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Fecal microbiota analysis

Generated and demultiplexed sequences were analyzed using the QIIME
software package (version 1.17). Resulting sequences containing ambiguous
or low quality reads (Phred score < 25) were removed from the dataset; reads
with at least one reverse primer mismatch or where the reverse primer was
not found were discarded. Sequences that overlapped longer than 10 bp based
on their overlap sequence were merged, while those reads that could not be
assembled were discarded using FLASH [1] For each faecal sample, the
remaining unique reads were clustered into operational taxonomic units by
UPARSE based on RDP with 97% kinsmanship cutoff. Representative OTU
sequences were assigned taxonomy against the Greengenes reference
database (August 2013 release) using the RDP-classifier. Mothur was used to
evaluate alpha-diversities including Observed, Chao, Ace, Shannon, Simpson
and Coverage indexes, as well as Rarefraction, Shannon curves. R package
(V3.4.0) was applied to estimate beta-diversities including Principal
coordinate analysis (PCoA) [2]. To predict the functional profiles of microbial
communities of cyclophosphamide-induced immunosuppressed mice,
phylogenetic investigation of communities by reconstruction of unobserved
states (PICRUSt) analysis was performed. The functions were estimated based

on 165 rRNA sequencing data and the Kyoto Encyclopedia of Genes and



Genomes (KEGG) database [3].
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Figure S1. Effects of subcritical water-hydrolyzed citrus pectin (LSCF, MSCP and HSCP

at 300, 600 and 1200 mg/kg-bw, respectively) and original citrus pectin (1200 mg/kg-bw)
on the levels of serum cytokines (A) IL-2 and (B) IL-6 in mice.



Rarefaction curves

Sobs index of OTU level
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Figure S2. Rarefaction analysis (A) and Shannon index (B) of all samples.

Each bar represents one sample.



Prevotellaceae
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Figure S3. The abundance of intestinal flora at family level of top 15.

*p <0.05, ** p <0.01, *** p <0.001, compared to Control group;
#p <0.05, ## p <0.01, ### p <0.001, compared to Cy group.

Table S1. PCR primers used in the present study.

Name Sequence (5'-3")

IL6-F TACCACTTCACAAGTCGGAGGC
IL6-R CTGCAAGTGCATCATCGTTGTTC
IL2-F GCGGCATGTTCTGGATTTGACTC
IL2-R CCACCACAGTTGCTGACTCATC
IFEN-F CAGCAACAGCAAGGCGAAAAAGG
IFN-R TTTCCGCTTCCTGAGGCTGGAT
TNE-F GGTGCCTATGTCTCAGCCTCTT
TNF-R GCCATAGAACTGATGAGAGGGAG

GAPDH,F TGCACCACCAACTGCTTAGC

GAPDH,R GGCATGGACTGTGGTCATGAG




Table S2. The abundance of intestinal flora at genus level

Contro

Cy+
HSC  Cy+ Cy+ Cy+ Cy+
Genus level : P CP ISCP MSCP IMS Y
Muribaculaceae_unclassified 22.66 38.44  35.88 14.53 5.61 19.70 6.89
Candidatus_Arthromitus 5.97 6.74 2747  23.02 3.61 22.08 53.38
unclassified 0.98 391 7.75 3.11 9.83 9.50 2.79
Akkermansia 9.64 2.56 0.27 0.03 11.42 - 12.46
Lachnospiraceae_NK4A136_gro
up 8.19 2.82 4.18 7.95 4.31 4.81 1.88
Alistipes 2.51 6.55 1.48 8.83 0.51 2.45 -
Lactobacillus - 1.32 0.23 - 13.43 3.55 0.45
Brevundimonas 1.14 0.45 0.91 0.47 3.96 5.56 6.17
Turicibacter - - - - 15.30 - -
Alloprevotella 1.57 4.42 1.67 2.18 0.17 3.91 -
Streptococcus 0.43 0.31 0.61 3.15 3.28 3.79 2.11
Bacteroides 2.22 3.76 1.13 3.65 0.39 1.41 0.50
Clostridium 441 0.48 0.27 0.62 4.23 0.31 0.17
Rikenellaceae_RC9_gut_group 3.71 1.83 0.55 1.53 0.87 1.52 -
Intestinimonas 1.06 2.11 1.62 2.73 0.56 0.95 -
Ruminiclostridium_9 1.27 1.88 1.52 2.45 0.47 1.27 0.12
Parabacteroides 7.00 0.18 0.13 0.24 0.73 0.21 -
Clostridiales_unclassified 1.51 1.32 0.86 1.36 1.35 2.07 -
Ruminiclostridium 1.68 2.20 0.63 1.89 0.29 0.73 -
Lachnospiraceae_unclassified 1.09 0.11 0.13 422 0.10 0.60 -
Oscillibacter 1.14 1.82 0.92 1.09 0.21 0.65 -
Ralstonia 0.33 0.11 0.25 0.12 1.10 1.61 2.18
Enterorhabdus 0.76 0.70 1.26 0.21 0.64 0.46 0.68
Sandaracinobacter 0.30 - 0.22 0.12 0.87 1.42 1.60
Butyricimonas 1.80 0.46 0.00 0.87 0.20 1.11 0.02
Clostridiales_vadinBB60_group
_unclassified 0.80 0.55 0.22 2.04 0.13 0.52 -
Anaerotruncus 2.11 0.26 - 0.22 1.23 0.14 -
Eubacterium]_xylanophilum_gr
oup 0.25 0.65 0.24 1.10 1.82 - -
Ruminococcaceae_UCG-014 0.33 2.27 0.36 0.21 0.38 0.41 -
Helicobacter 0.64 0.37 0.44 1.41 0.78 - -
Others 14.45 11.30 8.69 10.61 12.21 9.06 7.89

Bacteria with abundance higher than 0.1% were listed.

“ 7

indicates that the abundance was lower than 0.1% or had not been tested.






