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Abstract: A total of 24,000 healthy 1-day-old Arbor Acres broilers with similar initial weights
were used in this study and fed a basal diet supplemented with 0, 400 and 800 mg/kg isoleucine
(Ile), denoted CON, ILE400 and ILE800, respectively. Results revealed that the final body weight,
average daily weight gain, and eviscerated carcass rate, of broiler chickens in the ILE400 group were
significantly higher than in other groups (p < 0.05). In addition, the ILE400 and ILE800 groups had
a lower feed conversion rate and a higher survival rate and breast muscle rate (p < 0.05), while the
abdominal fat rate was significantly lower than the CON group (p < 0.05). There were significantly
lower serum concentrations of UREA, glucose (GLU) and total cholesterol (TCHO) in the ILE400
and ILE800 groups than in the CON group (p < 0.05); glutathione peroxidase (GSH-Px) activity was
significantly higher in the ILE400 group than in the other groups, and tumor necrosis factor-alpha
(TNF-α) concentration was considerably lower than in other groups (p < 0.05). Moreover, interleukin
(IL)-10 concentration in the ILE800 group was significantly higher than in the other groups (p < 0.05).
The ILE400 group significantly down-regulated the mRNA expressions of fatty-acid synthase (FASN)
and solid alcohol regulatory element binding protein 1c (SREBP1c), and significantly up-regulated the
mRNA expressions of adipose triglyceride lipase (ATGL), hormone-sensitive lipase (HSL), lipoprotein
lipase (LPL) and sirtuin1 (Sirt1) (p < 0.05). The ILE400 group had significantly higher intestinal villus
height than the CON and ILE800 groups, while the ILE800 group had significantly lower intestinal
villus height/crypt depth (p < 0.05). Furthermore, high-throughput sequencing showed that the
Shannon index, and Verrucomicrobiota, Colidextribacter and Bacteroides abundances were significantly
higher in the ILE400 group than in the CON group (p < 0.05). Interestingly, the ILE800 group reduced
the Simpson index, phylum Firmicutes and Bacteroidota abundances (including genera Colidextribacter,
Butyricicoccus, [Ruminococcus]_torques_group, Bacteroides, Alistipes, Barnesiella and Butyricimonas), and
increased Proteobacteria and Cyanobacteria (including genera Dyella, Devosia, unidentified_Chloroplast
and Hyphomicrobium) (p < 0.05). Overall, our study showed that adding 400 mg/kg Ile to the diet (diets
total Ile levels at 1.01%, 0.90% and 0.87% during the starter, grower and finisher phases, respectively)
increased production performance and improved the health status in broiler chickens.

Keywords: broiler chickens; isoleucine; production performance; healthy status; high-throughput
sequencing

1. Introduction

The commercial broiler dominates modern intensive farming with its fast growth,
excellent carcass traits and high feed conversion rate [1]. Due to the physiological character-
istics of the broilers, there is a high protein demand in the diet. As an essential component
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of active compounds in the body, the protein has a positive role in promoting the develop-
ment and health of broilers [2]. With the cost of raw materials increasing, synthetic amino
acids such as L-lysine, DL-methionine and L-threonine have been widely used in feed to
improve broiler production performance and meat quality and facilitate the production of
immunologically active substances [2–5].

As a functional branched amino acid, isoleucine (Ile) plays an outstanding role in
promoting animal growth and development and protecting animal health. Isoleucine may
be the third or fourth limiting amino acid in the commercial diet, and the optimal Ile/Lys
ratio might affect broiler production performance [6]. The ratio of Ile to Lys as a method of
balancing protein in the diet is to optimize protein utilization from the diet [7]. Previous
studies have shown that the optimal digestible Ile/Lys in commercial broilers was 0.71 [8,9].
Zhao et al. [10,11] reported that dietary Ile could improve growth performance and the
digestibility of nutrients, and enhance intestinal health by modulating intestinal immunity,
antioxidant capacity, tight junction proteins and microbial populations. Previous studies
in mice demonstrated that Ile supplementation improved immune organ development,
immune cell activation and immunoreactive substances secretion, and alleviated intesti-
nal damage developmental delay in mice with colitis [12,13]. The improved production
performance of poultry is inextricably linked to normal immune system development,
an integrated intestinal barrier, and balanced intestinal microbiota [14,15]. Interactions
between complex and diverse microbial communities significantly affect the host’s physio-
logical, immunological and nutritional status, and this complex mechanism potentially has
beneficial or detrimental effects on poultry production performance and health [16,17].

Previous studies have focused on Ile requirements, and Ile has mainly been added
to diets low in Ile. Recent study has shown that supplementing Ile and Val in a low
protein diet improves piglet growth by facilitating nutrient digestibility and intestinal
microbiota [18]. To our best knowledge, few studies have been conducted that evaluate
the effects of adding Ile alone to the regular diet on production performance, health status
and cecal microbiota in broiler chickens. Miranda et al. [19] showed that adding L-Ile to the
broilers’ diet improved production performance. This suggests that Ile supplementation in
broiler diets is practicable. Therefore, the purpose of this study is to evaluate the effects
of Ile on the production performance and health of broilers by dietary Ile levels, and to
provide guidance in the usage of Ile in the broiler industry.

2. Materials and Methods
2.1. Ethical Approval

The Animal Care and Use Committee of Shandong Agriculture University (protocol
code SDAUA-2021-019) approved this study.

2.2. Animals and Diets

Our study was conducted on a modern intensive broiler breeding farm. A total
of 24,000 1-day-old male Arbor Acres broiler chicks, with an average body weight of
45.48 ± 1.35 g, were obtained from a commercial hatchery and were randomly allocated to
three groups [8 replicates (pens) per group and 1000 broilers per replicate] for a 42-day study.
All broiler chickens were reared in fully automatic standardized chicken coops. As shown
in Table 1, three kinds of different basal diets were fed to broiler chicks at the start (day
1–14), growth (day 14–21) and finishing stage (day 21–fencing). The basal diets were based
on the nutritional needs of commercial broilers and respected or exceeded the nutrient
requirements recommended by the Chinese Ministry of Agriculture (2004) for broilers at
different growth periods. The amino acid measurement values and Ile/Lys ratio of the
basal diets are shown in Table 2. The Ile (purity, 98.5%) was purchased from CJ (Shanghai,
China) Trading Co., Ltd. Three experimental groups were as follows: the control group,
broilers fed the basal diet; the ILE400 group, broilers fed the basal diet supplemented with
400 mg/kg Ile; the ILE800 group, broilers fed the basal diet supplemented with 800 mg/kg
Ile. The broiler chickens had free access to feed and water and were vaccinated according
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to the routine immunization schedule throughout the trial. The indoor temperature was
set to 31–32 ◦C 7 days before the trial. It was then decreased by 2 ◦C per week until the
indoor temperature was maintained at 22–23 ◦C, and the relative humidity was held at
55–60%. Artificial light (10–20 Lux) was provided on a 24 h light program throughout the
experimental period.

Table 1. Composition and nutrient levels of the basal diets (air-dry basis).

Items Start Stage
0–14 d

Growth Stage
14–21 d

Finishing Stage
21–42 d

Ingredients, %
Corn 47.44 49.48 44.83
Soybean meal 35.81 28.43 26.21
Wheat 5 10 15
Fermented sesame meal 2 2 2
Fermented cottonseed protein 3 3 3
Soybean oil 2.33 2.60 4.96
Stone powder 1.42 1.24 1.12
Dicalcium phosphate 0.93 0.78 0.51
Sodium chloride 0.17 0.20 0.12
Liquid methionine 0.37 0.42 0.39
L-lysine HCl 0.52 0.71 0.68
Premix 1 1.01 1.14 1.18
Total 100.00 100.00 100.00
Nutritional levels 2, %
Poultry Metabolizable Energy,
MJ/Kg 11.97 12.43 13.08

Crude protein 22.4 20.2 19.5
Calcium 0.78 0.68 0.60
Available phosphorus 0.34 0.31 0.26
Chicken available methionine 0.63 0.63 0.60
Chicken available lysine 1.25 1.20 1.14

1 Premix is provided per kg of feed: VA, 7500 IU; VD3, 2500 IU; VB1, 0.65 mg; VB2, 7.0 mg; VB6, 1.9 mg; VB12,
11 mg; Pantothenic acid, 11 mg; VE, 8.5 IU; Choline chloride, 750 mg; Cu, 8 mg; Fe, 80 mg; Zn, 40 mg; Mn, 60 mg;
Se, 0.15 mg; I, 0.35 mg. 2 Nutritional levels were calculated values.

Table 2. The contents of amino acids in the basal diets.

Items Start Stage
0–14 d

Growth Stage
14–21 d

Finishing Stage
21–42 d

Amino acid, %
Lysine 1.55 1.48 1.46
Isoleucine 0.97 0.86 0.83
Isoleucine/Lysine 0.62 0.58 0.56
Methionine 0.40 0.62 0.31
Threonine 1.04 1.00 0.96
Tryptophan 0.27 0.24 0.22
Leucine 1.84 1.69 1.58
Valine 1.09 1.02 1.00
Arginine 1.44 1.28 1.27
Histidine 0.64 0.61 0.59

2.3. Sample Collection

At 42 days of age, one broiler chicken with a body weight close to the group was
selected from each replicate for sampling. The blood samples were collected from the
wing vein and placed in a vacuum collection blood tube (without sodium heparin). The
supernatant was aspirated after being centrifuged at 3500× g for 10 min at 4 ◦C, and then
stored at −80 ◦C until analysis. After blood sampling, the broiler chickens were killed by
cervical dislocation after CO2 asphyxiation. Following dissection of the abdomen, the liver,
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small intestine and cecum tissues were quickly isolated. Liver and cecal content samples
were collected in sterile cryotubes, and stored at −80 ◦C for further liver qRT-PCR and
cecum microbiota analysis. From the middle of the duodenum, an approximately 2 cm
section was cut off and repeatedly rinsed with saline, and then immediately fixed in 4%
paraformaldehyde for further histological observation.

2.4. Serum Biochemistry, Antioxidants and Inflammatory Factors Analysis

The serum concentrations of total protein (TP), albumin (ALB), UREA, glucose (GLU),
triglycerides (TG), total cholesterol (TCHO), high-density lipoprotein (HDL) and low-
density lipoprotein (LDL) were determined using a fully automated biochemical analyzer
(Roche Diagnostic System Inc., Indianapolis, IN, USA). The antioxidant parameters of
malondialdehyde (MDA), total superoxide dismutase (T-SOD) and glutathione peroxidase
(GSH-Px) in serum were measured using commercial assay kits (Nanjing Jiancheng Bioengi-
neering Institute, Nanjing, China). The serum concentrations of tumor necrosis factor-alpha
(TNF-α), interleukin-6 (IL-6) and interleukin-10 (IL-10) were determined by ELISA kits
(Jiangsu Meimian Industrial Co., Ltd., Yancheng, China), and the detection steps strictly
complied with the kits’ instructions.

2.5. Genes Expressions in Liver

The total RNA in each liver sample was extracted using Trizol following the man-
ufacturer’s instructions (Accurate Biology, Changsha, China). The concentrations and
purities of total RNA were determined by Spectrophotometer (Denovix DX-11, Wilmington,
DE, USA). Then, the cDNA was obtained by reverse transcription kit (Accurate Biology,
Changsha, China). The mRNA relative expressions of fatty-acid synthase (FASN), peroxi-
some proliferator activated receptor gamma (PPAR-γ), solid alcohol regulatory element
binding protein 1c (SREBP1c), CCAAT/enhancer binding proteins alpha (C/EBPα), adipose
triglyceride lipase (ATGL), lipoprotein lipase (LPL), hormone-sensitive lipase (HSL) and
sirtuin1 (Sirt1) in the liver tissue were determined by using a LightCycler 96 fast real-time
PCR system (Roch, Switzerland) and SYBR®Green Premix Pro Taq HS qPCR Kit (Accurate
Biology, Dalian, China), as previously described by Li et al. [20]. The primer sequences are
presented in Table S1. The target gene’s relative mRNA expression was calculated using the
threshold cycle (2−∆∆Ct) method and normalized by the intrinsic reference gene (β-actin)
expression.

2.6. Duodenal Morphological Analysis

After trimming and washing the samples to remove the intestinal contents, the samples
were dehydrated and embedded in paraffin following the usual procedure. Tissue sections
were stained with hematoxylin and eosin, and the small intestine morphology was observed
and photographed with a Nikon Eclipse 80i (Nikon, Tokyo, Japan) microscope. Villus height
(VH) and crypt depth (CD) were measured for each section (Randomly select 10 groups with
good morphology) using Image J analysis software, and the VH/CD ratio was calculated.

2.7. Cecum Microflora Analysis

The total genomic DNA from broiler chicken cecal contents was extracted by us-
ing the CATB method. Then, DNA concentration and purity were measured with 1%
agarose gels, and DNA was diluted to 1 ng/µL using sterile water according to the mea-
sured concentration. The V3-V4 hypervariable regions of 16S rRNA were amplified using
515F-806R primer [21]. All PCR reactions were performed with 15 µL of Phusion® High
Fidelity PCR Master Mix (New England Biolabs, Ipswich, MA, USA). The same volume
of 1× loading buffer (containing SYB green) was mixed with PCR products and detected
by electrophoresis on a 2% agarose gel. PCR products were mixed in an equal density
ratio, and subsequent composite products were purified by using a Qiagen Gel Extraction
Kit (Qiagen, Hilden, NRW, Germany). Then, sequencing libraries were constructed using
TruSeq® DNA PCR-Free Sample Preparation Kit (Illumina, San Diego, CA, USA) according
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to the manufacturer’s recommendations. The library quality was measured on the Qubit@
2.0 Fluorometer (Thermo Scientific, Waltham, MA, USA) and Agilent Bioanalyzer 2100
system. Eventually, the library was sequenced at the Illumina NovaSeq platform and end
reads of 250 bp were yielded. A negative control was used in each round of amplification
to characterize the sterility of the reagents, and mock bacterial communities were included
as controls in the sequencing runs to assess error rates and batch-to-batch variability [22].
After paired-end sequence splicing and quality control, data filtering and chimera removal,
the final effective sequences were obtained, which with more than 97% similarity, were
clustered into the same OTUs for alpha diversity and beta diversity analysis as previously
described in Li et al. [23].

2.8. Statistical Analysis

The individual broiler chicken was considered an experimental unit for all variables.
All data were evaluated for normal distribution (W > 0.05) using the Shapiro–Wilks test.
Then, one-way ANOVA was performed using SAS 9.4 (Institute Inc., Cary, NC, USA)
statistical software and multiple comparisons were performed using Tukey’s test. Values
were expressed as the mean and standard error of the mean (SEM). Probability values of
p < 0.05 were deemed to be significant differences.

3. Results
3.1. Production Performance

The effect of dietary supplementation with Ile on production performance is presented
in Table 3. The final weight at 42 d and the average daily gain during the experimental
period for broiler chickens in the ILE400 group were significantly higher than those in
the CON and ILE800 groups (p < 0.05). During the testing period, the feed conversion
ratio was significantly lower, and the survival rate was significantly higher, in the ILE400
and ILE800 groups (p < 0.05). The broiler chickens’ initial body weight and average daily
feed intake did not show any significant discrepancy among the three groups (p > 0.05).
Compared with the CON and ILE800 groups, the ILE400 group had a remarkably increased
eviscerated carcass rate (p < 0.05). The ILE400 and ILE800 groups had a significantly
decreased abdominal fat rate and a significantly increased breast muscle rate compared
with the CON group (p < 0.05). In addition, there were no remarkable changes among the
three groups’ semi-eviscerated carcass rate and thighs muscle rate of the broiler chickens
(p > 0.05).

Table 3. The effect of dietary supplementation with isoleucine (Ile) on broiler production performance.

Items CON ILE400 ILE800 SEM p Value

Growth Performance (day 1 to 42)
Initial Body Wight, g 45.30 45.91 45.24 0.279 0.571
Final Body Weight, g 2737.37 b 2818.57 a 2756.97 b 10.953 0.003

Average Daily Gain, g/d 64.13 b 66.07 a 64.60 b 0.261 0.003
Average Daily Feed Intake, g/d 113.01 109.98 108.20 0.867 0.067

Feed Conversion Ratio 1.74 a 1.66 b 1.67 b 0.011 0.002
Survival Rate, % 93.82 b 96.54 a 96.01 a 0.379 0.003

Carcass Characteristics
Eviscerated Carcass Rate, % 74.38 b 76.33 a 75.16 b 0.224 <0.001

Semi-Eviscerated Carcass Rate, % 84.18 84.36 84.49 0.081 0.321
Abdominal Fat Rate, % 3.03 a 1.88 b 2.12 b 0.130 <0.001
Breast Muscle Rate, % 25.04 b 26.95 a 27.12 a 0.292 0.002
Thighs Muscle Rate, % 17.24 17.14 17.13 0.298 0.986

The values are presented as the mean and standard error of mean (SEM). Statistically significant differences are
those with a,b p < 0.05. CON, broiler chickens receiving basal diet; ILE400, broiler chickens receiving basal diet sup-
plemented with 400 mg/kg Ile; ILE800, broiler chickens receiving basal diet supplemented with 800 mg/kg Ile.

3.2. Serum Biochemical Parameters

The effect of dietary supplementation with Ile on serum biochemical parameters
concentration is shown in Table 4. The concentrations of UREA, GLU and TCHO in the
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ILE400 and ILE800 groups were remarkably lower than those in the CON group (p < 0.05).
There were no significant differences in serum TP, ALB, TG, HDL and LDL concentrations
among the three groups (p > 0.05).

Table 4. The effect of dietary supplementation with isoleucine (Ile) on the serum biochemistry of
broiler chickens.

Items CON ILE400 ILE800 SEM p Value

TP, g/L 21.26 22.21 22.76 0.652 0.664
ALB, g/L 6.70 6.86 6.26 0.222 0.665

UREA, mmol/L 0.49 a 0.28 b 0.32 b 0.021 <0.001
TG, mmol/L 0.27 0.24 0.24 0.010 0.483

GLU, mmol/L 11.02 a 8.55 b 8.03 b 0.330 <0.001
TCHO, mmol/L 3.25 a 2.42 b 2.49 b 0.110 <0.001
HDL, mmol/L 0.99 1.02 0.93 0.041 0.622
HDL, mmol/L 0.50 0.54 0.45 0.030 0.452

The values are presented as the mean and standard error of mean (SEM). Statistically significant differences are
those with a,b p < 0.05. CON, broiler chickens receiving basal diet; ILE400, broiler chickens receiving basal diet sup-
plemented with 400 mg/kg Ile; ILE800, broiler chickens receiving basal diet supplemented with 800 mg/kg Ile.

3.3. Serum Antioxidant and Inflammatory Parameters

The effects of dietary supplementation with Ile on serum level of antioxidant and
inflammatory parameters are displayed in Table 5. The GSH-Px activity in the ILE400
group was markedly higher than that in the CON and ILE800 groups (p < 0.05). Compared
with the CON group, the ILE400 group had the lowest serum TNF-α concentration (p <
0.05), and the ILE800 group had the highest IL-10 concentration among the three groups (p
< 0.05). No significant changes were observed in serum MDA, IL-6 and T-SOD among the
three groups (p > 0.05).

Table 5. The effects of dietary supplementation with isoleucine (Ile) on the serum antioxidants and
inflammatory factors of broiler chickens.

Items CON ILE400 ILE800 SEM p Value

MDA, nmol/L 2.65 2.35 2.61 0.064 0.099
T-SOD, U/mL 73.52 82.08 82.51 1.782 0.057

GSH-PX, U/mL 1583.87 b 1763.87 a 1608.39 b 24.307 <0.001
TNF-α, ng/L 74.38 a 59.37 c 66.40 b 1.925 0.001

IL-6, ng/L 55.61 54.34 51.32 1.928 0.675
IL-10, ng/L 33.48 b 31.98 b 37.65 a 0.714 <0.001

The values are presented as the mean and standard error of mean (SEM). Statistically significant differences
are those with a,b,c p < 0.05. CON, broiler chickens receiving basal diet; ILE400, broiler chickens receiving
basal diet supplemented with 400 mg/kg Ile; ILE800, broiler chickens receiving basal diet supplemented with
800 mg/kg Ile.

3.4. Genes Expressions of Liver Fat Metabolism

To determine whether Ile affects hepatic lipid metabolism, the expressions of relevant
genes were determined in this study. The results indicated that the mRNA expressions
of FASN (Figure 1A) and SREBP1c (Figure 1C) were down-regulated in the ILE400 group
compared with the CON and ILE800 groups (p < 0.05). Moreover, the ILE400 group showed
higher mRNA expressions of ATGL, LPL, HSL and Sirt1 (Figure 1E–H) than the CON and
ILE800 groups (p < 0.05). There were no significant differences between PPAR-γ (Figure 1B)
and C/EBPα (Figure 1D) among the three groups (p > 0.05).
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Figure 1. The effect of dietary supplementation with isoleucine (Ile) on the expressions of genes
related to liver fat metabolism in broiler chickens. (A) FASN, fatty-acid synthase; (B) PPAR-γ, peroxi-
some proliferator activated receptor-gamma; (C) SREBP1c, solid alcohol regulatory element binding
protein1c; (D) C/EBPα, CCAAT/enhancer binding proteins alpha; (E) ATGL, adipose triglyceride
lipase; (F) LPL, lipoprotein lipase; (G) HSL, hormone-sensitive lipase; (H) Sirt1, sirtuin1. CON, broiler
chickens were fed the basal diet; ILE400, basal diet supplemented with 400 mg/kg Ile; ILE800, basal
diet supplemented with 800 mg/kg Ile. The values are presented as the mean and standard error of
mean (SEM), and statistically significant differences are those with a,b p < 0.05.

3.5. Measurements of Duodenal Morphology

The effect of supplementation with Ile on duodenal morphology is shown in Figure 2.
The analysis of intestinal morphology (Figure 2A) showed that intestinal VH (Figure 2B)
was significantly higher in the ILE400 group than in the CON and ILE800 groups (p < 0.05),
and the VH/CD ratio (Figure 2D) was lower in the ILE800 group (p < 0.05). Intestinal CD
values (Figure 2C) did not change significantly between the three groups (p > 0.05).

3.6. Cecal Microbiota Analysis

The high-throughput sequencing data is shown in Figure S1. The species accumulation
boxplot (Figure 3A) tends to flatten out as the sample size increases up to 24, which indicates
that our sample size was sufficient for subsequent analysis and to estimate the species
richness of the samples. The Venn diagram (Figure 3B) generated after OTUs clustering
with 97% homologous labels of all samples revealed that the CON, ILE400 and ILE800
groups contained 1803, 1578 and 1544 OTUs, respectively. The number of OTUs shared
by the three groups amounted to 1047. The results of alpha diversity analysis (Figure 3C)
indicated that the Shannon index in the ILE400 group was significantly higher than in the
CON and ILE800 groups, while the Simpson index in the ILE800 group was significantly
lower than in the CON and ILE400 groups (p < 0.05). Regarding the beta diversity of
the cecum microbial community, the principal coordinate analysis (PCoA) profile of Bray–
Curtis distance (Figure 3D) and the analysis of ANOSIM (Table S2) demonstrated that
significant discrepancies existed for each group of the microbial community (p < 0.05).
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Figure 2. The effect of dietary supplementation with isoleucine (Ile) on duodenal morphology of
broilers. (A) Hematoxylin and eosin photomicrographs at 40× magnification; (B) Villus height;
(C) Crypt depth; (D) Villus height/ Crypt depth ratio. CON, broiler chickens were fed the basal
diet; ILE400, basal diet supplemented with 400 mg/kg Ile; ILE800, basal diet supplemented with
800 mg/kg Ile. The values are presented as the mean and standard error of mean (SEM), and
statistically significant differences are those with a,b,c p < 0.05.

The relative abundances of broiler chickens’ cecal microflora at the phylum level
(top10) are shown in Figure 4A. The results indicated that the cecum microbiota in both the
CON and ILE400 groups were dominated by the phyla Firmicutes (accounting for 43.80%
and 56.04%) and Bacteroidota (accounting for 43.89% and 24.6%), while the dominant mi-
crobiota in the ILE800 group was mainly the phyla Proteobacteria (accounting for 58.90%)
and Cyanobacteria (accounting for 11.94%). Compared with the CON group, the relative
abundances of Firmicutes, Bacteroidota and Desulfobacterota (Figure 4C) were remarkably
decreased (p < 0.05), whereas the relative abundances of Proteobacteria and Cyanobacteria
(Figure 4C) were significantly elevated in the ILE800 group (p < 0.05). Compared with the
CON group, the relative abundance of Verrucomicrobiota was significantly higher in the
ILE400 group (p < 0.05). The relative abundances of broiler chickens’ cecal microbiota at
the genus level (top30) are shown in Figure 4B, and microorganisms with differences at the
genus level are shown in Figure 4D,E. The results indicated that the relative abundances
of Dyella, Devosi, Hyphomicrobium, unidentified_Chloroplast and Terriglobus were remarkably
increased (p < 0.05) and the relative abundances of Bilophila, Butyricicoccus, [Ruminococ-
cus]_torques_group, Alistipes, Barnesiella and Butyricimonas were significantly reduced (p
< 0.05) in the ILE800 group compared to the CON group. The relative abundances of
Colidextribacter and Bacteroides were significantly increased (p < 0.05) in the ILE400 group
compared to the CON group. In addition, the LEfSe analysis (Figure 5A,B), which was
applied to identify the key microorganisms responsible for the differences among the three
groups, showed that Barnesiella and Alistipes in the CON group, Closetridia and Firmicutes in
the ILE400 group, and Gammaproteobacteria, Aphaproteobacteria and Dyella in ILE800 group,
contributed to the differences in cecal microbiota of the three groups.
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Figure 4. The effect of dietary supplementation with various levels of isoleucine (Ile) on the compo-
sition of cecal microbiota. (A) Phylum level; (B) Genus level; (C) The differential microbiota at the
phylum level; (D,E) The differential microbiota at the genus level. CON, broiler chickens were fed
the basal diet; ILE400, basal diet supplemented with 400 mg/kg Ile; ILE800, basal diet supplemented
with 800 mg/kg Ile. The values are presented as the mean and standard error of mean (SEM), and
statistically significant differences are those with a,b,c p < 0.05.
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Figure 5. The linear discriminant analysis effect size (LEfSe) analysis of differential microbial taxa in
CON, ILE400 and ILE800 groups. (A) Distribution histogram of linear discriminant analysis (LDA)
values (LDA score > 4.8); (B) Evolutionary branching diagram. CON, broiler chickens were fed the
basal diet; ILE400, basal diet supplemented with 400 mg/kg Ile; ILE800, basal diet supplemented
with 800 mg/kg Ile.

4. Discussion

Isoleucine is commonly considered to be the fourth limiting amino acid in broilers.
In our study, dietary supplementation with 400 mg/kg Ile was optimal for broiler body
weight, daily gain, and feed conversion. Similarly, previous studies showed that dietary
supplementation with Ile could improve the growth performance of poultry, pigs and
juvenile Jian carp [10,24–26]. Mao [12] showed that dietary supplementation with Ile
attenuated the adverse effects of inflammatory bowel disease on growth performance
in rats. Moreover, our experiments found that dietary supplementation with Ile could
significantly increase the eviscerated carcass rate and breast rate, and reduce abdominal fat.
Carcass characteristics represent a significant economic trait. Wise et al. [27] showed that
broiler carcass and breast muscle yields increased linearly and quadratically as the Ile to Lys
ratio increased in the diet. A recent study also indicated that the broiler abdominal fat rate
decreased linearly and the breast rate increased linearly with increasing Ile [28]. Broilers
fed on a diet with restricted Ile levels exhibited poorer production performance, but the
addition of Ile was able to overcome this disadvantage [29]. The above results showed that
adding Ile to the diet could improve the production performance of broiler chickens.

Metabolic health status is a crucial factor contributing to the improved production
performance of broilers [30]. In the current study, the serum biochemical indicators, an-
tioxidant parameters and inflammatory cytokines were determined. Serum biochemical
indicators reflect the physiological function and metabolic capacity of the organism. In the
current study, the supplementation of Ile to the broilers’ diet significantly reduced UREA,
GLU and THCO concentrations. UREA could accurately reflect protein metabolism and
the balance between amino acids in the body, and its elevated value is usually associated
with poultry disease stress conditions [31,32]. The above results suggest that appropriate
Ile supplementation could enhance broilers’ amino acid utilization, which may be partly
accountable for the broiler’s improved production performance. Isoleucine plays a vital
role in improving glucose metabolism and inhabits blood glucose concentration more
effectively than leucine [33,34]. A recent experiment in laying hens indicated that serum
glucose levels decreased with increasing dietary Ile levels [35]. Doi [34] suggested that Ile
regulates blood glucose levels by both stimulating muscle uptake of glucose and increasing
systemic glucose oxidation. Ajdar et al. [36] observed that feeding a diet containing Ile
and probiotics significantly reduced blood cholesterol concentrations in broiler chickens.
Moreover, dietary supplementation with 14.2 g kg−1 significantly reduced serum choles-
terol, triglyceride and whole-body lipid deposition [37]. These results suggest that Ile can
improve blood lipid levels and increase whole body glucose utilization.
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Besides, in the current study, dietary supplementation with 400 mg/kg Ile raised
serum GSH-Px activity, remarkably. GSH-Px regulates cellular redox capacity by cat-
alyzing the breakdown of hydrogen peroxide and preventing toxic hydroxyl radicals in
the body [38]. It has been reported that dietary Ile could enhance antioxidant enzyme
activity [11]. Katayama et al. [39] pointed out that Ile protects the intestine from oxidative
stress by upregulating GSH content and CAT activity in human intestinal epithelial cells.
GSH is an essential non-enzymatic antioxidant in the body, which can efficiently scavenge
free radicals and other oxidants under the catalysis of GSH-Px. Gan et al. [40] revealed that
the lack or excess of Ile in a grass carp diet leads to increased lipid oxidation and decreased
GSH activity in muscles, which is reversed by a moderate level of Ile. These results indicate
that Ile enhanced antioxidant capacity in the broiler may be attributed to increased GSH-Px
activity. Oxidant stress is often accompanied by inflammatory response [41]. Dietary
supplementation with Ile alleviated the negative impact of rotavirus infected piglets by
improving immune function [24]. This demonstrated that Ile administration improved
animal health during certain challenges [24,42]. In the present study, TNF-α content in the
serum of broilers was lowest in the ILE400 group, while IL-10 content in the ILE800 was
notably higher than the other two groups. As an essential inflammatory response marker,
TNF-α plays a critical role in the immune response by inducing the secretion of other
inflammatory molecules and accelerating the inflammatory response [43–45]. Multi-effect
cytokines, such as IL-10, are essential regulators of immune system stability, exerting anti-
inflammatory and immunosuppressive effects [46]. An experiment by Terakura et al. [47]
demonstrated that the TNF-α and IL-6 contents in the liver of mice supplemented with
3.0% branched-chain amino acids in the diet were significantly reduced. Another study
also showed that dietary supplementation with 1% Ile reduces the inflammatory response
in mice with colitis by downregulating inflammation-related cytokine expression through
the TLR4/MyD88/NF-κB pathway [12]. The above results suggest that dietary Ile sup-
plementation benefited the enhanced antioxidant capacity and decreased inflammatory
response of the broilers.

Disordered gut microbiota can affect the host interaction and relate to local inflam-
matory occurrence and oxidative stress levels [45,48,49]. In the present study, the ILE800
group had a significantly lower alpha-diversity index than the ILE400 and CON groups. In
addition, the beta-diversity results suggested that the intestinal flora composition of the
ILE800 group was significantly different from that of the CON and ILE400 groups. At the
phylum level, we found that the ILE800 group had significantly lower relative abundances
of Firmicutes, Bacteroidetes and Desulfobacterota and significantly higher relative abundances
of Proteobacteria and Cyanobacteria compared to the CON and ILE400 groups. The elevated
abundance of Proteobacteria leads to dysbiosis and reduced intestinal diversity, increasing
the susceptibility to intestinal inflammation and metabolic diseases [50]. At the genus
level, we found that the Dyella and Devosia were significantly elevated in the ILE800 group
at 40% and 8%, respectively, and they were probably indicator bacterium for the altered
intestinal flora in the ILE800 group. Dyella is highly homologous to Xanthomonadaceae in
γ-Proteobacteria [51]. Devosia is a type of Enterobacteriaceae. Proteins are degraded in the
intestine, by gut flora, into branched-chain fatty and potentially toxic products, such as am-
monia, amines, phenols and indoles [52,53]. In a high-protein diet, undigested proteins are
utilized by intestinal microorganisms through the promotion and proliferation of protein-
fermenting bacteria [54]. Research has shown that with increased protein intake, there are
increasing number of intestinal bacteria that have a hydrolytic fermentative capacity for
proteins, such as E. coli [55]. When there is a lack of carbohydrates for energy supply, E. coli
can preferentially use amino acids as an energy source [56]. Thus, we hypothesize that
the rise of undigested protein in the intestine may facilitate the proliferation of bacteria
such as Proteobacteria. The raised abundance of Cyanobacteria has been associated with
the occurrence of human diseases [57]. Firmicutes and Bacteroidetes were related to the
production of short-chain fatty-acids such as butyrate, acetate and propionate [58]. In the
ILE400 group, the Colidextribacter and Bacteroides abundances were significantly higher.
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Bacteroides enhance the body’s immunity by interacting with the host immune system [59].
Colidextribacter contributes to regulating the inflammatory response and maintains the
integrity of the gut mucosa [21]. This indicated that the dietary addition of 400 mg/kg
Ile affects the composition of the intestinal flora and increases the abundance of beneficial
bacteria. In the ILE800 group, the abundances of Butyricicoccus, Ruminococcus, Alistipes,
Barnesiella and Butyricimonas were significantly decreased. The Barnesiella and Alistipes
abundances positively correlates with single-chain fatty-acid production [60]. Butyricimonas
and Ruminococcus convert the glucose from food into butyrate, which can provide energy
to intestinal cells, promote metabolism, reduce harmful bacteria colonization and protect
intestinal health [61]. Furthermore, our study also found that the duodenal VH and VH/CD
ratio were significantly lower in the ILE800 group. Villous and crypt structures in the small
intestine are primarily responsible for nutrient penetration and intestinal cell prolifera-
tion [62]. Higher VH and VH/CD values generally mean better intestinal morphology.
Research has shown that a lack or excess of methionine in the diet can reduce the intestinal
VH and VH/CD ratio of piglets, and affect intestinal development [63]. This suggests that
appropriate Ile levels in the diet contributes to nutrient absorption and intestinal health.
Our results indicated that adding 800 mg/kg Ile to the diet reduced the intestinal VH and
VH/CD ratio and decreased the cecum’s flora diversity, and increased the abundance of
some harmful bacteria.

The current study also showed that the ILE400 group significantly suppressed li-
pogenic genes expressions, such as FASN and SREBP1c, and promoted lipolytic gene
expressions, such as ATGL and HSL. The liver is the main organ involved in fat metabolism
in poultry, and abdominal fat deposition is a major component of fat metabolism [64].
Similar results were observed in tests on mice and weaned piglets [65,66]. SREBP1s, a
membrane-bound transcription factor, regulates adipogenesis by enhancing fatty-acid
synthesis and accelerating the accumulation of triglycerides [67]. It has been reported that
SREBP1c can induce the expressions of lipogenic genes, such as FAS, ACC1 and SCD1 [68].
Triglycerides are hydrolyzed to glycerol and fatty-acids by the action of ATGL and HSL,
which serve as essential rate-limiting enzymes for lipolysis [69]. In addition, Ma [66] sug-
gested that feeding 1.5% Ile in the diet of obese mice reduced adipogenic genes expression
and prompted lipid browning. The above results suggest that Ile inhibits lipid synthesis
and promotes lipolysis by regulating the effect of genes related to hepatic lipid metabolism.
Vianna et al. [70] pointed out that the reduction in fat synthesis by leucine may be linked
to the regulation of energy expenditure in the body. We examined the mRNA expression
of Sirt1, and the results showed that the ILE400 group significantly upregulated the ex-
pression of Sirt1. It was found that the downregulation of lipogenic genes (FASN, ACC1
and SREBP1c) notably decreased after the knockdown of Sirt1 in fasting conditions [71].
Walker [71] showed that the deacetylation of SREBPs by Sitt1 led to a decrease in their
activity, which resulted in the depression of adipogenesis. Interestingly, Zhou et al. [72]
indicated that mice fed a leucine-supplemented diet facilitated fat deposition and acceler-
ated fat browning, which is inconsistent with our study. This may be due to the varying Ile
levels and animal models. In conclusion, adding 400 mg/kg Ile to the diet can suppress
lipid deposition in the liver and benefit fat metabolism.

5. Conclusions

In the present study, supplementation with 400 mg/kg Ile (total dietary Ile levels
of 1.01%, 0.90% and 0.87% during the starter, grower and finisher phases, respectively)
improved the broilers’ production performance and health status, and changed the compo-
sition of their intestinal flora.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/microorganisms11020236/s1, Table S1: Primer sequences used
for quantitative real-time PCR; Table S2: Analysis of differences in ANOISM among the groups;
Figure S1: Sequencing data.

https://www.mdpi.com/article/10.3390/microorganisms11020236/s1
https://www.mdpi.com/article/10.3390/microorganisms11020236/s1


Microorganisms 2023, 11, 236 13 of 16

Author Contributions: Conceptualization, H.L., Y.L. and W.Y.; data curation, H.L., J.S. and Q.G.;
methodology, W.Y., S.J., L.H., N.J., X.Y. and Y.L.; investigation, H.L., Y.L., W.Y., S.J., N.J., L.H., X.Y.,
J.S. and Q.G.; formal analysis, Y.L., W.Y., S.J., L.H., N.J. and X.Y.; funding acquisition, W.Y. and S.J.;
writing—original draft, H.L.; writing—review and editing, Y.L. and W.Y. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was supported by the Major Innovative Projects of Shandong Province (grant
number 2019JZZY020609).

Data Availability Statement: All sequencing data are stored in the sequence read archive of the
National Center for Biotechnology Information under the accession number PRJNA905560.

Acknowledgments: We are grateful to CJ (Shanghai, China) Trading Co., Ltd., and Shandong
Chunxue Food Co., Ltd., for their support in this study.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Pan, C. Can China’s Poultry Move Out of Pork’s Shadow. In Still on the Road to Industrialization; Rabobank: Utrecht, The

Netherlands, 2013; Volume 5.
2. Beski, S.S.; Swick, R.A.; Iji, P.A. Specialized protein products in broiler chicken nutrition: A review. Anim. Nutr. 2015, 12, 47–53.

[CrossRef] [PubMed]
3. Hill, B.; Kim, E.J. Precise amino acid availability values key. Feedstuffs 2013, 854, 20–22.
4. Kobayashi, H.; Nakashima, K.; Ishida, A.; Ashihara, A.; Katsumata, M. Effects of low protein diet and low protein diet

supplemented with synthetic essential amino acids on meat quality of broiler chickens. Anim. Sci. J. 2013, 846, 489–495. [CrossRef]
[PubMed]

5. Han, I.K.; Lee, J. The role of synthetic amino acids in monogastric animal production-review. Asian-Australas J. Anim. Sci. 2000,
134, 543–560. [CrossRef]

6. Corzo, A.; Loar, R., II; Kidd, M. Limitations of dietary isoleucine and valine in broiler chick diets. Poult. Sci. 2009, 889, 1934–1938.
[CrossRef]

7. Berres, J.; Vieira, S.; Kidd, M.; Taschetto, D.; Freitas, D.; Barros, R.; Nogueira, E. Supplementing L-valine and L-isoleucine in
low-protein corn and soybean meal all-vegetable diets for broilers. J. Appl. Poultry Res. 2010, 194, 373–379. [CrossRef]

8. Mack, S.; Bercovici, D.; De Groote, G.; Leclercq, B.; Lippens, M.; Pack, M.; Schutte, J.; Van Cauwenberghe, S. Ideal amino acid
profile and dietary lysine specification for broiler chickens of 20 to 40 days of age. Br. Poult. Sci. 1999, 402, 257–265. [CrossRef]

9. Mejia, L.; Zumwalt, C.; Kim, E.; Tillman, P.; Corzo, A. Digestible isoleucine-to-lysine ratio effects in diets for broilers from 4 to 6
weeks posthatch. J. Appl. Poultry Res. 2011, 204, 485–490. [CrossRef]

10. Zhao, J.; Liu, Y.; Jiang, J.; Wu, P.; Chen, G.; Jiang, W.; Li, S.; Tang, L.; Kuang, S.; Feng, L. Effects of dietary isoleucine on growth, the
digestion and absorption capacity and gene expression in hepatopancreas and intestine of juvenile Jian carp (Cyprinus carpio var.
Jian). Aquaculture 2012, 368, 117–128. [CrossRef]

11. Zhao, J.; Feng, L.; Liu, Y.; Jiang, W.; Wu, P.; Jiang, J.; Zhang, Y.; Zhou, X. Effect of dietary isoleucine on the immunity, antioxidant
status, tight junctions and microflora in the intestine of juvenile Jian carp (Cyprinus carpio var. Jian). Fish Shellfish Immunol. 2014,
412, 663–673. [CrossRef]

12. Mao, X.; Sun, R.; Wang, Q.; Chen, D.; Yu, B.; He, J.; Yu, J.; Luo, J.; Luo, Y.; Yan, H. l-Isoleucine Administration Alleviates
DSS-Induced Colitis by Regulating TLR4/MyD88/NF-κB Pathway in Rats. Front. Immunol. 2021, 12, 817583. [CrossRef]
[PubMed]

13. Gu, C.; Mao, X.; Chen, D.; Yu, B.; Yang, Q. Isoleucine plays an important role for maintaining immune function. Curr. Protein Pept.
Sci. 2019, 207, 644–651. [CrossRef] [PubMed]

14. Singh, A.; Mandal, R.; Bedford, M.; Jha, R. Xylanase improves growth performance, enhances cecal short-chain fatty acids
production, and increases the relative abundance of fiber fermenting cecal microbiota in broilers. Anim. Feed Sci. Technol. 2021,
277, 114956. [CrossRef]

15. Singh, A.K.; Kim, W.K. Effects of dietary fiber on nutrients utilization and gut health of poultry: A review of challenges and
opportunities. Animals 2021, 111, 181. [CrossRef]

16. Zhao, L.; Wang, G.; Siegel, P.; He, C.; Wang, H.; Zhao, W.; Zhai, Z.; Tian, F.; Zhao, J.; Zhang, H. Quantitative genetic background
of the host influences gut microbiomes in chickens. Sci. Rep. 2013, 31, 1163. [CrossRef]

17. Kumar, S.; Chen, C.; Indugu, N.; Werlang, G.O.; Singh, M.; Kim, W.K.; Thippareddi, H. Effect of antibiotic withdrawal in feed on
chicken gut microbial dynamics, immunity, growth performance and prevalence of foodborne pathogens. PLoS ONE 2018, 132,
e0192450. [CrossRef]

18. Goodarzi, P.; Wileman, C.M.; Habibi, M.; Walsh, K.; Sutton, J.; Shili, C.N.; Chai, J.; Zhao, J.; Pezeshki, A. Effect of Isoleucine and
Added Valine on Performance, Nutrients Digestibility and Gut Microbiota Composition of Pigs Fed with Very Low Protein Diets.
Int. J. Mol. Sci. 2022, 2323, 14886. [CrossRef]

http://doi.org/10.1016/j.aninu.2015.05.005
http://www.ncbi.nlm.nih.gov/pubmed/29766993
http://doi.org/10.1111/asj.12021
http://www.ncbi.nlm.nih.gov/pubmed/23607660
http://doi.org/10.5713/ajas.2000.543
http://doi.org/10.3382/ps.2009-00109
http://doi.org/10.3382/japr.2009-00093
http://doi.org/10.1080/00071669987683
http://doi.org/10.3382/japr.2010-00273
http://doi.org/10.1016/j.aquaculture.2012.09.019
http://doi.org/10.1016/j.fsi.2014.10.002
http://doi.org/10.3389/fimmu.2021.817583
http://www.ncbi.nlm.nih.gov/pubmed/35087537
http://doi.org/10.2174/1389203720666190305163135
http://www.ncbi.nlm.nih.gov/pubmed/30843485
http://doi.org/10.1016/j.anifeedsci.2021.114956
http://doi.org/10.3390/ani11010181
http://doi.org/10.1038/srep01163
http://doi.org/10.1371/journal.pone.0192450
http://doi.org/10.3390/ijms232314886


Microorganisms 2023, 11, 236 14 of 16

19. Miranda, D.; Vieira, S.; Favero, A.; Angel, C.; Stefanello, C.; Nogueira, E. Performance and meat production of broiler chickens
fed diets formulated at different crude protein levels supplemented or not with L-valine and L-isoleucine. Anim. Feed Sci. Technol.
2015, 206, 39–47. [CrossRef]

20. Li, Y.; Liu, H.; Zhang, L.; Yang, Y.; Lin, Y.; Zhuo, Y.; Fang, Z.; Che, L.; Feng, B.; Xu, S. Maternal dietary fiber composition during
gestation induces changes in offspring antioxidative capacity, inflammatory response, and gut microbiota in a sow model. Int. J.
Mol. Sci. 2019, 211, 31. [CrossRef]

21. Liu, Y.; Wang, Q.; Liu, H.; Niu, J.i.; Jiao, N.; Huang, L.; Jiang, S.; Guan, Q.; Yang, W.; Li, Y. Effects of dietary Bopu powder
supplementation on intestinal development and microbiota in broiler chickens. Front. Microbiol. 2022, 13, 1019130. [CrossRef]

22. Chen, J.; Li, F.; Yang, W.; Jiang, S.; Li, Y. Supplementation with exogenous catalase from Penicillium notatum in the diet ameliorates
lipopolysaccharide-induced intestinal oxidative damage through affecting intestinal antioxidant capacity and microbiota in
weaned pigs. Microbiol. Spectr. 2021, 93, e00654-21. [CrossRef] [PubMed]

23. Li, Y.; Yang, M.; Zhang, L.; Mao, Z.; Lin, Y.; Xu, S.; Fang, Z.; Che, L.; Feng, B.; Li, J. Dietary Fiber Supplementation in Gestating
Sow Diet Improved Fetal Growth and Placental Development and Function Through Serotonin Signaling Pathway. Front. Vet. Sci.
2022, 9, 831703. [CrossRef]

24. Mao, X.; Gu, C.; Ren, M.; Chen, D.; Yu, B.; He, J.; Yu, J.; Zheng, P.; Luo, J.; Luo, Y. L-isoleucine administration alleviates rotavirus
infection and immune response in the weaned piglet model. Front. Immunol. 2018, 9, 1654. [CrossRef]

25. Luo, Y.; Zhang, X.; Qin, C.; Jiao, N.; Yin, J. Effects of dietary isoleucine level on growth performance, carcass traits and meat
quality of finishing pigs. Chin. J. Anim. Nutr. 2017, 296, 1884–1894.

26. Dong, X.; Azzam, M.; Zou, X. Effects of dietary L-isoleucine on laying performance and immunomodulation of laying hens. Poult.
Sci. 2016, 9510, 2297–2305. [CrossRef] [PubMed]

27. Wise, T.; Tillman, P.; Soto, J.; Touchette, K.; Dozier, W., III. Determination of the optimum digestible isoleucine to lysine ratios for
male Yield Plus× Ross 708 broilers between 1.0 and 4.0 kg body weight utilizing growth performance and carcass characteristics.
Poult. Sci. 2021, 1009, 101307. [CrossRef]

28. Maynard, C.; Mullenix, G.; Maynard, C.; Wells-Crafton, S.; Lee, J.; Rao, S.; Butler, L.; Orlowski, S.; Kidd, M. Titration of dietary
isoleucine and evaluation of branched-chain amino acid levels in female Cobb 500 broilers during a 22-to 42-day finisher period.
J. Appl. Poultry Res. 2022, 312, 100245. [CrossRef]

29. Kidd, M.; Burnham, D.; Kerr, B. Dietary isoleucine responses in male broiler chickens. Br. Poult. Sci. 2004, 451, 67–75. [CrossRef]
30. De Cesare, A.; Sirri, F.; Manfreda, G.; Moniaci, P.; Giardini, A.; Zampiga, M.; Meluzzi, A. Effect of dietary supplementation with

Lactobacillus acidophilus D2/CSL (CECT 4529) on caecum microbioma and productive performance in broiler chickens. PLoS
ONE 2017, 125, e0176309. [CrossRef]

31. Tekce, E.; Gül, M. Effects of origanum syriacum essential oil on blood parameters of broilers reared at high ambient heat. Braz. J.
Poultry Sci. 2017, 19, 655–662. [CrossRef]

32. Coma, J.; Zimmerman, D.; Carrion, D. Relationship of rate of lean tissue growth and other factors to concentration of urea in
plasma of pigs. J. Anim. Sci. 1995, 7312, 3649–3656. [CrossRef] [PubMed]

33. Doi, M.; Yamaoka, I.; Nakayama, M.; Mochizuki, S.; Sugahara, K.; Yoshizawa, F. Isoleucine, a blood glucose-lowering amino acid,
increases glucose uptake in rat skeletal muscle in the absence of increases in AMP-activated protein kinase activity. J. Nutr. 2005,
1359, 2103–2108. [CrossRef] [PubMed]

34. Doi, M.; Yamaoka, I.; Nakayama, M.; Sugahara, K.; Yoshizawa, F. Hypoglycemic effect of isoleucine involves increased muscle
glucose uptake and whole body glucose oxidation and decreased hepatic gluconeogenesis. Am. J. Physiol-Endoc. M. 2007, 2926,
E1683–E1693.

35. Ullah, S.; Ditta, Y.; King, A.; Pasha, T.; Mahmud, A.; Majeed, K. Varying isoleucine level to determine effects on performance,
egg quality, serum biochemistry, and ileal protein digestibility in diets of young laying hens. PLoS ONE 2022, 171, e0261159.
[CrossRef]

36. Ajdar, E.; Eila, N.; Yadi, J. The Effect of prebiotics and isoleucine addition to the finisher diet of broilers on their performance and
some blood parameters. Iran. J. Appl. Anim. Sci. 2016, 61, 181–185.

37. Ren, M.; Habte-Tsion, H.M.; Liu, B.; Miao, L.; Ge, X.; Xie, J.; Zhou, Q. Dietary isoleucine requirement of juvenile blunt snout
bream, Megalobrama amblycephala. Aquac. Nutr. 2017, 232, 322–330. [CrossRef]

38. Zhao, L.; Yang, H.; Xu, M.; Wang, X.; Wang, C.; Lian, Y.; Mehmood, A.; Dai, H. Stevia residue extract ameliorates oxidative stress
in d-galactose-induced aging mice via Akt/Nrf2/HO-1 pathway. J. Funct. Foods 2019, 52, 587–595. [CrossRef]

39. Katayama, S.; Mine, Y. Antioxidative activity of amino acids on tissue oxidative stress in human intestinal epithelial cell model.
J. Agric. Food Chem. 2007, 5521, 8458–8464. [CrossRef]

40. Gan, L.; Jiang, W.D.; Wu, P.; Liu, Y.; Jiang, J.; Li, S.H.; Tang, L.; Kuang, S.Y.; Feng, L.; Zhou, X.Q. Flesh Quality Loss in Response to
Dietary Isoleucine Deficiency and Excess in Fish: A Link to Impaired Nrf2-Dependent Antioxidant Defense in Muscle. PLoS ONE
2014, 912, e115129. [CrossRef]

41. Deledda, A.; Annunziata, G.; Tenore, G.C.; Palmas, V.; Manzin, A.; Velluzzi, F. Diet-derived antioxidants and their role in
inflammation, obesity and gut microbiota modulation. Antioxidants 2021, 105, 708. [CrossRef]

42. Ren, M. Branched-chain amino acids modulate intestinal defensing expression and immune barrier function of piglets. Ph.D.
Thesis, China Agricultural University, Beijing, China, 2014.

http://doi.org/10.1016/j.anifeedsci.2015.04.018
http://doi.org/10.3390/ijms21010031
http://doi.org/10.3389/fmicb.2022.1019130
http://doi.org/10.1128/Spectrum.00654-21
http://www.ncbi.nlm.nih.gov/pubmed/34908474
http://doi.org/10.3389/fvets.2022.831703
http://doi.org/10.3389/fimmu.2018.01654
http://doi.org/10.3382/ps/pew163
http://www.ncbi.nlm.nih.gov/pubmed/27118860
http://doi.org/10.1016/j.psj.2021.101307
http://doi.org/10.1016/j.japr.2022.100245
http://doi.org/10.1080/00071660410001668888
http://doi.org/10.1371/journal.pone.0176309
http://doi.org/10.1590/1806-9061-2017-0511
http://doi.org/10.2527/1995.73123649x
http://www.ncbi.nlm.nih.gov/pubmed/8655440
http://doi.org/10.1093/jn/135.9.2103
http://www.ncbi.nlm.nih.gov/pubmed/16140883
http://doi.org/10.1371/journal.pone.0261159
http://doi.org/10.1111/anu.12396
http://doi.org/10.1016/j.jff.2018.11.044
http://doi.org/10.1021/jf070866p
http://doi.org/10.1371/journal.pone.0115129
http://doi.org/10.3390/antiox10050708


Microorganisms 2023, 11, 236 15 of 16

43. Locksley, R.M.; Killeen, N.; Lenardo, M.J. The TNF and TNF receptor superfamilies: Integrating mammalian biology. Cell 2001,
1044, 487–501. [CrossRef] [PubMed]

44. Liu, N.; Chen, R.; Du, H.; Wang, J.; Zhang, Y.; Wen, J. Expression of IL-10 and TNF-α in rats with cerebral infarction after
transplantation with mesenchymal stem cells. Cell. Mol. Immunol. 2009, 63, 207–213. [CrossRef] [PubMed]

45. Zhang, L.; Gui, S.; Wang, J.; Chen, Q.; Zeng, J.; Liu, A.; Chen, Z.; Lu, X. Oral administration of green tea polyphenols (TP)
improves ileal injury and intestinal flora disorder in mice with Salmonella typhimurium infection via resisting inflammation,
enhancing antioxidant action and preserving tight junction. J. Funct. Foods 2020, 64, 103654. [CrossRef]

46. Fu, C.-L.; Ye, Y.-L.; Lee, Y.-L.; Chiang, B.-L. Effects of overexpression of IL-10, IL-12, TGF-β and IL-4 on allergen induced change
in bronchial responsiveness. Respir. Res. 2006, 71, 72. [CrossRef] [PubMed]

47. Terakura, D.; Shimizu, M.; Iwasa, J.; Baba, A.; Kochi, T.; Ohno, T.; Kubota, M.; Shirakami, Y.; Shiraki, M.; Takai, K. Preventive
effects of branched-chain amino acid supplementation on the spontaneous development of hepatic preneoplastic lesions in
C57BL/KsJ-db/db obese mice. Carcinogenesis 2012, 3312, 2499–2506. [CrossRef]

48. Halfvarson, J.; Brislawn, C.J.; Lamendella, R.; Vázquez-Baeza, Y.; Walters, W.A.; Bramer, L.M.; D’amato, M.; Bonfiglio, F.;
McDonald, D.; Gonzalez, A. Dynamics of the human gut microbiome in inflammatory bowel disease. Nat. Microbiol. 2017,
25, 17004. [CrossRef]

49. Qiao, Y.; Sun, J.; Ding, Y.; Le, G.; Shi, Y. Alterations of the gut microbiota in high-fat diet mice is strongly linked to oxidative stress.
Appl. Microbiol. Biotechnol. 2013, 974, 1689–1697. [CrossRef] [PubMed]

50. Shin, N.-R.; Whon, T.W.; Bae, J.-W. Proteobacteria: Microbial signature of dysbiosis in gut microbiota. Trends Biotechnol. 2015, 339,
496–503. [CrossRef]

51. Xie, C.-H.; Yokota, A. Dyella japonica gen. nov., sp. nov., a γ-proteobacterium isolated from soil. Int. J. Syst. Evol. Microbiol. 2005,
552, 753–756. [CrossRef]

52. Williams, B.A.; Bosch, M.W.; Awati, A.; Konstantinov, S.R.; Smidt, H.; Akkermans, A.D.; Verstegen, M.W.; Tamminga, S. In vitro
assessment of gastrointestinal tract (GIT) fermentation in pigs: Fermentable substrates and microbial activity. Anim. Res. 2005,
543, 191–201. [CrossRef]

53. Bikker, P.; Dirkzwager, A.; Fledderus, J.; Trevisi, P.; Le Huërou-Luron, I.; Lalles, J.P.; Awati, A. Dietary protein and fermentable
carbohydrates contents influence growth performance and intestinal characteristics in newly weaned pigs. J. Anim. Sci. 2007, 108,
194–197. [CrossRef]

54. Libao-Mercado, A.J.O.; Zhu, C.L.; Cant, J.P.; Lapierre, H.; Thibault, J.-N.; Seve, B.; Fuller, M.F.; de Lange, C.F. Dietary and
endogenous amino acids are the main contributors to microbial protein in the upper gut of normally nourished pigs. J. Nutr.
2009, 1396, 1088–1094. [CrossRef] [PubMed]

55. Wellock, I.; Fortomaris, P.; Houdijk, J.; Kyriazakis, I. The effect of dietary protein supply on the performance and risk of
post-weaning enteric disorders in newly weaned pigs. Anim. Sci. 2006, 823, 327–335. [CrossRef]

56. Heo, J.M.; Opapeju, F.; Pluske, J.; Kim, J.; Hampson, D.; Nyachoti, C.M. Gastrointestinal health and function in weaned pigs: A
review of feeding strategies to control post-weaning diarrhoea without using in-feed antimicrobial compounds. J. Anim. Physiol.
Anim. Nutr. 2013, 972, 207–237. [CrossRef]

57. Hu, C.; Rzymski, P. Non-Photosynthetic Melainabacteria (Cyanobacteria) in Human Gut: Characteristics and Association with
Health. Life 2022, 124, 476. [CrossRef] [PubMed]

58. Fei, N.; Zhao, L. An opportunistic pathogen isolated from the gut of an obese human causes obesity in germfree mice. ISME J.
2013, 74, 880–884. [CrossRef]

59. Wexler, H.M. Bacteroides: The good, the bad, and the nitty-gritty. Clin. Microbiol. Rev. 2007, 204, 593–621. [CrossRef]
60. Zhao, Y.; Wu, J.; Li, J.V.; Zhou, N.-Y.; Tang, H.; Wang, Y. Gut microbiota composition modifies fecal metabolic profiles in mice. J.

Proteome Res. 2013, 126, 2987–2999. [CrossRef]
61. Yang, S.; Hu, T.; Liu, H.; Lv, Y.-L.; Zhang, W.; Li, H.; Xuan, L.; Gong, L.-L.; Liu, L.-H. Akebia saponin D ameliorates metabolic

syndrome (MetS) via remodeling gut microbiota and attenuating intestinal barrier injury. Biomed. Pharmacother. 2021, 138, 111441.
[CrossRef]

62. Beumer, J.; Clevers, H. Cell fate specification and differentiation in the adult mammalian intestine. Nat. Rev. Mol. Cell Biol. 2021,
221, 39–53. [CrossRef]

63. Bai, M.; Wang, L.; Liu, H.; Xu, K.; Deng, J.; Huang, R.; Yin, Y. Imbalanced dietary methionine-to-sulfur amino acid ratio can
affect amino acid profiles, antioxidant capacity, and intestinal morphology of piglets. Anim. Nutr. 2020, 64, 447–456. [CrossRef]
[PubMed]

64. Xie, Z.; Zhang, J.; Ma, S.; Huang, X.; Huang, Y. Effect of Chinese herbal medicine treatment on plasma lipid profile and hepatic
lipid metabolism in Hetian broiler. Poult. Sci. 2017, 966, 1918–1924. [CrossRef] [PubMed]

65. Heng, J.; Wu, Z.; Tian, M.; Chen, J.; Song, H.; Chen, F.; Guan, W.; Zhang, S. Excessive BCAA regulates fat metabolism partially
through the modification of m6A RNA methylation in weanling piglets. Nutr. Metab. 2020, 171, 10. [CrossRef] [PubMed]

66. Ma, Q.; Zhou, X.; Hu, L.; Chen, J.; Zhu, J.; Shan, A. Leucine and isoleucine have similar effects on reducing lipid accumulation,
improving insulin sensitivity and increasing the browning of WAT in high-fat diet-induced obese mice. Food Funct. 2020, 113,
2279–2290. [CrossRef] [PubMed]

67. Horton, J.D.; Goldstein, J.L.; Brown, M.S. SREBPs: Activators of the complete program of cholesterol and fatty acid synthesis in
the liver. J. Clin. Investig. 2002, 1099, 1125–1131. [CrossRef]

http://doi.org/10.1016/S0092-8674(01)00237-9
http://www.ncbi.nlm.nih.gov/pubmed/11239407
http://doi.org/10.1038/cmi.2009.28
http://www.ncbi.nlm.nih.gov/pubmed/19567204
http://doi.org/10.1016/j.jff.2019.103654
http://doi.org/10.1186/1465-9921-7-72
http://www.ncbi.nlm.nih.gov/pubmed/16677403
http://doi.org/10.1093/carcin/bgs303
http://doi.org/10.1038/nmicrobiol.2017.4
http://doi.org/10.1007/s00253-012-4323-6
http://www.ncbi.nlm.nih.gov/pubmed/22948953
http://doi.org/10.1016/j.tibtech.2015.06.011
http://doi.org/10.1099/ijs.0.63377-0
http://doi.org/10.1051/animres:2005011
http://doi.org/10.1016/j.livsci.2007.01.057
http://doi.org/10.3945/jn.108.103267
http://www.ncbi.nlm.nih.gov/pubmed/19403708
http://doi.org/10.1079/ASC200643
http://doi.org/10.1111/j.1439-0396.2012.01284.x
http://doi.org/10.3390/life12040476
http://www.ncbi.nlm.nih.gov/pubmed/35454968
http://doi.org/10.1038/ismej.2012.153
http://doi.org/10.1128/CMR.00008-07
http://doi.org/10.1021/pr400263n
http://doi.org/10.1016/j.biopha.2021.111441
http://doi.org/10.1038/s41580-020-0278-0
http://doi.org/10.1016/j.aninu.2020.03.009
http://www.ncbi.nlm.nih.gov/pubmed/33364461
http://doi.org/10.3382/ps/pew456
http://www.ncbi.nlm.nih.gov/pubmed/28339712
http://doi.org/10.1186/s12986-019-0424-x
http://www.ncbi.nlm.nih.gov/pubmed/31998401
http://doi.org/10.1039/C9FO03084K
http://www.ncbi.nlm.nih.gov/pubmed/32104819
http://doi.org/10.1172/JCI0215593


Microorganisms 2023, 11, 236 16 of 16

68. Eberlé, D.; Hegarty, B.; Bossard, P.; Ferré, P.; Foufelle, F. SREBP transcription factors: Master regulators of lipid homeostasis.
Biochimie 2004, 8611, 839–848. [CrossRef] [PubMed]

69. Schweiger, M.; Schreiber, R.; Haemmerle, G.; Lass, A.; Fledelius, C.; Jacobsen, P.; Tornqvist, H.; Zechner, R.; Zimmermann, R.
Adipose triglyceride lipase and hormone-sensitive lipase are the major enzymes in adipose tissue triacylglycerol catabolism.
J. Biol. Chem. 2006, 28152, 40236–40241. [CrossRef] [PubMed]

70. Vianna, D.; Resende, G.F.T.; Torres-Leal, F.L.; Pantaleão, L.C.; Donato, J., Jr.; Tirapegui, J. Long-term leucine supplementation
reduces fat mass gain without changing body protein status of aging rats. Nutrition 2012, 282, 182–189. [CrossRef]

71. Walker, A.K.; Yang, F.; Jiang, K.; Ji, J.-Y.; Watts, J.L.; Purushotham, A.; Boss, O.; Hirsch, M.L.; Ribich, S.; Smith, J.J. Conserved role
of SIRT1 orthologs in fasting-dependent inhibition of the lipid/cholesterol regulator SREBP. Genes Dev. 2010, 2413, 1403–1417.
[CrossRef]

72. Zhou, X.; Chen, J.; Sun, B.; Wang, Z.; Zhu, J.; Yue, Z.; Zhang, Y.; Shan, A.; Ma, Q.; Wang, J. Leucine, but not isoleucine or valine,
affects serum lipid profiles and browning of WAT in mice. Food Funct. 2021, 1215, 6712–6724. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.1016/j.biochi.2004.09.018
http://www.ncbi.nlm.nih.gov/pubmed/15589694
http://doi.org/10.1074/jbc.M608048200
http://www.ncbi.nlm.nih.gov/pubmed/17074755
http://doi.org/10.1016/j.nut.2011.04.004
http://doi.org/10.1101/gad.1901210
http://doi.org/10.1039/D1FO00341K

	Introduction 
	Materials and Methods 
	Ethical Approval 
	Animals and Diets 
	Sample Collection 
	Serum Biochemistry, Antioxidants and Inflammatory Factors Analysis 
	Genes Expressions in Liver 
	Duodenal Morphological Analysis 
	Cecum Microflora Analysis 
	Statistical Analysis 

	Results 
	Production Performance 
	Serum Biochemical Parameters 
	Serum Antioxidant and Inflammatory Parameters 
	Genes Expressions of Liver Fat Metabolism 
	Measurements of Duodenal Morphology 
	Cecal Microbiota Analysis 

	Discussion 
	Conclusions 
	References

