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Early Intervention With Cecal Fermentation Broth Regulates the Colonization and Development of Gut Microbiota in Broiler Chickens
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The aim of this study was to investigate the effect of fermentation broth from broiler cecal content on the colonization and development of the gut microbiota in newly hatched broiler chicks. The fermentation broth was made by a chemostat system using the cecal content from a donor chicken as the source of inoculum. A total of 120 newly hatched broiler chicks were randomly divided into two groups. One group (F group) was orally inoculated with the fermentation broth, and the other (C group) was treated with an equal amount of sterile PBS solution. 16S rRNA gene sequencing was used to investigate the differences in the cecal microbiota of the broiler chickens between the two groups on days 1, 3, 7, 14, and 28. Moreover, the concentrations of short-chain fatty acids (SCFAs) in the cecal contents were analyzed by gas chromatography. The results showed that the abundances of genera Escherichia–Shigella and Enterococcus decreased sharply in the F group on days 1 and 3 by the early intervention with cecal fermentation broth. In contrast, the relative abundance of the genus Bacteroides on days 1, 3, and 7, and the family Ruminococcaceae on days 1, 3, and 28 increased in the F group, respectively. In terms of SCFAs, the concentrations of acetate on day 28, propionic acid on days 1, 3, 7, 14, and 28, butyrate on day 1, and isovalerate on day 14 were significantly higher in the F group compared with the C group. Overall, these results suggest that early intervention with cecal fermentation broth could have beneficial effects on broilers gut health, which might be attributed to the alterations in the gut microbial composition and the increased concentrations of SCFAs.
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INTRODUCTION

The gastrointestinal tract of poultry is densely populated with microorganisms, which are considered to have vitally important influences on host health and growth performance (Wielen et al., 2002; Yeoman et al., 2012). In particular, the first species that colonize the gastrointestinal tract have the largest effect on the establishment of intestinal microbiota and the subsequent health and productivity of broiler chickens, as evidenced by the antibiotics and probiotics used to promote growth in the poultry industry (Zhou et al., 2012; Stanley et al., 2014). Broiler chickens represent a specific case for studies focused on host-microbiota interactions. In recent years, some studies have reported that microorganisms can be acquired in the prehatching phase, which come directly from the mother in the oviduct of the hen (Gantois et al., 2010) or from the environment through the pores in the eggshell (Roto et al., 2016). However, among modern production animals, broiler chickens are different in that their parents are not involved in the task of incubating or rearing their young. This separation markedly reduces parental influence on the development of the microbiota. In addition, the implementation of strict hygiene measures by commercial hatcheries reduces the spread of bacteria in the hatching environment to the embryos and newly hatched chicks (Donaldson et al., 2017). Therefore, it is well recognized that the gut microbial community of newly hatched chickens is characterized by low diversity with high instability and is susceptible to modification by exogenous factors such as the intestinal environment (Hooper et al., 2000; Medvecky et al., 2018). Accordingly, the initial developmental period after hatching is a critical stage that leaves a very small window for permanent microbiota remodeling (Fuller, 2010; Baldwin et al., 2018).

The initial inoculation and colonization of the gut microbiota can have an enormous impact on the growth performance and health of broiler chickens (Guarner and Malagelada, 2003; Sears, 2005) as well as on flock microbial uniformity and reproducibility (Stanley et al., 2013). Since the ban on antibiotic growth promoters in many countries because of the increasing occurrence of antibiotic resistance to human pathogens, large-scale chicken farms have experienced challenges regarding prophylaxis and growth promotion (Dibner and Richards, 2005; Huang et al., 2018). Because of the increasing global consumption of chicken, it has become imperative to look for other nutritional strategies to regulate the gut microbiota to improve the growth performance of chickens. One such strategy is to provide newly hatched chickens with probiotics. For instance, Baldwin et al. (2018) inoculated broiler chickens immediately post-hatch with three species of Lactobacillus, and as a result they found a tendency for beneficial taxa to be increased and some pathogenic taxa to be reduced in the probiotic-administered group. Furthermore, fecal microbiota transplantation (FMT), which refers to the transfer of the entire fecal microbiota from a healthy donor to a recipient, can also be regarded as a good intervention method. Previous studies have shown that FMT applications can modulate the intestinal microbial community and improve intestinal physiological function (Varmuzova et al., 2016; Hu et al., 2018).

However, the large-scale application of probiotics and FMT on commercial farms, especially farms for the commercial production of broiler chickens, remains uncommon based on restrictions of farming costs and operating procedures. Therefore, in our experiment, an undefined bacterial culture was made by a chemostat system in which the cecal content of a chicken was used as the source of the inoculum. A large amount of fermentation broth can be produced for animal production when the system is stable. Nevertheless, care must be taken when the composition of bacterial species in a final inoculum is not constant. The intervention capacity of fermentation broth can be affected by the various microbial compositions in the ceca of the selected donor chickens and the settings of the chemostat system. Here, we used broiler chickens as the animal model to investigate the effect of early intervention with cecal fermentation broth on the growth performance, the colonization and development of the gut microbiota, as well as the concentrations of short-chain fatty acids (SCFAs) in broiler cecal contents.

MATERIALS AND METHODS

Ethics Statement

The study was conducted according to the Chinese guidelines for animal welfare and approved by the animal welfare committee of the Animal Science College of Zhejiang University (Hangzhou, China).

Preparation of the Cecal Fermentation Broth

The preparation of the cecal fermentation broth required a single-stage chemostat system, which was used in our previous study (Yin et al., 2010). In brief, this system was anaerobically maintained by continuous flow of pure nitrogen into the medium reservoir and working vessel. The growth medium was configured by Genovese’s description (Genovese et al., 2003). The temperature was maintained at 37°C and the pH was controlled at 6.2 when the system was operating.

A 180-day-old broiler chicken, with no history of gastrointestinal diseases or record of antibiotic use, was selected from a mountain village in Jinhua, Zhejiang province and used as the cecal contents donor. A 10% suspension was made by homogenizing the fresh cecal contents with sterile phosphate buffered saline (PBS). The chemostat system was stabilized at the designated temperature and pH before the suspension began to flow into the working vessel via a peristaltic pump. Subsequently, the suspension was augmented by anaerobic fermentation in the chemostat system. Based on the steady-state condition of chemostat system, we chose to use the broth after 11 days of fermentation as the inoculum for newly hatched chicks.

Animals and Sampling

A total of 120 newly hatched broiler chicks were purchased from a local commercial hatchery on the day of hatching and were randomly divided into two groups, which were named the control group (C group) and fermentation broth group (F group). Each group consisted of 8 coops with 8 chickens per coop. The broilers in the F group were orally inoculated with 0.5 mL of fermentation broth on day 0 (within 2 h post-hatching). A volume of 0.5 mL of sterile PBS was given to the broilers of the C group in the same manner. The broilers were kept in an environmentally controlled animal facility. For the 1st week, the environmental temperature was kept at 35°C and then gradually reduced to 28°C by the end of the experiment. During the 1st week, 24 h/day of light were provided, and afterwards reduced to 22 h/day. None of the broiler chickens were administered antibiotics or other drugs throughout the experiment.

On days 1, 3, 7, 14, and 28, eight broilers from each group were weighed individually after 4 h of fasting and then sacrificed under chloroform anesthesia. The cecal contents were collected from 8 broilers per group at each sampling time point. A total of 80 cecal content samples were collected on ice, immediately frozen in liquid nitrogen, and then stored at -80°C until analysis.

DNA Extraction and Purification

Bacterial DNA was extracted from the cecal content samples using the QIAamp DNA Stool Mini Kit (Mo Bio Laboratories, San Diego, CA, United States) according to the manufacturer’s instructions. The quantity and quality of DNA extracted from these samples were determined by a Nanodrop 2000 spectrophotometer (Thermo Fisher Scientific, Wilmington, DE, United States). The V4–V5 hypervariable region of the 16S rRNA gene was then amplified by polymerase chain reaction (PCR) using two universal eubacterial primer pairs 515F (5′-GTGCCAGCMGCCGCGG-3′) and 907R (5′-CCGTCAATTCMTTTRAGTTT-3′), as described by Xiong et al. (2012). All primers were synthesized by Invitrogen Life Technologies (Shanghai, China). The PCR amplification was conducted using TransGen AP221-02: TransStart FastPfu DNA polymerase (TransGen Biotech, Beijing, China) and performed in a GeneAmp 9700 thermal cycler (Applied Biosystems, Foster City, CA, United States). The PCR reaction conditions were as follows: 95°C for 3 min followed by 27 cycles of 95°C for 30 s, 55°C for 30 s, and 72°C for 45 s, with a final extension at 72°C for 10 min. PCR reactions were performed in triplicate with each 20 μL of reaction mixture, containing 4 μL of 5 × FastPfu buffer, 2 μL of 2.5 mM dNTPs, 0.8 μL of each primer (5 μM), 0.2 μL BSA, 10 ng of template DNA, and H2O to a final volume of 20 μL. The PCR products were excised from a 2% agarose gel after electrophoresis, and purified using the AxyPrep DNA Gel Extraction Kit (AXYGEN, Union City, CA, United States) and then quantified using QuantiFluor-ST (Promega, Madison, WI, United States).

16S rRNA Gene Sequencing and Data Processing

The V4–V5 region of the 16S rRNA gene was sequenced on the Illumina MiSeq PE250 sequencing platform according to the manufacturers’ suggested protocols. The 16S rRNA-derived sequence inventories were processed using the Quantitative Insights into Microbial Ecology (QIIME) (Caporaso et al., 2010). The Illumina raw data was filtered to remove low quality reads. The sequences with a mean quality score of no less than 20 and a length longer than 250 bp were retained. The UPARSE software (version 7.11) was used for read clustering and the cutoff (based on 97% similar identity) for operational taxonomic Units (OTUs). In addition, the UCHIME method was used to remove chimeric OTUs from further analysis (Edgar, 2010). Finally, the taxonomy assignment was performed with the Ribosomal Database Project (RDP, Release 11.12) classifier Bayesian algorithm to analyze the clustered OTUs against the 16S reference database Silva (Release 1193).

Alpha diversity (Chao1 and Shannon index) was assessed using Mothur version 1.22.2 (Schloss et al., 2009). Beta diversity was calculated based on unweighted UniFrac distances by QIIME. An unweighted UniFrac PCoA based on the OTUs was performed to provide an overview of the differences in microbial diversity and composition in the cecal contents of broiler chickens between the two groups. A LefSe analysis was performed to identify which microbes that significantly influenced the difference between samples (Segata et al., 2011). The more intuitive heatmap analysis was used to indicate the similarities and differences in the community composition of the samples.

Analysis of SCFAs in the Cecal Contents by Gas Chromatography

Four samples from each group at each sampling time point were used to determine the concentrations of short chain fatty acids (SCFAs), including acetate, propionate, butyrate, valerate, isobutyrate, and isovalerate, according to the previously described method by Wang et al. (2017), with slight modifications. In brief, 100 mg of cecal content was homogenized with 1 mL of sterile PBS and centrifuged for 10 min at 12,000 rpm and 4°C. Then, a 500 μL aliquot of the supernatant fluid was diluted with 100 μL of 25% (w/v) metaphosphoric acid solution. The mixture was incubated for 24 h at -20°C and then centrifuged for 10 min at 12,000 rpm and 4°C. Finally, the collected supernatant was filtered through a 0.22 μm syringe filter and injected into a Shimadzu GC-2010 ATF instrument for the determination of SCFAs. The carrier gas was N2 (pressure, 12.5 Mpa and flow, 18 mL min-1), the temperature of the injector and detector was 180°C, and the column was gradually heated from 80 to 170°C at a rate of 4°C min-1.

Statistical Analysis

The experimental data, including weight, the relative abundance of bacteria, and the concentrations of SCFAs, were analyzed with SPSS 22.0 (IBM, New York, NY, United States). The differences between the two groups were examined for significance by an independent-sample t-test to conduct the variance analysis. The results presented in this article are shown as the mean ± SEM and were considered significant at P < 0.05.

RESULTS

Microbial Composition of the Final Inoculum

After removing incorrect and chimeric sequences, we obtained 54,427 high-quality bacterial V4–V5 16S rRNA sequence reads from the cecal fermentation broth. Almost all sequences were between 350 and 400 bp, with an average read length of 396.21 bp. A total of 1,466 OTUs were identified at a sequence similarity level of 97% and then assigned to 25 phyla, 64 classes, 137 orders, 250 families and 465 genera. Seven dominant phyla with a relative abundance > 1% are shown in Figure 1A. There were almost no differences in the relative abundances of Firmicutes, Proteobacteria, Bacteroidetes, and Cyanobacteria, each of which accounted for approximately 20% and together accounted for greater than 80% of the entire group of OTUs. A genus-level microbiota analysis revealed that the microbiota in the fermentation broth was dominated by Cyanobacteria_norank and Bacteroides (Figure 1B), which belong to the Cyanobacteria and Bacteroidetes phyla, respectively. In addition, the microbial complexity in the fermentation broth was estimated on the basis of alpha-diversity indexes. Chao1 (1,636) and ACE (1,663) indexes were used to estimate species richness, while Shannon’s index (4.40) and Simpson index (0.59153) were used to indicate species diversity (Supplementary Table S1).
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FIGURE 1. The composition of the microbial community in the fermentation broth. Panel (A) shows the community composition of the microbiota at the phylum level. Panel (B) displays the community composition of the microbiota at the genus level.



Growth Performance of the Boiler Chickens

The effect of early intervention with cecal fermentation broth on the growth performance of the broiler chickens is presented in Figure 2. Compared with the C group, the broilers of the F group grew faster throughout the entire experimental period and showed significantly higher body weight on days 14 and 28 (P < 0.05).
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FIGURE 2. Weights of the broiler chickens on days 1, 3, 7, 14, and 28. n = 6 per group. C group, control group; F group, fermentation broth group.



Early Intervention Alters the Diversity and Structure of the Broiler Cecal Microbiota

Cecal content samples from 80 chickens were obtained to assess the microbiota composition by MiSeq-mediated sequencing. In this experiment, we randomly subsampled all the samples to 31,570 high-quality sequencing reads to avoid bias caused by different sequencing depths. In total, 6,195 OTUs (97% sequence similarity within an OUT) were obtained from all samples. Rarefaction curves (Supplementary Figure S1) were created according to the number of OTUs calculated for the average subsample of the sequenced read pools in each group. The number of OTUs increased sharply before the average rarefaction curve tended to reach a plateau, which indicated that the sequencing data was deemed adequate to cover the vast majority of biodiversity contained within the samples according to the number of OTUs, as the rarefaction curves tended toward saturation.

The data corresponding to the differences in the richness and diversity of the cecal microbiota between the C and F groups are shown in Figure 3. Early intervention with cecal fermentation broth decreased the richness of gut microbiota on days 3 and 7, as evidenced by the observed OTUs (Figure 3A). The alpha diversity estimated by Shannon’s index was strongly affected by early intervention with cecal fermentation broth, especially in the early stages. Interestingly, there was a turning point between days 1 and 7. Shannon’s index significantly increased in the F group compared with that in the C group on day 1 (P < 0.01); however, opposite results appeared on day 7 (Figure 3B).
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FIGURE 3. Alpha diversity of the gut bacterial community of the broiler chickens in the two groups at each sampling time point. Panel (A) indicates the species richness of the bacteria. Panel (B) shows the community diversity of the bacteria. Asterisks indicate statistically significant differences between the two groups: ∗P < 0.05, ∗∗P < 0.01. n = 8 per group. C group, control group; F group, fermentation broth group.



Additionally, the Bray–Curtis similarity metric was used to evaluate the beta diversity across the samples (namely, diversity among individuals). As shown in Figure 4A, all samples were distributed into ten different clusters based on groups and ages. The analysis of day-age on the PCoA plot displayed a heterogeneous distribution of the samples. The gut microbiota of 1-day-old broilers were obviously different from other age samples, whereas samples on days 14 and 28 exhibited much higher similarity. On the other hand, the PCoA analysis in considering the effect of early intervention revealed that the bacterial community structures of the C group and the F group were distinctly separated at each sampling time (days 1, 3, 7, 14, and 28) (Figure 4B).
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FIGURE 4. Evaluation of the beta diversity of the broiler chickens in the two groups. Panel (A) depicts the overall characteristics of all 80 samples by a principal coordinate analysis. Panel (B) illustrates the differences in gut microbial community structure between the two groups at each sampling time point. n = 8 per group. C group, control group; F group, fermentation broth group.



Effects of Early Intervention on Cecal Microbiota Composition

The overall cecal microbiota composition of broiler chickens significantly varied between the C and F groups and was associated with the early intervention with cecal fermentation broth. The relative abundances of the 6 most abundant phyla (Proteobacteria, Bacteroidetes, Firmicutes, Cyanobacteria, Actinobacteria and Tenericutes) across the two groups are shown in Figure 5. The inspection of the predicted taxonomic profiles at the phylum level for all samples revealed that the phylum Bacteroidetes, with a mean relative abundance ranging from 41.58 ∼ 66.38%, was the most abundant phylum in the cecal microbiota community of the intervened chickens at all age points. Firmicutes was the second dominant phylum on days 3 (20.14%), 7 (32.00%), 14 (25.09%), and 28 (31.27%). While the relative abundance of Proteobacteria (27.29%) was ranked second on day 1, followed by Firmicutes (12.35%). A higher proportion of the phylum Bacteroidetes was observed in the F group compared to that in the C group throughout the experiment. In contrast, we found that a dramatic decrease in the abundance of Proteobacteria was observed on days 1 (27.29% vs. 86.85%) and 3 (10.49% vs. 25.75%) in the F group. More importantly, the abundance of Proteobacteria displayed a sustained downward trend with age both in the C and F groups, which was shown by the smaller proportion of Proteobacteria on day 28 than on day 1. At the genus level (Figure 6), the bacterial taxa were quite different at all age points between the C group and the F group. Bacteroides was the most abundant genus identified in the F group at all age points, with the highest value on day 3 (52.54%) and the lowest value on day 28 (20.49%). Escherichia–Shigella was the most predominant genus, with an average abundance of 72.09% in the control chickens on day 1, but the level decreased with increasing age. In contrast, Barnesiella and Mollicutes_RF9_norank had a lower relative abundance in the early stage of the experiment but were predominant on day 28 in both groups.
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FIGURE 5. Phylum-level community composition of the cecal microbiota between the C group and the F group. Only the 6 dominant phyla of each group are shown at each sampling time point. n = 8 per group. C group, control group; F group, fermentation broth group.
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FIGURE 6. Genus-level community composition of the cecal microbiota between the C group and the F group. Only the 9 dominant genera in each group are shown at each sampling time point. n = 8 per group. C group, control group; F group, fermentation broth group.



Significant differences in the relative abundance of bacteria in the cecal microbiota between the C group and the F group at a certain age were further identified using a LefSe analysis, which not only emphasizes statistical significance but also biological consistency (Segata et al., 2011). Based on the logarithmic LDA score of 4.0 as the cutoff, we found that 12 taxa on day 1 were significantly affected by early intervention, followed by 13 taxa on day 3, 5 taxa on day 7, 9 taxa on day 14, and 6 taxa on day 3 (Figure 7). Among the significantly different taxa, Bacteroides was the most abundant bacteria in the intervened chickens at the genus level from days 1 to 7. Furthermore, early intervention significantly increased the abundance of bacteria belonging to the family Ruminococcaceae on days 1, 3, 28 and the relative abundance of the order Bacteroidales (including the genera Bacteroidales_S24-7_group_norank and Rikenellaceae_RC9_gut_group) on days 14 and 28. However, the relative abundance of the genus Escherichia–Shigella was significantly lower in the intervened chickens on days 1 and 3. To comprehensively compare the relative abundance of the bacteria across samples, the genera with the top 50 relative abundances at each sampling time point were shown in the heatmap to determine the similarities and differences in the community composition of the samples (Supplementary Figure S2). An increasing trend of the genus Bacteroides and a sharp downward trend of the genus Escherichia–Shigella were observed in the F group during early life.
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FIGURE 7. Differentially abundant bacteria between the C group and the F group at each sampling time point. Histograms of linear discriminant analysis (LDA) scores (threshold ≥ 4) on days 1 (A), 3 (B), 7 (C), 14 (D), and 28 (E) are plotted. n = 8 per group. C group, control group; F group, fermentation broth group.



Core Microbial Genera in the Cecal Contents of the Broiler Chickens

A particular part of our study was to investigate whether core microbial genera were shared among all 80 cecal samples (8 repetitions per group on days 1, 3, 7, 14, and 28) and could be considered the basic genera for studying the cecal microbiota of broiler chickens. To address this question, the genera with the top 35 relative abundances at each sampling time point were chosen as the reference database. We found 11 predominant genera in all sampled individuals (n = 80) (Figure 8). These 11 core genera were distributed among five phyla. Five out of the 11 genera were from the phylum Firmicutes (the genera Ruminococcaceae_unclassified, Anoxybacillus, Lactobacillus, Lachnospiraceae_unclassified, and Ruminococcaceae_uncultured), and three from the phylum Bacteroidetes (the genera Bacteroides, Parabacteroides, and Bacteroidales_S24-7_group_norank), with the remaining being in the phyla Proteobacteria (the genus Escherichia–Shigella), Cyanobacteria (the genus Cyanobacteria_norank) and Tenericutes (the genus Mollicutes_RF9_norank), respectively. The relative abundance of these genera varied greatly by ages, these 11 genera were consistently detected in the cecal contents of the broiler chickens from days 1 to 28, suggesting that early intervention with cecal fermentation broth modified the relative abundances but not the presence or absence of these specific microbial genera.
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FIGURE 8. The core microbial genera in the cecal content of the broiler chickens. n = 80.



Concentrations of SCFAs in the Cecal Contents of the Broiler Chickens

In order to describe whether the observed gut microbial changes resulting from early intervention affected gut function, the concentrations of SCFAs were determined (Figure 9). The acetate concentration in the F group, accounting for the largest proportion of total SCFAs, was significantly higher (P < 0.05) than that in the C group on day 28. Likewise, elevated concentrations of butyrate and isovalerate were observed in the intervened chickens on days 1 and 14, respectively (P < 0.05). In addition, our results suggest that early intervention markedly increased the concentration of propionic acid at all sampling time points, particularly achieving extremely significant statistical significance (P < 0.01) on days 3, 7, and 28. In contrast, no differences in the production of isobutyrate and valerate were observed in the cecal contents between the C group and the F group. Taken together, these results indicate that the early intervention with cecal fermentation broth significantly enhanced the concentrations of SCFAs, especially propionic acid.
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FIGURE 9. The concentrations of short-chain fatty acid (SCFAs) in the cecal contents of the broiler chickens between the C group and F group. n = 4 per group. C group, control group; F group, fermentation broth group. (A) Acetic acid, (B) Propionic acid, (C) Butyric acid, (D) Valeric acid, (E) Isobutyric acid, and (F) Isovaleric acid.



DISCUSSION

This investigation aimed to determine whether early intervention with cecal fermentation broth, produced through the use of a chemostat system, could have a beneficial effect on the colonization and development of the gut microbiota in newly hatched chicks. To our knowledge, this is a new strategy to regulate the colonization and development of the gut microbiota. In the present study, an average of 31,570 high quality sequence readings was obtained per cecal content sample, which was much higher than that of previously published studies on chicken gut microbiota (Pourabedin et al., 2015; Vermeulen et al., 2017). Therefore, this high number of sequences enabled us to provide a more comprehensive analysis of species richness and cecal microbiota diversity. The highest levels of richness and diversity of the cecal microbiota in the broiler chickens were detected on day 7. Unexpectedly, our results showed that species richness of gut microbiota was significantly higher in the C group on days 3 and 7 when compared to the F group. We speculate that this result may be attributed to some enriched pathogenic bacteria in the C group. In addition, we observed that the Shannon index of gut microbiota in the intervened chickens was significantly increased following early intervention on day 1, while the opposite trend appeared on day 7, suggesting that early intervention could exert inconsistent effects on α-diversity of gut microbiota in broilers at different ages. Generally, high α-diversity of gut microbiota was favorable for the overall health and productivity of livestock animals (Zhang et al., 2016). In contrast, a new study revealed that the concept for understanding diversity in host-associated microbial communities is not as simple as “more diversity is better” (Reese et al., 2018). Sometimes limited diversity is desirable since not all microbes are beneficial, whether because they are pathogens or because they are just cheating strains providing little function to the host (Foster et al., 2017). Besides, the microbial community structure (β-diversity) between the two groups at all sampling time points was compared using PCoA of the unweighted UniFrac distance. These PCoA plots showed that microbial communities from the F group separated clearly from those of the C group at each sampling time point. The overall sample distribution showed that the gut microbiota of newly hatched chicks (day 1) were highly variable and obviously different from other samples (days 3, 7, 14, and 28), reflecting the initiation of gut microbial communities is an optimal period for modulating gut microbiota.

The most complex microbial community within the chicken gut is the one that resides in the cecum (Rinttilä and Apajalahti, 2013). In this study, the dominant phyla detected in the cecal contents were the phyla Bacteroidetes, Firmicutes, and Proteobacteria, which was in accordance with the results of the dominant phyla in the cecal fermentation broth. Moreover, the same results have been reported in other studies (Sofka et al., 2015; Mancabelli et al., 2016). Nevertheless, the composition of gut microbiota might also be influenced by age. From days 14 to 28, Tenericutes gradually became one of the main bacterial phyla in both C and F groups. Similarly, an investigation of the cecal microbiomes of the broilers by Sakaridis et al. (2018) suggested that Tenericutes was indeed one of the dominant phyla of bacteria at a certain age. Additionally, we found that early intervention could change the relative abundances of dominant phyla, as shown by a significantly higher proportion of Bacteroidetes and a remarkable drop in the proportion of Proteobacteria in the F group compared to the C group. The phylum Bacteroidetes has been associated with short chain acid metabolism, especially for the synthesis of propionate (Pandit et al., 2018). The decrease in the relative abundance of the phylum Proteobacteria may indicate that the broilers in the F group have a healthier intestinal environment, as the phylum Proteobacteria includes a wide variety of pathogenic bacteria (Dai et al., 2018). At the genus level, the most meaningful result for early intervention was the significant reduction in the presence of Escherichia–Shigella on days 1 and 3. The genus Escherichia–Shigella, which is composed of many E. coli strains such as E. coli O157:H7, is considered to be a genus that includes opportunistic pathogenic bacteria. Previous studies have documented that the genus Escherichia–Shigella can destroy the intestinal structure and have proinflammatory activities through multiple pathways, such as the production of virulence factors (Kaur and Ganguly, 2003), resulting in an increased risk of infection and diarrhea in the host (Sousa et al., 2010). Fortunately, the relative abundance of Escherichia–Shigella in the cecal contents of broiler chickens was found to be negatively correlated with age. Beginning at day 7, the proportion of Escherichia–Shigella in both groups was significantly reduced to a relative abundance of less than 1% at day 28. These results suggest that potential pathogens might mainly be present in newly hatched chicks, which is the main factor for the chicks’ susceptibility to disease. Additionally, another difference in the cecal microbiota composition at the genus level was detected in the F group compared to the C group which consisted of a continuous increase in the relative abundance of Bacteroides (48.20% vs. 2.98%, 52.54% vs. 13.07%, 30.31% vs. 10.88%, 39.41% vs. 20.61%, and 20.49% vs. 15.64% on days 1, 3, 7, 14, and 28, respectively). The benefits of Bacteroides are well known. They are effective degraders of indigestible carbohydrates, including cellulose and starch (Salyers et al., 1977), which may result in the improved growth performance of the intervened chickens.

Excluding the dominant bacteria, a LefSe analysis identified other representative species as biomarkers to distinguish the microbiota of the two groups. For example, the family Ruminococcaceae, with a number of SCFA producers, was significantly enriched in the intervened chickens, and these bacteria are considered to be dominant players in the degradation of diverse polysaccharides and fibers (Hooda et al., 2012). With the maturation of gut microbiota, the relative abundance of Ruminococcaceae_UCG-014 in the intervened chickens on day 28 was still significantly higher than that in the C group. Ruminococcaceae_UCG-014 is a common genus reported in the chicken cecum (Mohd et al., 2015), which has been associated with the maintenance of gut health and has the enzymatic capability to degrade cellulose and hemicellulose (Louis and Flint, 2009). In contrast, a relative increase of the genus Enterococcus was evident in broilers of the C group. Enterococcus, which was formerly regarded as a bacterium with minimal clinical impact, has emerged as an important poultry pathogen (Dolka et al., 2017). Taken together, the results from screening the representative species reflect that early intervention is effective in promoting intestinal health by encouraging the growth of beneficial species and inhibiting the proliferation of pathogenic bacteria. In the current study, we were particularly interested in determining the core microbial genera, which could be regarded as the basic genera in the cecal microbiota of the broiler chickens. Here, 11 genera were detected in all broilers, regardless of group or age, and were identified as the core cecal microbiomes in broilers. In fact, most of these genera were classified as being in the family Ruminococcaceae and the order Bacteroidales, which is in accordance with results on the dominant bacteria. However, these core genera also contained some pathogenic bacteria, suggesting that their pathogenicity mainly depends on the relative abundance of pathogens. Therefore, pathogenicity can be weakened by intervening in the colonization and development of gut microbiota to reduce the relative abundance of pathogenic bacteria.

As a link between gut microbiota and its host, metabolites and nutrients can be provided and supplied by intestinal microbiota through their metabolism (Yadav et al., 2017). As an important source of energy for enterocytes, SCFAs are primarily produced by bacterial fermentation in the gut and are vital for intestinal health (Sunkara et al., 2012). Thus, SCFAs are of particular importance and frequently used to assess bacterial metabolism in the intestine (Awad et al., 2016). In the present study, the six main species of SCFAs were analyzed. The results showed a significant increase in the concentrations of SCFAs in the cecal contents of the intervened chickens. This may be due to the alterations in the microbial composition which resulted from the early intervention with cecal fermentation broth. Among the SCFAs, the concentration of propionate, based on our results, increased significantly at all age points in the intervened chickens. One reason for this result may be the co-occurring increases in the relative abundance of propionate-producing bacteria. As an example, the increasing trend in the presence of genus Bacteroides was similar to the increasing trend of propionate in the intervened chickens. Salminen et al. (1998) confirmed such a connection in their research that Bacteroides plays a key role in the production of propionate. In return, the propionate plays an important role in the maintenance of gut health and has anti-inflammatory effects (Canani et al., 2011). Furthermore, increased concentrations of SCFAs can increase intestinal acidity, which is associated with pathogen suppression (Rehman et al., 2007). For instance, some studies have revealed that SCFAs such as butyrate and propionate have inhibitory effects on Salmonella, which is an important foodborne pathogen that is ubiquitous worldwide and frequently infects poultry flocks (Van Immerseel et al., 2004; Vermeulen et al., 2017). Therefore, we suggest that early intervention with cecal fermentation broth could reduce the colonization of some pathogenic bacteria by the acidic intestinal environment resulting from the increased concentrations of SCFAs in the cecal contents of broiler chickens.

CONCLUSION

Early intervention with cecal fermentation broth can modulate the colonization and development of the gut microbiota in broiler chickens. The reduction of pathogenic bacteria, the increase of beneficial bacteria and the increase in the concentration of SCFAs are conducive to broiler intestinal health. Therefore, it may be possible to develop new intervention strategies to induce desirable changes in the gut microbiota to enhance growth and productivity of broiler chickens. This is meaningful for large-scale animal production because these new strategies may have similar or improved benefits and lower costs compared to commercial probiotics.

AUTHOR CONTRIBUTIONS

YX, XZ, and HY designed the experiments. YG, WX, and XW conducted the experiments. YG, WX, and WL collected the samples. YX and WL analyzed the data. YG wrote the manuscript. YX, XZ, and HY edited the manuscript. All authors read and approved the final manuscript.

FUNDING

This work was supported by the National Key R&D Program of China (2017YFD0500501).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fmicb.2019.01422/full#supplementary-material

FOOTNOTES

1 http://drive5.com/uparse/

2 http://rdp.cme.msu.edu/

3 http://www.arb-silva.de

REFERENCES

Awad, W. A., Dublecz, F., Hess, C., Dublecz, K., Khayal, B., Aschenbach, J. R., et al. (2016). Campylobacter jejuni colonization promotes the translocation of Escherichia coli to extra-intestinal organs and disturbs the short-chain fatty acids profiles in the chicken gut. Poult. Sci. 95, 2259–2265. doi: 10.3382/ps/pew151

Baldwin, S., Hughes, R. J., Hao, V. T., Moore, R. J., and Stanley, D. (2018). At-hatch administration of probiotic to chickens can introduce beneficial changes in gut microbiota. PLoS One 13:e0194825. doi: 10.1371/journal.pone.0194825

Canani, R. B., Costanzo, M. D., Leone, L., Pedata, M., Meli, R., and Calignano, A. (2011). Potential beneficial effects of butyrate in intestinal and extraintestinal diseases. World J. Gastroenterol. 17, 1519–1528. doi: 10.3748/wjg.v17.i12.1519

Caporaso, J. G., Kuczynski, J., Stombaugh, J., Bittinger, K., Bushman, F. D., Costello, E. K., et al. (2010). QIIME allows analysis of high-throughput community sequencing data. Nat. Methods 7, 335–336. doi: 10.1038/nmeth.f.303

Dai, S. J., Zhang, K. Y., Ding, X. M., Bai, S. P., Luo, Y. H., Wang, J. P., et al. (2018). Effect of dietary non-phytate phosphorus levels on the diversity and structure of cecal microbiota in meat duck from 1 to 21 d of age. Poult. Sci. 97, 2441–2450. doi: 10.3382/ps/pey090

Dibner, J. J., and Richards, J. D. (2005). Antibiotic growth promoters in agriculture: history and mode of action. Poult. Sci. 84, 634–643. doi: 10.1093/ps/84.4.634

Dolka, B., Chrobak-Chmiel, D., Czopowicz, M., and Szeleszczuk, P. (2017). Characterization of pathogenic Enterococcus cecorum from different poultry groups: broiler chickens, layers, turkeys, and waterfowl. PLoS One 12:e0185199. doi: 10.1371/journal.pone.0185199

Donaldson, E. E., Stanley, D., Hughes, R. J., and Moore, R. J. (2017). The time-course of broiler intestinal microbiota development after administration of cecal contents to incubating eggs. PeerJ. 5:e3587. doi: 10.7717/peerj.3587

Edgar, R. C. (2010). Search and clustering orders of magnitude faster than BLAST. Bioinformatics 26, 2460–2461. doi: 10.1093/bioinformatics/btq461

Foster, K. R., Schluter, J., Coyte, K. Z., and Rakoffnahoum, S. (2017). The evolution of the host microbiome as an ecosystem on a leash. Nature 548, 43–51. doi: 10.1038/nature23292

Fuller, R. (2010). Probiotics in man and animal. J. Appl. Bacteriol. 66, 365–378. doi: 10.1111/j.1365-2672.1989.tb05105.x

Gantois, I., Ducatelle, R., Pasmans, F., Haesebrouck, F., Gast, R., Humphrey, T. J., et al. (2010). Mechanisms of egg contamination by Salmonella Enteritidis. FEMS Microbiol. Rev. 33, 718–738. doi: 10.1111/j.1574-6976.2008.00161.x

Genovese, K. J., Anderson, R. C., Harvey, R. B., Callaway, T. R., Poole, T. L., Edrington, T. S., et al. (2003). Competitive exclusion of Salmonella from the gut of neonatal and weaned pigs. J. Food Protect. 66, 1353–1359. doi: 10.4315/0362-028X-66.8.1353

Guarner, F., and Malagelada, J. R. (2003). Gut flora in health and disease. Lancet 361, 1831–1831. doi: 10.1016/S0140-6736(03)12489-0

Hooda, S., Boler, B. M. V., Serao, M. C. R., Brulc, J. M., Staeger, M. A., Boileau, T. W., et al. (2012). 454 pyrosequencing reveals a shift in fecal microbiota of healthy adult men consuming polydextrose or soluble corn fiber. J. Nutr. 142, 1259–1265. doi: 10.3945/jn.112.158766

Hooper, L. V., Falk, P. G., and Gordon, J. I. (2000). Analyzing the molecular foundations of commensalism in the mouse intestine. Curr. Opin. Microbiol. 3, 79–85. doi: 10.1016/S1369-5274(99)00055-7

Hu, L., Geng, S., Li, Y., Cheng, S., Fu, X., Yue, X., et al. (2018). Exogenous fecal microbiota transplantation from local adult pigs to crossbred newborn piglets. Front. Microbiol. 8:2663. doi: 10.3389/fmicb.2017.02663

Huang, P., Zhang, Y., Xiao, K., Jiang, F., Wang, H., Tang, D., et al. (2018). The chicken gut metagenome and the modulatory effects of plant-derived benzylisoquinoline alkaloids. Microbiome 6:211. doi: 10.1186/s40168-018-0590-5

Kaur, T., and Ganguly, N. K. (2003). Modulation of gut physiology through enteric toxins. Mol. Cell. Biochem. 253, 15–19. doi: 10.1023/A:1026088915240

Louis, P., and Flint, H. J. (2009). Diversity, metabolism and microbial ecology of butyrate-producing bacteria from the human large intestine. FEMS Microbiol. Lett. 294, 1–8. doi: 10.1111/j.1574-6968.2009.01514.x

Mancabelli, L., Ferrario, C., Milani, C., Mangifesta, M., Turroni, F., Duranti, S., et al. (2016). Insights into the biodiversity of the gut microbiota of broiler chickens. Environ. Microbiol. 18, 884–892. doi: 10.1111/1462-2920.13363

Medvecky, M., Cejkova, D., Polansky, O., Karasova, D., Kubasova, T., Cizek, A., et al. (2018). Whole genome sequencing and function prediction of 133 gut anaerobes isolated from chicken caecum in pure cultures. BMC Genomics 19:561. doi: 10.1186/s12864-018-4959-4

Mohd, S. M. A., Sieo, C. C., Chong, C. W., Gan, H. M., and Ho, Y. W. (2015). Deciphering chicken gut microbial dynamics based on high-throughput 16S rRNA metagenomics analyses. Gut Pathog. 7:4. doi: 10.1186/s13099-015-0051-7

Pandit, R. J., Hinsu, A. T., Patel, N. V., Koringa, P. G., Jakhesara, S. J., Thakkar, J. R., et al. (2018). Microbial diversity and community composition of caecal microbiota in commercial and indigenous indian chickens determined using 16s rDNA amplicon sequencing. Microbiome. 6:115. doi: 10.1186/s40168-018-0501-9

Pourabedin, M., Guan, L., and Zhao, X. (2015). Xylo-oligosaccharides and virginiamycin differentially modulate gut microbial composition in chickens. Microbiome 3:15. doi: 10.1186/s40168-015-0079-4

Reese, A. T., Dunn, R. R., and Mcfall-Ngai, M. J. (2018). Drivers of microbiome biodiversity: a review of general rules, feces, and ignorance. mBio 9:e01294-18. doi: 10.1128/mBio.01294-18

Rehman, H. U., Vahjen, W., Awad, W. A., and Zentek, J. (2007). Indigenous bacteria and bacterial metabolic products in the gastrointestinal tract of broiler chickens. Arch. Anim. Nutr. 61, 319–335. doi: 10.1080/17450390701556817

Rinttilä, T., and Apajalahti, J. (2013). Intestinal microbiota and metabolites—implications for broiler chicken health and performance1. J. Appl. Poult. Res. 22, 647–658. doi: 10.3382/japr.2013-00742

Roto, S. M., Kwon, Y. M., and Ricke, S. C. (2016). Applications ofIn ovotechnique for the optimal development of the gastrointestinal tract and the potential influence on the establishment of its microbiome in poultry. Front. Vet. Sci. 3:63. doi: 10.3389/fvets.2016.00063

Sakaridis, I., Ellis, R., Cawthraw, S., Van Vliet, A., Stekel, D., Penell, J., et al. (2018). Investigating the association between the caecal microbiomes of broilers and campylobacter burden. Front. Microbiol. 9:927. doi: 10.3389/fmicb.2018.00927

Salminen, S., Bouley, C., Boutron Ruault, M. C., Cummings, J. H., Franck, A., Gibson, G. R., et al. (1998). Functional food science and gastrointestinal physiology and function. Br. J. Nutr. 80, S147–S171. doi: 10.1079/BJN19980108

Salyers, A. A., West, S. E., Vercellotti, J. R., and Wilkins, T. D. (1977). Fermentation of mucins and plant polysaccharides by anaerobic bacteria from the human colon. Appl. Environ. Microbiol. 33, 319–322.

Schloss, P. D., Westcott, S. L., Ryabin, T., Hall, J. R., Hartmann, M., Hollister, E. B., et al. (2009). Introducing mothur: open-source, platform-independent, community-supported software for describing and comparing microbial communities. Appl. Environ. Microbiol. 75, 7537–7541. doi: 10.1128/AEM.01541-09

Sears, C. L. (2005). A dynamic partnership: celebrating our gut Flora. Anaerobe 11, 247–251. doi: 10.1016/j.anaerobe.2005.05.001

Segata, N., Izard, J., Waldron, L., Gevers, D., Miropolsky, L., Garrett, W. S., et al. (2011). Metagenomic biomarker discovery and explanation. Genome Biol. 12:R60. doi: 10.1186/gb-2011-12-6-r60

Sofka, D., Pfeifer, A., Gleiss, B., Paulsen, P., and Hilbert, F. (2015). Changes within the intestinal flora of broilers by colonisation with Campylobacter jejuni. Berl. Münch. Tierärztl. Wochenschr. 128, 104–110. doi: 10.2376/0005-9366-128-104

Sousa, M. ÂB., Mendes, E. N., Apolônio, A. C. M., Farias, L. D. M., and Magalhães, P. P. (2010). Bacteriocin production by Shigella sonnei isolated from faeces of children with acute diarrhoea. APMIS 118, 125–135. doi: 10.1111/j.1600-0463.2009.02570.x

Stanley, D., Geier, M. S., Hughes, R. J., Denman, S. E., and Moore, R. J. (2013). Highly variable microbiota development in the chicken gastrointestinal tract. PLoS One 8:e84290. doi: 10.1371/journal.pone.0084290

Stanley, D., Hughes, R. J., and Moore, R. J. (2014). Microbiota of the chicken gastrointestinal tract: influence on health, productivity and disease. Appl. Microbiol. Biotechnol. 98, 4301–4310. doi: 10.1007/s00253-014-5646-2

Sunkara, L. T., Jiang, W., and Zhang, G. (2012). Modulation of antimicrobial host defense peptide gene expression by free fatty acids. PLoS One 7:e49558. doi: 10.1371/journal.pone.0049558

Van Immerseel, F., Fievez, V., De Buck, J., Pasmans, F., Martel, A., Haesebrouck, F., et al. (2004). Microencapsulated short-chain fatty acids in feed modify colonization and invasion early after infection with Salmonella enteritidis in young chickens. Poult. Sci. 83, 69–74. doi: 10.1093/ps/83.1.69

Varmuzova, K., Kubasova, T., Davidova-Gerzova, L., Sisak, F., Havlickova, H., Sebkova, A., et al. (2016). Composition of gut microbiota influences resistance of newly hatched chickens to Salmonella Enteritidis infection. Front. Microbiol. 7:957. doi: 10.3389/fmicb.2016.00957

Vermeulen, K., Verspreet, J., Courtin, C. M., Haesebrouck, F., Ducatelle, R., and Immerseel, F. V. (2017). Reduced particle size wheat bran is butyrogenic and lowers Salmonella colonization, when added to poultry feed. Vet. Microbiol. 198, 64–71. doi: 10.1016/j.vetmic.2016.12.009

Wang, Y., Sun, J., Zhong, H., Li, N., Xu, H., Zhu, Q., et al. (2017). Effect of probiotics on the meat flavour and gut microbiota of chicken. Sci. Rep. 7:6400. doi: 10.1038/s41598-017-06677-z

Wielen, P. W. J. J., Keuzenkamp, D. A., Lipman, L. J. A., Knapen, F., and Biesterveld, S. (2002). Spatial and temporal variation of the intestinal bacterial community in commercially raised broiler chickens during growth. Microb. Ecol. 44, 286–293. doi: 10.1007/s00248-002-2015-y

Xiong, J., Liu, Y., Lin, X., Zhang, H., Zeng, J., Hou, J., et al. (2012). Geographic distance and pH drive bacterial distribution in alkaline lake sediments across Tibetan Plateau. Environ. Microbiol. 14, 2457–2466. doi: 10.1111/j.1462-2920.2012.02799.x

Yadav, M., Verma, M. K., and Chauhan, N. S. (2017). A review of metabolic potential of human gut microbiome in human nutrition. Arch. Microbiol. 200, 203–217. doi: 10.1007/s00203-017-1459-x

Yeoman, C. J., Chia, N., Jeraldo, P., Sipos, M., Goldenfeld, N. D., and White, B. A. (2012). The microbiome of the chicken gastrointestinal tract. Anim. Health Res. Rev. 13, 89–99. doi: 10.1017/S1466252312000138

Yin, Y., Lei, F., Zhu, L., Li, S., Wu, Z., Zhang, R., et al. (2010). Exposure of different bacterial inocula to newborn chicken affects gut microbiota development and ileum gene expression. ISME J. Emultidisciplin. J. Microb. Ecol. 4, 367–376. doi: 10.1038/ismej.2009.128

Zhang, D., Ji, H., Liu, H., Wang, S., Wang, J., and Wang, Y. (2016). Changes in the diversity and composition of gut microbiota of weaned piglets after oral administration oflactobacillusor an antibiotic. Appl. Microbiol. Biotechnol. 100, 10081–10093. doi: 10.1007/s00253-016-7845-5

Zhou, W., Wang, Y., and Lin, J. (2012). Functional cloning and characterization of antibiotic resistance genes from the chicken gut microbiome. Appl. Environ. Microbiol. 78, 3028–3032. doi: 10.1128/AEM.06920-11

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2019 Gong, Yang, Wang, Xia, Lv, Xiao and Zou. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/cross.jpg
3,

i





OPS/images/fmicb-10-01422-g001.jpg
Relative Abundance (%)

100 -

Phylum

I Others

I Actinobacteria
[ ]Planctomycetes
[ ] Acidobacteria
I Cyanobacteria
[ ]Bacteroidetes
I Proteobacteria

I Firmicutes

Relative Abundance (%)

100 -

80 -

60 -

20

Genus

[ ]Others

[ ]Prevotellaceae uncultured

[ ]Clostridiaceae uncultured

[ ]Ruminococcaceae unclassified
- Acidobacteriaceae Subgroup uncultured
I Hydrogenoanaerobacterium
I Planctomycetaceae uncultured
[ Mitochondria_norank

I Raoultella

[ ]Parabacteroides

I Acidobacteria_norank

I Ruminococcaceae uncultured
Fonticella

I Gibbsiella

[ Bacteroides

[ Cyanobacteria_norank





OPS/images/cover.jpg
, frontiers
in Microbiology

Early Intervention With Cecal
Fermentation Broth Regulates the
Colonization and Development of
Gut Microbiota in Broiler Chickens





OPS/images/fmicb-10-01422-g002.jpg
BEm F Group

mm C Group

Day28
*

o o o o

o o o o

w [} © <
(B) 3ybrap

Dayl4
*

o o o
o o o
™ N -
(B) 3ybrap
T~
nwd “
a
o o
ﬁ 0
arsm_&s
N
: “
a
©c o ©o© o o
[} © < N
(B) 3ybrap
: “
a
o o
© <

(B) Em_o>>









OPS/images/fmicb-10-01422-g009.jpg
E COuw B Foow

. - .
£ l. i .! £ * l
lie %8 l i
LN
= 3 7 E E] ] 3 ¥ 1 E]
v oo
© e Buyric acid ® e Valerc acid
o
B - 2
Fod o, H
1, iy 1
[ L .
ool -
s e
oo v
o Isobuyricacid ol Isovlrc ace
o ' o
= i
£ oo ' l ' oo i. .
] o
LI .,...'. ==
—i =

se ) 7

i -

)





OPS/images/logo.jpg
, frontiers
in Microbiology





OPS/images/fmicb-10-01422-g007.jpg





OPS/images/fmicb-10-01422-g008.jpg
Relative abundance(%)

100+

10 = * Lt o

] e . o o

Sk & S

i .',:.'- . .':'.

Py - o By

& e . oo

7] ¥

15

E '-:-' ofule :: :;.

o o0, . oo . LAY P '.E,v .:‘-'
~— o . Laped) - &ie e o . K
(o)) & g v . . s s 3
o -~ s * Teett o ot s . o
o . e - : g . o :
0.1 3 : L .:. 8 o = . .
3 i ’ o g u .

0.01- . i s .

0.001 T T T T T T T






OPS/images/fmicb-10-01422-g005.jpg





OPS/images/fmicb-10-01422-g006.jpg





OPS/images/fmicb-10-01422-g003.jpg
Chao index

4000+

30004

20004

1000+

i

@ C Group

:

*%
r==
1

B F Group

*

3

7 14

Age(days)

28

Shannon index

@ C Group B F Group

g U 0
L5 |
—H
N
— -
v
—[EEh
B

1 3 7 14 28
Age(days)





OPS/images/fmicb-10-01422-g004.jpg
O
2

3 7. i

8 E . w o

i i

= L

R S .
) oy |






