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SUMMARY 

The mammalian intestinal tract is a complex ecosystem colonised by a high and diverse 

number of commensal bacterial. Bacteria colonising the intestinal tract have a profound 

impact on host health e.g. by acting as a barrier against colonisation by pathogens and by 

contributing to digestion of complex food components. In this regard there is a considerable 

interest in dietary components that can modulate the gut microbiota and potentially improve 

gut health.  

Some gut bacteria, known as probiotics, are belived to improve gut health upond ingestion, 

whereas non-digestible (ND) dietary carbohydrates, known as prebiotics, are food 

components aimed at selectively stimulating such beneficial bacteria already colonizing the 

intestinal tract. In this regard, prebiotics and other ND dietary carbohydrates may improve 

host resistance to intestinal infections by selectively modulating the composition of the gut 

microbiota or by stimulating the immune response. 

Salmonella is a genus of Gram-negative bacteria that are a major cause of food-borne illness 

globally. Several studies with probiotics have demonstrated protective effects against murine 

Salmonella infections, while studies with prebiotics have shown conflicting results. Therefore 

the aim of the present thesis was to investigate the effect of selected ND dietary carbohydrates 

on the large intestinal microbiota and susceptibility to Salmonella enterica serovar 

Typhimurium SL1344 infection in mice.  

The thesis contains an introduction to the digestive function of the gastrointestinal tract and 

the associated microbiota, followed by a description of dietary strategies for modulation of the 

intestinal microbiota with particular emphasis on effects on Salmonella infections. 

Subsequently, three manuscripts are presented based on the experimental studies performed.  

Results presented in Manuscript I demonstrated no in vivo protective effect of the investigated 

carbohydrates against the Salmonella infection. In contrast, two of the investigated substrates 

(fructo-oligosaccharides and xylo-oligosaccharides) demonstrated an adverse rather than a 

protective effect against the infection.  

Manuscript II investigated diet-induced changes in the large intestinal microbiota of mice 

exhibiting a reduced resistance to the Salmonella infection. Diets supplemented with fructo-

oligosaccharides or xylo-oligosaccharides induced a number of microbial changes in the 

faecal microbiota including an increase in the Bacteroidetes phylum, the Bacteroides fragilis 

group and in Bifidobacterium spp., while reductions were observed in the Firmicutes phylum 

and the Clostridium coccoides group. The findings thus suggest that some microbial changes 

in the large intestine may increase the infectious potential of Salmonella. 

The last study, presented in Manuscript III, was performed during a research stay at CSIRO 

Food and Nutritional Sciences, Australia. In this study a two-stage continuous fermenter was 

used to determine if incubating human faeces with xylo-oligosaccharides (XOS) lowers faecal 

water genotoxicity induced by protein fermentation. XOS fermentation was seen to reduce 

faecal water genotoxicity in vessel 1, but to increase the genotoxicity in vessel 2. Butyrate 

concentrations were significantly elevated in both vessels and could be related to an increase 

in the C. coccoides group. Other microbial changes observed, including a reduction in 

Bifidobacterium spp. and sulphate-reducing bacteria, suggest that quantities of some bacterial 

species are related to changes in faecal water genotoxicity.  

Conclusively, the studies contribute to our knowledge of the effect of some ND dietary 

carbohydrates on the composition of the large intestinal microbiota and the effect such 

changes may have on the susceptibility to Salmonella infections or the risk of developing 

colon cancer. 
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SAMMENDRAG (DANISH SUMMARY) 

Tarmkanalen hos pattedyr er et komplekst økosystem koloniseret af et højt og mangfoldigt 

antal naturligt forekommende bakterier. Bakterier, der koloniserer tarmkanalen har en 

afgørende betydning for værtens helbred f.eks. ved at fungere som en barriere mod 

kolonisering af patogene bakterier og ved at bidrage til fordøjelse af komplekse 

fødevarekomponenter. I denne forbindelse er der en betydelig interesse for 

fødevareingredienser, der kan ændre på sammensætningen af tarmmikrobiota og potentielt 

forbedre tarmmiljøet.  

Indtagelse af nogle tarmbakterier, såkaldte probiotika, menes at have en gunstig effekt på 

tarmmiljøet, mens ufordøjelige kulhydrater, såkaldte præbiotika, er fødevareingredienser 

udviklet specielt til selektivt at stimulere sådanne gavnlige bakterie, som findes naturligt i 

tarmen. Præbiotika og andre ufordøjelige kulhydrater i kosten menes således at kunne 

reducere værtens modtagelighed for tarminfektioner ved selektivt at ændre på 

sammensætningen af tarmens mikrobiota eller ved at stimulere immunforsvaret. 

Salmonella er en slægt af Gram-negative bakterier, der på verdensplan udgør en væsentlig 

årsag til fødevarerelaterede sygdomsudbrud. Flere studier har vist en forebyggende effekt af 

probiotika mod murine Salmonella infektioner, mens studier med præbiotika har vist 

modstridende resultater. Formålet med nærværende afhandling var således at undersøge 

effekter af udvalgte ufordøjelige kulhydrater på mikrobiotaen i tyktarmen og på 

modtageligheden for Salmonella enterica serovar Typhimurium SL1344 infektioner hos mus. 

Afhandlingen omfatter en introduktion til mave-tarmkanalens fordøjelsesfunktion og den 

tilhørende mikrobiota. Efterfølgende gives en beskrivelse af kost-strategier udviklet med 

henblik på at ændre på sammensætningen af tarmmikrobiotaen med særligt fokus på studier 

omhandlende effekter på Salmonella infektioner. Afslutningsvist præsenteres resultaterne af 

de gennemførte eksperimentelle studier i tre manuskripter. 

Resultater af fodringsforsøg med ufordøjelige kulhydrater (Manuskript I) viste ingen in vivo 

forebyggelse af Salmonella infektionen. Derimod resulterede fodring med to af de testede 

kulhydrater (frukto-oligosakkarider og xylo-oligosakkharider) i en øget modtagelighed for 

infektionen. Effekter af disse kulhydrater på sammensætningen af tarmmikrobiotaen blev 

undersøgt i Manuskript II. Foder indeholdende frukto-oligosakkarider eller xylo-

oligosakkharider medførte en række ændringer i mikrobiotaen i fæces, herunder en stigning i 

Bacteroidetes, Bacteroides fragilis gruppen og i Bifidobacterium spp. samt en reduktion i 

Firmicutes og Clostridium coccoides gruppen. Resultaterne antyder således, at visse 

bakterielle ændringer i tyktarmens mikrobiota kan øge Salmonellas’ infektionspotentiale. 

Det sidste studie (Manuskript III) blev gennemført under forskningsopholdet ved CSIRO 

Food and Nutritional Sciences, Australien. Studiet omfattede anvendelsen af et to-trins 

fermenteringssystem til undersøgelse af, om xylo-oligosakkharider (XOS) ved inkubering 

med humant fæces kan reducere det genotoksiske potentiale af fækalt vand induceret af 

protein fermentering. XOS fermentering blev vist at reducere genotoksiciteten i den første 

fermentor, mens studiet viste en øget genotoksitet for den efterfølgende fermentor. 

Koncentrationen af butyrat var signifikant forøget i begge fermentorer og kunne relateres til 

en øget forekomst af C. coccoides gruppen. Andre ændringer i den bakterielle population, 

herunder en reduktion i Bifidobacterium spp. og sulfat-reducerende bakterier antydede, at 

forekomsten af visse bakteriearter kan relateres til ændringer i genotoksiteten af fækalt vand.  

Samlet set, bidrager de gennemførte studier til viden om effekter af indtagelse af visse 

ufordøjelige kulhydrater på sammensætningen af mikrobiotaen i tyktarmen og hvilke 

konsekvenser dette kan have for modtageligheden for Salmonella infektioner eller risikoen for 

at udvikle tyktarmskræft. 
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ABBREVIATIONS 

AGA Apiogalacturonan 

aps Adenosine-5-phosphosulfate reductase gene 

ATP Adenosine triphosphate  

CFU Colony forming units 

CSIRO Commonwealth Scientific and Industrial Research Organisation 

DGGE Denaturing Gradient Gel Electrophoresis 

dsr Dissimilatory sulfite reductase gene 

DP Degree of polymerization 

EPEC Enteropathogenic E. coli  

FAE Follicle associated epithelium 

FOS Fructo-oligosaccharide 

GalpA Galacturonic acid 

GI Gastrointestinal 

GOS Galacto-oligosaccharide 

Hb Haemoglobin 
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IBD Inflammatory bowel diseases 

Ig Immunoglobulin 

LPF Long polar fimbria  

MLN Mesenteric lymph nodes 

NK cell Natural killer cell 

NKT cell Natural kille T cell 

ND Non-digestible 

PDX Polydextrose 

p.i. Post-infection 

RG Rhamnogalacturonan 

RNI Reactive nitrogen intermediate 

ROS Reactive oxygen specie  

RS Resistant starch 

SCFA Short chain fatty acid 

SCV Salmonella containing vacuole 

SD Standard deviation 

SEM Standard error of the mean 

S. Enteritidis S. enterica serovar Enteritidis  

S. Paratyphi S. enterica serovar Paratyphi 

SPI Salmonella pathogenicity island 

SRB Sulphate-reducing bacteria 

S. Typhi S. enterica serovar Typhi 
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1. THE HUMAN GASTROINTESTINAL SYSTEM AND THE ASSOCIATED MICROBIOTA 

Digestion of food and absorption of nutrients is a complex process performed by the 

gastrointestinal (GI) system (Figure 1). The system is composed of the GI tract, the saliva 

glands, the liver (producing bile), the gall bladder (stores and secretes bile) and the pancreas. 

The GI tract extents from the mouth to the anus covering the oral cavity, the esophagus, the 

stomach, the small intestine (the duodenum, the jejunum and the ileum), the cecum and the 

colon (the ascending colon, transverse colon, descending colon and sigmoid rectum) [1].  

 

 

Figure 1. The human gastrointestinal system [1].  

 

Microorganisms colonizing the intestinal tract have a profound impact on human health e.g. 

by acting as a barrier against pathogens and by contributing to degradation of complex food 

components resulting in the release of energy sources important for host health (e.g. short 

chain fatty acids) [2]. Some gut bacteria can be used to improve gut health. Probiotics (section 

3.1) are microorganisms (most commonly bacteria of the genera Lactobacillus and 

Bifidobacterium) that upon ingestion exert beneficial effects on gut health, whereas non-

digestible (ND) dietary carbohydrates known as prebiotics (section 3.2) are food components 

aimed at selectively stimulating beneficial bacteria already colonizing the intestinal tract [3].  

The following section gives an introduction to the human digestive system and the associated 

microbiota. Subsequently, dietary strategies for modulation of the intestinal microbiota and 

possible benefits for host health are described with particular emphasis on effects on 

Salmonella infections.    

1.1 THE DIGESTIVE FUNCTION OF THE GASTROINTESTINAL SYSTEM 

The mechanical and enzymatic digestion of food starts in the mouth, where saliva acts as a 

solvent for solid foods. The secretion from the salivary glands contains enzymes, primarily α-

amylase and lower amounts of lipase and ribonuclease that contribute to the initial hydrolysis 
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of the ingested food. Furthermore, saliva contains lysozyme with antibacterial activity and 

immunoglobulin A (IgA) that protects against food-borne antigens. From the mouth the 

moistened and partly hydrolysed food is passed on to the stomach through the oesophagus 

[1,4]. In the stomach the food is mixed with gastric juice producing the so-called chyme [4]. 

The low pH of the gastric juice kills most microorganisms and is an important defence 

mechanism against pathogens [5].  

From the stomach the chyme is released into the upper part of the small intestine, the 

duodenum. The rate of chyme released depends on the composition of the processed food. 

Food with a high content of carbohydrates is released faster than protein-rich food, followed 

by release of chyme produced from a meal high in fat [1].  

The small intestine is the part of the gastrointestinal tract, where most of the digestion and 

absorption of nutrients take place. The epithelial cells lining the small intestine contribute to 

the production of digestive enzymes and have a large surface area due to the presence of villi 

and microvilli [1]. In response to chyme passing into the duodenum, bile and pancreatic juice 

are secreted into the duodenal lumen. Bile is an alkaline solution containing bile acids, bile 

pigments and traces of cholesterol, fatty acids and phospholipids [1,4]. Bile acids are 

synthesized by the liver from cholesterol and are essential for digestion and absorption of 

dietary fat, cholesterol and fat-soluble vitamins [6,7].  

The pancreatic secretion includes an electrolytic and an enzymatic secretion. The electrolytic 

secretion is alkaline with a pH of 7.5-9 and acts as a buffer of the acidic chyme making the 

pH optimal for the activity of the digestive enzymes in the enzymatic secretion. The 

enzymatic secretion contains a variety of enzymes for digestion of proteins (trypsin, 

chymotrypsin, carboxypeptidase and elastase), lipids (lipase, phospholipase, esterase), nucleic 

acids (ribonuclease, deoxyribonuclease) and carbohydrates (α-amylase) [1,8].  

The pancreatic α-amylase has a higher activity compared to salivary α-amylase and the 

highest concentration of the enzyme is found in the duodenum. After entering the duodenum 

the majority of ingested starch is quickly hydrolysed to maltose, malto-oligosaccharides and 

α-limit dextrins by pancreatic α-amylase. Di- and oligosaccharides are further digested by 

enzymes produced by the epithelial cells of the duodenum and jejunum followed by 

absorption of monosaccharides. The most important enzymes are lactase (hydrolyses lactose), 

sucrase (hydrolyses sucrose), α-dextrinase (debranches α-limit dextrins) and glucoamylase 

(hydrolyses malto-oligosaccharides) [8].  

Among polysaccharides, starch is the only one that is hydrolysed by digestive enzymes in the 

small intestine, since they are only capable of hydrolysing α-glycosidic linkages with the 

exception of lactase hydrolysing ß-bindings in lactose [1,9]. However, in the form of resistant 

starch (RS) parts of ingested starch can reach the colon undigested. Four major type of RS 

have been classified with RS1 being physically inaccessible to digestion e.g. due to intact cells 

walls in grains and seeds, RS2 comprises granular starch in e.g. potatoes, RS3 is retrograded 

starch produced by cooking and cooling of starchy foods and RS4 comprises chemically 

modified starch [10].  
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Oligo- and polysaccharides with ß-glycosidic linkages e.g. cellulose are not hydrolysed and 

pass the small intestine undigested [8]. Carbohydrates that resist digestion reach the colon 

chemically intact, where the digestive process is continued through bacterial fermentation [1]. 

The carbohydrates provide energy for bacterial growth with fermentation resulting in 

production of hydrogen, carbon dioxide and short chain fatty acids (SCFA) [4]. SCFAs 

function as the primary energy source for the colonic epithelium and are discussed further in 

section 2.1.   

Dietary proteins are digested partly by pepsin in the stomach and partly by proteases secreted 

by the pancreas (trypsin, chymotrypsin, carboxypeptidase and elastase). These enzymes 

reduce the proteins to smaller peptides, that are further digested into amino acids and di-, tri- 

and tetra-peptides by membrane integrated peptidases produced by the epithelial cells of the 

duodenum and jejunum. The amino acids and small peptides are absorbed followed by 

hydrolysis of the peptides by cytosolic peptidases and release of the amino acids to the blood 

[1,8]. 

Digestion of dietary fats is a complex process involving emulsification and micelle formation 

[1]. The primary dietary lipids are triglycerids, which are emulsified in the small intestine 

with the help of bile acids. This produces emulsion droplets allowing the access of water-

soluble lipolytic enzymes produced by the pancreas [8]. The digestion products (free fatty 

acids and mono-glycerides) need to form micelles in order to reach the epithelial surface [4]. 

Due to their amphipathic structure (hydrophilic and hydrophobic) bile acids are capable of 

forming micelles and to carry lipids to the surface of the epithelium. Here, the micelles 

disrupt and the lipids diffuse into the epithelial cells [4].  

Throughout the digestive tract water is absorbed and the digestive process is terminated with 

undigested and non-fermented food residues, bacterial biomass, exfoliated cells and mucus 

stored in the rectum and finally excreted as faeces [1]. The time it takes a substance to travel 

through the entire gastrointestinal tract (the transit time) is on average 24-72 hours. Most of 

the time (18-64 hours) is in the colon, with the time in the stomach and small intestine only 

accounting for 4-8 hours [4].  

1.2 COMPOSITION OF THE HUMAN GASTROINTESTINAL MICROBIOTA 

The human gastrointestinal microbiota is a complex ecosystem containing all three domains 

of life: Bacteria, archaea, and eukarya [11]. Archaea and Eukarya only represent a single 

phylum each, whereas the composition of the bacterial microbiota is very diverse [12].  

The intestinal microbiota is established shortly after birth with the mode of delivery (vaginal 

or caesarean) and the type of feeding (breast milk or infant formula) affecting the composition 

of bacteria initially colonising the gut. Faecal samples from infants delivered by caesarean 

section have been reported to contain lower numbers of bifidobacteria and bacteroides, but 

higher numbers of clostridia compared to vaginally delivered infants [13]. In addition, breast-

fed and formula-fed infants have different microbiotas. Breast-fed infants are usually 

colonised by high numbers of bifidobacteria, whereas high numbers of bacteroides and 

clostridia colonise the intestinal tract of formula-fed infants compared to breast-fed [14,15]. 
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The intestinal microbiota of children stabilizes at weaning and is comparable to the adult 

microbiota at around 2 years of age [4].  

Several studies have attempted to describe the bacterial community of the intestinal tract in 

adult humans. Initially such studies were based on cultivation dependent methods, but more 

recent studies have include cultivation independent molecular methods based on analysis of 

16S ribosomal DNA (rDNA) sequences [16]. Since molecular methods indicate that 60-80% 

of the human intestinal microbiota have not been cultivated [17], such methods have 

improved the ability to gain insight in the composition of the microbial community.  

The current knowledge of the composition of the human gut microbiota has recently been 

reviewed. A total of nine bacterial phyla have been identified with the most dominating being 

the Firmicutes, Bacteroidetes and Actinobacteria followed by Proteobacteria (Figure 2) [12]. 

In a study by Eckburg et al. [18] investigating the composition of the human faecal 

microbiota, based on sequence analysis of 16S rDNA, seven bacterial phyla (Firmicutes, 

Bacteroidetes, Proteobacteria, Actinobacteria, Verrucobacteria, Fusobacteria and one 

unclassified phyla) were identified, as well as one archaeal phylotype. The dominating phyla 

were the Firmicutes (51% of the total bacterial sequences) and Bacteroidetes (48%). Among 

the Firmicutes 95% of the sequences belonged to the genera Clostridium with the majority 

belonging to the butyrate-producing cluster XIVa [18].  

  

 

Figure 2. 16S rDNA-based phylogenetic tree of the microbial community present in the human intestinal tract. 

Differences in darkness indicate phylogenic groups corresponding to phylotypes detected in cultivation based 

studies (white) or in cultivation-independent studies (black). Numbers indicate distinct phylotypes within each 

group [12].  
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At genus level, based on cultivation dependent analysis of faecal samples, the microbiota is 

dominated by the genera Bacteroides (the Bacteroides phylum), Clostridium, Eubacterium, 

Peptococcus, Peptostreptococcus, Ruminococcus (the Firmicutes phylum) and 

Bifidobacterium (Actinobacteria). Sub-dominating genera are Enterococcus and 

Lactobacillus, Escherichia, Enterobacter, Klebsiella and Proteus [3].  

Both the diversity and number of bacteria present varies according to the location in the GI 

tract (Figure 3) [19]. The total bacterial cell number has been estimated as 10
14

, with numbers 

as high as 10
12

 cells/g recorded for the colon. Lower numbers are found in the stomach and 

duodenum (<10
3
 cells/ml) and in the jejunum and ileum (10

4
-10

6
 cells/ml) [19,20]. Only few 

bacterial species can survive the acidic conditions in the stomach with Heliobacter pylori 

being the most well known “stomach bacterium” [5]. Other genera detected in the stomach 

and duodenum are lactobacilli and streptococci [4,19]. From the duodenum through the 

jejunum and ileum the bacterial diversity increases, as indicated by figure 3, with the most 

complex bacterial community present in the colon [19]. 

 

                                         

Figure 3. Microbial numbers and diversity throughout the human gastrointestinal tract [19]. 

1.2.1 THE HUMAN VERSUS THE MOUSE INTESTINAL MICROBIOTA 

In the present thesis the effects of dietary interventions were studied using mice. Even though 

mice are an often used model in the study of dietary effects on the intestinal microbiota, the 

composition of the mouse gut microbiota have not been studied as intensively as for humans. 

Still, a considerable similarity between the mouse and human gut microbiota have been 

reported by Ley et al. [21] based on analysis of caecal 16S rDNA sequences from mice. Ley 

and co-workers found that the dominating phyla in mice were the Firmicutes and 

Bacteroidetes as reported for humans [18]. Firmicutes accounted for ~60% of a total of 5.088 

sequences isolated from lean C57BL/6J mice and Bacteroidetes for ~40%. More than 75% of 

the Firmicutes belonged in the Clostridium cluster XIVa also reported as a dominating cluster 

in humans [18].  
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2. FERMENTATION OF NON-DIGESTIBLE DIETARY CARBOHYDRATES  

Non-digestible (ND) dietary carbohydrates, that escape digestion in the small intestine, 

become available as growth substrates for the colonic microbiota. In humans, the majority of 

ND dietary carbohydrates that reach the colon are plant cell wall polysaccharides (e.g. 

cellulose, arabinoxylan, xyloglucan, ß-glucan, mannan, pectins and lignin) and resistant starch 

[22,23]. In addition, commercial products of ND dietary carbohydrates known as prebiotics 

e.g. inulin and fructo-oligosaccharides are also consumed as a way of selectively 

manipulating the composition of the gut microbiota [24].  

Degradation of undigested carbohydrates in the colon initially involves bacterial groups 

capable of degrading complex polysaccharides [23]. In humans, bacterial species capable of 

degrading dietary fibres (e.g. cellulose, inulin and xylan) have been identified within the 

genera Bacteroides, Roseburia, Ruminococcus and Bifidobacterium [23,25-29]. Since 

Bacteroides is one of the numerically dominating bacterial genera in the human large intestine 

[30], they are likely to play a central role in degradation of complex carbohydrates entering 

the colon. This has been confirmed by the capability of Bacteroides spp. to utilizing a variety 

of plant polysaccharides [31]. In addition, a large proportion of the genome of B. 

thetaiotaomicron encodes genes involved in harvesting and metabolizing polysaccharides 

[32]. According to Xu et al. [32] the representation of glycosylhydrolases (e.g. α- and ß-

galactosidases, α- and ß-glucosidases, ß-glucuronidases, ß-fructofuranosidases, α-

mannosidases, amylases and xylanases) in the genome of B. thetaiotaomicron exceeds that of 

any other sequenced bacteria. 

Hydrolysis of polysaccharides into smaller fragments (oligosaccharides) makes the substrates 

available for fermentation by other members of the bacterial community [33]. Non-digestible 

oligosaccharides such as fructo-oligosaccharides (FOS) and inulin (a mixture of oligo- and 

polysaccharides) occur naturally in a variety of vegetables and fruits as a source of 

carbohydrate storage [1] and are used to selectively stimulate the growth of bifidobacteria in 

the human large intestine [24]. The ability of bifidobacteria to ferment FOS has been ascribed 

to the activity of β-fructofuranosidases identified in several bifidobacterial species including 

B. lactis [34], B. breve [35], B. infantis [36] and B. longum [37]. The genome of B. longum 

has been fully sequenced and was found to dedicate more than 8% of the genome to 

metabolism of oligosaccharides. Besides encoding many enzymes for fermentation of mono- 

and disaccharides, the genome encoded a β-fructofuranosidase as well as proteins with 

homology towards xylanases, arabinosidases, α-galactosidases, β-galactosidases, β-

glucosidases and hexoaminidases. Based on these findings B. longum is capable of fermenting 

a wide selection of carbohydrates. In addition, eight high-affinity oligosaccharide transporters 

were identified likely to provide B. longum with a competitive advantage in the uptake of 

oligosaccharides [37].    

Studies on the activity of the β-fructofuranosidases (all intracellular) encoded by B. lactis, B. 

breve and B. infantis demonstrated that the affinity of the enzyme may vary between species 

and that the ability to cleave β-1.2 bounds in inulin and FOS is affected by the complexity of 

the substrate. In B. lactis the strongest affinity was observed for terminal β-1.2 bounds 
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between fructose units, while β-fructofuranosidases produced by B. breve only cleaved β-1.2 

glucose-fructose links. In all three species a high activity was recorded towards degradation of 

FOS, whereas only low activities were recorded towards inulin [34-36]. Differences in the 

enzyme activity towards FOS and inulin are in agreement with results from the in vitro 

fermentation studies by Rossi et al. [29] investigating the relationship between chain length of 

fructans (inulin and FOS) and the ability of bifidobacteria to ferment them. In this study only 

few bifidobacterial strains (8 of 55) were capable of fermenting inulin and the fermentation 

was related to production of extracellular β-fructofuranosidases.  

2.1 SHORT CHAIN FATTY ACIDS 

The major end-products of bacterial fermentation of dietary carbohydrates are short chain 

fatty acids (SCFA) and gasses including H2, CO2 and CH4 [30]. The primary SCFAs produced 

in the human large intestine are acetate, propionate and butyrate with the majority of SCFAs 

absorbed in the colon and excretion of only 5-10% in faeces [38]. In humans, the total SCFA 

concentration in the proximal colon is ~70-140 mM depending on diets and decreases to ~20-

70 mM in the distal colon [10]. The faecal molar ratio (%) of the three dominating SCFAs is 

approximately 60:20:20 (acetate:propionate:butyrate), although the ratio may be affected by 

dietary changes [10,38]. From in vitro studies, simulating the conditions in the human colon, 

the molar ratio (%) of the three acids have been recorded as 60-80 for acetate, 14-22 for 

propionate and 8-23 for butyrate [39].  

SCFAs are produced within the bacterial cells from monosaccharides generated from the 

breakdown of oligo- and polysaccharides. In the cells metabolism of monosaccharides result 

in the release of SCFAs along with a net production of 4 adenosine triphosphate (ATP) 

molecules [40]. All three SCFAs are rapidly absorbed by host tissue and are primarily 

metabolized by the gut epithelium, liver and muscles [39].  

Acetate is absorbed by the gut epithelium, passes through the liver via portal blood to 

peripheral tissues, where it provides energy to muscles (e.g. skeletal and cardiac muscles and 

the brain) [39,41]. 

Propionate is transported to the liver through the portal vein and is an important precursor for 

gluconeogenesis in ruminants [40]. In humans, the role of propionate metabolism is less clear, 

but it is suggested to be involved in the cholesterol lowering effect of dietary fibres [42]. In 

rats, studies on the effect of propionate on cholesterol metabolism have demonstrated reduced 

cholesterol levels in the liver and blood [43-45]. In a study with human volunteers serum 

propionate was negatively correlated to total serum cholesterol in men but not in women [46], 

whereas other studies have reported no effect of propionate on serum cholesterol levels in 

humans [47-49].  

Of the three SCFAs most studies have dealt with the effect of butyrate on colonic health. 

Besides being the preferred energy sources for colonic epithelial cells [50], butyrate functions 

as a signalling molecule involved in cell cycle arrest and induction of apoptosis in cancer cells 

[10,51-53] and has been implicated in protection against colon cancer [54-56]. Furthermore, 

butyrate may reduce the infectious potential of Salmonella. In a study by Van Immerseel et al. 
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[57] pretreatment of S. enterica serovar Enteritidis (S. Enteritidis) with butyrate significantly 

reduced pathogen invasion of chicken caecal epithelial cells in vitro and feed supplemented 

with butyrate reduced numbers of the pathogen in the ceaca of chickens [58]. A reduced 

invasion of epithelial cells after exposure to butyrate may be explained by a down-regulation 

of expression of genes important for Salmonella invasion as demonstrated by Gantois et al. 

[59]. Growth of S. Enteritidis and S. enterica serovar Typhimurium (S. Typhimurium) in 

media supplemented with butyrate was seen to reduce invasion of HeLa cells for both 

serovars and to down-regulate expression of invasion-associated genes encoded by the  

Salmonella pathogenicity island (SPI-1) (described further in section 4.1) [59].  

 

Degradation of dietary fibres in the large intestine is a complex metabolic pathway involving 

several bacterial species and creates the opportunity for cross-feeding. This may in turn affect 

the release of metabolic end-products such as SCFAs (Figure 4) [60]. Differences in SCFA 

production may also be a reflection of different dietary carbohydrates yielding different 

amounts and types of SCFAs [41]. Starch fermentation generally yield high ratios of butyrate, 

whereas pectin is a poor source of butyrate [41,61]. In contrast, pectin is a good source of 

acetate production [41]. Hence, by feeding different fiber sources it is possible to manipulate 

the types and amounts of SCFAs produced [62]. 

 

 

 

Figure 4. Schematic presentation of cross-feeding in relation to microbial degradation of complex carbohydrates 

in the large intestine [60]. 

 

Examples of cross-feeding affecting the production of SCFAs have been demonstrated in 

vitro. Co-culture of butyrate-producing strains of Eubacterium, Anaerostipes (both lactate-

utilizers) and Roseburia with Bifidobacterium adolescentis demonstrated two routes of 

metabolic cross-feeding [63]. All three butyrate-producing strains were unable to ferment the 

growth substrates (starch and FOS) in mono-cultures but produced butyrate in co-culture with 

B. adolescentis. Hence, the results indicate cross-feeding of either lactate produced by B. 

adolescentis (Eubacterium and Anaerostipes) or of partially degraded carbohydrates released 

by B. adolescentis (Roseburia) [63].  
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The occurrence of cross-feeding between strains of bifidobacteria has also been suggested. In 

the in vitro study by Rossi et al. [29] only few strains of bifidobacteria were capable of 

fermenting inulin in mono-cultures. However, no difference in the growth of bifidobacteria on 

FOS and inulin were observed in faecal cultures. The results thus suggest, that stimulation of 

bifidobacteria in mixed cultures and in vivo may partly be explained by cross-feeding of 

oligosaccharides released by inulin-degrading strains, demonstrating the nutritional 

dependence among bacteria colonizing the large intestine [29,60].  

3. DIETARY STRATEGIES FOR MODULATING THE INTESTINAL MICROBIOTA 

Some intestinal bacteria are regarded as beneficial for gut health [64]. In general, the gut 

microbiota have been divided into genera of either potentially harmful/pathogenic or 

potentially health promoting bacteria [30,64]. The genera Bifidobacterium and Lactobacillus 

do not contain any known pathogens [64] and are classified as potentially health promoting 

with positive effects on 1) inhibition of growth of harmful bacteria, 2) stimulation of immune 

functions, 3) digestion and absorption of food ingredients/minerals and 4) synthesis of 

vitamins [30]. At least three strategies exist within modulation of the gut microbiota. 

Probiotics are the concept of consuming microorganisms with known beneficial effects on gut 

health [65], prebiotics are non-digestible dietary carbohydrates claimed to be specifically 

fermented by beneficial gut bacteria [30] and finally, synbiotics are a combination of pro- and 

prebiotics with the idea, that probiotics travel to the colon, while prebiotics support their 

growth combined with a stimulation of already present beneficial bacteria [16].   

3.1 PROBIOTICS 

The concept of probiotics was initially defined by Fuller [65] as ”a live microbial feed 

supplement that beneficially affects the host animal by improving its intestinal microbial 

balance”. In order to do so probiotics need to fulfil four criteria: 1) probiotics must be capable 

of being prepared in a viable manner and in large scale, 2) probiotics need to remain viable 

and stable during storage and use, 3) probiotics should be able to survive the conditions in the 

intestinal tract and 4) the host should gain beneficially from ingesting the probiotics [30]. 

More recently probiotics have been defined by Salminen et al. [66] as “ microbial cell 

preparations or components of microbial cells that have a beneficial effect on the health and 

well-being of the host”. According to this definition probiotics do not need to be viable.  

Probiotics have traditionally been used for years in the production of fermented food products 

such as yoghurt due to their production of lactic acid [16]. Several bacterial genera have been 

used as probiotics (lactobacilli, streptococci, enterococci, lactococci, bifidobacteria and 

bacillus), but also fungi such as Aspergillus spp. and Saccharomyces spp. have been used. 

Still, the most frequently used probiotics are species of the genera Lactobacillus and 

Bifidobacterium (e.g. Lactobacillus acidophilus, L. casei, L. rhamnosus, L. reuteri, L. 

plantarum and L. johnsonii and Bifidobacterium bifidum, B. lactis, B. longum B. infantis and 

B. breve) [4,30].  
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A considerable number of benefits for human health have been postulated to result from the 

intake of probiotics. These include 1) prevention of diarrheal illnesses, 2) prevention of 

common infections (e.g. colds and fever), 3) prevention of allergic disorders, 4) prevention of 

inflammatory bowel disease and 5) prevention of colon cancer (Table 1). Furthermore, 

protection against pathogenic infections has been investigated in vitro [67-71] and in vivo [72-

85] using animal models, including studies on prevention of Salmonella infections [78-85].  

 

Table 1. Potential health benefits of probiotic consumption studied in humans 

Effect References 

Prevention of diarrheal illnesses [86-89] 

Prevention of common infections (e.g. colds and fever)  [88,90-93] 

Prevention of allergic disorders [94-99] 

Prevention of inflammatory bowel disease [100-104] 

Prevention of colon cancer  [105,106] 

3.1.1 ANTAGONISTIC EFFECTS OF PROBIOTICS 

One way by which probiotics may contribute to gut health is by improving the colonization 

resistance [107], being the mechanism whereby the intestinal microbiota limits colonization 

of exogenous and potentially pathogenic microorganisms [108]. Several factors may 

contribute to an improved colonization resistance, with one being the release of acidic 

metabolic end-products such as lactic acid and other SCFAs that lower the gut pH to levels 

below those optimal for growth and competition by the pathogen. Other factors contributing 

to the colonization resistance are competitive exclusion of adherence of the pathogen, 

competition for nutrients, production of antimicrobial substances and immune modulation 

[107]. For a detailed review on the antagonistic activities of Lactobacillus and 

Bifidobacterium the reader is referred to the review by Servin [109], with some examples 

given below.  

Competitive exclusion of pathogen adherence in vitro by 12 commercial probiotic strains has 

been investigated by Collado et al. [71]. All probiotic strains were able to inhibit and displace 

adhesion of Bacteroides vulgatus, Clostridium histolyticum, Clostridium difficile, 

Staphylococcus aureus and Enterobacter aerogens, but most could not inhibit adhesion of 

Escherichia coli (12/12), Listeria monocytogenes (7/12) and S. Typhimurium (9/12) as well as 

displace adhesion of E. coli (12/12) and S. Typhimurium (7/12). By competitive exclusion 

adhesion of four pathogens cold be inhibited by nearly all probiotics (C. difficile (12/12), S. 

aureus (12/12), E. aerogens (12/12) and B. vulgatus (11/12)). Based on these results some 

probiotics can successfully be used as inhibitors of pathogen adhesion, but results are in 

particular affected by the pathogens tested [71].  

Production of antimicrobial substances is another mechanism by which probiotics may protect 

against infections. Production of acidic metabolites such as lactic and acetic acid and the pH 

reductive effect is one example [109]. Acid production by Bifidobacterium infantis has been 

observed to inhibit growth of E. coli O157 and S. Typhimurium [110] and several studies with 
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Lactobacillus spp. have demonstrated inhibition of growth of human pathogens due to acid 

production [109]. 

Anti-bacterial substances distinct from lactic and acetic acid are also produced by lactobacilli 

and bifidobacteria [109]. An example of such is the non-bacteriocin antibacterial component 

produced by L. acidophilus strain LA1 with demonstrated in vitro activity against a range of 

Gram-positive and Gram-negative pathogens including S. aureus, L. monocytogenes, 

Pseudomonas aeruginosa and S. Typhimurium [111]. For bifidobacteria antimicrobial activity 

of two strains isolated from infant stools was demonstrated with viability of selected strains of 

Klebsiella pneumoniae, Yersinia pseudotuberculosis, E. coli, S. aureus, P. aeruginosa and S. 

Typhimurium greatly reduced after 1 or 3 hours of incubation with culture supernatants from 

either of two bifidobacterial strains [112]. 

The last antagonistic mechanism of probiotics described here is the ability to stimulate the 

immune system. The use of probiotics has been implicated in the maturation of the immune 

system in infants, in regulation of the Th1/Th2 balance and in prevention of immune-

mediated diseases, such as allergies [113-115]. However, these topics are beyond the scope of 

this thesis and here focus will be on examples of immune modulation with positive effects on 

protection against Salmonella infections.  

In studies investigating prevention of Salmonella infections probiotics have been shown to 

influence a number of immune effects that improve host resistance to the pathogen e.g. the 

activity of phagocytic cells, cytokine production and levels of immunoglobulins (Ig) [113].  

Increased phagocytic activity of blood and peritoneal cell preparations was observed in 

studies with mice fed L. rhamnosus HN001 or B. lactis HN019 prior to S. Typhimurium 

infection [78,79]. These findings were accompanied by enhanced survival rates, reduced 

numbers of Salmonella in the liver and spleen and increased titers of Salmonella-specific 

antibodies in serum, mucosa and intestinal fluids.  

A heat-killed multi-strain mixture of L. acidophilus was seen in vivo to reduce serum TNF-α 

levels and to protect against S. Typhimurium infection in mice. In vitro, the probiotic mixture 

stimulated the phagocytic activity of murine macrophage cells. [84]. Furthermore, oral 

administration of B. longum to mice prior to S. Typhimurium infection increased the survival 

rate and reduced the production of IFN-γ by the spleen, suggesting a reduced inflammatory 

response as the protective effect of the probiotic administration [81].   

The effect of probiotics on the immune response towards an attenuated S. enterica serovar 

Typhi (S. Typhi) vaccine in humans was investigated by Link-Amster et al. [116]. Human 

volunteers consumed fermented milk containing L. acidophilus La1 and bifidobacteria B12 (a 

commercial mixed culture) for three weeks or were restricted from consuming fresh 

fermented products (control group). When an attenuated S. Typhi was given to the volunteers, 

to mimic an enteropathogenic infection, the titer of specific serum IgA to S. Typhi was 4-fold 

increased in the probiotic group compared to 2.5-fold in the control group, indicating that 

probiotics may enhance the effectiveness of oral a Salmonella vaccine in humans [116]. 
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3.2 NON-DIGESTIBLE DIETARY CARBOHYDRATES  

Non-digestible dietary carbohydrates are another approach to obtain health benefits of 

intestinal beneficial bacteria already present in the intestinal tract and a healthy and balanced 

gut microbiota has been described as one that is predominantly saccharolytic with significant 

numbers of bifidobacteria and lactobacilli [4].  

The concept of prebiotics was initially defined by Gibson & Roberfroid [30] as “non-

digestible food ingredients that beneficially affect the host by selectively stimulating the 

growth and/or activity of one or a limited number of bacteria in the colon [30]. Since then the 

definition has been refined by Gibson et al. [24] and prebiotics are now defined as “ 

selectively fermented ingredients that allow specific changes, both in the composition and/or 

activity of the gastrointestinal microbiota that confers benefits upon host well-being and 

health”.  

According to Gibson and Roberfroid [24] a food ingredient has to fulfil three criteria to be 

classified as prebiotic:  

 

A prebiotic should: 

1) Resist gastric acidity, hydrolysis by mammalian enzymes and gastrointestinal absorption. 

2) Be fermented by the intestinal microbiota. 

3) Selectively stimulate the growth and/or activity of intestinal bacteria associated with health 

and wellbeing. 

  

Referring to these three criteria only inulin and FOS, galacto-oligosaccharides (GOS) and 

lactulose have been classified as prebiotic substrates [24]. Among other prebiotic candidates 

evaluated in the study by Gibson and Roberfroid [24] are isomalto-oligosaccharides, 

lactosucrose, xylo-oligosaccharides (XOS), soyabean oligosaccharides and gluco-

oligosaccharides.  

One aspect of critical importance to the prebiotic concept is the selective stimulation of 

bifidobacteria and lactobacilli at the expense of other bacterial groups [117,118]. The 

selectivity may be affected by characteristics such as the type of glycosidic linkage, degree of 

branching and the degree of polymerization (DP), being the number of repeat monomer units 

in a polymer chain [119]. The DP influences where in the large intestine fermentation occurs. 

Non-digestible carbohydrates with a low DP reach the proximal colon, where substrate 

availability and bacterial growth is generally high and the pH is low (5-6) as a result of 

intense acid production. In contrast, carbohydrates with a higher DP e.g. inulin may be 

available for fermentation in the distal colon [3,120].   

The indigestibility of prebiotics and other ND dietary carbohydrates is a result of the ß-

configuration of the glycosidic bound between monosaccharides, whereas human 

gastrointestinal digestive enzymes are specific for α-glycosidic bounds [8,20]. However, ND 

dietary carbohydrates with α-configuration also exists e.g. polydextrose and pectins. In 

principle, these can be degraded by human digestive enzymes, but reach the colon largely 

undigested due to their high molecular weight [121,122].  
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3.2.1. HEALTH BENEFITS OF NON-DIGESTIBLE DIETARY CARBOHYDRATES  

ND dietary carbohydrates have the potential to modulate intestinal bacterial fermentation 

patterns, which may in turn affect several physiological functions [123]. A large number of 

health-promoting effects of prebiotics/ND dietary carbohydrates have been hypothesized 

(Table 2). These are generally the same as suggested for probiotics, since the primary effect of 

prebiotics is through the interaction with the intestinal microbiota [20,123,124]. Although far 

from all postulated effects of prebiotics have been fully demonstrated [20,124], a bifidogenic 

effect of prebiotics and other potential prebiotic carbohydrates have been demonstrated as 

described in section 3.2.2 for the substrates investigated in the present thesis.  

 

Table 2. Potential health-benefits of prebiotics/non-digestible dietary carbohydrates  

Effects References 

Prevention of diarrhoea (traveller’s and antibiotic-associated)  [125,126] 

Treatment of inflammatory bowel diseases [127,128] 

Prevention of allergic disorders [129,130] 

Immune modulation [131,132] 

Improved mineral absorption (mainly Ca and Mg) [133-135] 

Regulation of lipid metabolism [136,137]  

Improved bowel habit [117,138-140] 

Reduced risk of colon cancer development [141-144] 

 

One potential beneficial effect of consuming ND dietary carbohydrates is improved bowel 

habit with relief of constipation, reduced transit time, and increased faecal bulking [117,138-

140]. Reduced transit time, as a result of increased bacterial biomass and hence increased 

stool frequency, may thus decrease the exposure time of the gut epithelium to potential 

carcinogens of dietary origin [20]. Diet and bacterial metabolism are factors, in addition to 

genetic susceptibility, that plays an important role in the risk of developing colon cancer [118] 

and consumption of diets high in red meat have been associated with this type of cancer [145-

147]. In contrast, an inverse association between intake of dietary fibre and incidences of 

colon cancer have been demonstrated [148,149]. Release and accumulation of potential 

carcinogen by-products from protein degradation such as ammonia, phenols, indoles and 

amines [150] may thus be reduced by diets rich in fibre and hence, by changes in the 

microbial composition towards primarily saccharolytic bacteria (e.g. bifidobacteria and 

lactobacilli) [106,150].  

 

A number of in vivo studies have investigated the potential of prebiotics on prevention of 

Salmonella infections in rodents [83,85,151-157] (discussed in section 4.2). Besides the 

potential protective effect of prebiotics exerted through modulation of the gut microbiota, 

prebiotics and other ND dietary carbohydrates may also protect against pathogen adhesion 

and invasion by receptor mimicry [158,159]. Attachment to epithelial cell surface receptors is 
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often the first step in the pathogenesis of entero-pathogens and prebiotics acting as receptor 

analogues might inhibit infection, with pathogen binding to soluble oligosaccharides rather 

than to host cell receptors [107,158,160]. For example, GOS have been shown in vitro to 

reduce adherence of enteropathogenic E. coli (EPEC) to HEp-2 and Caco-2 cells, and the anti-

adhesive activity of GOS was more effective than of both FOS and inulin [160]. Similarily, 

GOS was found to reduce the invasion of S. Typhimurium SL1344 and LT2 to HT29 cells 

lines [155]. Furthermore, pectins and pectic oligosaccharids reduced the activity of E. coli 

O157:H7 produced shiga toxin, likely by inhibiting binding of the toxin [161].  

3.2.2. APPLICATION AND BIFIDOGENIC EFFECT OF INVESTIGATED CARBOHYDRATES 

Besides the potential for modulating the gut microbiota, ND dietary carbohydrates are used in 

the food industry as bulging agents and as fat and sugar replacers [119]. The chemical 

structure, natural sources and functional properties of the ND dietary carbohydrates 

investigated in the present thesis are described below, along with studies on their effects on 

the composition of the gut microbiota from human studies, if possible, or from animal or in 

vitro studies. An overview of all tested carbohydrates is given in Table 3.   

INULIN AND FRUCTO-OLIGOSACCHARIDES 

Inulin and fructo-oligosaccharide (FOS) are by far the best 

studied prebiotics. Both compounds are polymers of D-

fructose units linked by β-2.1-glycosidic bounds often with 

an α-1.2-linked D-glucose at the terminal end of the molecule 

(Figure 5) [1,118]. 

Inulin occurs naturally in a variety of vegetables and fruits as 

a source of carbohydrate storage with onion, banana, garlic 

and leek being the most common natural sources of inulin 

[1]. Commercial inulin is essentially produced from chicory 

roots. Chicory inulin is a mixture of oligomers and polymers 

with a DP ranging from 2-60 and an average DP of 12.  

FOS is prepared from inulin by enzymatic hydrolysis 

yielding oligomers with a DP of ~2-7 and an average DP of 4 

[1]. Alternatively, FOS can be synthesized using fungal β-

fructosidases by transfructosylation. In this process fructose 

units are added to sucrose molecules by β-2.1-linkages 

typically yielding oligomers with a DP of 2-4 [120].  

In the food industry inulin is used as gelating agent and as a 

fat replacer, whereas FOS is used as a sugar replacer with a sweetness of ~35% compared to 

sucrose and a low caloric value of 1.5 kcal g
-1

 (sucrose 4 kcal g
-1

) [1,162]. 

The inulin (Orafti ST-gel) used in the present thesis is a white, odourless, soluble powder 

extracted from chicory roots. The inulin content is ~92% with the remaining 8% being a 

mixture of glucose, fructose and sucrose. It has an average DP of ≥10 and a sweetness of 10% 

Figure 5. Chemical structure of 

inulin and fructo-oligosaccharide. n 

equals the number of fructose units 

[20].  
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compared to sucrose. The fructo-oligosaccharides (Orafti P95) used in the thesis has an oligo-

fructose content of 95%, a 30% sweetness compared to sucrose and a DP of 2-8 

(www.orafti.com). 

 

Both inulin and FOS are regarded as bifidogenic in infants and adults, although variations in 

the bifidogenic effect have been observed [64,120]. In healthy adults the lowest dosage of 

inulin and FOS with a demonstrated bifidogenic effect is 5 g/day based on analysis of faecal 

samples [64,163-165]. In infants a daily dosage of as low as 1.25 g inulin and 1.7 g of an 

inulin/FOS mixture has been reported as bifidogenic [64,166,167]. In addition, several studies 

report an increase in lactobacilli in infant stools [64]. Besides the reported effects on the 

faecal microbiota Langlands et al. [168] found, that a mixture of inulin and FOS (7.5 g/day of 

each substrate) supplemented to adults also increased numbers of bifidobacteria and 

lactobacilli in the mucosa-associated microbiota of the large intestine, with the largest effect 

observed in the distal colon.  

Although inulin and FOS are intended to selectively promote growth of bifidobacteria and 

lactobacilli, they may also affect growth of other gut bacteria. In some infant or adult studies a 

reduction in potentially harmful bacteria such as Bacteroides spp. and Clostridium spp. was 

observed [139,169,170], while these bacterial genera were stimulated in other studies 

[163,164,171,172] demonstrating that inulin and FOS can also enhance non-target bacteria.  

GALACTO-OLIGOSACCHARIDES 

Galacto-oligosaccharides (GOS) are chains of D-galactose monomers linked by β-1.4 or β-1.6 

bounds with a terminal α-1.4 bound D-glucose molecule (Figure 6). GOS is naturally present 

in both human milk, particularly in colostrum, and cow’s milk and often has a DP of ~2-5 

[162,173]. For commercial products GOS is usually produced by β-galactosidase treatment of 

whey-derived lactose, which is formed as a by-product from the dairy industry [162]. For 

GOS production β–galactosidases from various fungi, yeast and bacteria are used resulting in 

differences in the glycosidic linkages in the final product e.g. β-1.4 or β-1.6 [162,173].  

GOS preparations have a caloric value of only 1.7 kcal g
-1

 and a third of the sweetness of 

sucrose making the oligomer useful as a sweetener in the production of foods and beverages. 

Furthermore, GOS is used to increase the texture and mouth feel of a variety foods as well as 

a bulking agent [162]. The GOS used in the present thesis was provided by Danisco Health 

and Nutrition, Kantvik, Finland. The oligomer had a DP of ~2-6, but may contain traces of the 

starting material lactose and monomers of glucose and galactose.  
 

 

Figure 6. Chemical structure (β-1.6) of galacto-oligosaccharides. n equals the number of galactose units [20]. 

http://www.orafti.com/
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The prebiotic properties of GOS have in particular been investigated in infants fed formulas 

supplemented with oligosaccharides. A mixture of 10% FOS and 90% GOS has been 

developed to simulate the carbohydrate composition of human milk with the intention of 

using the mixture in infant formulas [162]. Bifidobacteria dominate the gut microbiota of 

breast fed babies, which is believed to result from their utilization of milk oligosaccharides, 

including GOS [14,15,162]. Infants fed formulas supplemented with the FOS/GOS mixture 

(4-8 g/L) was seen to develop a faecal microbiota that resembles that of breast fed babies, 

with increased numbers of bifidobacteria and lactobacilli compared to infants fed standard 

formulas [174-176].  

In  studies with adults a bifidogenic effect of GOS has also been observed [177,178], with a 

daily dosage of 10 g GOS recommended to obtain such an effect [162,173]. In addition to the 

increase in faecal bifidobacteria GOS stimulated the growth of lactobacilli in one study [177]. 

In vitro, microbial changes induced by GOS fermentation were seen to alter the fermentative 

activity of a human faecal inoculum resulting in a reduction in pH and in an increase in SCFA 

concentrations as compared to fermentation without GOS [178]. 

XYLO-OLIGOSACCHARIDES  

Xylo-oligosaccharides (XOS) are oligomers of xylose units linked by ß-1.4 linkages (Figure 

7) [118]. XOS can be produced at industrial scale by chemical/enzymatic treatment of xylan-

rich materials. Typical raw materials for XOS production are hardwood, corn cobs, straws, 

bagasses, hulls and bran [179]. The resulting XOS products typically have a DP of ~2-4 

[117]. The sweetness of xylobiose (DP=2) is about 30% compared to sucrose making is useful 

as a low calorie-sweetener. In addition, the oligomer is commercially used as a food 

ingredient in Japan in FOSHU foods (Food for Specified Health Use) [179].  

The XOS used in the present thesis (provided by Danisco Health and Nutrition, Kantvik, 

Finland) was prepared from xylan and had a purity of >92% with xylose compounds ranging 

from DP2 to DP10 (majority of DP2 and DP3). 

 

 

Figure 7. Chemical structure of xylo-oligosaccharide, n equals the number of xylose units [20]. 

 

Xylo-oligosaccharides are considered as promising prebiotic candidates [24], that have been 

shown to be effectively fermented by several bifidobacterial species (B. bifidum, B. infantis, 

B. longum, B. adolescentis, B. angulatum, B. catenulatum and B. lactis) in in vitro mono-

cultures. In contrast, utilization of XOS by strains of Lactobacillus was less efficient 

[180,181]. In mixed faecal batch cultures and semi-continuous fermentation systems, 
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inoculated with a human faecal microbiota, stimulation of bifidobacteria by XOS has also 

been demonstrated [182-184].  

In vivo, studies with rats fed diets supplemented with 6% XOS have reported increased 

numbers of caecal and faecal bifidobacteria [142,185], while numbers of lactobacilli were 

unaffected [185]. In the study by Campbell et al. [185] the bifidogenic effect was 

accompanied by a reduced faecal and caecal pH and increased concentrations of caecal 

SCFAs. In both studies the bifidogenic effect of XOS was greater that observed for FOS 

[142,185].  

In humans consumption of XOS for three weeks by elderly aged ≥65 increased faecal 

numbers of bifidobacteria, decreased faecal pH and increased faecal moisture [186].    

Growth of other intestinal bacteria (Enterococcus spp., Bacteroides spp., Clostridium spp. and 

E. coli) was generally very limited or absent in the in vitro mono-culture studies. Only few 

strains of Enterococcus, Bacteroides and Clostridium grew on XOS [180,181].  

CEREAL BETA-GLUCAN  

Beta-glucan (ß-glucan) is a major component of the cell wall of commercially important 

cereals including oat, barley, rye and wheat [187]. The structure of cereal ß-glucans are linear 

chains of D-glucose units linked by ß-1.3 and ß-1.4 glycosidic bounds. The structure consists 

of two main building blocks of three (cellotriosyl) or four (cellotetraosyl) ß-1.4 bound D-

glucose units separated by a single ß-1.3 binding (Figure 8). The two blocks make up more 

than 90% of the ß-glucan structure. The remaining part of the polymer is mainly composed of 

longer cellulosic sequences of 5-14 D-glucose units [187,188]. The DP of ß-glucans is 

variable and may be >500 [132].  

 

 

Figure 8. Chemical structure of cereal beta-glucan presented as a cellotriosyl unit. Modified from [188]. 

 

The use of ß-glucans in the food industry is mainly due to their gelling capacity and ability to 

increase the viscosity of aqueous solutions. ß-glucans may also be used as a fat replacer in 

calorie-reduced foods. The polymer has successfully been used in the manufacture of several 

food products including cereals, pasta, noodles, bakery products, dairy products and meat 

products [187]. The ß-glucan used in the present thesis was the high purity (75%) barley ß-

glucan Glucagel™ purchased from GraceLinc Ltd.   

 

In vitro mono-culture studies with barley ß-glucan demonstrated that none of the selected 

strains of bifidobacteria and lactobacilli were able to ferment the polysaccharide. Among 
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other tested gut bacteria all Bacteroides isolates and Clostridium beijerinckii fermented ß-

glucan, whereas growth of E. coli and Enterococcus isolates was not supported [180].  

Degradation of ß-glucooligomers, prepared by enzymatic hydrolysis of ß-glucan, was shown 

to support the growth of L. rhamnosus GG, whereas utilization of the oligomers by strains of 

L. acidophilus, Bifidobacterium spp., Bacteroides spp., C. difficile and E. coli was generally 

poor [181]. Based on these results ß-glucan is unlikely to directly promote growth of 

bifidobacteria and lactobacilli in the gut, but it may support growth of Bacteriodes spp.  

PECTINS 

Pectins are complex polysaccharides present in plant cell walls 

and are mainly composed of a backbone of α-1.4-linked 

galacturonic acid units [189]. The pectin polysaccharides are 

divided into five structural classes designated homogalacturonan 

(HG), xylogalacturonan (XGA), apiogalacturonan (AGA) and 

rhamnogalacturonan I (RG-I) and II (RG-II) [122].  

HG is a polymer of α-1.4-linked D-galacturonic acid (GalpA) 

that can account for more than 60% of the pectins in the plant 

cell wall. The galacturonic acid units may be partly methylated at 

C-6 or acetylated at O-2 or O-3 (Figure 9). Based on HP 

extracted from apple, beet and citrus the DP of HP ranges from 

approximately 70-100 [122].    

The remaining pectin classes are HG substituted with side chains 

or with differences in the GalpA backbone. XGA is HG 

substituted with D-xylose at C-3 of the GalpA units. AGA is 

substituted with D-apiose at C-2 or C-3 and is found in aquatic 

plants. RG-I has a backbone of repeating units of galacturonic 

acid and rhamnose [→α-D-GalpA-1.2-α-L-Rhap-1.4→]n with 

side chains of α-arabinan, ß-galactan and type-I arabinogalactan. 

RG-II is an even more complex structure consisting of a HG 

backbone (7-9 residues long) with four side-chains (designated 

A-D) incorporating another ten different monosaccharides into 

the structure [122].  

For commercial production pectins are extracted from citrus peel and apple pomace. The most 

important function of pectins is in the production of jams and jellies due to its gel forming and 

water holding capacity [189,190]. Examples of other useful applications of pectin in the food 

industry are as thickener and stabiliser in dairy products, as texturizer in low calorie soft 

drinks that lacks the mouth feel provided by sucrose and in the control of the size of ice 

crystals in ice [189]. The pectin used in the present thesis was raw apple pectin purchased 

from Obipektin AG with galacturonic acid constituting ~75% of the polymer. 

 

Figure 9. Chemical structure  

of pectin belonging to the 

structural class homo-

galacturonan (HG) [122]. 
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The bifidogenic effect of pectins and pectic-oligosaccharides have been studied by Olano-

Martin et al. [191]. The pectins investigated were citrus pectin and apple pectin and their 

derived oligosaccharides. In mono-cultures growth rates of selected gut bacteria 

(Bifidobacterium spp., Lactobacillus spp., Bacteroides spp., Clostridium spp., Enterococcus 

faecalis and E. coli) were generally higher on apple pectin and apple pectin oligosaccharides 

compared to citrus pectin/oligosaccharides. The pectins and the oligosaccharides did not 

particularly promote growth of bifidobacteria or lactobacilli in mono-cultures. However, in 

mixed cultures, inoculated with a human faecal microbiota, a significant increase in 

bifidobacteria was observed for both pectins and oligosaccharides, but the bifidogenic effect 

was more pronounced for the oligosaccharides compared to their parent pectins. Still, when 

compared to fructo-oligosaccharides the pectic-oligosaccharides were not a particularly 

effective prebiotic candidate [191].  

Other studies investigating the ability of bifidobacteria to ferment pectin or pectic-

oligosaccharides in vitro found that the majority of 229 investigated strains (29 species) did 

not ferment pectin [192], whereas Mandalari et al. [190] demonstrated a bifidogenic effect of 

an extract from citrus peel rich in pectic-oligosaccharides. The observed bifidogenic effect 

was stronger than observed for fructo-oligosaccharides. However, the extract also contained 

small amounts of other carbohydrates (rhamnose, arabiose, xylose, mannose, galactose, and 

glucose) that might contribute to the growth of bifidobacteria.  

POLYDEXTROSE  

Polydextrose (PDX) is a water-souble polymer of glucose with a low caloric value (approx. 1 

kcal g
-1

). In the food industry PDX is used as a bulking agent, texturizer and thickener and as 

a sugar and fat replacer. It is synthesized by random polymerization of glucose molecules (α-

1.6 glycosidic bounds predominate) and has a complex structure with a DP ranging from 1-

100 with an average of ~10 [119,121,193]. 

The PDX used in the present thesis was provided by Danisco Health and Nutrition, Kantvik, 

Finland, with the majority (~90%) of the polymer having a DP of 3-30 and an average DP of 

12. 

 

Effects of polydextrose intake on physiological functions in human volunteers have been 

investigated by Zhong et al. [194]. Volunteers were assigned to groups consuming 4, 8 or 12 

g PDX a day for a period of four weeks or to a control group with no intake of PDX. All 

concentrations of polydextrose improved bowel function, increased faecal weights and 

decreased faecal pH proportionally with PDX intake. A daily intake of 8 and 12 g PDX 

increased faecal concentrations of acetate, butyrate and isobutyrate. For all groups consuming 

polydextrose a decrease in faecal Bacteroides spp. (B. fragilis, B. vulgatus and B. 

intermedius) was observed, whereas Lactobacillus spp. and Bifidobacterium spp. increased 

relatively to polydextrose intake. Based on these results a daily intake of 4-12 g/day 

polydextrose has beneficial effects on gut health with proliferation of favourable groups of 

gut bacteria and an acidification of the gut environment.  
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Table 3. Chemical structure, natural source and method of manufacture of non-digestible carbohydrates 

Carbohydrate Chemical structure DP
1
 Natural source/methods of manufacture 

Inulin and FOS
2
 D-fructose units linked by β-2.1 

bounds. Terminal α-1.2-linked 

D-glucose. 

Inulin 2-60 

FOS ~2-7 

Onion, banana, garlic, leek and chicory root 

Inulin: Extraction from chicory root. 

FOS: Hydrolysis of chicory inulin or 

enzymatic synthesis.  

GOS
3
 D-galactose units linked by  

β-1.4 or β-1.6 bounds. Terminal 

α-1.4 bound D-glucose unit. 

~2-5 Human and cow’s milk.  

Enzymatic synthesis from lactose. 

XOS
4
 Xylose units linked by ß-1.4 

bounds. 

~2-4 Bamboo shoots.  

Produced by chemical/enzymatic treatment 

of xylan-rich material. 

Cereal ß-glucan Linear chains of  

D-glucose units linked by ß-1.4 

or ß-1.3 bounds. 

Variable, 

>500 

Oat, barley, rye and wheat. 

Extraction from natural sources. 

Pectins Largely composed of a 

backbone of α-1.4-linked 

galacturonic acid. Five 

structural groups with variation 

in side chains and backbone. 

Variable, 

70-100 

Plant cell walls. 

Commercially produced from citrus peel 

and apple pomace. 

Polydextrose Composed of glucose units,  

α-1.6 bounds predominate 

Variable, 

1-100 

Chemical synthesis by random 

polymerization of glucose. 

1
Degree of polymerization, 

2
Fructo-oligosaccharide, 

3
Galacto-oligosaccharide, 

4
Xylo-oligosaccharide 
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4. THE FOOD-BORNE PATHOGEN SALMONELLA TYPHIMURIUM 

Salmonella is a genus of Gram negative bacteria that are a major cause of food-borne illness 

globally [195]. In 2007, a total of 151.995 confirmed cases of human salmonellosis were 

reported in the EU (31.1 cases per population of 100.000). The specific age distribution 

revealed that the majority of reported cases were within the group of 0-4 year old children 

(125.4 cases per population of 100.000). This was approximately three times higher than the 

rate of cases in the age group 5-14 years and six to nine times higher than the incidence of 

cases reported for those aged ≥15 [196]. 

The two most common reported Salmonella serovars in 2007 in the EU were S. Enteritidis 

and S. Typhimurium. Together the two serovars represented 81% of known types in human 

cases, with S. Enteritidis accounting for 64.5% and S. Typhimurium for 16.5%. Salmonella 

was most often isolated from fresh meat and meat products, particularly of poultry origin, 

followed by pig meat. Other food products less frequently associated with Salmonella were 

eggs, fishery products, vegetables and fruit [196].  

4.1 INTESTINAL PATHOGENESIS OF S. TYPHIMURIUM  

S. Typhimurium infection in susceptible mice provides a well-characterized model for S. 

Typhi pathogenesis in humans. After infection with S. Typhimurium mice develop a systemic 

disease similar to human typhoide fever [197].  

After oral exposure, a proportion of ingested S. Typhimurium cells survive the acidic 

environment in the stomach and arrive in the small intestine, where the pathogen translocates 

through the epithelial cell layer [198]. The primary site of S. Typhimurium invasion is 

believed to be M cells located in the follicle associated epithelium (FAE) of Peyer’s patches 

in the distal small intestine [197,199]. Following M cell invasion Salmonella infect 

phagocytes, preferentially macrophages, in the lamina propia whereby the pathogen gains 

access to the lymphatic system and bloodstream and subsequently the liver and spleen [200].  

M cell invasion by Salmonella is believed to be mediated, at least partly, by a specific adhesin 

- the long polar fimbria (LPF) [199]. This has been observed with lpf mutants recovered in 

lower numbers from Peyer’s patches, mesenteric lymph nodes, liver and spleen of mice 

compared to recovery of wild-type Salmonella [201]. Other fimbria, besides LPF, suggested 

to also contribute to M cell targeting is the type 1 fimbria, capable of binding to mannose 

oligosaccharide receptors on host cells [202].    

M cells are specialised in delivering antigens from the gut lumen to phagocytic cells via 

transepithelial vesicular transport [198,203] and are characterised by a reduced number of 

microvilli and a thin glycocalyx compared to enterocytes. These characteristics, combined 

with reduced quantities of secretory IgA at the FAE surface, makes M cells vulnerable to 

infection by pathogens [199]. In addition to M cell invasion S. Typhimurium infection has 

been associated with subsequent M cell and FAE destruction providing easy and less 

restricted translocation across the epithelial surface [204].  
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Invasion of M cells by Salmonella involves effector proteins encoded by the “Salmonella 

pathogenicity islands” (SPI), including SPI-1 and SPI-2. Both SPI-1 and SPI-2 encodes “type-

III-secretion-systems” (T3SS), of which T3SS encoded by SPI-1 is important for invasion of 

M cells and SPI-2 T3SS for intracellular survival in host macrophages [197,205]. Following 

contact of Salmonella with M cells the SPI-1 T3SS forms a needle-like structure, through 

which bacterial proteins are injected into the cytosol of host cells [205]. Some of these 

proteins have actin-binding actitivites, resulting in cytoskeletal rearrangements leading to 

bacterial internalization [197,205]. The importance of SPI-1 in the virulence of Salmonella 

has been demonstrated with Salmonella SPI-1 mutants showing reduced abilities to invade M 

cells [206-208].  

The ability of Salmonella to survie in macrophages is required for development of a systemic 

infection [200]. Intracellulary within macrophages Salmonella reside in unique membrane 

bound vacuoles, termed the Salmonella containing vacuole (SCV), which permit intracellular 

survival and replication [195,209]. Within the vacuole Salmonella escapes contact with some 

of the antimicrobial components produced by macrophages. Examples are reactive oxygen 

species (ROS) and reactive nitrogen intermediates (RNI) produced in response to Salmonella 

infection. Salmonella is capable of inhibiting expression or delivery of the enzymes involved 

in the production of ROS and RNI to the SCV in an SPI-2 dependent manner [210]. Other 

examples of SPI-2 functions are the role of SPI-2 effector proteins in the control of the 

intracellular position of the SCV [209] and in inhibition of maturation of the SCV into a 

phagolysosome [211]. 

The liver and spleen are the two main sites of Salmonella proliferation within macrophages. 

The precise mechanisms involved in spread of Salmonella to new cells are not fully clear, but 

may invole Salmonella residing within the macrophage for the lifetime of the hoste cell 

followed by infection of new macrophages [200]. Furthermore, Salmonella is capable of 

inducing macrophage cell-death by at least two mechanisms. Either a rapid macrophage cell 

death is induced in a SPI-1 dependent manner or a delayed macrophage cell death is induced 

in a SPI-2 dependent manner [200,212]. Dead or dying macrophages infected by Salmonella 

may then be phagocytosed by new macrophages providing a new site of survival and 

replication of the pathogen [200].  

The bacterial distribution and the lesions in the liver and spleen of mice infected with S. 

Typhimurium resemble those observed in humans suffering of typhoid fever [213]. In murine 

infections extensive growth of Salmonella in the organs leads to death with a lethal load of 

10
8
 viable bacteria per. organ [214]. Death is believed to result from organ failure with 

pathological signs of infection being enlarged Peyer’s patches, liver and spleen and with 

organs appearing pale and friable [213,214].   

 

Alternatives to the classical M cell dependent route of Salmonella invasion have also been 

described suggesting enterocytes as potential targets for invasion [215]. Moreover, Vazquez-

Torres et al. [216] found that a non-invasive SPI-1-deficient S. Typhimurium strain can 

disseminate from the gut lumen of mice via CD18-expressing phagocytic cells. The CD-18 
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mediated route was proposed based on the observation that levels of the SPI-1-deficient 

Salmonella strain in the liver and spleen of CD-18 deficient mice were reduced compared to 

wild-type mice. In addition, dendritic cells can penetrate epithelial cells and take up 

Salmonella from the gut lumen [217]. Furthermore, S. Enteritidis infection in rats have 

demonstrated that the infection affects gene expression in the rat colon, suggesting that in 

addition to the ileum, the colon is also a target for Salmonella invasion [218].  

4.2 EFFECTS OF NON-DIGESTIBLE CARBOHYDRATES ON SALMONELLA INFECTIONS 

Several studies with probiotics have demonstrated protective effects against murine 

Salmonella infections [78-85]. Similarly, studies with prebiotics have investigated the effect 

on Salmonella infections in broilers [219,220], swine [221-223], rats and mice [83,85,151-

157]. In the following section focus will be on the effects of prebiotics and other ND dietary 

carbohydrates on Salmonella infections in rodents. 

Studies with mice and rats on prevention of Salmonella infections have demonstrated 

conflicting results. Some studies have demonstrated a protective effect of either prebiotics in 

combination with probiotics (synbiotics) [83,85] or of prebiotics alone [83,85,155-157], while 

others have demonstrated adverse effects of prebiotic consumption on Salmonella infections 

[151-154].  

Preventive effects of either prebiotics alone (inulin), probiotics (Lactobacillus acidophilus) or 

synbiotics (inulin and L. acidophilus) against Salmonella-induced liver damage in orally 

challenged mice (single dose of 5x10
6
 cfu) was investigated by Rishi et al. [85]. Both 

prebiotic (2 mg/day), probiotic (10
10

 cfu/day) and synbiotic administration resulted in 

decreased pathogen translocation to the liver seven days post-infection (p.i.). Furthermore, 

histology of liver sections showed that signs of liver damage were reduced by all three 

treatments as compared with non-supplemented challenged mice. However, generally a 

greater protection was observed for probiotics than for prebiotics and results did not indicate a 

synergistic effect of synbiotic administration.  

Improved protection of synbiotics was demonstrated in the study by Asahara et al. [83], 

where administration of B. breve (10
8
 cfu/day) combined with transgalactosylated 

oligosaccharides (TOS) (10 mg/day) improved the preventive effect of B. breve during a 7-

day period post oral S. Typhimurium challenge of mice (single dose of 10
2
 cfu), while TOS 

alone had no preventive effect on the infection.  

Studies on the preventive effect of prebiotics alone have demonstrated an increased survival 

rate of mice fed inulin during a 2-week period post S. Typhimurium challenge (single dose of 

10
3
 cfu). Still, a mortality rate of 60% was observed in the group fed a diet containing 10% 

inulin compared to >80% in the control group, whereas FOS supplementation did not increase 

the survival rate significantly [157]. Since infection by intraperitoneal injection of the 

pathogen was used in the study, the model does not mimic a food-borne infection and the 

reduced mortality rate may be a result of immune modulation rather that protection exerted by 

the mucosal barrier, although this was not investigated in the study.  
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The ability of prebiotics to stimulate the immune response towards Salmonella infections was 

investigated by Benyacoub et al. [156]. In an initial study, feeding mice a diet containing 5% 

of a FOS:inulin mixture (70:30%) for one week prior to oral immunization with an attenuated 

S. Typhimurium vaccine enhanced the specific antibody response towards Salmonella, 

stimulated the phagocytic activity of peritoneal macrophages, and enhanced cytokine 

production (IFN-γ and IL-12) by spleen cells. Whether the observed immunological effects 

were sufficient in providing protection against oral challenge with wild-type S. Typhimurium 

SL1344 (single dose of 3x10
7
 cfu) was investigated in a second study. Alone (without 

vaccination) the prebiotic mixture did not provide any protection against the infection. 

However, the survival rate of mice fed prebiotics prior to vaccination was increased to 73% 

compared to 40% in vaccinated control-fed mice, suggesting that fructo-oligosaccharides can 

enhance the efficiency of Salmonella vaccines.  

Besides inulin and FOS, GOS have been demonstrated to provide protection against murine S. 

Typhimurium infection [155]. In this study GOS was administrated to mice (2.5 g/kg) 30 

minutes prior to oral challenge with 10
7
 cfu S. Typhimurium SL1344. All mice dosed with 

GOS did not show clinical signs of infection throughout the study period (5 days). 

Furthermore, GOS reduced pathogen invasion of the liver and spleen (Day 3 and 4 p.i.) and 

reduced numbers of Salmonella in the ileum (Day 3 and 4 p.i.), colon (Day 3 p.i.) and cecum 

(Day 3 and 5 p.i.). However, the model chosen with GOS administration just prior to 

pathogen challenge does not mimic continuous ingestion of the prebiotic and it is likely, that 

the observed protective effect is an effect of blocking of pathogen adhesion rather than an 

effect of microbial changes induced by GOS [155]. 

Based on the studies above, there are indications of protective effects of prebiotics against 

Salmonella infections, although the studies by Benyacoub et al. [156] and Asahara et al. [83] 

demonstrate, that prebiotics alone are not sufficient in providing protection. In contrast, 

studies by a single group of researchers [151-154] have demonstrated increased, rather than 

decreased, translocation of Salmonella to extra-intestinal sites in prebiotic-fed rats. Diets 

containing 3-6% FOS or inulin were seen to increase translocation of S. Enteritidis (single 

dose of 10
8
-10

10 
cfu) measured as increased urinary excretion of nitrates and nitrites (NOx). 

Furthermore, prebiotic feeding increased the cytotoxicity of faecal water and faecal mucin 

excretion indicating mucosal irritation [151-154]. An important aspect of these studies was, 

that they were all based on low-calcium diets (0.80-1.20 g Ca/kg) and that a diet higher in 

calcium (4.0 g Ca/kg) could counteract most of the observed adverse effects [153]. The exact 

mechanism behind the FOS and inulin-induced adverse effects on intestinal permeability in 

these studies is unclear. However, it is suggested that the adverse effects is caused by 

increased production of lactic acid and other short chain fatty acids leading to irritation of the 

mucosal barrier [153,154] and that dietary calcium can counteract this effect by reducing the 

acidity of the gut environment [224].  
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5. AIM OF THE STUDY 

Based on studies with probiotics [78-84], demonstrating preventive effects on murine S. 

Typhimurium infections, the aim of the present thesis was to investigate whether similar 

protective effects could be demonstrated with prebiotics and other potential prebiotic dietary 

carbohydrates.  

Prebiotics are expected to improve gut health in a manner similar to probiotics. Still, they 

overcome some of the possible limitation of incorporating live bacteria in the diet. With 

prebiotics, problems associated with microbial survival during passage through the digestive 

tract is not a concern [118] and in contrast to probiotics, where introduced bacteria have to 

compete with the established microbiota, prebiotics target bacteria already colonising the gut. 

For these reasons, prebiotics may be a more efficient way of manipulate the gut microbiota 

[162].  

The initial focus of the project was prevention of S. Typhimurium infection with the idea of 

identifying new prebiotic substrates with preventive effects against S. Typhimurium SL1344 

infection. The studies were carried out using the BALB/c mouse model providing a model of 

human typhoid fever (Manuscript I). Subsequently, the intention of the thesis was to 

investigate effects of the carbohydrates with the best potential for pathogen inhibition on the 

composition of the gut microbiota, production of short chain fatty acids (SCFA) and immune 

modulation in host animals. However, results obtained from the animal studies demonstrated 

adverse rather that protective effects of prebiotic administration. Based on these results 

samples from animals showing reduced resistance to the Salmonella infection were chosen for 

further analysis with the aim of investigating changes in the intestinal microbiota and SCFA 

production which could potentially explain the observed differences in the infection 

susceptibility (Manuscript II).    

Since the carbohydrates investigated were shown not to be efficient in providing protection 

against the Salmonella infection, the research stay at CSIRO Food and Nutritional Sciences 

was an opportunity to investigate another potential health benefit of prebiotic consumption. 

Research at the division has previously demonstrated that resistant starch fed to rats attenuates 

protein-induced colonic DNA damage - an initial sign of colon cancer [54,225-228]. Thus, the 

aim of the study performed at CSIRO was to investigate whether a similar preventive effect 

could be demonstrated by XOS and inulin in vitro using a two-stage continuous fermenter. At 

present samples from fermentation of inulin is still being analysed, wherefore only results 

from fermentation of XOS are included in the thesis (Manuscript III). 
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Abstract 

Certain indigestible carbohydrates, known as prebiotics, are claimed to be beneficial for gut health 

through a selective stimulation of beneficial gut microbes including Bifidobacterium. However, 

stimulation of beneficial microbes does not necessarily imply a preventive effect against pathogen 

infection. We recently demonstrated a reduced resistance to Salmonella infection in mice fed diets 

containing fructo-oligosaccharides (FOS) or xylo-oligosaccharides (XOS). In the present study, faecal 

and caecal samples from the same mice were analysed in order to study microbial changes potentially 

explaining the observed effects on the pathogenesis of Salmonella. 

Denaturing gradient gel electrophoresis revealed that the microbiota in faecal samples from mice fed 

FOS or XOS was different from faecal samples collected before the feeding trial as well as from faecal 

profiles generated from control animals. This difference was not seen for caecal profiles. Further 

analysis of faecal samples by real-time PCR demonstrated a significant increase in the Bacteroidetes 

phylum, the Bacteroides fragilis group and in Bifidobacterium spp. in mice fed FOS or XOS. The 

observed bifidogenic effect was more pronounced for XOS than for FOS. The Firmicutes phylum and 

the Clostridium coccoides group were reduced by both FOS and XOS. Surprisingly, no significant 

differences were detected between faecal samples collected before and after pathogen challenge in any 

of the groups. Furthermore, no effect of diets on caecal concentrations of short chain fatty acids was 

recorded.  

In conclusion, diets supplemented with FOS or XOS induced a number of microbial changes in the 

faecal microbiota of mice. The observed effects of XOS were qualitatively similar to those of FOS, but 

the most prominent bifidogenic effect was seen for XOS. An increased level of bifidobacteria is thus 

not in itself preventive against Salmonella infections, since the same XOS or FOS-fed mice were 

previously reported to be more severely affected by Salmonella challenge than control animals. 

 

Keywords: Prebiotics, fructo-oligosaccharides, xylo-oligosaccharides, beneficial microbes, 

bifidobacteria. 
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Introduction 

Prebiotic carbohydrates were originally defined by Gibson and Roberfroid (1995) as “non-

digestible food ingredients that beneficially affect the host by selectively stimulating the 

growth and/or activity of one or a limited number of bacteria in the colon” and in many 

contexts, dietary carbohydrates are considered prebiotic if they increase the concentration of 

bifidobacteria in the intestine.   

Here, we report microbial changes induced by fructo-oligosaccharides (FOS) and xylo-

oligosaccharides (XOS) in the large intestine of mice challenged with Salmonella. Many 

studies of prebiotic effects have focused on consumption of FOS, which is an established 

prebiotic substrate with a demonstrated bifidogenic effect (Roberfroid et al., 1998). XOS, on 

the other hand, is regarded as an emerging prebiotic candidate (Roberfroid, 2007; Tuohy et 

al., 2005) of which a bifidogenic effect has been demonstrated in vitro (Crittenden et al., 

2002; Jaskari et al., 1998; Mäkeläinen et al., 2010) and in vivo (Campbell et al., 1997; Chung 

et al., 2007; Hsu et al., 2004).  

Both FOS and XOS are oligomers linked by ß-glycosidic bounds that are not hydrolysed by 

digestive enzymes produced in the small intestine (Swennen et al., 2006). Hence, they pass 

this part of the gut undigested and may function as a substrate for the large intestinal 

microbiota (Swennen et al., 2006; Tuohy et al., 2005). FOS are composed of monomers of 

fructose units linked by ß-2.1 bounds (Roberfroid, 2005; Tuohy et al., 2005), whereas the 

monomers in XOS are xylose units linked by ß-1.4 bounds (Tuohy et al., 2005).  

Even though several health benefits have been associated with the microbial effects of 

prebiotic consumption including protection against gastrointestinal pathogens (Asahara et al., 

2001; Buddington et al., 2002), studies from our lab (Petersen et al., 2009) as well as from 

Ten Bruggencate and co-workers (Bovee-Oudenhoven et al., 2003; Ten Bruggencate et al., 

2003; Ten Bruggencate et al., 2004; Ten Bruggencate et al., 2005) have demonstrated adverse 

effects on the susceptibility to Salmonella infections in mice and rats. More specifically, we 

found a markedly reduced resistance to infection by Salmonella enterica serovar 

Typhimurium SL1344 in mice fed diets supplemented with 10% FOS or 10% XOS (Petersen 

et al., 2009). Based on these results, the aim of the present study was to investigate changes in 

the faecal and caecal microbiota of the same mice, which could potentially explain the 

reduced resistance to pathogen challenge. Additionally, caecal short chain fatty acids (SCFA) 

were measured to determine whether their concentration was affected by changes in the 

microbiota. This is, to our knowledge, the first study describing diet-induced changes in the 

intestinal microbiota of mice exhibiting impaired resistance to Salmonella infections. 
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Materials and methods 

Experimental design and sample collection 

Faecal and caecal samples were obtained during a previously described feeding study with 

mice fed a selection of seven dietary carbohydrates (Petersen et al., 2009). The experimental 

diets based on the AIN-93 rodent diet (Reeves et al., 1993) were supplemented with 10% 

(w/w) dietary carbohydrates at the expense of cornstarch (Poulsen et al., 2002). The samples 

analysed were from mice fed diets supplemented with 10% fructo-oligosaccharides (FOS) or 

10% xylo-oligosaccharides (XOS) or from mice fed the cornstarch based control diet. FOS, 

DP 2-8 (Orafti P95, Beneo-Orafti, Tienen, Belgium) were purchased from Alsiano, Birkeroed, 

Denmark and XOS, DP 2-6 were kindly provided by Danisco Health & Nutrition, Kantvik, 

Finland. Briefly, 4 week-old conventional male BALB/c mice were purchased from Taconic 

Europe (Lille Skensved, Denmark) and housed individually for an acclimatisation period of 1-

2 weeks prior to onset of the feeding experiments. The mice were randomized (by weight) to 

groups of 8 animals (10 in the FOS group) and fed the experimental diets for three weeks 

prior to oral challenge with 10
7
 CFU Salmonella enterica serovar Typhimurium SL1344 (S. 

Typhimurium SL1344). For analysis of changes in the microbial composition fresh faecal 

samples were collected on the day prior to onset of the feeding study (start), after 3 weeks of 

feeding mice the experimental diets (before challenge, BC) and on Day 4 after Salmonella 

challenge (after challenge, AC). The contents of caeca were collected at euthanization on Day 

5 (Control N=7, FOS N=10, XOS N=7). Animal experiments were carried out under the 

supervision of the Danish National Agency for Protection of Experimental Animals. 

 

DNA extraction from faecal and caecal samples 

Either approximately 100 mg fresh faecal samples or half of the caecal content (approx. 10-

170 mg) was dissolved in 1 ml TE-buffer (10 mM Tris-HCl, 1 mM EDTA, pH 8) and 

centrifuged at 2100 rpm for 2 min. The supernatants were centrifuged for 5 min. at 13.000 

rpm and pellets were dissolved in 1.2 ml TE-buffer. Samples were transferred to tubes 

containing 0.5 ml zirconia-silica beads (0.1 mm, Biospec Products) and 30 μl 10% sodium 

dodecyl sulphate (SDS). Bacterial cells were lysed by shaking for 4 min. on a bead-beater 

(Retsch MM300, VWR International) and centrifuged at 4500 rpm for 1 min. Supernatants 

were kept at -20 ºC until further treatment. DNA was extracted using the QIAamp DNA stool 

Mini Kit (Qiagen) according to the manufacturer’s instructions and stored in 200 μl elution 

buffer at -20 ºC until use.  DNA extraction failed for one faecal sample and two caecal 

samples.  

 

PCR amplification for DGGE 

PCR amplifications were performed in a total volume of 50 μl containing 10 μl DNA (diluted 

to ≤5 ng/μl from extraction), 20 μl 2.5x master mix (5Prime) and 40 pmol of each of the 

universal primers HDA1-GC and HDA2 targeting the V2-V3 region of the 16S rRNA gene 

(Walter et al., 2000). Amplification was performed on a Peltier Thermal Cycler model 

Tetrad2 (MJ Research) as a touchdown PCR. Initial denaturation was at 96 ºC for 5 min., 
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amplification was carried out in 20 cycles of denaturation at 94 ºC for 1 min., annealing at 65 

ºC 1 min. decreased by 0.5 ºC for each cycle, and elongation at 72 ºC for 1 min. This was 

followed by additionally 5 cycles of denaturation at 94 ºC 1 min., annealing at 55 ºC for 1 

min. and elongation at 72 ºC for 1 min. followed by a final elongation at 72 ºC for 5 min. The 

products (200 bp) were verified by gel electrophoresis before proceeding to the DGGE 

analysis 

 

Analysis of faecal and caecal microbiota by DGGE 

DGGE was carried out using a Dcode™ Universal Mutation Detection System instrument and 

a gradient former model 475 according to the manufacturer’s instructions (Bio-Rad). The gels 

were prepared from two 9% acrylamide (acrylamide-bis 37.5:1, Bio-Rad) stock solutions (0% 

and 100% in respect to urea and formamide concentrations) in 1xTAE (20 mM Tris, 10 mM 

acetate, 0.5 M EDTA, pH 7.4). The 100% stock solution corresponded to 7 M urea and 40% 

formamide. The gels were made with a denaturing gradient of 25-65%. 13 μl PCR product 

was mixed with 3 μl loading dye before loading. Gels were run in 1xTAE at 60 ºC for 16 

hours at 36 V, 28 mA, stained with ethidium bromide (Bio-Rad) for 15 min., and washed for 

20 min. Pictures of gels were taken by UV illumination using a Gel Doc apparatus (Bio-Rad). 

The BioNumerics software, version 3.0 (Applied Maths), was used for detection of bands and 

normalization of band patterns from the DGGE gels based on a marker loaded in every 5. 

lane. Cluster analyses were performed based on common and different bands using the binary 

coefficient Dice.  

 

Cloning and sequencing of selected bands from DGGE gels 

Bands of interest from the faecal DGGE profile of animals fed FOS or XOS were excised 

from the gels, placed in 40 μl sterile nuclease-free water (Ambion) and kept at 4 ºC for at least 

24 hours for diffusion of the DNA into the water. 8 μl of the DNA-containing water was used 

in a PCR with the HDA1/HDA2 primers without GC-clamp (94 ºC for 4 min., 20 cycles of 94 

ºC for 30 sec., 56 ºC for 30 sec. and 68 ºC for 1 min. followed by a final elongation at 68 ºC 

for 7 min.). Fresh PCR products were cloned using the TOPO TA Cloning kit for Sequencing 

(Invitrogen) according the manufacturer’s instructions. Briefly, PCR products were cloned 

into pCR 4-TOPO vectors and electroporated (2500 V, 400 Ω, 25 μF) into One Shot TOP10 

electrocompetent E. coli cells by use of a MicroPulser Electroporation apparatus (Bio-Rad). 

Colonies of E. coli cells cultured on selective Luria-Bertani plates (LB + 100 μg/ml 

ampicillin) were inoculated in LB broth (LB + 100 μg/ml ampicillin) overnight and plasmid 

DNA was isolated using the Qiagen Mini Spin Prep kit. PCR amplification with the HDA1-

GC and HDA2 primers was performed on the isolated plasmid DNA as described above. The 

PCR products were run on a DGGE gel along with the original DNA profile to confirm the 

melting behaviour of the excised band. From the isolated plasmid DNA the inserts were 

sequenced by GATC Biotech (Konstanz, Germany) using the primer T3. The obtained 

sequences were compared to existing sequences in the Ribosomal Database (RDP, Michigan 

State University, Release 10) and in the NCBI GenBank database using nucleotide blast.  
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Real-time PCR analysis  

Real-time PCR was performed on DNA extracted from faecal and caecal samples using the 

primers and amplifications conditions listed in Table 1. Amplifications were performed at 50 

ºC 2 min., 95 ºC 10 min. and 40 cycles of 95 ºC 15 sec. and 56-60 ºC 1 min. (Table 1) on an 

Applied Biosystems 7900HT instrument in a total volume of 20 μl containing 2 μl template 

DNA, 10 μl SYBR Green Supermix with premixed ROX (Bio-Rad), 200 nM primers and 

nuclease free water (USB Corporation) to a final volume of 20 μl. All results were calculated 

from a standard curve based on DNA from one animal with the threshold cycle (Ct) 

calculated by the ABI software as the PCR cycle, where amplification signals exceed the 

selected threshold value, also set by the software. Analysis of the standard curve allowed 

verification of PCR efficiencies close to 100% for the chosen PCR conditions. The calculated 

results were analyzed as ratios of species specific 16S rRNA levels relative to total bacterial 

16S rRNA levels in order to correct data for differences in total DNA concentration between 

individual samples. All samples were analyzed in duplicates. The specificity of the primers 

was verified by post-PCR melting curve analysis (56-95 ºC) and 2% agarose gels. In the 

analysis of the caecal samples animal no. 21 (FOS) and no. 27 (XOS) were excluded due to 

low DNA concentrations.  

 

Table 1. Primers and amplification conditions used for real-time PCR analysis 

Target group Primer Annealing/elongation temperature Reference 

Total bacteria 
1114F 

1275R 
60 ºC Denman and McSweeney, 2006 

Bacteroidetes phylum 
Bact934F 

Bact1060R 
60 ºC Guo et al., 2008 

Firmicutes phylum 
Firm934F 

Firm1060R 
60 ºC Guo et al., 2008 

B. fragilis group 
Bfr-F 

Bfr-R 
56 ºC Liu et al., 2003 

C. coccoides group 
g-Ccoc-F 

g-Ccoc-R 
58 ºC Matsuki et al., 2004 

Lactobacillus spp. 
Lacto-F 

Lacto-R 
58 ºC Rinttila et al., 2004 

Bifidobacterium spp. 
F-bifido 

R-bifido 
60 ºC Delroisse et al., 2008 

 

Analysis of SCFA composition in caecal contents 

Acetate, propionate, and butyrate in the caecal contents were analyzed using capillary 

electrophoresis and indirect UV detection by a method modified from Westergaard et al. 

(Westergaard et al., 1998). Half of the caecal content (approx. 10-170 mg) was diluted 30x 

(w/vol): initially 3x diluted in sterile water to gain a volume large enough for pH 

measurement followed by 10x dilution in an alkaline buffer (0.1 M Tris with 100 μM malonic 

acid as internal standard, pH 8.7). Samples were centrifuged (14000 g, 10 min., 4 ºC) and 

supernatants were sterile filtered by centrifugation (12000 g, 5 min., 4 ºC) using 0.45 μm 

Ultrafree-MC Centrifuge filter devices (Millipore). Samples were kept at -80 ºC until further 

analysis. A running buffer (2 mM 1.2.4-benzenetricarboxylic acid, 8 mM Tris, 0.3 mM 
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tetradecyl-trimethyl-ammonium bromide, pH 7.6) was prepared and sterile filtered (0.45 μm). 

Prior to analysis samples were diluted 2x in ½ running buffer (running buffer diluted 1:1 in 

sterile water). A standard containing 0-800 μM acetic, propionic and butyric acid diluted in ½ 

running buffer with 50.8 μM malonic acid was included in each run. Samples and standards 

were measured in duplicates. The analysis was performed using a fused-silica capillary with 

an id. of 75 μm and a length of 72/80.5 cm (72 cm to the detector and 80.5 cm total length) 

(Aligent Technologies). Prior to each run the capillary was pre-treated with 1 M NaOH for 30 

sec., 0.1 M NaOH for 1 min., water for 30 sec. and running buffer for 5 min. Samples were 

injected by pressure (35 mbar) and run at -30 kV for 15 min. at 20 ºC on a G1600A 
3D

Capillary electrophoresis instrument (Hewlett-Packard). Measurement of SCFA failed in 

animal no. 15 (FOS) and animal no. 27 (XOS) likely due to the degree of dilution (30x) of the 

caecal content at euthanization. 

 

Statistics 

Statistical analysis was performed using a one-way ANOVA on data with diet as the only 

variable (SCFA analysis and real-time PCR analysis of caecal samples). A two-way ANOVA 

was performed on data with time and diet as variables (number of DGGE bands and real-time 

PCR analysis of faecal samples). When ANOVA indicated a significant difference, Student’s 

t-test was used to compare means of treatments. All statistical analyses were carried out using 

SAS JMP 7.0. P-values of <0.05 were considered statistically significant. 

 



Manuscript II 

 45 

Results 

Denaturing Gradient Gel Electrophoresis (DGGE) profiling 

Microbial diversity of the faecal and caecal samples was assessed by DGGE of 16S ribosomal 

genes amplified by universal bacterial primers. The number of bands did not differ 

significantly between dietary groups or between time points. The average number of bands 

(mean±SEM) in the faecal and caecal DGGE profiles from the control group were 15.6±0.9 

(start), 18.1±1.0 (before challenge, BC), 18.1±0.5 (after challenge, AC) and 17.0±2.0 

(caecum). In the FOS-fed group, the numbers were 16.7±1.3 (start), 15.6±1.4 (BC), 16.1±1.3 

(AC) and 15.0±1.9 (caecum), while the number of bands measured in profiles from the XOS-

fed group was 14.1±1.5 (start), 15.7±0.9 (BC), 16.8±1.2 (AC) and 17.3±1.1 (caecum).  

 

Dice cluster analysis of DGGE profiles revealed that feeding mice with FOS (Figure 1A) or 

XOS (Figure 1B) for three weeks induced changes in the composition of the faecal and caecal 

microbiota as compared to the start faecal profiles obtained before onset of the prebiotic 

feeding. Only in one animal in the XOS group (animal no. 29) the start profile did not cluster 

with the remaining start samples (Figure 1B). For most animals BC and AC profiles clustered 

next to each other, indicating that Salmonella challenge did not affect the profiles (Figure 1A 

and 1B). In mice fed the control diet,  DGGE profiles from start, BC and AC samples 

clustered together, while the caecal profiles clustered separately from the faecal profiles 

(Figure 1C), indicating that the faecal microbiota was different from the caecal microbiota in 

these animals. 

 

The faecal DGGE profiles from mice fed FOS or XOS at sampling time BC (Figure 2A) or 

AC (Figure 2B) were different from the control group, whereas the FOS and XOS profiles 

clustered together, indicating that the two oligosaccharides had comparable effects on the 

composition of the faecal microbiota. In contrast, DGGE performed on DNA extracted from 

the caecal contents did not cluster into feeding groups (Figure 2C). Profiles from faecal 

samples collected prior to feeding the prebiotic or control diets were similar between groups 

(data not shown). Three prominent bands present in most faecal BC and AC samples from 

FOS or XOS fed mice, but absent or weak in all samples collected before prebiotic feeding 

and in the control group were identified (marked 1, 2 and 3 in Figure 2A and 2B). Sequencing 

of two bands from BC profiles belonging to band class no. 1 or no. 2 revealed a similarity of 

≥95% to species within the genus Bacteroides. Band class no. 3 was found to represent 

members of the family Lachnospiraceae belonging to the order Clostridiales within the 

Firmicutes phylum. However, determining the identity of band no. 3 to genus level was not 

possible, probably due to the limited length (200bp) of the cloned PCR-product.  
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Figure 1. Faecal and caecal DGGE 

profiles of mice fed FOS, XOS or 

the control diet.  
Dice cluster analysis (optimization = 

0.42) of faecal and caecal DGGE 

profiles of mice fed 10% FOS (A), 

10% XOS (B) or the control diet (C). 

Faecal samples were collected on the 

day prior to onset of the feeding trial 

(start), after 3 weeks of feeding mice 

the experimental diets (before 

challenge, BC) and on Day 4 after S. 

Typhimurium SL1344 challenge (after 

challenge, AC). Caecal samples were 

collected at euthanization on Day 5 

after Salmonella challenge.  
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Figure 2. Comparison of 

DGGE profiles from FOS, 

XOS or control-fed mice.  

Dice cluster analysis 

(optimisation = 0.42)  of 

DGGE profiles of A) faecal 

samples collected before 

challenge (BC); B) faecal 

samples collected on Day 4 

after S. Typhimurium SL1344 

challenge (AC); C) caecal 

samples collected at 

euthanization on Day 5 after 

Salmonella challenge. 

Arrows indicate band classes 

present in BC and AC 

profiles from FOS or XOS 

fed mice, but absent or weak 

in start profiles and profiles 

from the control group.  
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C 
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Real-time PCR analysis of the faecal and caecal microbiota  

Real-time PCR was performed to study quantitative changes in the faecal and caecal 

microbiota induced by the experimental diets and by Salmonella challenge. Within the control 

group, comparison of faecal samples collected before challenge (BC) and after challenge 

(AC) with start samples demonstrated that only the Clostridium coccoides group was changed 

over time. Compared to start samples set to 100, the C. coccoides group was reduced to 

44.6±9.0 (mean±SEM) in BC samples (P=0.0128) (Figure 3A).  

 

The prevalence of bacteria belonging to the Bacteriodetes phylum or to the Bacteroides 

fragilis group was significantly increased in faecal samples from mice fed FOS or XOS. 

Compared to start samples set to 100, the Bacteriodetes phylum was increased approximately 

2-fold by FOS feeding (BC: 237.3±33.9, P<0.0001; AC: 202.3±36.3, P=0.0034), while the B. 

fragilis group was increased from 2.5- to 3-fold (BC: 289.8±23.8; AC: 263.7±29.1; both 

P<0.0001). XOS feeding increased the Bacteriodetes phylum approximately 2-fold in BC 

samples (195.4±21.5, P=0.0473) and the B. fragilis group by 3- to 4-fold (BC: 406.9±29.2, 

P<0.0001; AC: 292.5±77.8, P=0.0032) (Figure 3A).   

 

The prevalence of bacteria belonging to the Firmicutes phylum or the C. coccoides group was 

significantly reduced in faeces by FOS or XOS feeding (Figure 3A). Compared to start 

samples set to 100, FOS feeding reduced both groups by approximately 2-fold (Firmicutes: 

BC 47.6±9.0; AC 41.1±5.3, both P<0.0001; C. coccoides group: BC 52.1±15.0, P=0.0038; 

AC 40.4±7.8, P=0.0004). XOS feeding reduced Firmicutes by approximately 2-fold (BC: 

44.0±11.4, P=0.0012; AC: 44.0±14.7, P=0.0019) and the C. coccoides group by 3- to 6-fold 

(BC: 16.1±4.1, P=0.0002; AC: 32.7±18.0, P=0.0028) (Figure 3A).  

 

The abundance of Bifidobacterium spp. in faecal samples was markedly increased by FOS 

and XOS feeding. Compared to start samples set to 100, a more than 100-fold induction in 

Bifidobacterium was seen for mice fed FOS (BC 13613.7±3952.7, P=0.0291; AC 

16694.8±6675.8 P=0.0079). The bifidogenic effect of XOS was even stronger. Compared to 

start samples set to 100, XOS increased the abundance of faecal Bifidobacterium by 

approximately 800-fold (BC 83115.6±17728.8, P<0.0001; AC 76544.9±27556.3, P=0.0001), 

which was up to 6-fold more than observed for FOS (BC P=0.0038; AC P=0.0445) (Figure 

3B). The levels of Lactobacillus spp. were unaffected in all groups (data not shown).  

No significant differences were detected between BC and AC samples in any of the groups 

demonstrating that Salmonella infection did not affect the abundance of the studied bacterial 

groups. Analysis of the caecal samples collected at euthanization on Day 5 after Salmonella 

challenge revealed that only the B. fragilis group in mice fed FOS was significantly affected 

by the dietary changes. Compared to the control group set to 100 the abundance of the B. 

fragilis group in the caecum of FOS fed animals was increased to 243.0±40.1 (P=0.0212) 

(data not shown). 
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Figure 3. Changes in bacterial groups in faecal samples analysed by real-time PCR. Real-time PCR analysis 

of faecal samples collected after 3 weeks of feeding mice the experimental diets (before challenge, BC) and on 

Day 4 after S. Typhimurium SL1344 challenge (after challenge, AC) compared to start samples set to 100. A) 

Changes in the Bacteroidetes phylum, the Bacteroides fragilis group, the Firmicutes phylum and the Clostridium 

coccoides group. B) Changes in Bifidobacterium spp. Changes in bacterial groups are presented as mean±SEM. 

*P<0.05; **P<0.01; ***P<0.001.  

 

Effects of diets on caecal SCFA concentrations 

Of the three fatty acids measured, the caecal SCFA concentrations were dominated by acetic 

acid followed by propionic and butyric acid. The concentrations of acetic acid, propionic acid 

and butyric acid were (mean±SEM) 59.1±5.6, 9.3±0.8, 6.4±1.4 mM in control mice, 50.6±8.9, 

12.9±2.4, 4.3±1.3 mM in FOS fed mice, and 60.7±24.5, 13.5±3.5, 4.4±0.8 mM in XOS fed 

mice, respectively. Consumption of FOS and XOS had no significant effect on the 

concentration of the three acids measured.   
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Discussion 

In the present study we report how diets supplemented with 10% FOS or 10% XOS affect the 

faecal and caecal microbiota of mice challenged with Salmonella. We have previously shown 

that FOS or XOS supplemented diets impair the resistance of mice to Salmonella infection 

resulting in significantly higher numbers of Salmonella in the liver, spleen and mesenteric 

lymph nodes, as well as increased levels of acute-phase proteins in the blood when compared 

to a control group (Petersen et al., 2009). In the present study, DGGE, real-time PCR and 

SCFA analyses were performed on samples collected from the same mice.  

DGGE analysis revealed that both FOS and XOS consumption induced changes in the faecal 

microbiota compared to either start samples (Figure 1A and 1B) or control animals (Figure 

2A and 2B). In contrast, caecal profiles were not different from control animals (Figure 2C). 

Our data thus suggests, that changes induced by FOS or XOS fermentation are more 

pronounced in faeces than in the caecum. Consumption of the control diet did not induce 

changes in the DGGE profiles generated from faecal samples. However, the caecal profiles 

from control-fed animals clustered separately from the faecal profiles (Figure 1C). This is in 

agreement with other studies showing that the caecal microbiota differs from the microbiota 

of faecal samples (Marteau et al., 2001).  

In faecal samples a significant increase in bacteria belonging to the Bacteroidetes phylum and 

the B. fragilis group was recorded by real-time PCR for mice fed FOS or XOS compared to 

start samples - with the sole exception of Bacteroidetes in AC samples from the XOS group 

(Figure 3A). This is in agreement with the DGGE profiling showing prominent bands 

representing Bacteroides spp. in the XOS and FOS groups. Bacteroides spp. have been 

described as the most numerous and versatile polysaccharide utilizers in the colon and have 

been shown to degrade a variety of plant oligo- and polysaccharides (Gibson and Roberfroid, 

1995; Salyers et al., 1977; Van Laere et al., 2000). Furthermore, the genome of Bacteroides 

thetaiotaomicron, isolated from human faeces, encodes several glycosylhydrolases including 

ß-fructofuranosidases involved in the breakdown of fructo-oligosaccharides (Xu et al., 2003) 

and Bacteroides spp. have been shown, at least to some extent, to ferment FOS in vitro (Van 

Laere et al., 2000).  In addition, in vitro studies have demonstrated growth of Bacteroides spp. 

on XOS (Crittenden et al., 2002; Jaskari et al., 1998; Van Laere et al., 2000). However, 

utilization of XOS by Bacteroides was less efficient compared to bifidobacteria in the study 

by Jaskari et al. (1998).  

Bifidobacterium spp. were markedly increased in the faecal microbiota by feeding on both 

FOS or XOS. However, the increase was larger for the XOS group compared to the group fed 

FOS (Figure 3B). The observed bifidogenic effect is consistent with results from other studies 

on the effect of FOS and XOS on the gut microbiota of mice (Santos et al., 2006) and rats 

(Campbell et al., 1997; Hsu et al., 2004). Furthermore, β-fructofuranosidases involved in the 

breakdown of FOS have been identified in several species of bifidobaceria (Janer et al., 2004; 

Ryan et al., 2005; Schell et al., 2002; Warchol et al., 2002) and growth of mono-cultures of 

bifidobacteria on both FOS and XOS have been demonstrated in vitro (Crittenden et al., 2002; 

Jaskari et al., 1998; Van Laere et al., 2000). A selective stimulation of bifidobacteria is one of 
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the claimed health benefits of prebiotic consumption and is believed to play an important role 

in maintaining colonization resistance and inhibition of growth of intestinal pathogens 

(Gibson et al., 2005; Gibson and Roberfroid, 1995). However, the bifidogenic effect observed 

for FOS and XOS in the present study obviously did not result in protection against the 

Salmonella infection.  

The lack of effect on Lactobacillus spp. reported within this paper is in agreement with the 

study by Campbell et al. (1997), where FOS and XOS were found to have no effect on either 

faecal and caecal numbers of Lactobacillus in rats. In vitro, XOS was found not to support the 

growth of Lactobacillus spp. in the study by Jaskari et al. (1998), whereas only a limited 

growth of Lactobacillus spp. on FOS and XOS has been reported in other in vitro studies 

(Crittenden et al., 2002; Van Laere et al., 2000).  

Concentrations of bacteria belonging to the Firmicutes phylum and the C. coccoides group 

were significantly reduced in faeces by both FOS and XOS feeding (Figure 3A). This 

reduction and the increase in Bacteroidetes and the B. fragilis group demonstrate comparable 

effects of FOS and XOS fermentation, as also observed in the DGGE analysis. In the caecal 

samples, only the B. fragilis group was significantly increased in the FOS group supporting 

the lack of clustering in DGGE profiles from the caecum (Figure 2C).  

None of the dietary interventions had any effect on the concentration of short chain fatty acids 

in the caeca of the mice. In this context it should be noted that a reduction in the C. coccoides 

group, comprising important butyrate producing strains (Louis and Flint, 2009), was observed 

in faecal samples but not in the caecum. Thus, differences in the infection susceptibility can 

not be explained by differences in butyrate levels. In a series of studies reporting adverse 

effects of FOS on S. enteritidis infections in rats (Bovee-Oudenhoven et al., 2003; Ten 

Bruggencate et al., 2003; Ten Bruggencate et al., 2005) production of lactic acid and other 

short chain fatty acids were hypothesised to cause the increased translocation of Salmonella. 

Since no increase in SCFA production was reported in this study our results do not support 

the hypothesis.  

We speculate that the observed reduction in the Firmicutes phylum and the C. coccoides 

group in faecal samples may partly explain the reduced resistance to the Salmonella infection 

as seen for FOS or XOS fed mice. The C. coccoides group constitutes a significant part of the 

Firmicutes phylum in mice (Ley et al., 2005) and are considered to be important for colonic 

health due to the production of butyrate (Louis and Flint, 2009). However, it should be noted 

that changes in the colonic microbiota might only have limited effects on the Salmonella 

infection since M cells located in the ileal Peyer’s patches are believed to be the primary site 

of pathogen translocation (Santos et al., 2003). On the other hand, alternative routes of 

intestinal translocation of Salmonella have been described, suggesting enterocytes as potential 

targets for invasion (van Asten et al., 2005) as well as uptake of the pathogen from the gut 

lumen by CD18-expressing phagocytes (Vazquez-Torres et al., 1999). Furthermore, 

Salmonella infection in rats has been shown to affect colonic mucosal gene expression, 

suggesting that both the ileum and colon are targets for Salmonella invasion (Rodenburg et 

al., 2007).  
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In conclusion, results from our study suggest that previously published adverse effects of FOS 

and XOS on Salmonella infections in mice (Petersen et al., 2009) might be associated with 

diet-induced changes in the intestinal microbiota and even though a significant bifidogenic 

effect was seen, a protective effect against Salmonella infection was not observed. We 

conclude that while bifidobacteria may have beneficial effects on some aspects of colonic 

health (Gibson and Roberfroid, 1995), a similar beneficial effect against intestinal infections 

does not necessarily occur. 
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Abstract 

Diets high in meat, but low in fibre, have been associated with increased risk of developing colon 

cancer, while a reduced risk has been linked to diets high in fibre. Studies in rats also show that dietary 

fibre as resistant starch can attenuate colonic DNA damage induced by high levels of dietary protein, 

including a soy protein isolate. In the present study, we examine whether xylo-oligosaccharides (XOS) 

can reduce protein-induced faecal water genotoxicity. Substrates were fermented in vitro by a human 

faecal microbiota using a two-stage continuous fermenter simulating the conditions of the proximal 

colon (vessel 1, pH 5.5) and of the distal colon (vessel 2, pH 6.8). As an inducer of genetic damage 

3% soy protein was added to a basal media along with either 1% cornstarch or 1% XOS. Ten days of 

cornstarch fermentation with soy protein followed by ten days of XOS fermentation with soy protein 

significantly reduced faecal water genotoxicity in vessel 1, while an increased genotoxicity was 

observed for vessel 2. In both vessels XOS fermentation significantly increased the average butyrate 

concentration. Relative to cornstarch fermentation XOS increased numbers of the Clostridium 

coccoides group in both vessels. Furthermore, the Bacteroides fragilis group, Lactobacillus spp. and 

sulphate-reducing bacteria (SRB) were increased in vessel 1. In both vessels a reduction in 

Faecalibacterium prausnitzii was observed in addition to reductions in Bifidobacterium spp., the 

Clostridium leptum group and SRB in vessel 2. Based on these results XOS fermentation is capable of 

stimulating butyrate producing bacteria (the C. coccoides group), to increase butyrate concentrations 

and to alter protein-induced faecal water genotoxicity with a potential to protect against genetic 

damage in the proximal colon. 
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Introduction 

During recent years there has been a considerable interest in dietary components that can 

modulate the gut microbiota and potentially improve gut health [1]. In this regard the concept 

of prebiotic carbohydrates has been developed to selectively stimulate the growth and activity 

of beneficial bacteria (predominately bifidobacteria and lactobacilli) in the intestinal tract 

[2,3]. The most well studied prebiotics are inulin and fructo-oligosaccharides (FOS), while 

xylo-oligosaccharides (XOS) are considered as promising prebiotic candidates [3,4]. XOS 

oligomeres are composed of xylose units linked by ß-1.4 linkages [5,6]. Due to their ß-

configuration the oligomeres are not degraded by human digestive enzymes and reach the 

large intestine chemically intact, where they act as a substrate for the colonic microbiota [6]. 

XOS has been shown to support the growth of several species of bifidobacteria in in vitro 

mono-cultures [7,8] and in mixed cultures [9-11]. In vivo, studies have demonstrated a 

bifidogenic effect in rats [12,13] and humans [14]. Effects on lactobacilli are more diverse 

with some in vitro and in vivo studies reporting no significant change in this bacterial genus 

[7,9,11,12],  while others report growth of at least some Lactobacillus spp. on XOS [8,10,15]. 

Several health-benefits of prebiotic consumption have been postulated including a potential 

reduced risk of colon cancer [16,17]. The possibility of dietary modification of colon cancer 

risk have been investigated by Hsu et al. [13] by administration of XOS and FOS to 1,2-

dimethylhydrazine (DMH) treated rats. In the study both prebiotics reduced numbers of pre-

cancerous lesions (aberrant crypt foci) in the distal colon, with the largest reduction observed 

for XOS.  

Epidemiological studies indicate that the risk of developing colon cancer is increased by 

consumption of high-protein diets [18-20]. In contrast, consumption of complex 

carbohydrates may provide protection against development of colon cancer [5,21-27]. 

Mechanisms responsible for the protective effect include reduced transit time, as a result of 

increased bacterial biomass and hence increased stool frequency [28], increased short chain 

fatty acid (SCFA) production, in particular butyrate [29,30], and changes in the microbial 

composition towards primarily saccharolytic bacteria (eg. bifidobacteria and lactobacilli) [16].  

Butyrate is the preferred energy source for colonic epithelial cells [31], and is believed to be 

an important mediator of the protective effect of dietary fibres against colon cancer 

[23,32,33]. From in vitro studies proposed mechanisms responsible for the anti-carcinogenic 

effect of butyrate is induction of cell cycle arrest and apoptosis in cancer cells promoting a 

normal phenotype of colonocytes [34-37].  

Using a continuous two-stage fermenter system the aim of the present study was to investigate 

the genotoxic potential of faecal water from XOS fermentation using the comet assay to 

elucidate whether protein-induced genetic damage on human HT-29 colonocytes could be 

reduced by fermentation of XOS as compared to cornstarch, and to relate these changes to the 

effect of XOS fermentation on the composition of a human faecal microbiota and SCFA 

production. 
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Materials and Methods 

Faecal inoculum 

Faecal samples from five healthy adult volunteers, who had not received antibiotics or 

experienced episodes of diarrhoea for 4 weeks prior to the study, were collected and kept on 

ice at 5 ºC in airtight plastic bags until use (a maximum of two hours on ice was allowed). In 

an anaerobic chamber samples were homogenized, pooled and diluted in anaerobic PBS (0.1 

M, pH 7.2) to produce a 20% (w/v) faecal slurry. The slurry was prepared just prior to 

inoculation of the fermenter. 

 

Fermentation media 

The fermentation study was preformed using a basal media prepared according to Bruck et al. 

[38] with minor changes: NaCl (0.05 g/L, Sigma-Aldrich), K2HPO4 (0.02 g/L, BDH 

Laboratory Supplies), KH2PO (0.02 g/L, Ajax Finechem), MgSO4·7H2O (0.005 g/L, Sigma-

Aldrich), CaCl2·2H2O (0.0034 g/L, BDH Laboratory Supplies), NaHCO3 (1 g/L, Sigma-

Aldrich), haemin (0.0025 g/L, Sigma-Aldrich), Cystein HCL (0.25 g/L, Sigma-Aldrich), bile 

salts (0.25 g/L, Oxoid), Tween 80 (1 ml/L, Sigma-Aldrich) and vitamin K1 (5 μl/L, Sigma-

Aldrich). The media was prepared in 10x stock solutions with pH adjusted to 7.0, sterilized by 

autoclaving at 121 ºC for 20 min. and kept at 5 ºC. Media, ready for use in the fermenter, was 

prepared from stocks in a volume of 3 L just prior to connecting the media reservoir to the 

fermenter. As an inducer of DNA damage the media was supplemented with 3% (wt/v) soy 

protein (Morlife Pty. Ltd., Labrador, Australia) previously shown to induce DNA damage in 

vivo [24]. Carbohydrate sources were 1% (wt/v) of either a highly digestible low amylose 

cornstarch (3401C, The National Starch and Chemical Company, Australia) or xylo-

oligosacharides (XOS), DP 2-6 (Danisco Health & Nutrition, Kantvik, Finland). 

 

Two- stage continuous fermenter system  

The fermenter was set up as described by Bruck et al. [38] with minor changes. The fermenter 

consisted of two glass vessels, vessel 1 (V1) and vessel 2 (V2), with an operating volume of 

220 ml and 320 ml, respectively. Vessel temperature was kept at 37 ºC and pH was 

automatically controlled with 0.1 M NaOH. V1’s pH was kept at 5.5, representing the low pH 

environment of the proximal colon and 6.8 in V2, representing the more neutral pH in the 

distal colon. Both vessels and media reservoir were magnetically stirred and kept anaerobic 

by continuous gassing with sterile filtered oxygen-free nitrogen.    

The fermenter was set up on the day prior to inoculation (Day -1). Basal media supplemented 

with 3% soy protein and 1% cornstarch was added to each vessel to allow the temperature to 

reach 37 ºC and anaerobic conditions to develop. On the following day (Day 0) the faecal 

slurry was added to the vessels to a final concentration of 2% and the first sample (7 ml) was 

taken. On Day 1 the media reservoir and the pump were connected to V1 with a flow rate of 

0.03 L/hour (total transit time of 18 hours). V1 subsequently supplied V2. Samples (7 ml) 

were taken daily in the morning from each vessel and kept at -80 ºC until further analysis. The 
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media reservoir was changed every third day with cornstarch as the carbohydrate source for 

the first 10 days (Days 1-10) followed by 10 days with XOS fermentation (Days 11-20).  

 

Growth and maintenance of HT29 cells 

Human HT29 colonocytes were cultured in Dulbecco’s Modified Eagel Medium (DMEM) 

supplemented with 10% fetal bovine serum, 0.37% NaHCO3, 0.60% HEPES (Sigma-Aldrich) 

and 1% Antibiotic/Antimycotic at 37 ºC in an atmosphere of 5% CO2. All chemicals were 

from Invitrogen unless otherwise stated. pH of the media was adjusted to 7.3. Cells were 

grown in 20 ml supplemented DMEM in 75 cm
3
 tissue culture flasks (Grenier Bio-One) and 

passaged once weekly with cells being ~90% confluent.  

 

Faecal water assay 

Faecal water was isolated from samples collected on Days 8, 9 and 10 (cornstarch) and Days 

18, 19 and 20 (XOS) from vessel 1 and 2 by centrifugation at 2000 g for 45 min, 4 ºC and 

stored at -80 ºC. HT29 cells were treated with a homogenous sample of faecal water from 

Days 8-10 or Days 18-20. Media from a flask of ~90% confluent HT29 cells was carefully 

removed. Cells were washed twice in 10 ml pre-warm (37 ºC) PBS and incubated with 1 ml 

Trypsin-EDTA (Invitrogen) for 5 min. at 37 ºC, 5% CO2. Cells were disaggregated in 10 ml 

pre-warm (37 ºC) supplemented DMEM, counted and diluted to a concentration of ~8.500 

cells/ml. Cell suspensions (2 ml/well) were added to 6-well tissue culture plates (BD 

Biosciences) and incubated overnight at 37 ºC, 5% CO2. 

For treatment of cells with faecal water a 20% dilution in PBS was chosen based on comet 

assays performed with 0.1-100% faecal water. Media was removed from cells growing 

overnight and cells were washed twice in 1 ml PBS. Faecal water (1 ml) was added to each 

well and cells were incubated for 30 min. at 37 ºC, 5% CO2. Control cells were incubated 

with 1 ml 50 μM H2O2 (positive control) (Sigma-Aldrich) and with 1 ml PBS (negative 

control). After 30 min. solutions were removed and cells were washed twice in 1 ml PBS. 

Trypsin-EDTA (100 μl) was added to each well and plates were incubated for 5 min. at 37 ºC, 

5% CO2. Pre-warm supplemented DMEM (2 ml) was added to each well and cells were 

carefully disaggregated. From each well 500 μl aliquots were transferred to microcentrifuge 

tubes, and centrifuged at 4000 rpm for 5 min. Media was discharged and cells were used for 

the comet assay. Trypan blue was added to 20 μl cell suspension from each well to determine 

the viability of cells. 

 

Comet assay 

Single-strand DNA breaks induced by the faecal water treatments were investigated using the 

single-cell gel electrophoresis assay (comet assay) [39,40]. Cells isolated from the faecal 

water assay were resuspended in 200 μl pre-warm low melting agarose (LMA) (Trevigen) and 

45 μl were pipetted onto the 1
st
 well of two comet assay glass slides (Trevigen). Another 45 μl 

LMA was added to the remaining cells, mixed briefly and 45 μl were pipetted onto the 2
nd

 

well of the two slides. The cell suspension was spread evenly across the surface of the glass 
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slide, covered with a cover slip and kept on ice for 30 min. to allow the agarose to solidify. 

The cover slips were removed and the slides were immersed in a cold lysis buffer (Trevigen) 

at 4 ºC for 1 hour. Slides were placed in an electrophoresis tank containing alkaline 

electrophoresis buffer (300 mM NaOH, 1 mM Na2EDTA, pH>13) kept at 4 ºC. Slides were 

submerged in the buffer for 20 min. before electrophoresis were conducted at 25 V, 300 mM 

for 20 min. Slides were removed from the alkaline buffer and placed in a pH neutralizing 

buffer (400 mM Tris-HCl, pH 7.5) for 3x5 min., fixed in 96% ethanol for 5 min. and left to 

dry at 37 ºC for 5 min. Slides were stained with propidium iodide (Sigma-Aldrich) and 

images were captured using an Olympus BX-41 fluorescent microscope and the software 

Image Pro Plus (Media Cybernetics Inc.). Tail length, % DNA in tail and comet tail moment 

(the product of tail length and the fraction of DNA in the tail) were calculated for ~50 cells pr. 

slide using CometScore™ v1.5 (TriTek Corp.). Apoptotic cells were excluded from the 

analysis based on their morphology.  

 

SCFA analysis 

Fermentation samples (1 ml) from Days 1-20 were diluted 1:3 in an internal standard (1.68 

mM Heptanoic acid, pH 7) and left for sedimentation of particulate material. Supernatants 

(150 μl) were distilled by vacuum distillation as described by Patten et al. [41]. Distillates (60 

μl) were analysed for total acids and SCFAs (acetate, butyrate and propionate), in duplicates, 

using Agilent Technologies 6890N Network Gas Chromatograph System fitted with a Zebron 

ZB-FFAP capillary GC column (Dimension: 30m x 0.53mm I.D) (Phenomenex) as previously 

described by McOrist et al. [42]. A standard mixture of acetic, propionic, isobutyric, butyric, 

isovaleric, valeric, caproic and heptanoic acids was used to calibrate the GC.  

 

DNA extraction and quantification 

DNA was extracted from 0.5 ml of the fermentation samples collected on Days 8-10 

(cornstarch) and Days 18-20 (XOS). Samples were centrifuged at 13.000 g for 5 min. and 

pellets were resuspended in 1.2 ml TE Buffer (10 mM Tris-HCl, 1 mM EDTA, pH 8) and 

transferred to 2 ml microcentrifuge tubes containing 0.5 ml zirconia-silica beads (0.1 mm, 

Biospec Products) and 30 μl 10% SDS. Bacteria cells were lysed by shaking for 5 min. on a 

minibead beater on high speed and centrifuged at 4500 g for 1 min. DNA was extracted from 

supernatants using the QIAamp DNA Stool Mini Kit (Quiagen) according to the 

manufacturer’s instructions and stored at -20 ºC until use. DNA concentrations were 

quantified using Quanti-iT Pico Green (Invitrogen) with fluorescence measured using a PTC-

200 Peltier Thermal Cycler (MJ Research).  

 

Real-time PCR 

Real-time PCR was performed on DNA extracted from fermentation samples collected on 

Days 8-10 (cornstarch) and Days 18-20 (XOS). Primers and amplification conditions for 

quantification of specific bacterial groups and species are listed in Table 1 and Table 2. All 

reactions were performed in 10 μl reactions with 1 μl template DNA, except Akkermansia 
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municiphila and sulphate-reducing bacteria. For these assays 3 μl template DNA was used in 

a 20 μl reaction. Each reaction contained template DNA, Ssofast Evagreen Supermix (2x) 

(Bio-Rad), primers (Table 1), 0.4 μl BSA (Promega) or 1 μl Dimethyl Sulfoxide (sulfate-

reducing bacteria only) (Sigma-Aldrich) and Milli-Q to a final volume of 10 or 20 μl. Each 

sample was analysed in triplicates per PCR run. Amplifications were performed with an initial 

denaturation at 98 ºC for 2 min. followed by 35-40 cycles of 98 ºC for 5 sec., 52-65 ºC for 15-

60 sec. and 72 ºC for 30-45 sec (Table 2). A final melting-curve analysis was performed after 

completion of all cycles with fluorescence collected at 0.5-1 ºC intervals between 55 and 95 

ºC. A series of 10-fold dilutions of control template were analysed in parallel with the 

fermentation samples. All reactions were run on a PTC-200 Peltier Thermal Cycler (MJ 

Research) and analysed using MJ Opticon Monitor Analysis Software Version 3.1 (Bio-Rad) 

and qBase (Biogazelle). In order to correct data for differences in total DNA concentrations 

between samples results were analysed relative to total bacterial amplification.  

 

Table 1. Primers used for real-time PCR assays 

Target Primer Sequence (5’-3’) nM Reference 

Total bacteria 
1114F 

1275R 

CGGCAACGAGCGCAACCC 

CCATTGTAGCACGTGTGTAGCC 
150  [43] 

Akkermansia municiphila 
AM1 

AM2 

CAGCACGTGAAGGTGGGGAC 

CCTTGCGGTTGGCTTCAGAT 
350 [44] 

Bacteroides fragilis group 
Bfr-F 

Bfr-R 

CTGAACCAGCCAAGTAGCG 

CCGCAAACTTTCACAACTGACTTA 
500 [45] 

Bifidobacterium spp. 
Bif-F 

Bif-R 

TCGCGTC(C/T)GGTGTGAAAG 

CCACATCCAGC(A/G)TCCAC 
600 [46] 

Clostridium coccoides group 
g-Ccoc-F 

g-Ccoc-R 

AAATGACGGTACCTGACTAA 

CTTTGAGTTTCATTCTTGCGA A 
250 [47] 

Clostridium leptum group 
sg-Clept-F 

sg-Clept-R 

CTTTGAGTTTCATTCTTGCGAA 

GCACAAGCAGTGGAGT 
250 [47] 

Escherichia coli 
E.coli F 

E.coli R 

CATGCCGCGTGTATGAAGAA 

CGGGTAACGTCAATGAGCAAA 
375 [48] 

Faecalibacterium praunitzii 
FPR-1F 

FPR-2R 

AGATGGCCTCGCGTCCGA 

CCGAAGACCTTCTTCCTCC 
500 [49] 

Lactobacillus group 
Lacto-F 

Lacto-R 

AGCAGTAGGGAATCTTCCA 

CACCGCTACACATGGAG 
500 

[46] 

 

SRB
1
_aps

2
 

APS3F 

APS2R 

TGGCAGATCATGWTYAAYGG 

GGGCCGTAACCRTCYTTRAA 
400 

Modified 

from [50] 

SRB_dsr
3
 

DSR1F+ 

DSR-R 

ACSCACTGGAAGCACGGCGG 

GTGGMRCCGTGCAKRTTGG 
400 [51] 

Desulfovibrio spp (SRB) 
DSV691-F 

DSV826-R 

CCGTAGATATCTGGAGGAACATCAG 

ACATCTAGCATCCATCGTTTACAGC 
300 [52] 

1
Sulfate-reducing bacteria, 

2
Adenosine-5-phosphosulfate reductase gene, 

3
Dissimilatory sulfite reductase gene. 
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Table 2. Amplification conditions for real-time PCR assays 

Target Annealing Elongation 

 ºC Time (sec.) ºC Time (sec.) 

Total bacteria  60 20 72 45 

Akkermansia municiphila 63 30 72 30 

Bacteroides fragilis group 58 60 72 30 

Bifidobacterium spp.  58 20 72 30 

Clostridium coccoides group  58 20 72 45 

Clostridium leptum group 58 20 72 45 

Escherichia coli  60 20 72 45 

Faecalibacterium praunitzii 62 20 72 40 

Lactobacillus group 58 30 72 30 

SRB_aps 58 30 72 60 

SRB_dsr 65 15 72 30 

Desulfovibrio spp. (SRB) 62 30 72 30 

 

Statistics 

Data was tested for normal distribution using the Shapiro-Wilk test. Normal distributed data 

was analysed using a two-way analysis of variance (ANOVA) with fermenter and 

carbohydrate as variables. Where ANOVA indicated a significant difference Student’s t-test 

was used to compare means of treatments. Data that did not meet the criteria of normal 

distribution was analysed using the non-parametric Kruskal-Wallis test. All statistical 

analyses were carried out using SAS JMP version 7. P values of <0.05 were considered 

statistically significant.  
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Results  

Faecal water genotoxicity  

Viability of the HT29 cells used for the comet assay was assessed by the trypan blue 

exclusion method and was shown to be greater than 95% (data not shown). Single-stranded 

DNA breaks were assessed by the comet assay performed with a homogenous sample of 

faecal water from Days 8-10 (cornstarch) or Days 18-20 (XOS). Results are presented as tail 

length, % DNA in the tail and tail moment (Table 3).  

 

Table 3. Genetic damage induced by faecal water samples from fermentation of cornstarch or XOS 

DNA damage (arbitrary units) 

Vessel Carbohydrate  Tail length % DNA in tail Tail moment 

V1 (pH 5.5) Cornstarch, Days 8-10 44.08±2.94
b
 14.71±0.85

bc
 7.62±0.74

b
 

 XOS, Days 18-20 33.32±2.36
c
 13.98±0.62

c
 5.37±0.51

c
 

V2 (pH 6.8) Cornstarch, Days 8-10 34.54±2.04
c
 16.51±0.79

ab
 6.70±0.56

bc
 

 XOS, Days 18-20 62.01±3.77
a
 17.82±0.79

a
 12.79±1.01

a
 

Values (mean±SEM) within each column with unlike superscript letters were significantly different (P<0.05).  

 

Results from the comet assay revealed differences in the effect of XOS fermentation on the 

genotoxicity of faecal water samples from the two vessels. In vessel 1, tail length (P=0.0097) 

and tail moment (P=0.0293) was reduced by XOS fermentation indicating a protective effect 

of XOS against protein-induced genetic damage. In contrast, an increase in tail length and tail 

moment was observed in vessel 2, both P<0.0001. No significant effect on % DNA in the tail 

was observed within the vessels. 

 

Short chain fatty acids 

SCFA production confirmed the occurrence of bacterial fermentation in both vessels. The 

average concentration of total acids and SCFAs was significantly higher in vessel 2 compared 

to vessel 1 (P<0.0001), indicating a higher level of fermentation in vessel 2 (Table 4). In 

vessel 1, the average concentration of acetate from fermentation of cornstarch (Days 1-10) 

was significantly higher relative to XOS fermentation (Days 11-20) (P=0.0411). In contrast, 

the concentration of propionate was increased by XOS (P=0.0284) in vessel 1. In both 

vessels, the average concentration of butyrate was significantly increase by XOS fermentation 

compared to fermentation of cornstarch (V1: P=0.0186, V2: P<0.0001). 

 

Table 4. Average SCFA concentration from fermentation of cornstarch or XOS 

Average SCFA concentration (mM) 

Vessel Carbohydrate  Acetate Butyrate Propionate Total acids 

V1 (pH 5.5) Cornstarch, Days 1-10 71.6±11.1
b
 15.6±5.0

d
 2.5±2.0

c
 90.4±13.5

b
 

XOS, Days 11-20 62.4±18.4
c
 22.5±8.4

c
 2.8±1.5

b
 88.3±22.4

b
 

V2 (pH 6.8) Cornstarch, Days 1-10 107.0±15.8
a
 34.5±6.8

b
 24.7±10.5

a
 181.8±37.9

a
 

XOS, Days 11-20 99.0±7.8
a
 44.7±5.8

a
 27.2±6.2

a
 179.0±13.3

a
 

Values (mean±SD) within each column with unlike superscript letters were significantly different (P<0.05). 
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Changes in bacterial population induced by XOS fermentation 

Among the analysed bacterial groups only the C. coccoides group was significantly 

stimulated by XOS fermentation in both vessels relative to cornstarch fermentation (V1: 

P=0.015; V2: P=0.007) (Table 5). Furthermore, the B. fragilis group (P=0.024), Lactobacillus 

spp. (P=0.042) and sulphate-reducing bacteria (SRB) (aps: P=0.004; dsr: P=0.008; 

Desulfovibrio spp. P=0.015) were increased in vessel 1. Bacterial groups reduced by XOS 

fermentation were F. prausnitzii in both vessels (V1: P=0.001; V2: P=0.003) as well as 

Bifidobacterium spp. (P=0.01), the C. leptum group (P=0.001), SRB_aps (P=0.039) and 

SRB_dsr (P=0.018) in vessel 2. Levels of Akkermansia municiphila and E. coli were 

unaffected by the change in carbohydrate in both vessels. 

 

Table 5. Relative quantification of specific bacterial groups from fermentation of cornstarch or XOS 

Bacterial group Vessel 1 (pH 5.5) Vessel 2 (pH 6.8) 

 Cornstarch 

Days 8-10 

XOS 

Days 18-20 

Cornstarch 

Days 8-10 

XOS 

Days 18-20 

A. municiphila 0.028±0.042 0.018±0.010 0.013±0.009 0.008±0.003 

B. fragilis group 0.014±0.009
b
 0.524±0.344

a
 6.437±0.968 7.045±0.641 

Bifidobacterium spp. 0.638±0.111 0.671±0.127 1.019±0.285
a
 0.338±0.082

b
 

C. coccoides group 0.739±0.252
b
 4.268±1.845

a
 0.936±0.403

b
 2.597±0.278

a
 

C. leptum group 0.065±0.008 0.116±0.055 1.087±0.103
a
 0.433±0.054

b
 

E. coli 0.006±0.005 0.289±0.400 0.025±0.025 0.053±0.026 

F. prausnitzii 0.468±0.067
a
 0.119±0.026

b
 1.004±0.284

a
 0.179±0.065

b
 

Lactobacillus spp. 0.059±0.019
b
 0.122±0.032

a
 0.029±0.007 0.023±0.003 

SRB
2
_aps

3
 0.014±0.007

b
 0.281±0.122

a
 0.626±0.220

a
 0.301±0.019

b
 

SRB_dsr
4 

0.009±0.009
b
 0.348±0.184

a
 0.806±0.309

a
 0.218±0.055

b
 

Desulfovibrio spp. (SRB) 0.012±0.007
b
 0.429± 0.297

a
 2.469± 0.672 1.531±0.468 

1
Values (mean±SD) were calculated relative to total bacteria. From each vessel, values within each row with 

unlike superscript letters were significantly different (P<0.05). 
2
Sulfate-reducing bacteria, 

3
Adenosine-5-

phosphosulfate reductase gene, 
4
Dissimilatory sulfite reductase gene. 
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Discussion 

The present study investigated the effect of in vitro fermentation of XOS on the genotoxicity 

of faecal water samples, SCFA production and on the composition of a human faecal 

microbiota. XOS was selected based on its potential use as a prebiotic substrate believed to 

promote gut health via e.g. SCFA production and an altered gut microbiota.  

Differences in the genotoxic potential of faecal water samples after XOS fermentation were 

observed for the two vessels, suggesting that XOS could protect against protein-induced DNA 

damage in the colon, but that the protection is restricted to the proximal colon. Several animal 

studies have implicated dietary fibres and production of butyrate in protection against colon 

cancer [23,32,33]. In the present study a significantly elevated concentration of butyrate was 

seen for both vessels, but a reduction in genotoxicity was only observed for vessel 1. Thus, 

from our results an increased butyrate concentration is not in itself preventive against protein-

induced genetic damage.  

In humans butyrate is mainly produced by Roseburia spp. and Eubacterium rectale, both 

members of the C. coccoides group (clostridial cluster XIVa), and to a lesser extent by F. 

prausnitzii belonging to the C. leptum group (clostridial cluster IV) [53]. Hence, the increase 

in butyrate concentrations seen in the present study is consistent with the increase in the C. 

coccoides group in both vessels.  

The differences observed in the genotoxicity between the two vessels might be explained by 

XOS induced changes in the composition of the bacterial population. Both Lactobacillus spp., 

the B. fragilis group and sulphate-reducing bacteria were stimulated by XOS fermentation in 

vessel 1 (pH 5.5), but not in vessel 2 (pH 6.8). Growth of Lactobacillus on XOS have 

previously been shown in vitro [10] and a recent study from our lab demonstrated increased 

levels of the B. fragilis group in the faecal microbiota of mice fed XOS (Manuscript II). The 

increase in these bacterial groups in vessel 1 may result from the higher level of carbohydrate 

availability in this vessel compared to vessel 2. This would be consistent with in vivo 

conditions where the primary site of fermentation of non-digestible carbohydrates is the 

proximal colon [54], particularly with carbohydrates with a low degree of polymerization 

(DP) such as XOS [55]. Thus, it is possible that the reduction in faecal water genotoxicity 

observed for vessel 1, but not for vessel 2, may at least partly result from differences in the 

level of XOS fermentation between the two vessels. In vivo, a consequence of the intense 

fermentation of carbohydrates in the proximal colon is that less is available for fermentation 

in the distal colon making metabolism of proteins quantitatively more dominating [54]. In 

addition to production of SCFAs, degradation of proteins also generates potential genotoxic 

substrates such as ammonia, phenols, indoles, and amines [56,57], which may increase the 

genotoxic potential of food residues entering the distal colon. 

The role of sulphate-reducing bacteria (SRB) in gastrointestinal health is poorly understood 

[58]. In the present study an increase in SRB was observed for vessel 1 (decreased 

genotoxicity), whereas a decrease in SRB was observed for vessel 2 (increased genotoxicity). 

Our results thus indicate a positive role of SRB in the gut.  
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SRB are a diverse bacterial group of which the genus Desulfovibrio is the most common SRB 

isolated from animal and human faeces. Within the intestinal tract SRB are the terminal 

oxidizers in the anaerobic degradation of organic matter from which they reduce sulphur-

containing compounds to hydrogen sulphide (H2S) [58]. H2S produced by SRB have been 

suggested as a potential toxin to the gut epithelium [59,60] implicating SRB in the 

pathogenesis of IBD [61,62] and colon cancer [63]. In contrast, other studies have reported no 

increase in colonic Desulfovibrio spp. and no elevated faecal H2S concentration in ulcerative 

colitis patients [52,64,65]. Studies investigating the presence of faecal Desulfovibrio spp. in 

colon cancer patients either found no difference or reported a decrease (potentially caused by 

colectomy procedures) in Desulfovibrio spp. [58,66]. Thus, collectively these studies question 

the specific role of H2S and SRB in the gut.  

In a recent study by Wallace et al. [67], H2S, produced by colonic tissue, was demonstrated as 

preventive to experimentally induced colitis in rats suggesting an anti-inflammatory effect of 

H2S. Furthermore, inhibition of H2S synthesis significantly increased mortality rates of rats 

suffering from colitis [67]. From these results it is possible that also bacterial derived H2S is 

beneficial for the colonic epithelium suggesting a predominantly positive role of sulphate-

reducing bacteria in the gut as also indicated by our study.  

The present study did not demonstrate a bifidogenic effect of XOS, and in fact a decrease in 

bifidobacteria was observed for vessel 2. Other in vitro studies investigating the effect of 

XOS on the composition of a human faecal microbiota have reported an increase in 

bifidobacteria [9-11]. In vivo studies of the effect of XOS on the human gut microbiota are 

limited, but a recent study by Chung et al. [14] demonstrated a bifidogenic effect of XOS 

consumption in elderly aged ≥65. Furthermore, studies with rodents have demonstrated an 

increase in faecal and caecal numbers of bifidobacteria in response to XOS feeding [12,13]. 

Since bifidobacteria have been suggested to play a role in protection of the colonic epithelium 

[68], a reduction in this bacterial genus might increase the risk of intestinal disorders. Hence, 

the decrease in Bifidobacterium spp. as well as the decrease in SRB observed for vessel 2 may 

both be factors contributing to the increased genotoxicity. Furthermore, a reduction in F. 

prausnitzii, as observed for both vessels, may be associated with reduced protection of the gut 

mucosa, since this bacterium has been shown to exhibit anti-inflammatory effects and is 

present in low numbers in the faecal microbiota of humans suffering from inflammatory 

bowel diseases (IBD) [69,70].  

In conclusion, the present study demonstrated the ability of XOS to reduce protein-induced 

genetic damage in vessel 1, to stimulate numbers of butyrate producing bacteria (the C. 

coccoides group) as well as butyrate production. Butyrate alone was not protective against 

genetic damage induced by protein fermentation as observed for vessel 2, whereas quantities 

of some bacterial groups and species were related to changes in the genotoxicity of faecal 

water. Reductions in Bifidobacterium spp. and sulphate-reducing bacteria (SRB) were related 

to an increase in genetic damage, suggesting a potential beneficial role of SRB in gut health 

rather than relating this bacterial group to intestinal disorders as previously suggested.  
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9. SUMMARISING DISCUSSION AND CONCLUSION  

The concept of prebiotics was introduced as an approach of selectively stimulating the growth 

and/or activity of beneficial bacteria indigenously present in the intestinal tract [24,30]. The 

aim of Manuscript I was to investigate whether consumption of prebiotic dietary 

carbohydrates and other potential prebiotics could improve the resistance of mice to S. 

Typhimurium SL1344 infection. Despite studies with probiotics demonstrating protective 

effects against murine S. Typhimurium infections [78-85], such an effect was not observed for 

the carbohydrates investigated in Manuscript I. None of the carbohydrates exhibited any 

protective effect against the Salmonella infection and in fact, two of the tested carbohydrates, 

FOS and XOS, increased numbers of the pathogen in the liver, spleen and mesenteric lymph 

nodes relative to control-fed mice. In mice fed apple pectin a markedly increased number of 

the pathogen was observed in the content of the distal ileum and in faecal samples. 

Additionally, a trend, though not statistically significant (P=0.18-0.29), indicating increased 

pathogen numbers in the content of the distal ileum and faecal samples was observed for mice 

fed FOS and XOS. Similarly, a trend towards increased numbers of Salmonella in the 

investigated organs was observed for the group fed apple pectin (P=0.15-0.21). Based on 

these results the hypothesis was that a high ileal level of Salmonella was accompanied by a 

high content of the pathogen in internal organs even though this was only indicated by trends 

in our data. 

In accordance with the increased organ counts of Salmonella in mice fed FOS or XOS the 

concentration of the acute phase protein haptoglobin, measured in serum samples, was 

significantly elevated in these two dietary groups relative to infected mice fed the control diet. 

Haptoglobin is produced by the liver in response to tissue damage and inflammation with 

interleukin 6 thought to be the major regulator of the acute phase protein response [229,230]. 

Binding of free plasma haemoglobin (Hb) is generally accepted as the primary function of 

haptoglobin, whereby the host is protected against oxidative damage mediated by free Hb, 

renal damage as a result of Hb accumulation and Hb loss (and thus loss of iron) [231]. Thus, 

the increase in serum haptoglobin concentrations as well as the positive correlation between 

neutrophils in the spleen and numbers of Salmonella in the organs, but not in the distal ileum 

(Manuscript I, study C), indicate an immune response towards bacteria translocated to the 

organs rather than Salmonella present in the ileum.  

To further investigate potential explanations for the increase in pathogen translocation 

observed for FOS or XOS fed mice, changes in the faecal and caecal microbiota of these mice 

were analysed in Manuscript II. In this study, the faecal microbiota of FOS or XOS fed mice 

was seen to differ from the control group by DGGE and real-time PCR analysis. Among the 

investigated bacterial groups the changes induced by FOS or XOS were comparable and 

constituted a significant increase in the Bacteroidetes phylum, the Bacteroides fragilis group 

and in Bifidobacterium spp. in faecal samples as well as a reduction in the Firmicutes phylum 

and Clostridium coccoides group. Assuming that these changes were, at least partly, the cause 

of the increased translocation of Salmonella in FOS or XOS fed mice, changes in the large 
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intestinal microbiota can affect the pathogenesis of the pathogen even though ileal M cells are 

described as the classical route of Salmonella invasion [197]. In this context it should be 

noted that FOS-fed rats challenged with S. Enteritidis in the study by Bovee-Oudenhoven et 

al. [152] did not show sings of intestinal inflammation, measured as myeloperoxidase  

activity, in the ileal mucosa. In contrast, a significantly increased enzyme activity was 

observed for the caecal and colonic mucosa suggesting pathogen translocation through the 

large intestinal epithelium. 

Since samples from the ileum were not available for analysis in Manuscript II, it is unknown 

whether microbial changes in this part of the gut were a factor contributing to the increased 

level of translocation. However, the DGGE and real-time PCR analysis performed on faecal 

and caecal samples demonstrated that the effects of the experimental diets were largely 

restricted to the faecal microbiota, suggesting that diet-induced microbial changes in the 

ileum would be limited.  

Increased numbers of bifidobacteria are generally regarded as beneficial to gut health [30]. 

Manuscript II revealed a strong bifidogenic effect of both FOS and XOS, but this was not 

seen to provide protection against the Salmonella infection. Similar results have been 

published by Ten Bruggencate and co-workers [151,152,154], where FOS feeding of rats 

increased faecal numbers of bifidobacteria prior to S. Enteritidis infection. Despite the 

bifidogenic effect, FOS administration was seen to increase the intestinal permeability and to 

increase pathogen translocation. Thus collectively, these and our results do not support the 

assumption that increased numbers of bifidobacteria improve host resistance to infections by 

gut pathogens. Still, studies with orally applied strains of bifidobacteria (B. longum, B. lactis 

and B. breve) have demonstrated protective effects against murine Salmonella infections 

[78,81,83]. Within other areas of research related to gut health such as treatment and/or 

prevention of inflammatory bowel disease, allergies, diarrhoea and colon cancer, clinical 

investigations have shown promising results of probiotic administration of Bifidobacterium 

spp., but at present these are generally not sufficient for any final conclusions to be drawn 

[86,87,232-235].  

Among studies with prebiotics, with a demonstrated bifidogenic effect, Kleessen et al. [236] 

studied the effect of inulin and FOS on the intestinal mucosal morphology (height of villi, 

depth of crypts, number of goblet cells) and on the thickness of the epithelial mucus layer by 

comparing germ-free rats and rats colonised with a human faecal microbiota. The thickness of 

the epithelial mucus layer, villus height, crypth depth and numbers of goblet cells were higher 

in rats with a human faecal microbiota compared to germ-free rats, and the morphological 

features were significantly enhanced in these animals by the prebiotic diet. Additionally, 

numbers of mucosa-associated bifidobacteria in the distal colon were stimulated by the 

experimental diet. Together these findings suggest a role of the prebiotics in stabilizing the 

mucosal barrier of the gut and indicate that bifidobacteria are involved in protecting the 

mucosal epithelium. However, these results contradict our findings of a reduced resistance to 

the Salmonella infection, as observed in Manuscript I, despite the bifidogenic effect of both 

FOS and XOS. 
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The last study included in this thesis (Manuscript III) addressed the effect of in vitro 

fermentation of XOS on the composition of a human faecal microbiota and whether 

fermentation of this carbohydrate could provide protection against protein-induced genetic 

damage. Using a two-stage fermenter XOS was seen to increase butyrate production in both 

vessels as compared to fermentation of cornstarch. The increase in butyrate concentrations 

was consistent with an increased level of the C. coccoides group, comprising important 

butyrate producing bacteria [237], in both vessels, but only with a reduced faecal water 

genotoxicity in vessel 1 (pH 5.5). In contrast, the genotoxicity was increased in vessel 2 (pH 

6.8). Microbial changes suggested to contribute to the increase in genotoxicity were the 

reductions in Bifidobacterium spp. and sulphate-reducing bacteria (SRB) observed for vessel 

2. In contrast, an increase in SRB was observed for vessel 1 (decreased genotoxicity), 

suggesting a beneficial effect of SRB relative to protection against protein-induced genetic 

damage. Other microbial changes potentially associated with the reduced genotoxicity in 

vessel 1 were the increase in Lactobacillus spp. and the B. fragilis group, both previously 

shown to be stimulated by XOS [182, Manuscript II]. The increase in these bacterial groups 

may thus indicate a higher level of XOS fermentation in vessel 1 relative to vessel 2, 

potentially reducing the release of genotoxic by-products from protein degradation in vessel 1 

and thus reducing the genotoxic potential of faecal water samples from this vessel.   

In vitro models are associated with some limitations such as the lack of a host immune system 

and the absorptive processes exerted by the gut epithelium [238]. Hence, some of the 

inconsistency observed between the in vitro fermentation study and the in vivo study 

(Manuscript I and II) might be explained by the models used. For example, the lack of 

absorption of SCFAs in the in vitro model may reveal changes in the production of acids that 

would not have been seen in an in vivo model. Concerning the decrease in bifidobacteria seen 

in vitro it should be note that XOS was seen to stimulate bifidobacteria in Manuscript II, as 

also observed in other in vivo studies [142,185,186]. Other contradicting results were the 

increase in the C. coccoides group seen in vitro versus the decrease in this bacterial group 

observed in vivo in faecal samples from mice fed XOS. Thus, even though in vitro modelling 

provides a means of investigating effects related to otherwise inaccessible gut regions in 

humans [238] some inconsistency between results obtained might arise from the models 

chosen. In addition, some of the inconsistency between the in vivo and in vitro studies 

presented in this thesis may also reflect differences in the mouse vs. the human microbiota. 

In conclusion, the experimental studies included in this thesis add to our understanding of 

effects of non-digestible dietary carbohydrates on the composition of the large intestinal 

microbiota and how dietary interventions with such substrates may affect the susceptibility to 

Salmonella infections or the risk of developing colon cancer. The new knowledge gained 

includes (I) a demonstrated reduced resistance of mice to S. Typhimurium infection in 

response to FOS or XOS feeding, (II) the ability of FOS and XOS to change the overall 

composition of the murine faecal microbiota, (III) the ability of XOS to stimulate numbers of 

butyrate producing bacteria (the C. coccoides group) and the production of butyrate in vitro 
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and (IV) an altered human faecal water genotoxicity as a result of XOS fermentation 

demonstrating distinct effects relative to fermentation vessels. 



References 

 77 

10. REFERENCES 

 1.  Roberfroid M: Inulin-Type Fructans: Functional Food Ingredients. CRC Press; 2005. 

 2.  Dethlefsen L, Fall-Ngai M, Relman DA: An ecological and evolutionary perspective on human-

microbe mutualism and disease. Nature 2007, 449: 811-818. 

 3.  Guarner F, Malagelada JR: Gut flora in health and disease. Lancet 2003, 361: 512-519. 

 4.  Cummings JH, Antoine JM, Azpiroz F, Bourdet-Sicard R, Brandtzaeg P, Calder PC et al.: 

PASSCLAIM - Gut health and immunity. European Journal of Nutrition 2004, 43: 118-173. 

 5.  Leser TD, Molbak L: Better living through microbial action: the benefits of the mammalian 

gastrointestinal microbiota on the host. Environmental Microbiology 2009, 11: 2194-2206. 

 6.  Russell DW: The enzymes, regulation, and genetics of bile acid synthesis. Annual Review of 

Biochemistry 2003, 72: 137-174. 

 7.  Davis RA, Attie AD: Deletion of the ileal basolateral bile acid transporter identifies the cellular 

sentinels that regulate the bile acid pool. Proceedings of the National Academy of Sciences of the 

United States of America 2008, 105: 4965-4966. 

 8.  Kutchai, H.C.: The Gastrointestinal System. In Physiology. Edited by Berne RM, Levy MN, Koeppen 

BM, Stanton BA. St. Louis, Missouri, USA: Mosby; 1998: 589-674. 

 9.  Lomer MCE, Parkes GC, Sanderson JD: Review article: lactose intolerance in clinical practice - 

myths and realities. Alimentary Pharmacology & Therapeutics 2008, 27: 93-103. 

 10.  Topping DL, Clifton PM: Short-chain fatty acids and human colonic function: Roles of resistant 

starch and nonstarch polysaccharides. Physiological Reviews 2001, 81: 1031-1064. 

 11.  Backhed F, Ley RE, Sonnenburg JL, Peterson DA, Gordon JI: Host-bacterial mutualism in the 

human intestine. Science 2005, 307: 1915-1920. 

 12.  Rajilic-Stojanovic M, Smidt H, de Vos WM: Diversity of the human gastrointestinal tract 

microbiota revisited. Environmental Microbiology 2007, 9: 2125-2136. 

 13.  Penders J, Thijs C, Vink C, Stelma FF, Snijders B, Kummeling I et al.: Factors influencing the 

composition of the intestinal microbiota in early infancy. Pediatrics 2006, 118: 511-521. 

 14.  Mountzouris KC, McCartney AL, Gibson GR: Intestinal microflora of human infants and current 

trends for its nutritional modulation. British Journal of Nutrition 2002, 87: 405-420. 

 15.  Harmsen HJM, Wildeboer-Veloo ACM, Raangs GC, Wagendorp AA, Klijn N, Bindels JG et al.: 

Analysis of intestinal flora development in breast-fed and formula-fed infants by using molecular 

identification and detection methods. Journal of Pediatric Gastroenterology and Nutrition 2000, 30: 

61-67. 

 16.  Wells  AL, Saulnier DMA, Gibson GR: Gastrointestinal Microflora and Interactions with Gut 

Mucosa. In Handbook of Prebiotics. Edited by Gibson GR, Roberfroid MB. CRC Press; 2008: 13-141. 

 17.  Suau A, Bonnet R, Sutren M, Godon JJ, Gibson GR, Collins MD et al.: Direct analysis of genes 

encoding 16S rRNA from complex communities reveals many novel molecular species within the 

human gut. Applied and Environmental Microbiology 1999, 65: 4799-4807. 

 18.  Eckburg PB, Bik EM, Bernstein CN, Purdom E, Dethlefsen L, Sargent M et al.: Diversity of the 

human intestinal microbial flora. Science 2005, 308: 1635-1638. 



References 

 78 

 19.  Holzapfel WH, Haberer P, Snel J, Schillinger U, Huis in't Veld JHJ: Overview of gut flora and 

probiotics. International Journal of Food Microbiology 1998, 41: 85-101. 

 20.  Swennen K, Courtin CM, Delcour JA: Non-digestible oligosaccharides with prebiotic properties. 

Critical Reviews in Food Science and Nutrition 2006, 46: 459-471. 

 21.  Ley RE, Backhed F, Turnbaugh P, Lozupone CA, Knight RD, Gordon JI: Obesity alters gut microbial 

ecology. Proceedings of the National Academy of Sciences of the United States of America 2005, 102: 

11070-11075. 

 22.  Louis P, Scott KP, Duncan SH, Flint HJ: Understanding the effects of diet on bacterial metabolism 

in the large intestine. Journal of Applied Microbiology 2007, 102: 1197-1208. 

 23.  Robert C, Bernalier-Donadille A: The cellulolytic microflora of the human colon: evidence of 

microcrystalline cellulose-degrading bacteria in methane-excreting subjects. FEMS Microbiology 

Ecology 2003, 46: 81-89. 

 24.  Gibson GR, Probert HM, Van Loo J, Rastall RA, Roberfroid MB: Dietary modulation of the human 

colonic microbiota: updating the concept of prebiotics. Nutrition Research Reviews 2004, 17: 259-

275. 

 25.  Duncan SH, Aminov RI, Scott KP, Louis P, Stanton TB, Flint HJ: Proposal of Roseburia faecis sp 

nov., Roseburia hominis sp nov and Roseburia inulinivorans sp nov., based on isolates from human 

faeces. International Journal of Systematic and Evolutionary Microbiology 2006, 56: 2437-2441. 

 26.  Chassard C, Goumy V, Leclerc M, Del'homme C, Bernalier-Donadille A: Characterization of the 

xylan-degrading microbial community from human faeces. FEMS Microbiology Ecology 2007, 61: 

121-131. 

 27.  Robert C, Chassard C, Lawson PA, Bernalier-Donadille A: Bacteroides cellulosilyticus sp nov., a 

cellulolytic bacterium from the human gut microbial community. International Journal of 

Systematic and Evolutionary Microbiology 2007, 57: 1516-1520. 

 28.  Martin SA, Morrison WH, Akin DE: Fermentation of maize bran, oat bran, and wheat bran by 

Bacteroides ovatus V975. Current Microbiology 1998, 36: 90-95. 

 29.  Rossi M, Corradini C, Amaretti A, Nicolini M, Pompei A, Zanoni S et al.: Fermentation of 

fructooligosaccharides and inulin by bifidobacteria: a comparative study of pure and fecal 

cultures. Applied and Environmental Microbiology 2005, 71: 6150-6158. 

 30.  Gibson GR, Roberfroid MB: Dietary Modulation of the Human Colonic Microbiota - Introducing 

the Concept of Prebiotics. Journal of Nutrition 1995, 125: 1401-1412. 

 31.  Salyers AA, Vercellotti JR, West SEH, Wilkins TD: Fermentation of Mucin and Plant 

Polysaccharides by Strains of Bacteroides from Human Colon. Applied and Environmental 

Microbiology 1977, 33: 319-322. 

 32.  Xu J, Bjursell MK, Himrod J, Deng S, Carmichael LK, Chiang HC et al.: A genomic view of the 

human-Bacteroides thetaiotaomicron symbiosis. Science 2003, 299: 2074-2076. 

 33.  Flint HJ, Bayer EA, Rincon MT, Lamed R, White BA: Polysaccharide utilization by gut bacteria: 

potential for new insights from genomic analysis. Nature Reviews Microbiology 2008, 6: 121-131. 

 34.  Janer C, Rohr LM, Pelaez C, Laloi M, Cleusix V, Requena T et al.: Hydrolysis of oligofructoses by 

the recombinant beta-fructofuranosidase from Bifidobacterium lactis. Systematic and Applied 

Microbiology 2004, 27: 279-285. 

 35.  Ryan SM, Fitzgerald GF, van Sinderen D: Transcriptional regulation and characterization of a 

novel beta-fructofuranosidase-encoding gene from Bifidobacterium breve UCC2003. Applied and 

Environmental Microbiology 2005, 71: 3475-3482. 



References 

 79 

 36.  Warchol M, Perrin S, Grill JP, Schneider F: Characterization of a purified beta-fructofuranosidase 

from Bifidobacterium infantis ATCC 15697. Letters in Applied Microbiology 2002, 35: 462-467. 

 37.  Schell MA, Karmirantzou M, Snel B, Vilanova D, Berger B, Pessi G et al.: The genome sequence of 

Bifidobacterium longum reflects its adaptation to the human gastrointestinal tract. Proceedings of 

the National Academy of Sciences of the United States of America 2002, 99: 14422-14427. 

 38.  Wong JMW, de Souza R, Kendall CWC, Emam A, Jenkins DJA: Colonic health: Fermentation and 

short chain fatty acids. Journal of Clinical Gastroenterology 2006, 40: 235-243. 

 39.  Salminen S, Bouley C, Boutron-Ruault MC, Cummings JH, Franck A, Gibson GR et al.: Functional 

food science and gastrointestinal physiology and function. British Journal of Nutrition 1998, 80: 

147-171. 

 40.  Hooper LV, Midtvedt T, Gordon JI: How host-microbial interactions shape the nutrient 

environment of the mammalian intestine. Annual Review of Nutrition 2002, 22: 283-307. 

 41.  Cummings JH, Macfarlane GT: Role of intestinal bacteria in nutrient metabolism. Clinical Nutrition 

1997, 16: 3-11. 

 42.  Lin YG, Vonk RJ, Slooff MJH, Kuipers F, Smit MJ: Differences in Propionate-Induced Inhibition of 

Cholesterol and Triacylglycerol Synthesis Between Human and Rat Hepatocytes in Primary 

Culture. British Journal of Nutrition 1995, 74: 197-207. 

 43.  Berggren AM, Nyman EMGL, Lundquist I, Bjorck IME: Influence of orally and rectally 

administered propionate on cholesterol and glucose metabolism in obese rats. British Journal of 

Nutrition 1996, 76: 287-294. 

 44.  Cheng HH, Lai MH: Fermentation of resistant rice starch produces propionate reducing serum 

and hepatic cholesterol in rats. Journal of Nutrition 2000, 130: 1991-1995. 

 45.  Illman RJ, Topping DL, Mcintosh GH, Trimble RP, Storer GB, Taylor MN et al.: 

Hypocholesterolemic Effects of Dietary Propionate - Studies in Whole Animals and Perfused Rat-

Liver. Annals of Nutrition and Metabolism 1988, 32: 97-107. 

 46.  Wolever TMS, Fernandes J, Rao AV: Serum acetate:propionate ratio is related to serum cholesterol 

in men but not women. Journal of Nutrition 1996, 126: 2790-2797. 

 47.  Venter CS: Effects of Dietary Propionate on Carbohydrate and Lipid Metabolism in Healthy 

Volunteers. American Journal of Gastroenterology 1990, 85: 549-553. 

 48.  Todesco T, Rao AV, Bosello O, Jenkins DJA: Propionate Lowers Blood-Glucose and Alters Lipid 

Metabolism in Healthy Subjects. American Journal of Clinical Nutrition 1991, 54: 860-865. 

 49.  Wolever TMS, Spadafora P, Eshuis H: Interaction Between Colonic Acetate and Propionate in 

Humans. American Journal of Clinical Nutrition 1991, 53: 681-687. 

 50.  Roediger WEW: Utilization of Nutrients by Isolated Epithelial Cells of the Rat Colon. 

Gastroenterology 1982, 83: 424-429. 

 51.  Ruemmele FM, Schwartz S, Seidman EG, Dionne S, Levy E, Lentze MJ: Butyrate induced Caco-2 

cell apoptosis is mediated via the mitochondrial pathway. Gut 2003, 52: 94-100. 

 52.  Avivi-Green C, Polak-Charcon S, Madar Z, Schwartz B: Different molecular events account for 

butyrate-induced apoptosis in two human colon cancer cell lines. Journal of Nutrition 2002, 132: 

1812-1818. 

 53.  Heerdt BG, Houston MA, Augenlicht LH: Short-chain fatty acid-initiated cell cycle arrest and 

apoptosis of colonic epithelial cells is linked to mitochondrial function. Cell Growth & 

Differentiation 1997, 8: 523-532. 



References 

 80 

 54.  Toden S, Bird AR, Topping DL, Conlon MA: Dose-dependent reduction of dietary protein-induced 

colonocyte DNA damage by resistant starch in rats correlates more highly with caecal butyrate 

than with other short chain fatty acids. Cancer Biology & Therapy 2007, 6: 253-258. 

 55.  Perrin P, Pierre F, Patry Y, Champ M, Berreur M, Pradal G et al.: Only fibres promoting a stable 

butyrate producing colonic ecosystem decrease the rate of aberrant crypt foci in rats. Gut 2001, 

48: 53-61. 

 56.  Mcintyre A, Gibson PR, Young GP: Butyrate Production from Dietary Fiber and Protection 

Against Large-Bowel Cancer in A Rat Model. Gut 1993, 34: 386-391. 

 57.  Van Immerseel F, De Buck J, De Smet I, Pasmans F, Haesebrouck F, Ducatelle R: Interactions of 

butyric acid- and acetic acid-treated salmonella with chicken primary cecal epithelial cells in 

vitro. Avian Diseases 2004, 48: 384-391. 

 58.  Van Immerseel F, Fievez V, De Buck J, Pasmans F, Martel A, Haesebrouck F et al.: 

Microencapsulated short-chain fatty acids in feed modify colonization and invasion early after 

infection with Salmonella enteritidis in young chickens. Poultry Science 2004, 83: 69-74. 

 59.  Gantois I, Ducatelle R, Pasmans F, Haesebrouck F, Hautefort I, Thompson A et al.: Butyrate 

specifically down-regulates Salmonella pathogenicity island 1 gene expression. Applied and 

Environmental Microbiology 2006, 72: 946-949. 

 60.  Flint HJ, Duncan SH, Scott KP, Louis P: Interactions and competition within the microbial 

community of the human colon: links between diet and health. Environmental Microbiology 2007, 

9: 1101-1111. 

 61.  Pryde SE, Duncan SH, Hold GL, Stewart CS, Flint HJ: The microbiology of butyrate formation in 

the human colon. FEMS Microbiology Letters 2002, 217: 133-139. 

 62.  Tungland BC, Meyer D: Nondigestible oligo- and polysaccharides (dietary fibre): their physiology 

and role in human health and food. Comprehensive Reviews in Food Science and Food Safety 2002, 

3: 90-109. 

 63.  Belenguer A, Duncan SH, Calder AG, Holtrop G, Louis P, Lobley GE et al.: Two routes of metabolic 

cross-feeding between Bifidobacterium adolescentis and butyrate-producing anaerobes from the 

human gut. Applied and Environmental Microbiology 2006, 72: 3593-3599. 

 64.  Meyer D, Stasse-Wolthuis M: The bifidogenic effect of inulin and oligofructose and its 

consequences for gut health. European Journal of Clinical Nutrition 2009, 63: 1277-1289. 

 65.  Fuller R: Probiotics in Man and Animals. Journal of Applied Bacteriology 1989, 66: 365-378. 

 66.  Salminen S, Ouwehand A, Benno Y, Lee YK: Probiotics: how should they be defined? Trends in 

Food Science & Technology 1999, 10: 107-110. 

 67.  Lee YK, Lim CY, Teng WL, Ouwehand AC, Tuomola EM, Salminen S: Quantitative approach in the 

study of adhesion of lactic acid bacteria to intestinal cells and their competition with 

enterobacteria. Applied and Environmental Microbiology 2000, 66: 3692-3697. 

 68.  Bernet MF, Brassart D, Neeser JR, Servin AL: Adhesion of Human Bifidobacterial Strains to 

Cultured Human Intestinal Epithelial Cells and Inhibition of Enteropathogen Cell Interactions. 
Applied and Environmental Microbiology 1993, 59: 4121-4128. 

 69.  Coconnier MH, Bernet MF, Kerneis S, Chauviere G, Fourniat J, Servin AL: Inhibition of Adhesion of 

Enteroinvasive Pathogens to Human Intestinal Caco-2 Cells by Lactobacillus acidophilus Strain 

Lb Decreases Bacterial Invasion. FEMS Microbiology Letters 1993, 110: 299-305. 



References 

 81 

 70.  Coconnier MH, Bernet MF, Chauviere G, Servin AL: Adhering Heat-Killed Human Lactobacillus 

acidophilus, Strain Lb, Inhibits the Process of Pathogenicity of Diarrhoeagenic Bacteria in 

Cultured Human Intestinal Cells. Journal of Diarrhoeal Diseases Research 1993, 11: 235-242. 

 71.  Collado MC, Meriluoto J, Salminen S: Role of commercial probiotic strains against human 

pathogen adhesion to intestinal mucus. Letters in Applied Microbiology 2007, 45: 454-460. 

 72.  Aiba Y, Suzuki N, Kabir AMA, Takagi A, Koga Y: Lactic acid-mediated suppression of 

Helicobacter pylori by the oral administration of Lactobacillus salivarius as a probiotic in a 

gnotobiotic murine model. American Journal of Gastroenterology 1998, 93: 2097-2101. 

 73.  Shu Q, Gill HS: A dietary probiotic (Bifidobacterium lactis HN019) reduces the severity of 

Escherichia coli O157:H7 infection in mice. Medical Microbiology and Immunology 2001, 189: 147-

152. 

 74.  Shu Q, Qu F, Gill HS: Probiotic treatment using Bifidobacterium lactis HN019 reduces weanling 

diarrhea associated with rotavirus and Escherichia coli infection in a piglet model. Journal of 

Pediatric Gastroenterology and Nutrition 2001, 33: 171-177. 

 75.  Mangell P, Nejdfors P, Wang M, Ahrne S, Westrom B, Thorlacius H et al.: Lactobacillus plantarum 

299v inhibits Escherichia coli-induced intestinal permeability. Digestive Diseases and Sciences 

2002, 47: 511-516. 

 76.  Ogawa M, Shimizu K, Nomoto K, Takahashi M, Watanuki M, Tanaka R et al.: Protective effect of 

Lactobacillus casei strain Shirota on Shiga toxin-producing Escherichia coli O157:H7 infection in 

infant rabbits. Infection and Immunity 2001, 69: 1101-1108. 

 77.  de Waard R, Garssen J, Bokken GCAM, Vos JG: Antagonistic activity of Lactobacillus casei strain 

Shirota against gastrointestinal Listeria monocytogenes infection in rats. International Journal of 

Food Microbiology 2002, 73: 93-100. 

 78.  Shu Q, Lin H, Rutherfurd KJ, Fenwick SG, Prasad J, Gopal PK et al.: Dietary Bifidobacterium lactis 

(HN019) enhances resistance to oral Salmonella typhimurium infection in mice. Microbiology and 

Immunology 2000, 44: 213-222. 

 79.  Gill HS, Shu Q, Lin H, Rutherfurd KJ, Cross ML: Protection against translocating Salmonella 

typhimurium infection in mice by feeding the immuno-enhancing probiotic Lactobacillus 

rhamnosus strain HN001. Medical Microbiology and Immunology 2001, 190: 97-104. 

 80.  Truusalu K, Mikelsaar RH, Naaber P, Karki T, Kullisaar T, Zilmer M et al.: Eradication of Salmonella 

Typhimurium infection in a murine model of typhoid fever with the combination of probiotic 

Lactobacillus fermentum ME-3 and ofloxacin. BMC Microbiology 2008, 8. 

 81.  Silva AM, Barbosa FHF, Duarte R, Vieira LQ, Arantes RME, Nicoli JR: Effect of Bifidobacterium 

longum ingestion on experimental salmonellosis in mice. Journal of Applied Microbiology 2004, 97: 

29-37. 

 82.  Hudault S, Lievin V, BernetCamard MF, Servin AL: Antagonistic activity exerted in vitro and in vivo 

by Lactobacillus casei (strain GG) against Salmonella typhimurium C5 infection. Applied and 

Environmental Microbiology 1997, 63: 513-518. 

 83.  Asahara T, Nomoto K, Shimizu K, Watanuki M, Tanaka R: Increased resistance of mice to 

Salmonella enterica serovar Typhimurium infection by synbiotic administration of Bifidobacteria 

and transgalactosylated oligosaccharides. Journal of Applied Microbiology 2001, 91: 985-996. 

 84.  Lin WH, Yu B, Lin CK, Hwang WZ, Tsen HY: Immune effect of heat-killed multistrain of 

Lactobacillus acidophilus against Salmonella typhimurium invasion to mice. Journal of Applied 

Microbiology 2007, 102: 22-31. 



References 

 82 

 85.  Rishi P, Mavi SK, Bharrhan S, Shukla G, Tewari R: Protective efficacy of probiotic alone or in 

conjunction with a prebiotic in Salmonella-induced liver damage. FEMS Microbiology Ecology 

2009, 69: 222-230. 

 86.  Sazawal S, Hiremath G, Dhingra U, Malik P, Deb S, Black RE: Efficacy of probiotics in prevention 

of acute diarrhoea: a meta-analysis of masked, randomised, placebo-controlled trials. Lancet 

Infectious Diseases 2006, 6: 374-382. 

 87.  McFarland LV: Meta-analysis of probiotics for prevention of traveler's diarrhea. Travel Medicine 

and Infectious Disease 2007, 5: 97-105. 

 88.  Weizman Z, Asli G, Alsheikh A: Effect of a probiotic infant formula on infections in child care 

centers: Comparison of two probiotic agents. Pediatrics 2005, 115: 5-9. 

 89.  Binns CW, Lee AH, Harding H, Gracey M, Barclay DV: The CUPDAY Study: prebiotic-probiotic 

milk product in 1-3-year-old children attending childcare centres. Acta Paediatrica 2007, 96: 1646-

1650. 

 90.  Fukushima Y, Miyaguchi S, Yamano T, Kaburagi T, Iino H, Ushida K et al.: Improvement of 

nutritional status and incidence of infection in hospitalised, enterally fed elderly by feeding of 

fermented milk containing probiotic Lactobacillus johnsonii La1 (NCC533). British Journal of 

Nutrition 2007, 98: 969-977. 

 91.  de Vrese M, Winkler P, Rautenberg P, Harder T, Noah C, Laue C et al.: Effect of Lactobacillus gasseri 

PA 16/8, Bifidobacterium longum SP 07/3, B. bifidum MF 20/5 on common cold episodes: A double 

blind, randomized, controlled trial. Clinical Nutrition 2005, 24: 481-491. 

 92.  Tubelius P, Stan V, Zachrisson A: Increasing work-place healthiness with the probiotic 

Lactobacillus reuteri: a randomised, double-blind, placebo-controlled study. Environmental Health 

2005, 4. 

 93.  Turchet P, Laurenzano M, Auboiron S, Antoine JM: Effect of fermented milk containing the 

probiotic Lactobacillus casei DN-114001 on winter infections in free-living elderly subjects: a 

randomised, controlled pilot study. Journal of Nutrition, Health and Aging 2003, 7: 75-77. 

 94.  Tamura M, Shikina T, Morihana T, Hayama M, Kajimoto O, Sakamoto A et al.: Effects of probiotics 

on allergic rhinitis induced by Japanese cedar pollen: Randomized double-blind, placebo-

controlled clinical trial. International Archives of Allergy and Immunology 2007, 143: 75-82. 

 95.  Ivory K, Chambers SJ, Pin C, Prieto E, Arques JL, Nicoletti C: Oral delivery of Lactobacillus casei 

Shirota modifies allergen-induced immune responses in allergic rhinitis. Clinical and Experimental 

Allergy 2008, 38: 1282-1289. 

 96.  Kukkonen K, Savilahti E, Haahtela T, Juntunen-Backman K, Korpela R, Poussa T et al.: Probiotics 

and prebiotic galacto-oligosaccharides in the prevention of allergic diseases: A randomized, 

double-blind, placebo-controlled trial. Journal of Allergy and Clinical Immunology 2007, 119: 192-

198. 

 97.  Kalliomaki M, Salminen S, Arvilommi H, Kero P, Koskinen P, Isolauri E: Probiotics in primary 

prevention of atopic disease: a randomised placebo-controlled trial. Lancet 2001, 357: 1076-1079. 

 98.  Kalliomaki M, Salminen S, Poussa T, Arvilommi H, Isolauri E: Probiotics and prevention of atopic 

disease: 4-year follow-up of a randomised placebo-controlled trial. Lancet 2003, 361: 1869-1871. 

 99.  Kalliomaki M, Salminen S, Poussa T, Isolauri E: Probiotics during the first 7 years of life: A 

cumulative risk reduction of eczema in a randomized, placebo-controlled trial. Journal of Allergy 

and Clinical Immunology 2007, 119: 1019-1021. 



References 

 83 

 100.  Bibiloni R, Fedorak RN, Tannock GW, Madsen KL, Gionchetti P, Campieri M et al.: VSL#3 

probiotic-mixture induces remission in patients with active ulcerative colitis. American Journal of 

Gastroenterology 2005, 100: 1539-1546. 

 101.  Venturi A, Gionchetti P, Rizzello F, Johansson R, Zucconi E, Brigidi P et al.: Impact on the 

composition of the faecal flora by a new probiotic preparation: preliminary data on maintenance 

treatment of patients with ulcerative colitis. Alimentary Pharmacology & Therapeutics 1999, 13: 

1103-1108. 

 102.  Zocco MA, Dal Verme LZ, Cremonini F, Piscaglia AC, Nista EC, Candelli M et al.: Efficacy of 

Lactobacillus GG in maintaining remission of ulcerative colitis. Alimentary Pharmacology & 

Therapeutics 2006, 23: 1567-1574. 

 103.  Gupta P, Andrew H, Kirschner BS, Guandalini S: Is Lactobacillus GG helpful in children with 

Crohn's disease? Results of a preliminary, open-label study. Journal of Pediatric Gastroenterology 

and Nutrition 2000, 31: 453-457. 

 104.  Huynh HQ, deBruyn J, Guan LL, Diaz H, Li MJ, Girgis S et al.: Probiotic Preparation VSL#3 

Induces Remission in Children with Mild to Moderate Acute Ulcerative Colitis: A Pilot Study. 
Inflammatory Bowel Diseases 2009, 15: 760-768. 

 105.  Rafter J: The effects of probiotics on colon cancer development. Nutrition Research Reviews 2004, 

17: 277-284. 

 106.  Burns AJ, Rowland IR: Anti-Carcinogenicity of Probiotics and Prebiotics. Current Issues in 

Intestinal Microbiology 2000, 1: 13-24. 

 107.  Gibson GR, McCartney AL, Rastall RA: Prebiotics and resistance to gastrointestinal infections. 

British Journal of Nutrition 2005, 93: 31-34. 

 108.  Gorbach SL, Barza M, Giuliano M, Jacobus NV: Colonization Resistance of the Human Intestinal 

Microflora - Testing the Hypothesis in Normal Volunteers. European Journal of Clinical 

Microbiology & Infectious Diseases 1988, 7: 98-102. 

 109.  Servin AL: Antagonistic activities of lactobacilli and bifidobacteria against microbial pathogens. 

FEMS Microbiology Reviews 2004, 28: 405-440. 

 110.  Yusof RM, Haque F, Ismail M, Hassan Z: Isolation of Bifidobacteria infantis and its antagonistic 

activity against ETEC O157 and Salmonella typhimurium S-285 in weaning foods. Asia Pacific 

Journal of Clinical Nutrition 2000, 9: 130-135. 

 111.  BernetCamard MF, Lievin V, Brassart D, Neeser JR, Servin AL, Hudault S: The human Lactobacillus 

acidophilus strain LA1 secretes a nonbacteriocin antibacterial substance(s) active in vitro and in 

vivo. Applied and Environmental Microbiology 1997, 63: 2747-2753. 

 112.  Lievin V, Peiffer I, Hudault S, Rochat F, Brassart D, Neeser JR et al.: Bifidobacterium strains from 

resident infant human gastrointestinal microflora exert antimicrobial activity. Gut 2000, 47: 646-

652. 

 113.  Delcenserie V, Martel D, Lamoureux M, Amiot J, Boutin Y, Roy D: Immunomodulatory effects of 

probiotics in the intestinal tract. Current Issues in Molecular Biology 2008, 10: 37-53. 

 114.  Bjorksten B: Evidence of probiotics in prevention of allergy and asthma. Current Drug Targets - 

Inflammation and Allergy 2005, 4: 599-604. 

 115.  Ruemmele FM, Bier D, Marteau P, Rechkemmer G, Bourdet-Sicard R, Walker WA et al.: Clinical 

Evidence for Immunomodulatory Effects of Probiotic Bacteria. Journal of Pediatric 

Gastroenterology and Nutrition 2009, 48: 126-141. 



References 

 84 

 116.  Linkamster H, Rochat F, Saudan KY, Mignot O, Aeschlimann JM: Modulation of A Specific 

Humoral Immune-Response and Changes in Intestinal Flora Mediated Through Fermented Milk 

Intake. FEMS Immunology and Medical Microbiology 1994, 10: 55-63. 

 117.  Macfarlane S, Macfarlane GT, Cummings JH: Review article: prebiotics in the gastrointestinal tract. 

Alimentary Pharmacology & Therapeutics 2006, 24: 701-714. 

 118.  Tuohy KM, Rouzaud GCM, Bruck WM, Gibson GR: Modulation of the human gut microflora 

towards improved health using prebiotics - Assessment of efficacy. Current Pharmaceutical Design 

2005, 11: 75-90. 

 119.  Voragen AGJ: Technological aspects of functional food-related carbohydrates. Trends in Food 

Science & Technology 1998, 9: 328-335. 

 120.  Kelly G: Inulin-Type Prebiotics - A Review: Part 1. Alternative Medicine Review 2008, 13: 315-329. 

 121.  Burdock GA, Flamm WG: A review of the studies of the safety of polydextrose in food. Food and 

Chemical Toxicology 1999, 37: 233-264. 

 122.  Caffall KH, Mohnen D: The structure, function, and biosynthesis of plant cell wall pectic 

polysaccharides. Carbohydrate Research 2009, 334: 1879-1900. 

 123.  Van Loo J: The specificity of the interaction with intestinal bacterial fermentation by prebiotics 

determines their physiological efficacy. Nutrition Research Reviews 2004, 17: 89-98. 

 124.  Simmering R, Blaut M: Pro- and prebiotics - the tasty guardian angels? Applied Microbiology and 

Biotechnology 2001, 55: 19-28. 

 125.  Cummings JH, Christie S, Cole TJ: A study of fructo oligosaccharides in the prevention of 

travellers' diarrhoea. Alimentary Pharmacology & Therapeutics 2001, 15: 1139-1145. 

 126.  Lewis S, Burmeister S, Brazier J: Effect of the prebiotic oligofructose on relapse of Clostridium 

difficile-associated diarrhea: A randomized, controlled study. Clinical Gastroenterology and 

Hepatology 2005, 3: 442-448. 

 127.  Langen MACL, Dieleman LA: Prebiotics in Chronic Intestinal Inflammation. Inflammatory Bowel 

Diseases 2009, 15: 454-462. 

 128.  Steed H, Macfarlane GT, Macfarlane S: Prebiotics, synbiotics and inflammatory bowel disease. 

Molecular Nutrition & Food Research 2008, 52: 898-905. 

 129.  Osborn DA, Sinn JK: Prebiotics in infants for prevention of allergic disease and food 

hypersensitivity. Cochrane Database of Systematic Reviews 2007. 

 130.  Johannsen H, Prescott SL: Practical prebiotics, probiotics and synbiotics for allergists: how useful 

are they? Clinical and Experimental Allergy 2009, 39: 1801-1814. 

 131.  Seifert S, Watzl B: Inulin and oligofructose: Review of experimental data on immune modulation. 

Journal of Nutrition 2007, 137: 2563-2567. 

 132.  Vos AP, M'Rabet L, Stahl B, Boehm G, Garssen J: Immune-modulatory effects and potential 

working mechanisms of orally applied nondigestible carbohydrates. Critical Reviews in 

Immunology 2007, 27: 97-140. 

 133.  Griffin IJ, Davila PM, Abrams SA: Non-digestible oligosaccharides and calcium absorption in girls 

with adequate calcium intakes. British Journal of Nutrition 2002, 87: 187-191. 

 134.  Tahiri M, Tressol JC, Arnaud J, Bornet F, Bouteloup-Demange C, Feillet-Coudray C et al.: Five-week 

intake of short-chain fructo-oligosaccharides increases intestinal absorption and status of 

magnesium in postmenopausal women. Journal of Bone and Mineral Research 2001, 16: 2152-2160. 



References 

 85 

 135.  Scholz-Ahrens KE, Ade P, Marten B, Weber P, Timm W, Asil Y et al.: Prebiotics, probiotics, and 

synbiotics affect mineral absorption, bone mineral content, and bone structure. Journal of 

Nutrition 2007, 137: 838-846. 

 136.  Delzenne NM, Williams CM: Prebiotics and lipid metabolism. Current Opinion in Lipidology 2002, 

13: 61-67. 

 137.  Pereira DIA, Gibson GR: Effects of consumption of probiotics and prebiotics on serum lipid levels 

in humans. Critical Reviews in Biochemistry and Molecular Biology 2002, 37: 259-281. 

 138.  Hengst C, Ptok S, Roessler A, Fechner A, Jahreis G: Effects of polydextrose supplementation on 

different faecal parameters in healthy volunteers. International Journal of Food Sciences and 

Nutrition 2009, 60: 96-105. 

 139.  Gibson GR, Beatty ER, Wang X, Cummings JH: Selective Stimulation of Bifidobacteria in the 

Human Colon by Oligofructose and Inulin. Gastroenterology 1995, 108: 975-982. 

 140.  Kleessen B, Sykura B, Zunft HJ, Blaut M: Effects of inulin and lactose on fecal microflora, 

microbial activity, and bowel habit in elderly constipated persons. American Journal of Clinical 

Nutrition 1997, 65: 1397-1402. 

 141.  Pool-Zobel BL: Inulin-type fructans and reduction in colon cancer risk: review of experimental 

and human data. British Journal of Nutrition 2005, 93: 73-90. 

 142.  Hsu CK, Liao JW, Chung YC, Hsieh CP, Chan YC: Xylooligosaccharides and 

fructooligosaccharides affect the intestinal microbiota and precancerous colonic lesion 

development in rats. Journal of Nutrition 2004, 134: 1523-1528. 

 143.  Wijnands MVW, Schoterman HC, Bruijntjes JP, Hollanders VMH, Woutersen RA: Effect of dietary 

galacto-oligosaccharides on azoxymethane-induced aberrant crypt foci and colorectal cancer in 

Fischer 344 rats. Carcinogenesis 2001, 22: 127-132. 

 144.  Challa A, Rao DR, Chawan CB, Shackelford L: Bifidobacterium longum and lactulose suppress 

azoxymethane-induced colonic aberrant crypt foci in rats. Carcinogenesis 1997, 18: 517-521. 

 145.  Bingham SA: High-meat diets and cancer risk. Proceedings of the Nutrition Society 1999, 58: 243-

248. 

 146.  Chao A, Thun MJ, Connell CJ, McCullough ML, Jacobs EJ, Flanders WD et al.: Meat consumption 

and risk of colorectal cancer. JAMA - Journal of the American Medical Association 2005, 293: 172-

182. 

 147.  Norat T, Bingham S, Ferrari P, Slimani N, Jenab M, Mazuir M et al.: Meat, fish, and colorectal 

cancer risk: The European prospective investigation into cancer and nutrition. Journal of the 

National Cancer Institute 2005, 97: 906-916. 

 148.  Bingham SA, Day NE, Luben R, Ferrari P, Slimani N, Norat T et al.: Dietary fibre in food and 

protection against colorectal cancer in the European Prospective Investigation into Cancer and 

Nutrition (EPIC): an observational study. Lancet 2003, 361: 1496-1501. 

 149.  Cassidy A, Bingham SA, Cummings JH: Starch Intake and Colorectal-Cancer Risk - An 

International Comparison. British Journal of Cancer 1994, 69: 937-942. 

 150.  Cummings JH, Macfarlane GT: The Control and Consequences of Bacterial Fermentation in the 

Human Colon. Journal of Applied Bacteriology 1991, 70: 443-459. 

 151.  Ten Bruggencate SJM, Bovee-Oudenhoven IMJ, Lettink-Wissink MLG, Van der Meer R: Dietary 

fructo-oligosaccharides dose-dependently increase translocation of salmonella in rats. Journal of 

Nutrition 2003, 133: 2313-2318. 



References 

 86 

 152.  Bovee-Oudenhoven IMJ, Ten Bruggencate SJM, Lettink-Wissink MLG, Van der Meer R: Dietary 

fructo-oligosaccharides and lactulose inhibit intestinal colonisation but stimulate translocation of 

salmonella in rats. Gut 2003, 52: 1572-1578. 

 153.  Ten Bruggencate SJM, Bovee-Oudenhoven IMJ, Lettink-Wissink MLG, Katan MB, Van der Meer R: 

Dietary fructo-oligosaccharides and inulin decrease resistance of rats to salmonella: protective 

role of calcium. Gut 2004, 53: 530-535. 

 154.  Ten Bruggencate SJM, Bovee-Oudenhoven IMJ, Lettink-Wissink MLG, Van der Meer R: Dietary 

fructooligosaccharides increase intestinal permeability in rats. Journal of Nutrition 2005, 135: 837-

842. 

 155.  Searle LEJ, Best A, Nunez A, Salguero FJ, Johnson L, Weyer U et al.: A mixture containing 

galactoollgosaccharide, produced by the enzymic activity of Bifidobacterium bifidum, reduces 

Salmonella enterica serovar Typhimurium infection in mice. Journal of Medical Microbiology 2009, 

58: 37-48. 

 156.  Benyacoub J, Rochat F, Saudan KY, Rochat I, Antille N, Cherbut C et al.: Feeding a diet containing a 

fructooligosaccharide mix can enhance Salmonella vaccine efficacy in mice. Journal of Nutrition 

2008, 138: 123-129. 

 157.  Buddington KK, Donahoo JB, Buddington RK: Dietary oligofructose and inulin protect mice from 

enteric and systemic pathogens and tumor inducers. Journal of Nutrition 2002, 132: 472-477. 

 158.  Ouwehand AC, Derrien M, de Vos W, Tiihonen K, Rautonen N: Prebiotics and other microbial 

substrates for gut functionality. Current Opinion in Biotechnology 2005, 16: 212-217. 

 159.  Rastall RA, Maitin V: Prebiotics and synbiotics: towards the next generation. Current Opinion in 

Biotechnology 2002, 13: 490-496. 

 160.  Shoaf K, Mulvey GL, Armstrong GD, Hutkins RW: Prebiotic galactooligosaccharides reduce 

adherence of enteropathogenic Escherichia coli to tissue culture cells. Infection and Immunity 2006, 

74: 6920-6928. 

 161.  Olano-Martin E, Williams MR, Gibson GR, Rastall RA: Pectins and pectic-oligosaccharides inhibit 

Escherichia coli O157:H7 Shiga toxin as directed towards the human colonic cell line HT29. 
FEMS Microbiology Letters 2003, 218: 101-105. 

 162.  Macfarlane GT, Steed H, Macfarlane S: Bacterial metabolism and health-related effects of galacto-

oligosaccharides and other prebiotics. Journal of Applied Microbiology 2008, 104: 305-344. 

 163.  Rao VA: The prebiotic properties of oligofructose at low intake levels. Nutrition Research 2001, 21: 

843-848. 

 164.  Kolida S, Meyer D, Gibson GR: A double-blind placebo-controlled study to establish the 

bifidogenic dose of inulin in healthy humans. European Journal of Clinical Nutrition 2007, 61: 1189-

1195. 

 165.  Bouhnik Y, Raskine L, Champion K, Andrieux C, Penven S, Jacobs H et al.: Prolonged 

administration of low-dose inulin stimulates the growth of bifidobacteria in humans. Nutrition 

Research 2007, 27: 187-193. 

 166.  Yap WKW, Mohamed S, Jamal MH, Diederick M, Manap YA: Changes in Infants Faecal 

Characteristics and Microbiota by Inulin Supplementation. Journal of Clinical Biochemistry and 

Nutrition 2008, 43: 159-166. 

 167.  Brunser O, Figueroa G, Gotteland M, Haschke-Becher E, Magliola C, Rochat F et al.: Effects of 

probiotic or prebiotic supplemented milk formulas on fecal microbiota composition of infants. 
Asia Pacific Journal of Clinical Nutrition 2006, 15: 368-376. 



References 

 87 

 168.  Langlands SJ, Hopkins MJ, Coleman N, Cummings JH: Prebiotic carbohydrates modify the mucosa 

associated microflora of the human large bowel. Gut 2004, 53: 1610-1616. 

 169.  Kleessen B, Schwarz S, Boehm A, Fuhrmann H, Richter A, Henle T et al.: Jerusalem artichoke and 

chicory inulin in bakery products affect faecal microbiota of healthy volunteers. British Journal of 

Nutrition 2007, 98: 540-549. 

 170.  Waligora-Dupriet AJ, Campeotto F, Nicolis I, Bonet A, Soulaines P, Dupont C et al.: Effect of 

oligofructose supplementation on gut microflora and well-being in young children attending a day 

care centre. International Journal of Food Microbiology 2007, 113: 108-113. 

 171.  Tuohy KM, Finlay RK, Wynne AG, Gibson GR: A human volunteer study on the prebiotic effects of 

HP-inulin - Faecal bacteria enumerated using fluorescent in situ hybridisation (FISH). Anaerobe 

2001, 7: 113-118. 

 172.  Kapiki A, Costalos C, Oikonomidou C, Triantafylldou A, Loukatou E, Pertrohilou V: The effect of a 

fructo-oligosaccharide supplemented formula on gut flora of preterm infants. Early Human 

Development 2007, 83: 335-339. 

 173.  Sako T, Matsumoto K, Tanaka R: Recent progress on research and applications of non-digestible 

galacto-oligosaccharides. International Dairy Journal 1999, 9: 69-80. 

 174.  Knol J, Scholtens P, Kafka C, Steenbakkers J, Gross S, Helm K et al.: Colon microflora in infants fed 

formula with galacto- and fructo-oligosaccharides: More like breast-fed infants. Journal of 

Pediatric Gastroenterology and Nutrition 2005, 40: 36-42. 

 175.  Moro G, Minoli I, Mosca M, Fanaro S, Jelinek J, Stahl B et al.: Dosage-related bifidogenic effects of 

galacto- and fructooligosaccharides in formula-fed term infants. Journal of Pediatric 

Gastroenterology and Nutrition 2002, 34: 291-295. 

 176.  Haarman M, Knol J: Quantitative real-time PCR assays to identify and quantify fecal 

Bifidobacterium species in infants receiving a prebiotic infant formula. Applied and Environmental 

Microbiology 2005, 71: 2318-2324. 

 177.  Ito M, Deguchi Y, Miyamori A, Matsumoto K, Kikuchi H, Matsumoto K et al.: Effects of 

Administration of Galactooligosaccharides on the Human Fecal Microflora Stool Weight and 

Abdominal Sensation. Microbial Ecology in Health and Disease 1990, 3: 285-292. 

 178.  Bouhnik Y, Flourie B, DAgayAbensour L, Pochart P, Gramet G, Durand M et al.: Administration of 

transgalacto-oligosaccharides increases fecal bifidobacteria and modifies colonic fermentation 

metabolism in healthy humans. Journal of Nutrition 1997, 127: 444-448. 

 179.  Vazquez MJ, Alonso JL, Dominguez H, Parajo JC: Xylooligosaccharides: manufacture and 

applications. Trends in Food Science & Technology 2000, 11: 387-393. 

 180.  Crittenden R, Karppinen S, Ojanen S, Tenkanen M, Fagerstrom R, Matto J et al.: In vitro fermentation 

of cereal dietary fibre carbohydrates by probiotic and intestinal bacteria. Journal of the Science of 

Food and Agriculture 2002, 82: 781-789. 

 181.  Jaskari J, Kontula P, Siitonen A, Jousimies-Somer H, Mattila-Sandholm T, Poutanen K: Oat beta-

glucan and xylan hydrolysates as selective substrates for Bifidobacterium and Lactobacillus 

strains. Applied Microbiology and Biotechnology 1998, 49: 175-181. 

 182.  Zampa A, Silvi S, Fabiani R, Morozzi G, Orpianesi C, Cresci A: Effects of different digestible 

carbohydrates on bile acid metabolism and SCFA production by human gut micro-flora grown in 

an in vitro semi-continuous culture. Anaerobe 2004, 10: 19-26. 

 183.  Rycroft CE, Jones MR, Gibson GR, Rastall RA: A comparative in vitro evaluation of the 

fermentation properties of prebiotic oligosaccharides. Journal of Applied Microbiology 2001, 91: 

878-887. 



References 

 88 

 184.  Mäkeläinen H, Forssten S, Saarinen M, Stowell J, Rautonen N, Ouwehand AC: Xylo-oligosaccharides 

enhanced the growth of bifidobacteria and Bifidobacterium lactis in a simulated colon model. 
Beneficial Microbes 2010, 1: 81-91. 

 185.  Campbell JM, Fahey GC, Wolf BW: Selected indigestible oligosaccharides affect large bowel mass, 

cecal and fecal short-chain fatty acids, pH and microflora in rats. Journal of Nutrition 1997, 127: 

130-136. 

 186.  Chung YC, Hsu CK, Ko CY, Chan YC: Dietary intake of xylooligosaccharides improves the 

intestinal microbiota, fecal moisture, and pH value in the elderly. Nutrition Research 2007, 27: 

756-761. 

 187.  Lazaridou A, Biliaderis CG: Molecular aspects of cereal beta-glucan functionality: Physical 

properties, technological applications and physiological effects. Journal of Cereal Science 2007, 46: 

101-118. 

 188.  Cui SW, Wang Q: Cell wall polysaccharides in cereals: chemical structures and functional 

properties. Structural Chemistry 2009, 20: 291-297. 

 189.  May CD: Industrial Pectins - Sources, Production and Applications. Carbohydrate Polymers 1990, 

12: 79-99. 

 190.  Mandalari G, Palop CN, Tuohy K, Gibson GR, Bennett RN, Waldron KW et al.: In vitro evaluation of 

the prebiotic activity of a pectic oligosaccharide-rich extract enzymatically derived from 

bergamot peel. Applied Microbiology and Biotechnology 2007, 73: 1173-1179. 

 191.  Olano-Martin E, Gibson GR, Rastall RA: Comparison of the in vitro bifidogenic properties of 

pectins and pectic-oligosaccharides. Journal of Applied Microbiology 2002, 93: 505-511. 

 192.  Crociani F, Allesandrini A, Mucci MMB, Biavati B: Degradation of Complex Carbohydrates by 

Bifidobacterium spp. International Journal of Food Microbiology 1994, 24: 199-210. 

 193.  Peuranen S, Tiihonen K, Apajalahti J, Kettunen A, Saarinen M, Rautonen N: Combination of 

polydextrose and lactitol affects microbial ecosystem and immune responses in rat 

gastrointestinal tract. British Journal of Nutrition 2004, 91: 905-914. 

 194.  Zhong J, Luo BY, Xiang MJ, Liu HW, Zhai ZK, Wang TS et al.: Studies on the effects of 

polydextrose intake on physiologic functions in Chinese people. American Journal of Clinical 

Nutrition 2000, 72: 1503-1509. 

 195.  Coburn B, Grassl GA, Finlay BB: Salmonella, the host and disease: a brief review. Immunology and 

Cell Biology 2007, 85: 112-118. 

 196.  The Community Summary Report on Trends and Sources of Zoonotic Agents in the European 

Union in 2007. The EFSA Journal 2009: 223.  

 197.  Santos RL, Tsolis RM, Baumler AJ, Adams LG: Pathogenesis of Salmonella-induced enteritis. 

Brazilian Journal of Medical and Biological Research 2003, 36: 3-12. 

 198.  Hughes EA, Galan JE: Immune response to Salmonella: Location, location, location? Immunity 

2002, 16: 325-328. 

 199.  Jepson MA, Clark MA: The role of M cells in Salmonella infection. Microbes and Infection 2001, 3: 

1183-1190. 

 200.  Monack DM, Mueller A, Falkow S: Persistent bacterial infections: The interface of the pathogen 

and the host immune system. Nature Reviews Microbiology 2004, 2: 747-765. 



References 

 89 

 201.  Baumler AJ, Tsolis RM, Heffron F: The lpf fimbrial operon mediates adhesion of Salmonella 

typhimurium to murine Peyer's patches. Proceedings of the National Academy of Sciences of the 

United States of America 1996, 93: 279-283. 

 202.  Wilson RL, Elthon J, Clegg S, Jones BD: Salmonella enterica serovars gallinarum and pullorum 

expressing Salmonella enterica serovar typhimurium type 1 fimbriae exhibit increased 

invasiveness for mammalian cells. Infection and Immunity 2000, 68: 4782-4785. 

 203.  Neutra MR, Mantis NJ, Kraehenbuhl JP: Collaboration of epithelial cells with organized mucosal 

lymphoid tissues. Nature Immunology 2001, 2: 1004-1009. 

 204.  Jepson MA, Clark MA: Studying M cells and their role in infection. Trends in Microbiology 1998, 6: 

359-365. 

 205.  Ellermeier JR, Slauch JM: Adaptation to the host environment: regulation of the SPI1 type III 

secretion system in Salmonella enterica serovar Typhimurium. Current Opinion in Microbiology 

2007, 10: 24-29. 

 206.  Jones BD, Ghori N, Falkow S: Salmonella Typhimurium Initiates Murine Infection by Penetrating 

and Destroying the Specialized Epithelial M-Cells of the Peyers Patches. Journal of Experimental 

Medicine 1994, 180: 15-23. 

 207.  Galan JE, Curtiss R: Cloning and Molecular Characterization of Genes Whose Products Allow 

Salmonella Typhimurium to Penetrate Tissue-Culture Cells. Proceedings of the National Academy 

of Sciences of the United States of America 1989, 86: 6383-6387. 

 208.  Penheiter KL, Mathur N, Giles D, Fahlen T, Jones BD: Non-invasive Salmonella typhimurium 

mutants are avirulent because of an inability to enter and destroy M cells of ileal Peyer's patches. 
Molecular Microbiology 1997, 24: 697-709. 

 209.  Abrahams GL, Hensel M: Manipulating cellular transport and immune responses: dynamic 

interactions between intracellular Salmonella enterica and its host cells. Cellular Microbiology 

2006, 8: 728-737. 

 210.  Knodler LA, Steele-Mortimer O: Taking possession: Biogenesis of the Salmonella-containing 

vacuole. Traffic 2003, 4: 587-599. 

 211.  Hensel M: Salmonella pathogenicity island 2. Molecular Microbiology 2000, 36: 1015-1023. 

 212.  Richter-Dahlfors A, Buchan AMJ, Finlay BB: Murine salmonellosis studied by confocal 

Microscopy: Salmonella typhimurium resides intracellularly inside macrophages and exerts a 

cytotoxic effect on phagocytes in vivo. Journal of Experimental Medicine 1997, 186: 569-580. 

 213.  Santos RL, Zhang SP, Tsolis RM, Kingsley RA, Adams LG, Baumler AJ: Animal models of 

Salmonella infections: enteritis versus typhoid fever. Microbes and Infection 2001, 3: 1335-1344. 

 214.  Khan SA, Everest P, Servos S, Foxwell N, Zahringer U, Brade H et al.: A lethal role for lipid A in 

Salmonella infections. Molecular Microbiology 1998, 29: 571-579. 

 215.  van Asten AJAM, Koninkx JFJG, van Dijk JE: Salmonella entry: M cells versus absorptive 

enterocytes. Veterinary Microbiology 2005, 108: 149-152. 

 216.  Vazquez-Torres A, Jones-Carson J, Baumler AJ, Falkow S, Valdivia R, Brown W et al.: 

Extraintestinal dissemination of Salmonella by CD18-expressing phagocytes. Nature 1999, 401: 

804-808. 

 217.  Rescigno M, Urbano M, Valzasina B, Francolini M, Rotta G, Bonasio R et al.: Dendritic cells express 

tight junction proteins and penetrate gut epithelial monolayers to sample bacteria. Nature 

Immunology 2001, 2: 361-367. 



References 

 90 

 218.  Rodenburg W, Keijer J, Kramer E, Roosing S, Vink C, Katan MB et al.: Salmonella induces 

prominent gene expression in the rat colon. BMC Microbiology 2007, 7. 

 219.  Chambers JR, Spencer JL, Modler HW: The influence of complex carbohydrates on Salmonella 

typhimurium colonization, pH, and density of broiler ceca. Poultry Science 1997, 76: 445-451. 

 220.  Fukata T, Sasai K, Miyamoto T, Baba E: Inhibitory effects of competitive exclusion and 

fructooligosaccharide, singly and in combination, on Salmonella colonization of chicks. Journal of 

Food Protection 1999, 62: 229-233. 

 221.  Correa-Matos NJ, Donovan SM, Isaacson RE, Gaskins HR, White BA, Tappenden KA: Fermentable 

fiber reduces recovery time and improves intestinal function in piglets following Salmonella 

typhimurium infection. Journal of Nutrition 2003, 133: 1845-1852. 

 222.  Letellier A, Messier S, Lessard L, Chenier S, Quessy S: Host response to various treatments to 

reduce Salmonella infections in swine. Canadian Journal of Veterinary Research-Revue Canadienne 

de Recherche Veterinaire 2001, 65: 168-172. 

 223.  Letellier A, Messier S, Lessard L, Quessy S: Assessment of various treatments to reduce carriage of 

Salmonella in swine. Canadian Journal of Veterinary Research-Revue Canadienne de Recherche 

Veterinaire 2000, 64: 27-31. 

 224.  Bovee-Oudenhoven IMJ, Termont DSML, Heidt PJ, VanderMeer R: Increasing the intestinal 

resistance of rats to the invasive pathogen Salmonella enteritidis: Additive effects of dietary 

lactulose and calcium. Gut 1997, 40: 497-504. 

 225.  Toden S, Bird AR, Topping DL, Conlon MA: High red meat diets induce greater numbers of 

colonic DNA double-strand breaks than white meat in rats: attenuation by high-amylose maize 

starch. Carcinogenesis 2007, 28: 2355-2362. 

 226.  Toden S, Bird AR, Topping DL, Conlon MA: Resistant starch attenuates colonic DNA damage 

induced by higher dietary protein in rats. Nutrition and Cancer-An International Journal 2005, 51: 

45-51. 

 227.  Toden S, Bird AR, Topping DL, Conlon MA: Differential effects of dietary whey, casein and soya 

on colonic DNA damage and large bowel SCFA in rats fed diets low and high in resistant starch. 
British Journal of Nutrition 2007, 97: 535-543. 

 228.  Toden S, Bird AR, Topping DL, Conlon MA: Resistant starch prevents colonic DNA damage 

induced by high dietary cooked red meat or casein in rats. Cancer Biology & Therapy 2006, 5: 267-

272. 

 229.  Baumann H, Morella KK, Jahreis GP, Marinkovic S: Distinct Regulation of the Interleukin 1 and 

Interleukin 6 Response Elements of the Rat Haptoglobin Gene in Rat and Human Hepatoma 

Cells. Molecular and Cellular Biology 1990, 10: 5967-5976. 

 230.  Raynes JG, Eagling S, Mcadam KPWJ: Acute Phase Protein Synthesis in Human Hepatoma Cells - 

Differential Regulation of Serum Amyloid A (Saa) and Haptoglobin by Interleukin 1 and 

Interleukin-6. Clinical and Experimental Immunology 1991, 83: 488-491. 

 231.  Levy AP, Asleh R, Blum S, Levy NS, Miller-Lotan R, Kalet-Litman S et al.: Haptoglobin: Basic and 

Clinical Aspects. Antioxidants & Redox Signaling 2010, 12: 293-304. 

 232.  Burns AJ, Rowland IR: Antigenotoxicity of probiotics and prebiotics on faecal water-induced DNA 

damage in human colon adenocarcinoma cells. Mutation Research-Fundamental and Molecular 

Mechanisms of Mutagenesis 2004, 551: 233-243. 

 233.  Betsi GL, Papadavid E, Falagas ME: Probiotics for the treatment or prevention of atopic dermatitis 

- A review of the evidence from randomized controlled trials. American Journal of Clinical 

Dermatology 2008, 9: 93-103. 



References 

 91 

 234.  Fedorak RN, Dieleman LA: Probiotics in the treatment of human inflammatory bowel diseases - 

Update 2008. Journal of Clinical Gastroenterology 2008, 42: 97-103. 

 235.  Osborn DA, Sinn JK: Probiotics in infants for prevention of allergic disease and food 

hypersensitivity. Cochrane Database of Systematic Reviews 2007. 

 236.  Kleessen B, Hartmann L, Blaut M: Fructans in the diet cause alterations of intestinal mucosal 

architecture, released mucins and mucosa-associated bifidobacteria in gnotobiotic rats. British 

Journal of Nutrition 2003, 89: 597-606. 

 237.  Louis P, Flint HJ: Diversity, metabolism and microbial ecology of butyrate-producing bacteria 

from the human large intestine. FEMS Microbiology Letters 2009, 294: 1-8. 

 238.  Macfarlane GT, Macfarlane S: Models for intestinal fermentation: association between food 

components, delivery systems, bioavailability and functional interactions in the gut. Current 

Opinion in Biotechnology 2007, 18: 156-162. 

 

 

 


