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Abstract

This study characterised the in vitro ileal fermentability of different substrates in the growing pig, adopted as an animal model for the adult
human, and compared in vitro ileal and caecal fermentation in the pig. Substrates (arabinogalactan (AG), cellulose, fructo-oligosaccharide
(FOS), inulin, mucin, citrus pectin and resistant starch) were fermented i7 vitro (ileal 2 h and caecal 24 h) with an ileal or caecal inoculum
prepared from ileal or caecal digesta collected from growing pigs (72 5) fed a human-type diet for 15 d. The organic matter (OM) fermentability
and production of organic acids were determined. In general, there was considerable in vitro ileal fermentation of fibre, and the substrates
differed (P < 0-001) for both in vitro ileal and caecal OM fermentability and for organic acid production. Pectin had the greatest in vitro ileal
OM fermentability (26 %) followed by AG, FOS and resistant starch (15 % on average), and cellulose, inulin and mucin (3 % on average). The
fermentation of FOS, inulin and mucin was greater for i vitro caecal fermentation compared with the ileal counterpart (P < 0-05). In general, the
organic acid production was higher for 72 vitro caecal fermentation (P < 0-05). For instance, the in vitro ileal acetic acid production represented
4-46 % of in vitro caecal production. Energy from fibre fermentation of 0-6-11 kJ/g substrate fermented could be expected in the ileum of the pig.
In conclusion, substrates are fermented in both the ileum and caecum. The degree of fermentation varies among substrates, especially for in vitro

ileal fermentation.
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It is commonly held that dietary fibre fermentation in monogas-
tric animals, including humans, occurs mainly in the large intes-
tine with little fermentation occurring in the foregut (stomach
and small intestine). This, however, may not be the case=®.
A combined in vivo/in vitro ileal fermentation assay has been
developed using the growing pig as an animal model for the
adult human®. The assay is based on collecting ileal digesta
as this part of the small intestine has a high population of
microbes and is associated with a longer digesta retention time
when compared with other foregut regions. In the assay, ileal
digesta are collected for the preparation of an inoculum, which
is used to ferment in vitro the substrate collected from the lower
jejunum. The combined in vivo/in vitro fermentation assay has
been applied to estimate the amount of organic matter (OM) fer-
mented for a human-type diet in the ileum and caecum”. There
appears to be considerable ileal fermentation for a typical human
diet in the growing pig, with ileal-fermented OM potentially
being 1-5-fold greater than caecal-fermented OM. This work
underlines the possible importance of ileal fermentation in the

pig, but little is known about the ileal fermentation of different
types of fibre substrates.

Dietary fibres have different monomeric units with specific
links (e.g. a-1,4-linked glucose for resistant starch, f-2,1-linked
fructose for fructo-oligosaccharide, FOS). These structural
differences can affect their rate and extent of fermentation by
the gastrointestinal (GIT) microbial population®!?, For instance,
the fermentability over 24 h with a pooled human faecal inoculum
did not change for cellulose, but it increased linearly for sugar beet
fibre and quadratically for apple pectin®. Recently, it has been
reported that one-third of purified citrus pectin was fermented
in vitro with an ileal inoculum from growing pigs®. Due to struc-
tural differences in fibre types, it is hypothesised that ileal fermen-
tation may differ among fibre substrates leading to a different
production of organic acids. Thus, different energy contributions
are expected across fibre substrates during ileal fermentation.

Differences in the rate and extent of fermentation of dietary
fibres can also be influenced by the composition of the microbial
population?, For example, the production of acetic, propionic

Abbreviations: AG, arabinogalactan; FOS, fructo-oligosaccharide; GIT, gastrointestinal tract; OM, organic matter.
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and butyric acids differed after in vitro fermentation of FOS, sor-
ghum arabinoxylan and maize arabinoxylan with Prevotella
spp. and Bacteroides spp. predominant faecal bacteria®P.
Considering the differences in microbial populations between

(1213 the ileal fermentation of

the ileum and large intestine
dietary fibre sources may differ from caecal fermentation.
However, there are no reported studies that have determined
both ileal and caecal fermentation across a range of fibre
substrates.

In this study, the ileal fermentation of several fibre substrates
was characterised in terms of OM fermentability and organic acid
production, using an optimised iz vitro ileal fermentation
assay'® and compared with an optimised i7 vitro caecal fermen-
tation assay'?. For ileal and caecal inocula, ileal and caecal
digesta, respectively, were collected from growing pigs fed a
human-type diet. The growing pig was used as an animal model
for in vitro ileal fermentability in the adult human due to similar-
ities between species in foregut digestion">1?. Similar viable
counts of lactobacilli, streptococci and coliforms have been
found in the ileal digesta of humans and pigs"'”. Purified fibre
sources commonly found in foods, and mucin (fermentable
material found in GIT endogenous secretions) were used as sub-
strates. The pig was not used as a human model for caecal fer-
mentation due to the known anatomical differences between the
species in this GIT location. The quantitative significance of ileal
fermentation in the pig was determined by comparing the
in vitro ileal and caecal fermentation.

Experimental methods
Animals and dietary treatment

Ethics approval for the animal trial was obtained from the Animal
Ethics Committee, Massey University, Palmerston North, New
Zealand. Five entire male pigs of 9 weeks of age (Hampshire
X (Landrace X Large white) and 23 (sp 1-6) kg body weight) were
housed individually in metabolism pens (1-5m X 0-5m) in a
room maintained at 24 (sp 2-4)°C with a 10 h light-14 h dark
cycle. The pigs were fed a high-fibre human-type diet for 15d
(Table 1). The diet was formulated to meet the nutrient require-
ments of the growing pig"'® as described in detail elsewhere®,
with ingredients commonly used in Western diets.

Substrates for in vitro fermentation

Different purified substrates (arabinogalactan (AG), cellulose,
FOS, inulin, mucin, citrus pectin and resistant starch) were used
for both the in vitro ileal and caecal fermentations. Cellulose,
pectin, AG (a model hemicellulose) and resistant starch were
selected as they represent important dietary fibre components
of a human diet. FOS and inulin were selected to determine if
structural differences (i.e. chain length) affect OM fermentability
and the production of organic acids. Mucin was selected as it is
one of the major contributors to SCFA produced in the
hindgut™. All substrates, except for resistant starch, were pur-
chased from Sigma. Resistant starch (native high-amylose maize
starch) was obtained from Megazyme.

Table 1. Ingredient and determined nutrient composition of the diet

g/kg DM
Ingredient*
Cooked carrot (minced) 100
Canned beans (minced) 150
Peeled hard-boiled egg (minced) 120
Cooked white rice (minced) 550
Raw apple (minced) 485
Premix of vitamins and mineralst 5
Sodium chloride 3
Titanium dioxide 3
Calcium carbonate 0-5
Dicalcium phosphate 20
Nutrient (g/kg DM)
Crude protein 143
Total lipid 44.9
Ash 487
Soluble fibre 19-6
Insoluble fibre 95.7
Total dietary fibre 115
Determined energy
Gross energy (MJ/kg DM) 18-1

* The chemical composition of the ingredients to formulate the diet was obtained from the
US Department of Agriculture National Nutrient Database (https://ndb.nal.usda.gov/).

1 Vitamin and mineral premixes were obtained from Vitec Nutrition Ltd and supplied
(per kg of diet as-fed): Mn, 45 mg; Zn, 80 mg; Cu, 25 mg; Co, 0-5mg; Se, 0-3 mg;
Fe, 100 mg; iodine, 1-0 mg; choline, 100 mg; all-trans retinylacetate, 3-0 mg; chol-
ecalciferol, 0-05 mg; a-tocopherol, 50 mg; menadione, 2-0 mg; thiamin, 1-0 mg; ribo-
flavin, 3-0 mg; nicotinic acid, 15 mg; pantothenic acid, 20 mg; pyridoxine, 2-0 mg;
cyanocobalamin, 0-01 mg; folic acid, 0-5 mg; biotin, 0-1 mg.

Experimental design

In vivo assay. Pigs received the human-type diet for 14 d (100 g
DM/kg metabolic body weight (body weight®”®) per d), with a
gradual adaptation from a commercial to the human-type diet
during the first three experimental days. Two equal meals were
given per day (08.00 and 16.00 hours) with ad libitum access to
water. The daily ration was adjusted after 1 week. Pigs were
monitored at least twice a day, and cages and toys were cleaned
after each meal. On day 15, pigs were fed half their daily ration in
a single meal and, at 5 h postprandially, they were anaesthetised
and euthanised®. The small intestine and caecum were ligated
with clamps and immediately removed. Digesta from the last
one-third of the small intestine (ileum) and caecum for each indi-
vidual pig for in vitro fermentation were collected in plastic bags
containing CO,, prior to being stored in insulated containers at
37°C. Aliquots of the digesta were also collected in Eppendorf
tubes and stored at —80°C for microbial analysis.

In vitro fermentation assays. In vitro ileal® and caecal™®
fermentation assays optimised for different parameters such as
incubation time, amount of digesta and pH were used in this
study. Therefore, parameters differed between in vitro ileal
and caecal fermentation assays. Digesta were pooled to prepare

the ileal and caecal inocula®”.

In vitro ileal fermentation assay. The inoculum was prepared
under a constant flow of CO, to maintain anaerobic conditions.
Equal amounts of fresh ileal digesta from each pig were weighed.
The pooled ileal digesta sample (220 g) was then mixed with 1
litre of a sterilised anaerobic 0-1 M phosphate buffer solution
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(plus 4-1 mm 1-cysteine, pH 6-5 at 37°C), homogenised and fil-
tered through four sterilised layers of cheesecloth. The inoculum
was stirred constantly. A quantity of 5 ml of the inoculum was
then added to a McCartney bottle containing 5 ml phosphate
buffer either alone (blank) or containing 0-1 g substrate. Six bot-
tles per blank (initial and final) or per substrate were used. Each
bottle was flushed with CO,, capped and incubated at 37°C for
2h®, with the exception of the initial blank that was not incu-
bated. Initial blank bottles and the bottles after fermentation
were cooled down on ice. Half of the bottles (blanks and sub-
strates) were placed in an autoclave (121°C for 20 min) before
determination of OM to allow calculation of OM fermentability.
The other half of the bottles was thoroughly mixed, and an ali-
quot (1 mD was collected in an Eppendorf tube. The Eppendorf
tubes were centrifuged (14 000 g for 15 min at 4°C), and the
supernatant (0-5 ml) was collected and stored at —20°C for sub-
sequent determination of the organic acids.

In vitro caecal fermentation assay. In pigs, terminal ileal
digesta are released into the caecum where fermentation with
the caecal microbiota occurs. Thus, in this study, caecal digesta
instead of faeces were used to prepare the caecal inoculum. The
in vitro caecal fermentation assay was the same as that for the
in vitro ileal fermentation assay, with the exception that the inoc-
ulum was prepared from a pooled 330 g sample of caecal digesta
and the fermentation lasted for 24 h". Two substrates (FOS and
inulin) were also fermented in vitro with the caecal inoculum
for 2 h.

Chemical and microbial analyses

The diet and substrates were analysed in duplicate for DM, ash
and OM (DM minus ash)?V. The diet was analysed for starch (Kit
AA/AMG; Megazyme), crude protein (N X 6-25; using an elemen-
tal analyser LECO), ether extract (using a Soxhlet apparatus and
petroleum ether extraction), gross energy (LECO AC-350
Automatic Calorimeter), soluble and insoluble dietary fibres??.
DM, ash and OM contents were also determined on the material
remaining after the in vitro fermentation.

Organic acids (formic, acetic, propionic, butyric, isobutyric,
valeric, isovaleric and lactic acids) were determined in in vitro
fermentation samples using GC?%,

The ileal and caecal digesta were analysed for total bacteria
using quantitative PCR and bacterial community composition
using Illumina MiSeq 16S rRNA gene sequencing®.

Predicted diversity and number of glycoside hydrolases

The ileal and caecal bacterial diversity at the genus level was
used to predict the number of sequences for each glycoside
hydrolase family reported carbohydrate-active
enzymes®. The carbohydrate-active enzymes data set presents
the activities for each family (e.g. f-glucosidase (EC 3.2.1.21), p-
galactosidase (EC 3.2.1.23) and f-p-fucosidase (EC 3.2.1.38) for
glycoside hydrolase family 1) for each bacterial strain.

The observations for bacterial relative abundance, total bac-
teria and the predicted number of glycoside hydrolases for each
genus were combined to predict the diversity and number of
enzymes.

to have
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Calculations

The in vitro ileal and caecal OM fermentability values and the
amounts of organic acids were calculated as follows, following
Montoya et al.?%:

OM fermentability;y, itro (%) =
(OMy, — (OM, = ((OMpyuiiniial + OMjanicinat) /2))) / OMpy X 100
Organic acid production;,, i, (mmol/kg substrate DM incubated) =

(Organic acidafier in vitro fermentation ((organic acidpjunk inital + Organic acidy,k ﬁm\l)/ 2))

X kg DM,

substrate

where OM,;, and OM, is the OM (mg) of the substrate either
before or after in vitro fermentation, respectively. OMpnk initial
and OM_ _ are the OM in the blank bottle prior (initial) and
after (final) in vitro fermentation, respectively. The amounts of
organic acids produced during iz vitro fermentation (mmol)
and their energy contents (0-25, 0-87, 1-53, 2-18, 218, 2-84,
2-84 and 1-36 kJ/mmol for formic, acetic, propionic, isobutyric,
butyric, isovaleric, valeric and lactic acids, respectively) were
used to determine the total energy (kJ) produced from the
organic acids.

The predicted number of ileal and caecal glycoside hydro-
lases for each family was derived considering the absolute num-
ber of bacterial 16S rRNA gene copies (quantitative PCR),
bacterial community composition (Illumina) and number of gly-
coside hydrolases (in silico) as follows:

Number of bacteriagenys; (165 tRNA gene copy number of bactetiagensi/g DM)
= 16S rRNA gene copy number of total bacteria/g DM

x relative abundance coefficientgens;

Number of glycoside hydrolaseg,my;

= Z (number of bacteriagen,sj X glycoside hydrolaseg, iy )

where glycoside hydrolaseg, iy ; is the number of sequences in
each glycoside hydrolase family for the genus j.

Statistical analysis

Based on the known means and variances for the in vitro ileal
fermentation of pectin and cellulose (30 and 3-7 (sp 1-13) %),
two in vitro replicates were required to detect a statistical differ-
ence between treatments with a power >80 % at a two-tail 5%
significance. In this study, three technical replicates were used.

The statistical analyses were performed using the Mixed
Model procedure of SAS (SAS/STAT version 9.4). A two-way
ANOVA model was used to determine the effects of inoculum
(ileal v. caecal), substrate (AG, cellulose, FOS, inulin, mucin, pec-
tin and starch) and their interaction on OM fermentability,
organic acid production and energy from organic acids. When
the interaction effect was not statistically significant, it was
removed from the final model.

The model diagnostics for each response variable were tested
using the ODS Graphics procedure and the Repeated statement
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of SAS. The Repeated statement in the Mixed Model procedure
allowed testing for the homogeneity of variance by fitting models
with the Restricted Maximum Likelihood method and comparing
them using the log-likelihood ratio test. The selected model for
all response variables had similar Studentised residuals (i.e.
equal variances) across treatments. When the F-value of the
model was significant (2 <0-05), the means were compared
using Least Significant Difference. Correlations were determined
between OM fermentability and total energy from organic acids
(n 21) for each GIT location using the Correlation procedure
of SAS.

Results

All pigs remained healthy throughout the study and once
adapted to their diet consumed all of their daily ration.

The microbial population of the ileal digesta at the genus level
mainly comprised Streptococcus (67 %), while the caecal digesta
mainly comprised Streptococcus (15 %), Ruminococcaceae
(15 %), Ruminococcus (15 %), Clostridiales (11 %) and Prevotella
(9%) (online Supplementary Fig. S1).

There was an interaction (P < 0-001; Fig. 1) between the inoc-
ulum and substrate for i72 vitro OM fermentability. During in vitro
ileal fermentation, pectin had the highest fermentability (26 %,
P <0-05) followed by AG, FOS and resistant starch, while cellu-
lose, inulin and mucin had the lowest fermentability. In contrast,
during in vitro caecal fermentation, FOS, inulin, mucin, pectin
and resistant starch had the highest (P<0-05) fermentation,
while AG and cellulose had the lowest fermentation. The fer-
mentation of FOS, inulin and mucin was higher (17, 26 and
24 % units, respectively; P < 0-05) during in vitro caecal fermen-
tation than during in vitro ileal fermentation, whereas the fer-
mentation of AG, cellulose, pectin and starch was similar
(P> 0-05) for in vitro ileal and caecal fermentations.

To investigate the effect of incubation time during in vitro
caecal fermentation, FOS and inulin were fermented in vitro with
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Fig. 1. Invitroileal and caecal organic matter (OM) fermentability. The Pvalues
for inoculum, substrate and their interaction were P<0-001, P<0:001 and
P < 0-001, respectively. Values are means with their standard errors (n 3).
Means in a gastrointestinal tract location (ileum or caecal) without a common
letter differ (P < 0-05). * Means for the caecal data differ from the ileal counter-
part (P<0-05). AG, arabinogalactan; FOS, fructo-oligosaccharide; RS, resist-
ant starch. lleal and caecal digesta were collected from pigs fed a high-fibre
human-type diet.

the caecal inoculum for both 2 and 24 h. The extent of in vitro
caecal OM fermentability during 2 h was 16 and 14 % for FOS and
inulin, respectively.

There was an interaction (P < 0-05; Table 2) between inoc-
ulum and substrate for the 7 vitro production of acetic, propi-
onic, butyric, isovaleric and lactic acids. For acetic acid, FOS,
inulin and mucin in general had the highest (£ <0-05) in vitro
ileal and caecal productions, though mucin had one of the low-
est in vitro caecal acetic acid productions (P < 0-05). For propi-
onic, butyric and isovaleric acids, there were no differences
(P> 0-05) between substrates during in vitro ileal fermentation.
However, during in vitro caecal fermentation, there were large
differences (P < 0-05) between substrates. For instance, the in
vitro caecal production of propionic acid was 3-3-fold higher
for FOS when compared with cellulose. For lactic acid, resistant
starch had the highest (P < 0-05) in vitro ileal and caecal pro-
ductions, while FOS (ileal fermentation) and pectin (caecal fer-
mentation) had the lowest. In general, the in vitro caecal
production of acetic, propionic and butyric acids was higher
(P<0-05) than the in vitro ileal counterpart. In contrast, the
in vitro caecal production of isovaleric and lactic acids was
in general either similar (P> 0-05) or lower (P<0-05) than
the in vitro ileal counterpart.

There was no interaction (P> 0-05) between inoculum and
substrate for the i vitro production of formic, isobutyric and
valeric acids (Table 2). The in vitro fermentation of AG rendered
avery high (P < 0-001) production of formic acid (>50-fold com-
pared with other substrates), followed by pectin and FOS. The
production of formic acid was 5 % higher for in vitro ileal fermen-
tation compared with 7 vitro caecal fermentation (P < 0-001). In
contrast, the production of isobutyric and valeric acids was 10-3-
and 8-4-fold higher for in vitro caecal fermentation in compari-
son with in vitro ileal fermentation (P < 0-05), with no difference
between substrates for their iz vitro productions (P> 0-05).

The calculated gross energy of the organic acids produced
during in vitro fermentation reflected the interaction between
the inoculum and the substrate for OM fermentability
(P < 0-001; Fig. 2). During in vitro ileal fermentation (2 h), AG,
inulin, mucin and resistant starch had higher (P <0-05) energy
productions (energy content of organic acid production) than
FOS and pectin, while during in vitro caecal fermentation
(24 h), resistant starch had the highest (P <0-05) gross energy
production followed by FOS and inulin, while cellulose and
mucin had the lowest. For all substrates, apart from cellulose,
more energy (P <0-05) from organic acids was obtained during
in vitro caecal fermentation than iz vitro ileal fermentation. The
gross energy production for i vitro ileal fermentation repre-
sented between 11 % (FOS and starch) and 100 % (cellulose)
of the energy produced during in vitro caecal fermentation.

Discussion

The study aimed to characterise the in vitro ileal fermentability of
several purified substrates in the growing pig, selected as an ani-
mal model for ileal fermentation in the adult human. The quan-
titative significance of in vitro ileal fermentation for the pig was
gauged by comparison with pig in vitro caecal fermentation.
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Table 2. Organic acid production during in vitro ileal and caecal fermentation of different purified substrates. lleal and caecal digesta were collected from pigs fed a high-fibore human-type diet é
(Mean values with their standard errors) v
Substratet
AG Cellulose FOS Inulin Mucin Pectin RS Pt
Inoculum Mean SEM Mean SEM Mean SEM Mean SEM Mean SEM Mean SEM Mean sem  Substrate (S) Inoculum (I) S x|
Formic acid (mmol/kg substrate) <0-001 <0-001 -
lleal 3302 86 2.99° 0-51 7-34> 095 3.53° 0-60 1.59¢ 0-86 7-98° 0-71 3.79°
Caecal 3272+ 86 025  0-56 4.60°* 095 079  0-60 0-00%*|| 0-82 5.235 0-71 1.04%*
Acetic acid (mmol/kg substrate)§ <0-001 <0-001 <0-001
lleal 3.59°¢ 019 2.98°¢ 0-11 4.652  0-06 4.07° 0-11 4.9126 029 3.34° 0-15 337¢ 012
(36-1) (19-7) (105) (58:5) (135) (28-2) (29:1)
Caecal 6-05%%*  0.12 3.77¢*  0-00 6:922*  0.09 6:922*  0.03 5.844 0-12 6-46>c*  0.05 6-57°* 0.05
(424) (43-2) (1017) (1015) (345) (637) (711)
Propionic acid (mmol/kg substrate) <0-001 <0-001 <0-001
lleal 0-00|| 0-06 0-21 0-14 017 0-16 0-11 0-14 1-44 1-39 0-00|| 0-03 0-02 0-04
Caecal 1482 237 53.0°* 58 1762 12:6 1552* 16-6 55.45* 14.8 1712+ 1.7 1642* 65
Isobutyric acid (mmol/kg substrate) 0-336 0-002 -
lleal 0-01 0-01 0-08 0-04 0-00]| 0-00 0-00]| 0-00 0-20 025 0-10 0-09 0-00]| 0-00
Caecal 0-54* 013 0-61* 0-13 0-51* 0-13 0-50* 0-13 0.73* 027 0-64* 014 0-49* 012
Butyric acid (mmol/kg substrate)§ 0-018 <0-001 0-004
lleal —-0-60 0-09 —-0-55 0-08 —-0-66 0-04 —-0-56 0-14 -0-19 0-22 -0-39 0-14 -0-69 0-03 o
(0-55) (0-58) (0-52) (0-57) (0-82) (0-68) (0-50) :
Caecal 3.652b* 0-23 2.96°*  0-10 3.96%* 0.02 3.83** 0.08 3.592b*  0.31 3.812* 0-10 4.02%*  0-03 >
(38:4) (19-4) (52:2) (46-3) (36-2) (45-3) (559) §
Isovaleric acid (mmol/kg substrate) 0-001 0-001 0001 2
lleal 027 017 0-36 0-11 1.01 0-64 0-80 019 1.67 118 0-00|| 0-02 0-45 0-39 RS
Caecal 2.48° 1-49 0-00°| 0-62 13.7% 0-83 6-932°  3.21 3.15° 1.24 2.44P 1-50 2.55°  0.82 :
Valeric acid (mmol/kg substrate) 0-163 <0-001 - g
lleal 0-00|| 0-05 0-08 0-05 0-00]| 0-05 0-00]| 0-05 0-00]| 0-05 0-00|| 0-05 0-00|| 0-05 =~
Caecal 10-8* 0-82 11.0* 0-82 10.9* 0-82 10.9* 0-82 10-9* 0-82 11.0* 0-82 10-8* 0-82
Lactic acid (mmol/kg substrate) 0-027 0-205 0-037
lleal 107°¢ 12.0 136%b¢ 13-4 431¢ 330 1462 12.4 1572 4.3 99¢ 75 1722 4.8
Caecal 56-30¢* 124 7:59% 9.9 28-2%¢ 94 962% 72  105° 181 ool,* 75  974™ 106
Total organic acids (mmol/kg substrate) <0-001 <0-001 <0-001
lleal 4922 187 159¢d 18.7  156°4 18.7  210°° 18.7  256° 187  136¢ 187 207°¢ 187
Caecal 997 62:6 128¢ 62:6 1314°* 62:6 1247°* 626 565%™ 626 872> 62:6 19242* 62-6

AG, arabinogalactan; FOS, fructo-oligosaccharide; RS, resistant starch.

* Means for the caecal inoculum data differ from the ileal counterpart (P < 0-05).
1 Values are means and standard error of the means, n 3 for each substrate and inoculum combination. Different Repeated statement for each organic acid were required to have similar Studentised residuals as described in the Statistical

analysis section (e.g. for total organic acids, the best Repeated statement had a common sewm for each inoculum, while for lactic acid had a standard error for each individual substrate by inoculum combination). Means within each inoculum
(ileal or caecal) without a common letter differ (P < 0-05).
1 For formic, isobutyric and valeric acid production, there was no significant (P> 0-05) interaction between substrate and inoculum. Therefore, the interaction term was removed from the model.
§ A natural logarithm transformation of the raw data was required to achieve the model assumptions of normality and homoscedasticity. The values in parentheses represent the mean for each response variable after back transformation.
|| Negative values were found. They are explained by the artifact of correcting a small number for the material found in the blanks. In these instances, values are assumed to be zero (i.e. the organic acid was not produced).
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0] 2500 2 ileum and caecum was sixty-five and seventy-three, respectively,
£ 50004 for the pig fed a human-type diet (online Supplementary Table
é b* S2). Tt is important however to highlight that different glycoside
& 1500 1 b hydrolase families could have the same activities (e.g.
= c.d* c lysozyme, EC 3.2.1.17, could be expressed in families 18, 19, 23,

~ 1000 A ’ g . .
< 24, 25 and 73), although it is unknown if they may have the same
g 5001a ab |, a a , a e capacity to hydrolyse glycoside bonds; (ii) structural differences in
5 . Em B . - . = the substrates. For instance, the main difference between FOS and
0- O 0O WS EC N O VW ECLCC® inulin is their chain length (on average five and twenty-five degrees
< é Q2 s8sger< C_gn @z Sg¢k of polymerisation, respectively®”). This difference may have
3> - T 3 - T affected their in vitro ileal OM fermentability. Previous studies have
© © shown that short fructans disappeared earlier than long fructans

lleal Caecal

Fig. 2. Calculated energy from the total amounts of organic acids recovered dur-
ing in vitro ileal and caecal fermentation. The P values for inoculum, substrate
and their interaction were P<0-001, P<0-001 and P<0-001, respectively.
Values are means with their standard errors, n3. Means in a gastrointestinal tract
location (ileum or caecal) without a common letter differ (P < 0-05). * Means for
the caecal data differ from the ileal counterpart (P < 0-05). AG, arabinogalactan;
FOS, fructo-oligosaccharide; RS, resistant starch. lleal and caecal digesta were
collected from pigs fed a high-fibore human-type diet.

For five out of seven of the substrates investigated, in vitro
ileal OM fermentability exceeded 5 %, demonstrating the poten-
tial importance of ileal fermentation. As more total OM enters the
ileum compared with the caecum, the amount of fermented OM
could be similar or even higher in the ileum compared with the
caecum as reported elsewhere for pigs fed a human-type diet
(66 % more fermented OM in the ileum compared with the cae-
cum). Although this may be the case for some substrates, the
generally higher production of organic acids in the caecal fer-
mentation observed here demonstrates the importance of
hindgut fermentation.

Although optimised in vitro ileal and caecal fermentation
assays were used in this study®'?, these methodologies do
have limitations. For instance, they use fixed parameters (e.g.
fermentation time) that in the animal may vary for different diets
and substrates. The use of a pooled inoculum does not provide
for animal to animal variation but does allow characterising the
fermentability of different substrates. The use of purified sub-
strates in the fermentation also assumes that the substrates
are not fermented to some degree in anterior GIT regions.
For example, in the present work, we used intact pectin for
the in vitro caecal fermentation, but 26 % of pectin was fer-
mented i7 vitro in the ileum. Anterior fermentation may modify
the structure of the substrates, thus affecting their fermentabil-
ity. Although the present results should be regarded as indica-
tive only, the methodologies do assist in developing an
understanding of the fermentation of substrates in parts of
the GIT. Based on our results, the ileum appears to be a site
of substantial bacterial fermentation in the growing pig.

The large difference in OM fermentability seen among sub-
strates during in vitro ileal fermentation may be explained by
several factors such as: (i) a low bacterial phylogenetic diversity
in the ileum and therefore a low diversity and number of enzymes
able to cleave substrate bonds. For instance, and based on the ileal
and caecal bacterial populations (online Supplementary Table S1),
the predicted number of glycoside hydrolase families present in the

when fermented with either individual Bifidobacterium strains or
a faecal human inoculum®?
the substrate and specificity of the microbial glycoside hydrolases.
For instance, pectin that had a greater in vitro ileal fermentation
than the other substrates (e.g. inulin) has a greater diversity of
monomeric units (galacturonic acids (65 %), xylogalacturonan,
apiogalacturonan, rhamnogalacturonan I and II, arabinose, galac-
tose, thamnose, xylose and fucose®) . inulin (5(2,1) bonds of
fructose with a terminal a(1—2) linked p-glucose). Based on the
monomeric unit composition, the predicted number of glycoside
hydrolases available to break down pectin is 4-7-fold higher than
for inulin; (iv) microbial preferences towards substrates, which
could be explained by differences in other microbial enzymes
(e.g. glycosyltransferases) and carbohydrate-binding modules®”.
For example, after 24 h of in vitro fermentation with faecal inocula,
specific bacteria were attached only to insoluble wheat bran (e.g.
Roseburia faecis), high amylose starch (e.g. Ruminococcus bromii)
and a commercial porcine gastric mucin (e.g. Bifidobacterium bifi-
dum). In contrast, other species attached to all substrates (e.g.
Eubacterium rectale and Bifidobacterium longum)®?,

In this study, fermentation was also investigated by determin-
ing the production of organic acids. Acetic, formic and lactic
acids were found in quantifiable amounts for in vitro ileal fer-

7). (i) monomeric composition of

mentation. However, in vitro ileal productions of the other
organic acids were low. Considering that organic acids produced
in the ileum are absorbed (metabolised) in the ileum, it could
be expected that they have similar beneficial effects both locally
and systemically (e.g. intestinal tissue proliferation, GIT motility)
to those absorbed in the large intestine®!3?, The relatively high
production of acetic, formic and lactic acids may be explained by
the high relative abundance of the Streptococcus genus (67 % of
the total 16S rRNA gene copies) in the ileal digesta®*3?. For in-
stance, streptococci can rapidly ferment available carbohydrates
to lactate. This is achieved through efficient uptake and conver-
sion of sugars using the relatively simple and energy efficient
phosphotransferase systems"?. Ileal digesta did not host mem-
bers of the Bacteroidetes phylum (online Supplementary
Fig. S2). Bacteria in the Bacteroidetes phylum possess a range
of carbohydrate enzymes (e.g. a- and f-glucosidases) that allow
them to utilise substrates at a competitive advantage over other
members of the gut microbial consortium, resulting in the pro-
duction of acetate, succinate and especially propionate®,
The lack of butyric acid production during in vitro ileal fermen-
tation can also be attributed to the absence of bacterial families
including Lachnospiraceae and Ruminococcaceae, which are
key butyrate producers®®.
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During in vitro ileal fermentation, the production of formic,
acetic and lactic acids differed between substrates. For instance,
FOS had the highest production of acetic acid, but the lowest
production of lactic acid, while AG had the lowest production
of acetic acid, but the highest production of formic acid.
These differences could be explained by the same factors
described above (e.g. chemical compositions of the fibre
sources). Pectin, which had the highest iz vitro OM fermentabil-
ity, did not have the highest production of the analysed organic
acids. Other intermediate microbial metabolites (e.g. pyruvic
acid) not analysed in this study could have been produced dur-
ing pectin fermentation in greater amounts before being con-
verted to endpoint organic acids later in the fermentation (e.g.
pyruvic acid can be metabolised to lactic acid)®?,

In this study, pigs fed a human-type diet were used as an ani-
mal model for the adult human due to their similarities in foregut
digestion. The ileal fermentation observed here may also be
important for the adult human. However, more work is needed
to validate the pig as a model for ileal fermentation and to elu-
cidate the physiological significance of ileal fermentation in
humans. The results reported here give encouragement for this
work to be undertaken.

The differences in OM fermentability between the substrates
observed for in vitro ileal fermentation were reduced during
in vitro caecal fermentation. This could be ascribed to some
of the factors discussed above such as a greater amount and
diversity of caecal microbial enzymes. Some caecal bacteria
may have different pathways to produce enzymes, which are
able to degrade both dietary and non-dietary materials®”3%),
which explains why mucin was also fermented during in vitro
caecal fermentation. It may also be related to the longer time
of fermentation. Important differences in the in vitro caecal pro-
duction of formic, acetic, propionic, butyric, isovaleric and lactic
acids were observed. In general, FOS had the greatest produc-
tion of acetic, propionic, butyric and valeric acids, while cellu-
lose the lowest. The low production of these organic acids for
cellulose may be related to its low in vitro caecal fermentability
due to the absence of cellulose-digesting enzymes in many of the
GIT metagenome members, while the high value for FOS may be
explained by several factors such as its high in vitro caecal fer-
mentability and a lower number of pathways to produce organic
acids as reviewed elsewhere®”,

To demonstrate the quantitative significance of ileal fermenta-
tion in the pig itself, i72 vitro ileal fermentation was compared with
considerably  greater
in vitro caecal OM fermentability of FOS, inulin and mucin com-
pared with their in vitro ileal counterparts in the pig could be

in  vitro caecal fermentation. The

attributed to both the longer fermentation time and greater
amounts of glycoside hydrolases. For instance, in this study, the
extent of caecal OM fermentability during 2h of in wvitro
caecal fermentation for FOS (16 %) and inulin (14 %) was lower
than that for their 24 h counterparts (33 and 32 %, respectively).
This is supported by the rate of SCFA production reported else-
where for FOS and inulin®. For FOS, the in vitro ileal OM ferment-
ability was comparable to the in vitro caecal OM fermentability for
2 h. In contrast for inulin, the in vitro ileal OM fermentability was
still lower. This lower fermentability could be related to a lower

number of inulin degrading enzymes in the ileal digesta compared
with caecal digesta of the pigs fed the human-type diet. In this
study, the predicted number of endo-inulinase (EC 3.2.1.7) and
exo-inulinase (EC 3.2.1.80) enzymes was 2-fold higher in the cae-
cal digesta compared with ileal digesta. Similarly, the predicted
number of inulin lyases ((DFA-I-forming) (EC 4.2.2.17) and
(DFA-TII-forming) (EC 4.2.2.18)) in caecal digesta was 9-fold
greater. For the remaining substrates (AG, cellulose, pectin and
starch), there was no difference in their in vitro ileal and caecal
OM fermentability. Despite similarities in OM fermentability
between the ileum and caecum for AG, pectin and resistant starch,
the total organic acid production and energy derived from the
organic acids were higher during i vitro caecal fermentation
for all substrates. A correlation (7 0-52; P < 0-05; n 21) was found
between OM fermentability and organic acid energy production
for in vitro caecal fermentation, but not for iz vitro ileal produc-
tion. The lack of a correlation for in vitro ileal fermentation could
be attributed to the different microbial composition. Different
microbial populations may have different energy requirements
and different efficiencies of fermentation®>*»_ Based on energy
and OM disappearance in the hindgut of pigs fed diets containing
different levels of fibre, and on energy lost as methane and heat,
assuming that they are lost in the hindgut™®, 8-7kJ of energy is
expected to be produced per gram of fermented ileal digesta.
This value is similar to 8-3 kJ/g dietary fibre fermented suggested
by the European Commission?. In this study, the energy derived
from organic acids ranged between 0-6 and 11 kJ/g substrate fer-
mented (in vitro) in the ileum (except for cellulose), and between
2:5 and 12-8KkJ/g substrate fermented (in vitro) in the caecum.
This suggests that important amounts of energy from the microbial
fermentation of fibre substrates can be produced in the ileum.
Further, in some instances, organic acids other than the ones
determined in this study may have contributed to the energy aris-
ing from fermentation.

In conclusion, the extent of ileal fermentation of both dietary
and non-dietary substrates appears to be quantitatively signifi-
cant in the growing pig adapted to a human-type diet, and such
ileal fermentation may also be important in the adult human. The
extent of ileal fermentation, however, depends upon the sub-
strate. This could be attributed to factors such as structural
differences of the substrates and available glycoside microbial
hydrolases. The energy from fibre fermentation in the ileum is
estimated to be between 0-6 and 11 kJ/g substrate fermented.
Some substrates appear to be fermented to the same extent as
in the caecum.
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