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Supplementary Figure S1. Effect of anserine on uric acid production and liver function-related indicators. The level of (A) serum
ADA; (B) serum XOD; (C) liver XOD; (D) ALT; (E) AST; and (F) A/G; *P<0.05 indicates that the difference is significant when com-

pared to the NC group. #P<0.05 indicates that the difference is significant when compared to the HUA group
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Supplementary Figure S2. Using the Lefser method obtained differential genus (LDA>2) identification between the HUA group and
the NC group, Allo group, Anslmg, Ans10mg and Ans100mg group. These five comparisons yielded a total of 79 different genera.
Figure 2A-F refer to HUA vs. NC, HUA vs. Allo, HUA vs. Anslmg, HUA vs. Ans10mg, HUA vs. Ans100mg. (P<0.05)
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Supplementary Figure S3. Using the Lefser method obtained differential species (LDA>2) identification between the HUA group
and the NC group, Allo group, Anslmg, Ans10mg, and Ans100mg group. These five comparisons yielded a total of 189 different

species. (P<0.05)
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Supplementary Figure S4. Annotation of genes in different groups in the KEGG database. Supplementary Fig 6. A shows the path-
ways annotations of level 1. The relative abundance of the Metabolism pathway was the highest among the six groups, followed by
cellular processes. Supplementary Fig 6. B shows the pathways annotations of level 2. The KEGG level 2 includes 42 subdivided
pathways, and the differential analysis obtained 25 differential pathways. Most of the pathways were more abundant in the NC
group than in the other five groups, and the most significant differences were in Endocrine and metabolic diseases. In addition, the
HUA group had a significantly lower abundance of biosyntheses of other secondary metabolites and the metabolism of terpenoids
and polyketides than the NC, Allo, and Ans1/10/100mg groups. (P<0.05)
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Supplementary Figure S5. The enrichment of genes in different groups in the KEGG map and KO. Supplementary Figd.A-B show
the relative abundance of the top 20 differential maps and the top 30 differential KOs among the six groups. (P<0.05)



5 o0of 5

Nutrients 2023, 15, 969

02
-0.2
4
5
-0.8

wninueiBliopgng
snooooounoBIBUl | @
wnuajoeqgaulion

wn|noeqojewols
e||@uosuyor @
ejj@ussusisuyD 00
saploiapeqozy snijepipuely & o |®|®® | @]
Jejpeqolodsolaeuy
e||@jonaideled ®
Jo)0BlIUCARIOPNSS d @
e|jsuebiop
eebio @
souablesjeusey @
snjegianebaN
wnubholeeuy &
Jsjoeq)deg
seuowopnasd
e||euas|Q
Jspoequelesisn g
SEUOWIIPIaNY
winipujsojoouyose]
saploJajoeqelied
sapioisjoeg
sadysiy
e||a1apnseled
JeyoequopQ

®
ejydoyg
J0JoBLIUOAE|
epusblawg
E||a1sauleg
|
®

CC
L
[
C
rl
ik

-

L

CCO
ICCC
D
[}

L)

(|

|

| 0 E N EENEESEECEEENEEERNEEE T
u ol u ]
B E= EeEEEcEscEE SEEmSEEE

ik
eilor,
—
By e h-l
—

I
L !%ﬁ
L
: ]
Wfﬂj’“m
| 0
o6
|
o
= = sl = l..p.

"
mm

HCEN
5
ICi
ICC
[®
C|
IC
HCHE
aCas
]
i

!

wniplysojoojejadisAig |
JeeqliesO
seuowl|es
wnuapequayinyg
seuowiunsaju|
e||@ebuny
e||aseng
wnuajoeqIouaACld
seuowppuiing @ @
ej@ibiaquasiy @
eiuewaploH
_e||a1siuinog
SNHWoIYlY sniepipued ® &
whnuajpeqololejooseyd | @
e|lasnbajo ®
snpgeyiolauyg |®
Jejoeqipnied . © &
e||aiadsany)
snodooIueqT
‘SNODODOUIWIEPIDY
Jsjoeqeied
Jeyoeqnuod
wnuajoeqia)|
sn|jioeg
Jajpoeqopadopnasd
ea|ej|eose]
snooooojAydels
sadijsoiaeuy
seuowonjjad
eaioQ
winjnoeqoJaeUEBOUYDET]
aeljewjissen
SNo2020I8Y
sadAwoleyooes
BISUBLLLISY
snooooosdoD
ouUqIARSOY
Jlajoeqoiyoshsd
e||s1922A1
wnuajoeqieoaey
JojoejiucioeT
snoooooydansg
sngo|Gouoy
BlNgasoy
sSnNooodoUIWNY
eauelslpay
wnjuidsionpy
Be||2j0nald
sn|jioeqojoe]

na

:E_
|

:

CCO
0
9
L
CEEEC!
C
0
Cl
Cl

WA

" o sxwan i

0T - TS

%

CHENC
C

-
u

F
ot

| [ AT

|
CL

lpo™
.
I.lll

il
Bl
1

o
N .

rhitarees
CONR

U'— _]ol'_ n{

! u e

CONENC

]

.
e s —s

“Sfnmregary-seppUeg s
ol fAeled
5!

1 plime

o FEIT

= ulln :l-l

CEECD

et baatiun
" et
Cl

COCCCO

Ol
|

r
1
1
=
1
i gl
SELNT o

IllJ

roline
lanine
Aspartic acid
Proline
Rhamnose
Uracil

Uric acid
Uridine
Valine
Xylose

n

| |

| ‘I u

1

Threitol
Threonicacid ¢ @@

Fucose
Galactose
Glucaricacid &
Malic acid =~
Mannitol
Mannose
Methionine
trans-Ferulic acid

Glyceric acid
Glycine

Fructose
Heptanoic acid

Citric acid

Erythronic acid
\
CC I
Orotic acid & J_o CEC

Pipecalic acid

2-Keto-L-gluconic acid

2,4-Dihydroxybutanoic acid

4-Aminobutyric acid

4-Hydroxy-3-methoxybenzoic acid

4-Hydroxybutanoic acid
4-HydruxyAp

Benzoic acid

beta-Alanine

myo-Inositol

Nicotinic acid

2,4,5-Trihydroxypentanoic acid
C
o
o
Supplementary Figure S6. Association analysis between metabolites and differential genera.

Supplementary Figure S7. Association analysis between metabolites and differential species.



