addressed to D.-H.K.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from
the copyright holder. To view a copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2021

Scientific Reports |

(2021) 11:6094 | https://doi.org/10.1038/s41598-021-85681-w nature portfolio


https://doi.org/10.1038/s41598-021-85681-w
https://doi.org/10.1038/s41598-021-85681-w
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Buspirone alleviates anxiety, depression, and colitis; and modulates gut microbiota in mice
	Results
	Effect of orally gavaged or intraperitoneally injected buspirone on IS-induced depression in mice. 
	Effect of orally gavaged or interaperitoneally injected buspirone on EC-induced depression and colitis in mice. 
	Effects of fecal microbiota transplantation (FMT) of buspirone-treated and untreated mice on IS-induced anxietydepression in mice. 

	Discussion
	Materials and methods
	Materials. 
	Animals. 
	Generation of mice with anxietydepression. 
	Preparation of the fecal suspension for FMT. 
	Behavioral task. 
	Myeloperoxidase activity assay and ELISA. 
	Immunofluorescence assay. 
	Bacterial 16S rRNA gene sequencing. 
	Statistical analysis. 
	Ethics statement. 

	References
	Acknowledgements


