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ABSTRACT 

HIV-1 infection is characterized by persistent systemic inflammation and immune activation, 

even in patients receiving effective antiretroviral therapy (ART). Translocation of microbial 

compounds from a leaky gut to systemic circulation, so called microbial translocation (MT), 

is a major driver of the immune activation. Additionally, gut microbiota dysbiosis in HIV-1 

infected patients further facilitate and fuel MT.  

The objectives of this thesis were to study: 

 how different ART regimens and usage of antibiotics affect markers of MT (I, II) 

 the alternations of gut microbiota during HIV-1 infection and the effect of ART 

(III,IV) 

In a clinical randomized trial, HIV-1 infected subjects started ART based on efavirenz (n=37) 

or ritonavir-boosted lopinavir (n=34). Levels of MT markers and of enterocyte death were 

elevated at baseline (BL), and MT markers declined until follow up after 72 weeks, but the 

reduction of anti-flagellin IgG antibodies was significant only in lopinavir treated patients. 

Levels of Intestinal Fatty Acid Binding Protein (I-FABP) remained unchanged at 72 weeks, 

but were temporarily increased after one month in efavirenz treated patients. 29 subjects with 

concomitant use of antibiotics had superior reduction of soluble CD14 (sCD14) levels. These 

data show that choice of ART and antibiotics usage could affect the kinetics of some MT 

markers. 

To further explore the impact of antibiotics usage on MT, we performed a longitudinal study 

on HIV-1 patients initiating ART without (n=13) or with (n=13) co-trimoxazole (TMP-SMX) 

as prophylaxis against Pneumocystis jirovecii. Following ART, levels of LPS-binding protein 

(LBP) were reduced only in the TMP-SMX group, whilst levels of sCD14 declined in both 

groups after one year. The LBP decrease remained significant in a multivariate analysis 

model adjusting for co-variates including BL CD4+ T-cell count. This study confirmed that 

concomitant use of antibiotics and ART in severely immune deteriorated individuals may 

beneficially influence the kinetics of MT markers. 

In the third study, the composition of gut microbiota was determined by 16S rRNA 

sequencing in 28 HIV-1 progressors, 3 Elite controllers (EC) and 9 uninfected controls at BL, 

and additionally after ten months of ART in 16 subjects. Gut microbiome α-diversity was 

reduced in HIV-1 infected individuals as compared to controls, and further declined after 

introduction of ART. At BL, α-diversity was positively correlated with CD4+ T-cell counts, 

but in contrary several markers of MT/immune activation were inversely correlated. 

Microbiome of EC had the lowest interindividual variation (ß-diversity), clustering together 

in PCoA analysis. The bacterial composition at genus level was altered in HIV-1 progressors 

with higher abundance of Lactobacillus, and depletion of Lachnobacterium, 

Faecalibacterium and Hemophilus. Thus, this study showed that the alternations of gut 



 

microbiota during HIV-1 infection are associated with the level of immune dysfunction, and 

that almost one year of ART does not restore the shifts in the gut microbiome. 

In the last work, we studied the gut microbiome of 16 EC in relation to 32 matched ART 

naive HIV-1 positive individuals and 16 uninfected controls. The number of observed genera 

and richness indices Chao-1 and ACE were significantly higher in EC as compared to naive 

patients. The gut microbiota in EC was enriched in genera Succinivibrio, Sutterella, 

Rhizobium, Delftia, Anaerofilum and Oscillospira, whilst Blautia and Anaerostipes were 

reduced. Determination of inferred bacterial functionality by PICRUSt analysis revealed that 

carbohydrate metabolism related genes were depleted in EC. In contrary, pathways related to 

fatty acid metabolism, PPAR-signaling and lipid biosynthesis proteins were more abundant in 

EC vs naive. The kynurenine pathway of tryptophan metabolism was altered only during 

progressive HIV-1 infection, and kynurenine tryptophan (K/T) ratio was inversely associated 

with gut microbiota richness. This study shows that EC have richer gut microbiota than 

untreated HIV-1 patients with progressive infection, with a unique bacterial composition and 

a distinct metabolic profile which may be involved in the control of HIV-1. 

In summary, data from the studies in my thesis reveal that MT in HIV-1 infection is reduced 

by ART but also that the choice of ART influences this decline. Additionally, the antibiotics 

usage may affect the levels of MT. The complexity, composition and functionality of gut 

microbiota are disturbed in HIV-1 infected individuals with progressive disease, whilst EC 

have a unique gut microbiota profile that eventually contributes to their control of HIV-1.    
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1 INTRODUCTION 

 

Since the appearance of the human immunodeficiency virus (HIV) epidemic, tremendous 

progress has been achieved in the treatment and care of HIV infected patients. The 

breakthrough with highly active antiretroviral therapy (HAART) at 1995-96 dramatically 

decreased AIDS related mortality and reduced prevalence of HIV related conditions. A 

systemic immune activation was early identified as a hallmark of HIV-1 infection in 

untreated patients and this feature persists even in patients treated with combined 

antiretroviral treatment (ART), regardless of undetectable plasma viral load. The chronic 

immune activation and inflammation contribute to a higher risk of both AIDS related 

clinical events and to non-AIDS related conditions
1,2

. Following initiation of ART, the 

levels of both cellular and serum biomarkers of immune activation are thus reduced, but not 

to the levels present in healthy controls
3,4

. 

There are several potential contributors fueling the low-grade inflammation, in addition to 

HIV itself. Co-infections with other viruses inducing an inflammatory response like 

cytomegalovirus, Epstein-Barr virus and hepatitis B/C may further maintain the 

inflammatory state
5-7

. Other microbial triggers, like protozoan parasites may contribute to 

additional inflammation. Thus, in endemic areas, co-infections with malaria and visceral 

leishmaniasis in HIV patients represent independent causes of intensive immune 

activation
8,9

. Moreover, translocation of bacteria or bacterial products across a damaged 

gut-blood barrier, so called microbial translocation (MT), has been proposed to be one of 

the most important mechanisms behind the chronic immune activation in HIV infection
10

.
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2 BACKGROUND 

2.1 HIV CHARACTERISTICS 

HIV is a lentivirus within the Retroviridae family, which infects host cells expressing the 

CD4 receptor, e.g. lymphocytes, monocytes, dendritic and microglia cells. In addition, an 

interaction with the co-receptors CCR5 or CXCR4 is crucial for viral cell entry
11

. By using 

the viral enzymes reverse transcriptase (RT) for generation of double-stranded DNA from the 

viral RNA templates, followed by integration of this proviral DNA into the human 

chromosomes by HIV integrase, a viral reservoir is established in the human genome. This 

persistent reservoir is formed very early during the acute infection in the resting memory 

CD4+ cells
12

. Also other cellular reservoirs exist, such as the pool of macrophages and 

follicular dendritic cells
13,14

. The viral replication rate is intensive with 10
10-11 

virions 

produced every day
15

, and together with the inborn high error rate of the RT during the DNA 

synthesis, an enormous viral diversity develops. 

Two different types, HIV-1 and HIV-2, infect humans and cause HIV related disease 

followed by AIDS, if untreated, when the function of the immune system has become 

severely deteriorated. HIV-1 is phylogenetically classified into several groups: (I) the 

worldwide spread M (major) group, representing >90% of all HIV infections, which can be 

further subdivided into 9 subtypes (A-D, F-H, J, K) and circulating recombinant forms 

(CRFs); (II) N; (III) O and (IV) P. Also unique recombinant forms exist
16

. HIV-2 is 

categorized into groups A-H
17,18

. 

The clinical course varies between the two HIV types. Typically, AIDS defining conditions 

and complications related to HIV-1 infection present 8-10 years after transmission, but a 

smaller proportion of the patients have an accelerated disease progression already after 

seroconversion over a period of 2-3 years
19

. The disease progression is slower in HIV-2 

infected, and development of low CD4+ T-cell counts complicated by opportunistic 

infections may be deferred for 20 (-30) years
20,21

. The plasma HIV-2 load is usually very low 

or undetectable during the asymptomatic course in these patients
22

, similar to the HIV-1 

infected Elite controllers who are able to spontaneously maintain viral plasma suppression 

without ART for decades
23

. 

2.2 EPIDEMIOLOGY 

In the 2016 UNAIDS Global AIDS update, an estimated 36.7 million individuals are living 

with HIV, of whom ~17 million are on ART at the end of 2015
24

. HIV-1 is responsible for 

most of the global HIV burden. The overall prevalence of HIV-2 infections is low world-

wide, and a total of 1-2 million people are expected to be HIV-2 positive. Anyhow, the 

estimated HIV-2 seroprevalence is 1-5 % in some countries in West Africa, with significant 

proportions of patients being dually infected with HIV-1
25,26

. 

In Sweden, the number of diagnosed people living with HIV was 20
th

 of June 2017:7338,  
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according to the Swedish InfCare HIV quality assurance registry, with 430 newly diagnosed 

cases in 2016. This corresponds to a prevalence of ~0.07%, which is one of the lowest in 

Europe
27

. During the last five years, 15-25% of the newly diagnosed patients contracted HIV 

in Sweden according to reports from treating physicians. However recent data suggest that at 

least 20% of migrants are infected after arrival to our country
28

. 

 

2.3 HIV-1, IMMUNE ACTIVATION AND INFLAMMATION 

HIV-1 infection is associated with activation of both the innate and adaptive parts of the 

immune system. An extensive systemic immune activation starts immediately at acute 

infection
29

, but gradually decreases during the chronic phase, though still present at 

abnormally high levels
30,31

. Even in well treated patients with undetectable plasma viral load, 

a chronic immune activation and low-grade inflammation are found
32

. 

 

 

 

Figure 1. Factors associated with immune activation during HIV-1 infection. 

 

Several components of the innate immune system are activated in HIV-1 infection. The 

myeloid dentritic cells (mDCs), presenting processed antigens to T-cells in lymph nodes with 

subsequent T-cell activation, as well as interferon-γ producing plasmacytoid dendritic cells 

(pDCs) display transcriptional profiles associated with immune activation in vivo
33

. Enteric 

mDCs become activated by mucosal bacteria like Prevotella, which may lead to both local 

and systemic immune activation
34

. Activation of monocytes/macrophages is represented by 



4 

 

increased systemic levels of sCD14, sCD163
35-37

 and inflammatory cytokines (TNF-α, 

interleukin (IL)-1 and IL-6)
38,39

. Also the neutrophils are activated with high surface 

expression of program death ligand 1 (PD-L1), and with upregulation of TNF-α and IL-6 

production
40,41

. Furthermore, overexpression of activation markers on natural killer (NK) 

cells with reduced cytolytic capacity has been reported in HIV-1 infection
42

. 

The cellular immune activation during HIV-1 infection has been extensively explored, and T-

cell activation markers may predict disease progression in untreated patients
43

. Persistent 

activation of CD4+ and particularly CD8+ T-lymphocytes is evident in the vast majority of 

naive patients
4,30

. Common cellular markers of immune activation include surface expression 

of HLA-DR and CD38. The CD4/8 T-cell ratio is also a useful tool for indirect prediction of 

immune activation
44

. 

The magnitude of CD8+ T-cell immune activation early during HIV-1 infection may predict 

the CD4+ cell decline independent of the viral load
45

. It has been assumed, that most CD4+ 

T-cells will undergo apoptosis secondary to exhaustion and senescence caused by the 

activation
46

. ART partially reverses this process, but does not fully restore the CD4+ T-cell 

dysregulation and function
47

. Recently, another mechanism behind loss of CD4+ T-cells has 

been elucidated. Depletion of these cells by pyroptosis, a process where the pool of resting 

CD4+ cells (~95% of the CD4+ T-lymphocytes) die bycaspase-1 programmed cell death 

seems to be the major cause behind the loss of CD+ T-cells in HIV-1 infection
48

. This way of 

cell death is associated with release of pro-inflammatory cytokines like IL-1ß, resulting in an 

intensive inflammatory reaction. The pyroptosis takes place mainly in lymphoid tissue, and 

CD4+ T-cells in blood seems to be highly resistant to this type of cell death
49

. Development 

of liver fibrosis has been associated with this pathway of cell death
50

, and the fibrosis in 

lymphatic tissues observed in HIV-1 infection may be related to this type of inflammatory 

cell death.  

Defects in the B-lymphocyte line may further fuel the inflammation in HIV-1 infection. 

Memory B-cells have a lower quality of response to HIV in infected subjects
51

, and also 

decreased IgA and IgG responses have been demonstrated
52

. HIV-specific antibody responses 

are improved by ART, but the overall frequencies of HIV-specific B cells remain abnormally 

low
51

. 

Increased activity in the kynurenine pathway of tryptophan catabolism, mediated by the 

enzyme indoleamine 2,3-dioxygenase 1 (IDO1), has been considered to be another important 

factor behind the chronic inflammation in HIV infection. IDO1 overactivity in HIV-infection 

may influence the ratio between gut resident regulatory T-cells and Th17+ cells
53

. This leads 

to a progressive injury of the epithelial mucosal barrier, followed by increased MT and 

immune activation
54

. 

The chronic immune activation causes a low grade inflammation that persists after initiation 

of ART, and several soluble systemic markers of inflammation are elevated. Typically, 

increase of CRP, IL-1, IL-6 and TNF-α is observed. Additionally, the coagulation system is 
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disturbed with elevated levels of D-dimer, tissue factor and von Willebrand factor. The 

alternations in the inflammation and coagulation cascades contribute to the HIV related 

complications from the cardiovascular system, musculoskeletal system, end-organ disease in 

e.g. liver and kidney, malignancies, neurocognitive impairment and accelerated aging
2
. 

2.4 MICROBIAL TRANSLOCATION 

The human gut compartment represents the largest lymphoid organ in the body, and the 

intestinal mucosa is constantly exposed to external microorganisms. It plays an important role 

for maintaining the immunological homeostasis, mediated through innate and acquired 

immunological responses
55

. Gut associated lymphoid tissue (GALT) consists of mesenteric 

lymph nodes, Peyer´s patches in the small intestine, and follicular aggregates in the large 

intestine
56

. The mucus layer in the gastrointestinal (GI) tract, consisting of proteins, 

phospholipids, electrolytes, water, secretory IgA and antimicrobial peptides, forms a 

physiological barrier against pathogenic microorganisms. Intraluminal granulocytes maintain 

control from commensal bacterial overgrowth, and submucosal macrophages and 

lymphocytes eliminate bacteria or bacterial products crossing the structural parts of the 

intestinal wall. This is based upon lined enterocytes, closely connected with tight junctions 

(intercellular structures that join GI-epithelial cells firmly together). All these parts form a 

complex construction, termed the gut-blood barrier. It strictly regulates both passive and 

active transfer of fluid, nutrients and electrolytes. In HIV-1 infection, most of the different 

anatomical and physiological parts of the gut-blood barrier are abnormal, as reviewed by 

Sandler and Douek
57

. 

The term microbial translocation (MT) refers to translocation of gut resident intraluminal 

commensal microbial products into systemic circulation without manifest bacteremia. 

Translocating microbial compounds from bacteria include peptidoglycans from the cell 

wall
58

, lipopolysaccharide (LPS) from the outer cell membrane of gram-negative bacteria
10

, 

flagellin
59,60

 and bacterial DNA
61

. Also viral RNA/DNA
62

 and ß-glucans from bacterial or 

fungal organisms may cross the blood-gut barrier
63

. MT has been linked to a spectrum of 

diseases besides HIV. It has been described e.g. in patients with inflammatory bowel disease 

(IBD)
64

, coeliac disease
65

,  infectious and alcoholic cirrhosis
66-68

, hepatitis B/C virus 

infection
66,69

, and during Dengue infection
70

. Diseases that are characterized by systemic MT 

are often associated with shifts in the gut microbiota composition. 

2.5 MARKERS OF MICROBIAL TRANSLOCATION 

There are numerous established markers of MT. Anyhow, to find appropriate tools and 

markers to estimate the magnitude of MT has been associated with several difficulties. The 

traditionally most widely used marker is LPS, a major component of the monolayer of outer 

cell membrane in most gram-negative bacteria. Thus, it is a direct marker of bacterial 

products translocating to the systemic circulation. The structure of LPS varies between 

different bacteria, and the innate immune response may differ 100-fold depending on type of 

bacterial trigger. LPS forms a complex with LPS-binding protein (LBP), membrane 
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associated or soluble CD14, MD-2 and toll-like receptor 4 (TLR4) on the surface of innate 

immune cells, preferentially monocytes and macrophages. This starts a cascade of 

intracellular processes, mediated via several pathways, whereof activation of the transcription 

factors nuclear factor kappaB (NFκB) and activator protein-1 (AP-1) are the most 

important
71

. The subsequent gene expression results in production of inflammatory cytokines 

like interleukins, TNF-α and interferons
72,73

 (Figure 2). 

 

 

 

 

Figure 2. LPS/TLR4 complex related intracellular signaling pathways.  

Adapted from: Scavenger receptor SREC-I mediated entry of TLR4 into lipid microdomains and triggered inflammatory cytokine release in 

RAW 264.7 cells upon LPS activation. Murshid A, Gong J, Prince T, Borges TJ, Calderwood SK. PLoS One. 2015 Apr 2;10(4):e0122529. 

doi: 10.1371/journal.pone.0122529. eCollection 2015. 

Although LPS has been considered to be the most established marker of MT, the analysis 

process of this marker is associated with technical issues. There is variability between 

different limulus lysate assay test kits (standard for LPS detection), but also inter-run 

variability lowers the validity of results. Additionally, the non-fasting condition at sampling 

can affect LPS levels, and endogenous circulating proteins may inhibit or degrade systemic 

LPS. 

Another direct marker of MT is systemic bacterial DNA. Traditionally, plasma PCR of the 

conserved 16S ribosomal DNA (16SrDNA) region with Sanger sequencing has been used. 

Anyhow, the sensitivity and specificity of the method are uncertain with some studies 
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showing elevated levels of 16SrDNA in HIV positive compared to negative individuals
61,74

, 

in opposite to others
75,76

. Utilizing next generation sequencing (NGS) for characterization of 

systemic bacterial DNA may enhance the diagnostic accuracy, as discussed by Svärd et al
76

. 

Several indirect markers of MT are used. LPS-binding protein (LBP) is an acute phase 

protein, mainly produced in liver and to a smaller extent in pulmonary, gastrointestinal and 

kidney epithelial cells
77-79

. It is mostly released upon LPS stimuli, but induction may also be 

triggered by other microbiological structures. Peptidoglycans from gram-positive bacteria and 

β-glucans from fungal organisms are molecules also recognized as LBP inducers
80

. 

Membrane bound CD14 is a pattern recognition receptor found mainly on macrophages, 

recognizing LPS from gram-negative bacteria, peptidoglycans and lipoteichoic acid from 

gram-positive bacteria, and lipoproteins from spirochetes
81

. Shedding of the membrane bound 

CD14 gives the soluble form sCD14, which acts as a marker of monocyte activation upon 

mainly LPS stimuli, thus appropriate as an indirect marker of MT. Anyhow, HIV itself and a 

broad spectrum of other microbial agents like Dengue, RSV, and Mycobacteria are known 

triggers of sCD14 production, which has to be considered when interpreting sCD14 

results
70,82,83

. 

Intestinal fatty acid binding protein (I-FABP) is released by enterocytes undergoing cell 

death, and elevated levels reflect damage to the small intestinal cells. As the enterocytes have 

a high turnover rate, high plasma I-FABP levels indicate an elevated loss of enterocytes 

followed by abnormally high intestinal permeability
84

. Elevated levels of I-FABP have been 

linked to inflammatory bowel diseases, septicemia and also following abdominal surgery
85,86

. 

Detection of antibody responses against the bacterial antigen flagellin has been studied in 

patients with IBD (anti-CBir1)
87

 and in patients with HIV/AIDS (anti-CBir1, anti-flagellin 

antibodies)
88,89

. Both antibodies are of IgG type, and may provide insights of the degree of 

MT over a prolonged period of time due to their long half-lifetime. 

 

2.6 MICROBIAL TRANSLOCATION IN HIV-1 INFECTION 

A rapid depletion of mucosal CD4+ T-cells, preferentially affecting the subpopulation of 

Th17+ T-cells in GALT, starts very early after acquisition of HIV
90

. The IL-17 and IL-22 

producing Th17+ cells have essential immunological properties, and are important for the 

homeostasis of epithelial cells. They produce antimicrobial peptides like defensins, support 

recruitment of neutrophils on response to intraluminal pathogenic bacteria and fungi, and 

enhance proliferation of enterocytes
91-94

.  

Furthermore, the structural integrity of the barrier in GI-tract is impaired due to the HIV 

infection, leading to a disruption of the epithelial barrier. This is caused by an increased 

turnover rate of enterocytes and destruction of the important tight junctions starting within the 

first weeks post-infection
95

. Following oral challenge with lactulose/L-rhamnose, an 
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increased urine excretion was observed in 20% of asymptomatic HIV patients, and in vast 

majority of AIDS patients, reflecting the enhanced intestinal permeability
96

. In the early HIV-

era, villous atrophy was observed in patients with wasting syndrome
97

, with subsequent 

malabsorption of carbohydrates, proteins, fat and nutrients such as zink and iron. 

Abnormally low intraluminal IgA-concentrations due to B-cell dysfunction with decreased 

proportion of mucosal plasma cells has been associated to HIV infection
98

.  Secretory IgA 

prohibits intraluminal microbes from attachment to and translocation across the epithelial 

barrier. The local IgA-deficiency may further contribute to less capacity of neutralizing 

microbial products (Figure 3). 

Figure 3. The pathogenesis of HIV-1 induced gut damage. During HIV-1 infection, CD4+ T-cells are lost, and CD8+ T-cells are activated 

in the submucosal parts of the gut. This is associated with an increased turnover of enterocytes, loss of tight junctions (connecting the 

epithelial cells strictly together), impaired recruitment of neutrophils and less production of antimicrobial peptides. Additionally, the B-

lymphocytes are dysfunctional, and intraluminal IgA concentration is lowered. As a consequence, microbial parts may translocate from gut 

lumen into systemic circulation, triggering the immune system and contributing to chronic immune activation.  

The clearance of MT products from systemic circulation takes place mainly in the liver, 

delivered via the portal vein. Hepatocytes and specialized liver resident macrophages, 

(Kupffer cells), which are activated by an innate immune response via TLR4-CD14 complex 

upon LPS-stimuli, clear most of enteric derived LPS
99

. Kupffer cells are depleted in HIV-

hepatitis C co-infection
100

, and serum markers of MT have been elevated compared to 

hepatitis C mono- infected
101

. These data suggest that MT may play an important role in the 

more rapidly developed fibrosis progress and cirrhosis observed in co-infected patients. 

Phagocytosis by mucosal macrophages is another crucial mechanism to clear translocating 

microbial products. In a study of simian immunodeficiency virus (SIV) infected rhesus 

macaques, Estes et al
95

 showed that intestinal macrophages have impaired phagocytic 

capability, and instead a dysfunctional response on translocating bacterial products is 

observed, with secretion of inflammatory cytokines. Similar findings have been reported in 

HIV infected patients, where density of mucosal macrophages was higher, but their 
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phagocytic skills were impaired
102

. Altogether, these defective compounds involved in human 

defense against microbial products invading from the intestinal lumen contribute to the leaky-

gut syndrome featuring HIV infection. 

2.7 MICROBIAL TRANSLOCATION AND ANTIRETROVIRAL THERAPY 

ART reduces markers of systemic T-cell activation, but there are conflicting data about the 

effect on MT. The choice of surrogate MT marker will most likely impact the interpretation 

of the magnitude of MT. Also co-morbidities, nadir CD4+ cell count, timing and duration of 

ART may influence level of MT after initiation of ART. Moreover, concomitant use of 

antibiotics probably may influence some of MT markers, e.g. LPS, LBP and sCD14. Most 

studies report declining LPS levels after ART initiation
10,103,104

, while no reduction was 

observed in other studies
35,105-107

. This may partly be explained by the different techniques 

and kits used for determination of the LPS levels, with associated difficulties of measuring 

LPS. Anyhow, when the more stable marker sCD14 is used, results are still diverging, with 

some presenting declining
35,105,108

 or increasing levels
104,106

 after introduction of ART. The 

trend is the same for most of the other surrogate markers, with the exception of LBP, that 

seems to decline in most of the studied HIV cohorts after starting ART
109,110

. Two studies on 

early initiation of ART during acute HIV infection did not demonstrate any positive effect on 

levels of MT markers
111,112

, although this might be due to that ART was started before any 

significant MT had developed. Such an interpretation is supported by a recent article, where 

the introduction of ART during acute HIV infection was associated with less immune 

activation and inflammation in colonic lamina propria at 24 weeks. Though, a significant 

reconstitution of CD4+ T-cells was observed in only blood and not in the sigmoid biopsies 

even after 96 weeks
113

. These data illustrate the difficulties of interpreting how organ-specific 

and systemic immune destruction and recovery are connected with inflammation and immune 

activation related to MT.  

The impact of the individual components in a HIV drug regimen is less explored. Some 

minor differences in the levels of monocyte activation markers have been observed, with 

higher sCD14 in patients on NNRTI + boosted protease inhibitors (PI), but without affecting 

the overall magnitude of MT
114

 . Interestingly, monotherapy with PI has also been linked to 

higher levels of monocyte activation markers (sCD14, sCD163), but still levels of LBP did 

not diverge from patients with standard ART, thus not indicating increased MT, so other 

mechanisms than MT may trigger the innate immune activation during PI monotherapy 
115

. In 

another cross-sectional study from Mexico, it was reported that the levels of sCD14 and I-

FABP were elevated in patients on long-term ART based on boosted atazanavir or lopinavir, 

but not in efavirenz treated subjects
116

. All together, these findings raise concerns about the 

insufficient effects of monotherapy with protease inhibitors. In contrast, viral reservoirs were 

found to be smaller in patients on NNRTI based ART
117

, and the size of the gut reservoir has 

been linked to MT
118

. To summarize, the effect of specific ART regimens and the individual 

drugs on MT during chronic HIV infection is uncertain, and has to be further investigated in 

larger scaled, preferable randomized studies. 
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2.8 THE HUMAN GUT MICROBIOTA 

The total bacterial number in the adult human gut has traditionally been estimated to be 

~10
14

, composed by 500-1000 different species, together creating an estimated biomass of 1.5 

kg
119,120

. The vast majority of the commensal bacteria in the gut resides in the colon, and only 

small fractions are located in the stomach and the small intestine. Though, in a recent paper 

the number of enteric bacteria was calculated to be ~4x10
13

, suggesting that the commonly 

accepted bacteria to human cell ratio 10:1 is much closer 1:1
121

. Bacteroides, Clostridium, 

Lactobacillus, Fusobacterium, Bifidobacterium, Eubacterium, Peptococcus, 

Peptostreptococcus, Escherichia and Veillonella are the most abundant genera forming the 

commensal gut flora
122

. The human gut microbiome has many crucial biological functions. 

This bacterial compound facilitates absorption and digestion of nutrients, and also 

biosynthesizes vitamins like biotin, thiamine and folate. Short-chain fatty acids (SCFA), such 

as butyrate, propionate and acetate, are of major importance for maintaining the gut 

homeostasis as they serve as both energy sources for endothelial cells and as signaling 

molecules
123

. They are produced by commensal Clostridia and Lactobacillales species, as 

products of fermentation of dietary fibers and end products from carbohydrates
124

. 

Additionally, the microbiome also confers resistance against invasion of pathogenic bacteria, 

and interferes with the host’s production of antimicrobial peptides. Importantly, it is also 

deeply involved in development and modulation of the immune system
125

. Early in life, gut 

colonization with lactobacilli during first two months after birth has been associated with a 

favorable cytokine pattern at the age of two years, suggesting that specific bacterial species 

may affect subsets of T helper cells
126

. 

 

2.9 GUT MICROBIOTA IN HIV-1 INFECTION 

The influence of HIV infection on gut microbial flora was first elucidated in 2008 when the 

composition of gut microbiome was assessed by fluorescence in situ hybridization and 

quantitative real-time PCR for Pseudomonas on fecal samples from 57 asymptomatic and 

ART naïve HIV patients. The presence of Pseudomonas aeruginosa was 92% in HIV 

infected vs 20% in healthy subjects, corresponding to a 10-fold increase of the Pseudomonas 

proportion of total microbiota. Further, Candida albicans was detected in all samples from 

the HIV infected, compared to 40% from the healthy population
127

, advocating a pathological 

shift in the composition of the microbial gut flora during HIV infection. Determination of gut 

microbiome with quantitative molecular techniques was first presented in a pilot study by 

Ellis et al, demonstrating that total bacterial load analyzed by 16SrDNA PCR was lower and 

the proportion of order Enterobacteriales was higher in stools of treatment naïve HIV 

infected compared to uninfected individuals. Additionally, the CD4+ cell count in duodenal 

tissue correlated negatively with the fraction of Enterobacteriales, and the total bacterial load 

was also negatively correlated to activation of CD4/8+ cells in duodenal tissue
128

, 

highlighting the importance of the gut microbiome composition as a functional trigger of 

chronic systemic immune activation. Since then, several studies using NGS have shown a 
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higher abundance of Proteobacteria and depletion of Firmicutes at phylum level in HIV+ 

populations
129-131

. More frequently, enrichment of genus Prevotella and depletion of 

Bacteroides has been reported in fecal samples
132,133

 or gut mucosal tissue
130,134

 of untreated 

chronically HIV infected subjects. Multiple bacterial species involved in production of short-

chain fatty acids, e.g. butyrate, are less represented in the fecal flora of HIV+ subjects. 

Proportions of Faecalibacterium spp., Eubacterium spp. and Coprucoccus spp. have been 

reduced in several cohorts
130,134,135

. This may influence the turnover of epithelial cells, and 

affect the tuning of immunological mucosal cells. In the complex interplay between 

intraluminal microorganisms and GALT, beneficial commensals like Lactobacillales and 

Bifidobacteria have been linked to mucosal anti-inflammatory properties
136

. The relative 

amount of both taxa is lowered in fecal flora from an HIV infected population
127,134

, and 

dietary supplementation with prebiotics has been shown to partially restore the shortage
137

.  

In a randomized trial comparing ART plus maraviroc versus placebo, the systemic and gut 

CD4+ cell counts were positively correlated to the rectal proportions of Lactobacillales. 

Additionally, higher proportions of Lactobacillales were associated with less MT in these 

treatment naïve patients, further indicating the protective qualities of these bacteria. In this 

longitudinal study, subjects were followed after initiation of ART, and the percentage of gut 

CD4+ cells correlated to the proportions of Lactobacillales after 48 weeks
138

, indicating that 

recovery of the immune system may be due to the interaction between ART and the fraction 

of beneficial commensals. According to a recent exploratory work by Dinh et al, where the 

fecal microbiota from 21 HIV patients on suppressive ART for in median 13 years was 

profiled, the composition differed significantly from healthy controls. Enrichment of 

Proteobacteria, Gammaproteobacteria, Enterobacteriales, Enterobacteriaceae, Erysipelotrichi, 

Erysipelotrichales, Erysipelotrichaceae and Barnesiella was found in HIV+ individuals
139

, 

and the abundance of pathogenic organisms correlated to markers of MT and systemic 

inflammation. Thus, dysbiosis of gut microbiota with related MT and immune activation 

seems to persist for more than a decade even with fully suppressive ART, but 

supplementation with pre/probiotics may be possible therapeutic strategies. The choice of 

ART regimen may also be of importance, as only a combination of 2 NRTIs + integrase 

inhibitor was able to restore the diversity loss and systemic inflammation in a cross-sectional 

study on HIV-1 patients. But still, in this work no major shifts in the gut microbiome were 

observed at phylum level before or after initiation of ART
114

. 

2.10 ELITE CONTROLLERS 

Elite controllers (EC) constitute a unique subset of HIV-1 infected individuals with the ability 

to spontaneously control the HIV-1 replication over time without ART, representing less than 

1% of the total HIV-1 population
23

. Until today, there has been sparse data about MT in this 

group of HIV-1 patients. In the pioneering work by Brenchley et al, EC demonstrated higher 

levels of LPS compared to uninfected controls, but levels tended to be lower than in the HIV-

1 progressors
10

. This finding was confirmed by Hunt et al, who investigated 30 EC, and 

found that the proportion of activated (CD38+ HLA-DR+) CD4+ and CD8+ cells were 

higher compared to both HIV-1 negative individuals and patients virologically suppressed by 
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ART. The plasma LPS levels were also significantly elevated in EC compared to HIV 

negative controls, consistent with gut MT
140

. Later on, the number and proportion of CD17+ 

T-cells in gut biopsies from EC have been shown to be similar to HIV-1 negative 

individuals
141

. In a recent study from Kim et al
142

, four EC with a median duration of HIV-1 

infection for 18.5 years did have similar plasma levels of LPS and sCD14 at baseline as HIV 

negative controls, thus without evidence of increased MT in these EC. The blood CD8+ T-

cell activation was also similar in both groups, but the CD4/CD8 ratio was lower in EC 

compared to HIV negative controls, and higher levels of D-dimer and IL-6 were observed in 

EC. All EC received ART for 6 months, but did not normalize their levels; nevertheless 

CD4/CD8 ratio was positively affected. Interestingly, a reduction of the mucosal Th17+ cell 

polyfunctionality was observed after ART discontinuation, but no long-term follow up of MT 

was performed in order to search for a progressive MT. In a Brazilian cohort, 7 EC and HIV 

negative controls were found to have comparable sCD14 levels, but in EC with occasional 

viremic episodes (<30% of frequency of transient viremia between 81 and 400 copies per 

mL), sCD14 levels were significantly higher compared to healthy controls
143

. Taken these 

divergent data together, further studies of MT in EC are warranted. 
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3 AIMS 

The general aim was to assess the MT and the composition of gut microbiota in HIV-1 

infection. Additionally, we wanted to explore the influence of antiretroviral therapy and 

antibiotics on MT. 

Study I 

Vesterbacka Jan, Nowak Piotr, Barqasho Babilonia, Abdurahman Samir, Nyström Jessica, 

Nilsson Staffan, Funaoka Hiroyuki, Kanda Tatsuo, Andersson Lars-Magnus, Gisslèn 

Magnus, Sönnerborg Anders. Kinetics of microbial translocation markers in patients on 

efavirenz or lopinavir/r based antiretroviral therapy. PLoS One. 2013;8(1):e55038 

The aim was to examine how levels of MT markers were longitudinally affected up to 72 

weeks after initiation of two different ART regimens in HIV-1 infected individuals, and to 

investigate the influence of antibiotics use on MT. 

Study II 

Vesterbacka Jan, Barqasho Babilonia, Häggblom Amanda, Nowak Piotr. Effects of Co-

Trimoxazole on Microbial Translocation in HIV-1-Infected Patients Initiating 

Antiretroviral Therapy. AIDS Res Hum Retroviruses. 2015 Aug;31(8):830-6 

The aim was to determine the levels of MT markers in HIV-1 patients initiating ART with or 

without co-trimoxazole (TMP-SMX) prophylaxis. 

Study III 

Nowak Piotr, Troseid Marius, Avershina Ekatarina, Barqasho Babilonia, Neogi Ujjwal, 

Holm Kristian, Hov Johannes R, Noyan Kajsa, Vesterbacka Jan, Svärd Jenny, Rudi Knut, 

Sönnerborg Anders. Gut microbiota diversity predicts immune status in HIV-1 infection. 

AIDS. 2015 Nov 28;29(18):2409-18 

The aim was to investigate the diversity and composition of gut microbiota in treatment naive 

HIV-1 patients, and to examine the relation between gut microbiota and immune status. 

Additionally, we studied the effect of ART after one year. 

Study IV 

Vesterbacka Jan, Rivera Javier, Noyan Kajsa, Parera Mariona, Neogi Ujjwal, Calle Malu, 

Paredes Roger, Sönnerborg Anders, Noguera-Julian Marc, Nowak Piotr. Richer gut 

microbiota with distinct metabolic profile in HIV infected Elite Controllers. Sci Rep. 2017 

Jul 24;7(1):6269. doi: 10.1038/s41598-017-06675-1 

The aim was to explore the composition and functionality of gut microbiota in EC as 

compared to HIV-1 infected patients with progressive disease. 



14 

 

 

4 METHODS 

4.1 SUBJECTS 

 

Paper I 

In a Scandinavian randomized clinical phase IV efficacy trial (RCT) trial (NORTHIV), 239 

ART naïve HIV-1 infected subjects received allocated intervention. In our substudy, the 

patients were randomized to ART with either the non-nucleoside reverse transcriptase 

inhibitor (NNRTI) efavirenz (EFV) + 2 nucleoside reverse transcriptase inhibitors (NRTIs) 

once daily (n= 37), or ritonavir-boosted lopinavir (LPV) + 2 NRTIs twice daily (n= 34). 

Plasma was collected at baseline (BL) and after 72 weeks (w72). Data on antibiotic therapy 

was available in 63/71 patients, of whom 29 received antibiotics at BL (n= 27) and/or w72 

(n= 10), while 34 had not been given antibiotics at any of the two time points.  

Paper II 

Patients with HIV-1 infection (n= 26) followed at the Department of Infectious Diseases, 

Karolinska University Hospital, Stockholm, Sweden, who initiated first line ART, were 

selected from a larger cohort based on sample availability. They were classified into two 

groups dependent on whether they started ART and concomitantly TMP-SMX prophylaxis 

against Pneumocystis jirovecii (160mg/800mg three times a week) (n= 13) or not (n= 13). 

Plasma was collected at first visit at the clinic (BL), at one month (FU1) and after one year 

(FU2). TMP-SMX was started in median 7 days (IQR 1.5-21) and ART 12 days (7.5-15) 

after BL. In the non-TMP-SMX group ART was initiated 21 days (8.5-52) after BL. ART 

consisted of two NRTIs: tenofovir (n=15), abacavir (n=6) or zidovudine (n=4) in combination 

with lamivudine/emtricitabine, and the NNRTI efavirenz (n=7) or one of ritonavir boosted 

protease inhibitors (PI/r) LPV (n=8), darunavir (n=4) or atazanavir (n=6), with exception of 

one patient in the group of ART only who was treated with the integrase inhibitor raltegravir 

+ darunavir/r. 

Paper III 

An observational cohort of 31 HIV-1-infected individuals was recruited from the HIV 

Outpatient Clinic at Karolinska University Hospital, Stockholm, Sweden. Additionally, a sex 

and age-matched control group of nine healthy HIV-1-seronegative individuals was included. 

Stool and peripheral blood samples were collected from all study participants at baseline and 

for 19 patients at follow-up (median 10 months; interquartile range 4–15) after ART 

introduction. ART consisted of two NRTIs in combination with a NNRTI (n=8) or a PI/r 

(n=11). Neither patients nor controls had been prescribed antibiotics or consumed probiotics 

during the preceding 2 months, or had infectious diarrhea. 
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Paper IV 

Totally, 48 HIV positive subjects and 16 HIV negative controls were recruited from the out-

patient HIV clinic at Karolinska University Hospital, Stockholm, Sweden. All viremic 

progressors were ART naive (naive). Exclusion criteria were inflammatory bowel disease or 

infectious gastroenteritis within the last four weeks. EC were defined by: (I) HIV positive for 

≥ 1 year and with ≥ 3 consecutive viral loads (VLs) <75 c/ml over one year with all previous 

VLs <1000 c/m, or (II) HIV positive for ≥ 10 years, with ≥ 2 VLs and ≥ 90% of all VLs <400 

c/ml. The study subjects were categorized into three groups (EC: n=16; naive: n=32; 

negative: n=16) and matched by Body Mass Index (BMI), age, gender and sexual practice. 

Plasma and stool samples were collected from the participants. Four female EC had been on 

short time ART due to pregnancy (three for 3.5 months, one for 14 days), all more than four 

years before study entry.  

4.2 FLOW CYTOMETRY AND VIRAL LOAD 

Determination of CD4/8+ T-cell counts and plasma HIV-1 RNA load was performed as part 

of the clinical routine with flow cytometry and CobasAmplicor (Roche Molecular Systems 

Inc., Branchburg, New Jersey, USA), respectively.  

4.3 ISOLATION OF PERIPHERAL BLOOD MONONUCLEAR CELLS AND 
IMMUNOPHENOTYPING 

Peripheral blood mononuclear cells (PBMCs) were isolated from EDTA-treated blood using 

Hypaque-Ficoll (GE Healthcare) density gradient centrifugation, counted with 

Nucleocounter® and finally cryopreserved at -150ºC in fetal bovine serum (Sigma-Aldrich) 

containing 10% DMSO (Sigma-Aldrich), at a concentration of 10
6
 cells/ml of 

cryopreservation media. At the analysis day, samples were thawed and PBMCs stained for 

HLA-DR and CD38 as markers of immune activation of CD4+ and CD8+ T- cells, and for 

FoxP3 and CD25 as markers of CD4+ T-regulatory cells
44

. 

4.4 MARKERS OF MICROBIAL TRANSLOCATION 

At day of sampling, plasma specimens from EDTA-treated blood were frozen at -80ºC to be 

thawed later. The samples were analysed in a blind fashion in relation to patient identity, 

clinical data and treatment response. Quantification of LPS was determined by limulus 

amebocyte assay (LAL, Lonza, Maryland, USA), according to manufacturer´s directives, but 

with modifications as described by Troseid et al
103

. LBP, sCD14 and I-FABP levels were 

assessed by enzyme-linked immunosorbent assays (ELISA) (Hycult biotech, R&D Systems, 

USA and DS Pharma Biomedical Co, Japan; respectively), according to the instructions from 

respective manufacturer. For the studies with longitudinal design, all samples from the same 

patient were assayed on the same plate. Antibody titers to flagellin levels were determined by 

an in-house anti-flagellin specific IgG ELISA
144

 using purified flagellin monomers from S. 

typhimurium (InvivoGen, USA), as it has been shown that human sera have a similar 
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recognition pattern of flagellin monomers whether isolated from flagellated E. coli or 

S.typhimurium
145

. Summarily, microwell plates (MWP) were coated overnight with purified 

flagellin from S. typhimurium (25 ng/well). Plasma samples from the study subjects were 

diluted 1:1000 and applied to the MWP the day after. After incubation and washing, the 

MWPs were incubated with HRP-conjugated antihuman IgG. Determination of total IgG 

levels was performed by commercial ELISA, following the manufacturer’s procedure 

(MABTECH, Nacka, Sweden). 

4.5 SOLUBLE MARKERS OF INFLAMMATION AND TRYPTOPHAN 
CATABOLISM 

To assess the level of inflammation in plasma, quantification of IL-6 (R&D, Minnesota, 

USA), hs-CRP (Abcam, UK), D-Dimer (Technoclone, Austria) and sCD163 (R&D) was 

done by ELISA. Plasma levels of metabolites from tryptophan catabolism were measured by 

high-performance liquid chromatography (HPLC) (http://bevital.no). All analyses were 

performed according to the manufacturers´ instructions. 

4.6 FECAL SAMPLE COLLECTION 

In paper III, the fecal samples were frozen after donation, and later stored in -70 °C. The stool 

specimens were weighed, and S.T.A.R. (Stool Transport and Recovery; Roche, Basel, 

Switzerland) buffer solution was added to each sample at a ratio of ~1 (stool) to 3 (S.T.A.R. 

buffer) within 1 month. In order to achieve homogenous suspension, the samples were 

vortexed and then stored at -80 °C before DNA extraction, as previously described
146

. In 

paper IV, a sterile tube without preservation media for fecal sampling was used when study 

participants were able to donate feces adjacent to their study visit at the out-patient clinic. The 

samples were frozen and instantly stored at -80º C. Participants who submitted feces at home 

were instead using the PSP
®
 Spin Stool DNA sampling tube (Stratec Biomedical). These 

stool samples were delivered to the clinic by the participant, or instantly sent by post and 

stored at -70
o
C according to the manufacturer´s instructions

147
.  

4.7 EXTRACTION OF DNA FROM STOOL SAMPLES 

In paper III, the stool specimens were weighed, and S.T.A.R. (Stool Transport and 

Recovery; Roche,Basel, Switzerland) buffer solution was added to each sample at a ratio of 

~1 (stool) to 3 (S.T.A.R. buffer). Samples were vortexed to achieve homogenous 

suspension and then stored at -80 °C. The frozen stool samples were thawed on ice. 

Microcentrifuge tubes(2 mL) containing 250-mg glass beads (<106 µm) were filled with a 

suspension volume of 0.5 mL of the stool sample. To achieve bacterial cell lysis, 

homogenization was performed using a MagNaLyser (Roche) twice at 2000 rpm for 40 s, 

with 40 s cooling between runs. The samples were kept cold during the rest phase to avoid 

DNA degradation due to overheating. This step was followed by centrifugation at 12 300 g 

for 5 min. The supernatant lysate solution was then transferred to a new microcentrifuge 

tube in two replicates (designated parallel A and B) for each of the samples. Fifty 

microlitres supernatant from the tubes were transferred to a KingFisher 96-well plate as 

http://bevital.no/
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previously described
146

, and DNA extraction from supernatant lysate solution was performed 

using the Mag 
TM

 mini kit (LGC, Middlesex, UK). In paper IV, PowerSoil DNA Extraction 

Kit (MO BIO Laboratories, Carlsbad, CA, US) was used, following the manufacturers´ 

recommendations, respectively. 

4.8 SEQUENCING OF GUT MICROBIOTA 

In summary, the extracted DNA was amplified by PCR, with primers targeting the variable 

V3-V4 region from the bacterial 16S rRNA gene according to protocols. The amplified DNA 

products were washed to remove non-DNA material, followed by attachment of sequencing 

adapters and dual indices. The sequencing was performed on an Illumina
TM

 platform, 

generating paired-end reads of 300 bases in each direction. After a second round of cleanup, 

PCR-amplicons were quantified using Quant-iT™ PicoGreen® dsDNA Assay Kit 

(Invitrogen, Carlsbad, MA, USA). 

4.9 SEQUENCE ANALYSIS 

In paper III, QIIME ver.1.8.0 (Quantitative Insights into Microbial Ecology) software was 

used for analyses of sequences after processing of the reads. From the full dataset, 10 000 

sequences per sample were randomly selected in order to guarantee equivalent information. 

Taxonomy classification was built on Operational taxonomic units (OTUs), requiring 97% 

cluster identity. α-diversity was calculated using number of observed species, Shannon, and 

reciprocal Simpson’s diversity indexes. To estimate the ß-diversity, principal coordinate 

analysis (PCoA) was performed, and assessments were also made with the weighted Unifrac 

and Bray–Curtis indices
148

, using MATLAB R2013a software (MathWorks, USA).  

In paper IV, sequencing data was processed using Mothur
149

 phylotype approach. 

Preprocessed sequences were classified using RDP algorithm
150

 in combination with 16s 

rRNA Silva database
151

. To assess α-diversity, richness and Shannon and Simpson indices 

were computed using R/vegan library
152,153

 randomly selecting subsamples of ten thousand 

counts for each subject. 

Bacterial genera count table were normalized to relative abundance measures. These were 

used to compute Bray – Curtis dissimilarity between each pair of individuals. This index was 

served as input ordination analysis using non-metric multidimensional scaling (NMDS). 

Correlation between NMDS plot axis coordinates and inflammation parameters were tested 

by applying Spearman test. Additionally, a PERMANOVA (adonis) test was performed on 

this distance matrix to partition different sources of variation using R/vegan package. 

The function of bacterial microbiome was inferred using PICRUSt
154

 on GreenGenesDB
155

 

classified phylotypes. Counts were normalized by considering 16S rRNA gene copy number. 

To infer the gene content, the normalized phylotype abundances were multiplied by the 

respective set of gene abundances, represented by Kyoto Encyclopedia of Genes and 

Genomes (KEGG) identifiers estimated for each taxon. 
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4.10 STATISTICAL ANALYSES 

4.10.1 Paper I + II 

Non-parametric statistics were applied. Two-tailed Mann-Whitney U-test was used for 

comparisons between independent groups, and Wilcoxon signed rank test for analyses of 

longitudinal paired data. Spearman´s rank test was used for determination of correlations 

between two variables. Differences in levels of MT markers between patients with or without 

antibiotics adjusted for co-variables in paper I was determined with ANCOVA. In paper II, 

differences in levels of MT markers at the different sampling points were analyzed with a 

generalized linear mixed-effects model adjusting for significant co-variables, and this model 

was based on parametric analyses. Data were analyzed by GraphPad Prism v. 5.02-04, R 

2.13.1 and STATA 12 SE/12.The significance level was set at 0.05. 

4.10.2 Paper III 

Non-parametric statistics were applied. Analyses of data between two independent groups 

were performed by two-tailed Mann-Whitney U-test, and by Wilcoxon signed rank test for 

comparisons of longitudinal samples from baseline and follow-up. α-diversity indexes were 

compared in QIIME software using a t test based on Monte Carlo permutations, whereas 

Kruskal–Wallis test was used for comparisons of ß-diversity. Correlations were analyzed 

with Spearman’s rank tests. Multivariate linear regression models included only age and sex 

as covariates because of the small sample size, and assumptions for use of the model were 

fulfilled. A two-tailed significance level of 0.05 was used. P values were corrected for 

multiple testing using false discovery rate (FDR).  The statistical analyses were performed 

with SPSS software, version 19.0.  

4.10.3 Paper IV 

Multiple group differences in diversity indices, bacterial abundances, inflammation and 

activation markers were analyzed via Kruskal–Wallis rank-based test, and Benjamini–

Hochberg correction was applied to correct for multiple testing
156

. Two-tailed Mann-Whitney 

U-test was used for comparisons of inflammation markers between two groups. 

Associations between bacterial genera, functional pathways and inflammatory markers were 

performed with Spearman´s rank test. Associations with a Benjamini–Hochberg adjusted p-

value lower than 0.01 were considered as relevant, and when plotting the heatmap, 

inflammatory parameters associated with less than two bacteria were discarded. Bacterial 

genus and functions were ordered in the heatmap using Ward hierarchical clustering.  

To evaluate the power of the classification of individuals according to the composition profile 

of their microbiome, a LASSO penalized logistic regression model was computed for each 

pair of profiles as previously described
157

. LiblineaR and pROC libraries were used to obtain 

the regression models, represent ROC curves and estimate accuracy of the model using AUC. 
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5 RESULTS 

5.1 PAPER I+II 

The detailed characteristics of HIV-1 infected subjects at baseline are presented in table 2 in 

paper I and table 1 in paper II. In summary, 71 treatment naive patients starting first line ART 

with LPV or EFV combined with two NRTIs were included in paper I. Data on use of 

antibiotics was available for 63 patients. In paper II, naive patients were starting ART with 

(n=13) or without (n=13) concomitant TMP-SMX prophylaxis. Historical data from healthy 

controls were used for comparison of levels of MT markers. 

5.1.1 Levels of LPS 

Overall LPS levels at BL were elevated in HIV-infected subjects, and declined in paper I at w 

72 in both treatment groups (Figure 4). In paper II, the BL LPS levels correlated with CD4+ 

T-cell count and were lower in the more immunocompromised (TMP-SMX) group. At one 

month (FU1), LPS levels increased in the non-TMP-SMX group, but remained unaffected as 

compared to BL in both groups after one year of ART.  

 

Figure 4. Plasma levels of LPS before and after 72 weeks of ART (paper I). 
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5.1.2 Levels of sCD14 

The BL levels of sCD14 were increased and correlated with VL in both cohorts (ρ=0.42, p= 

0.0002; ρ=0.55, p=0.005, respectively), negatively with CD4+ T-cells in paper I (ρ=-0.42, p = 

0.0003) and with LBP in paper II (ρ=0.42, p=0.03). Levels were highest in the group with 

lowest CD4+ T-cell counts (TMP-SMX), and were longitudinally reduced by initiation of 

ART in all groups of HIV-1 infected patients.  

 

5.1.3 Levels of LBP 

LBP levels were analyzed in paper II, and were elevated at BL in TMP-SMX as compared to 

non TMP-SMX group. A negative correlation (ρ= -0.65) was found at BL between LBP and 

CD4+ T-cell counts, which had a tendency to be most prominent in TMP-SMX group. LBP 

levels in TMP-SMX group were longitudinally distinctly reduced at FU2. No fluctuations in 

levels of LBP were found in the non-TMP-SMX group between BL and FU2, but this group 

had low LBP levels already at BL, almost at the same levels as the healthy controls used in 

paper IV. The reduction was still significant after adjustment for BL CD+ T-cell counts and 

viral load in the generalized linear mixed-effects model.  

 

5.1.4 Levels of anti-flagellin antibodies 

The levels of anti-flagellin IgG antibodies were assessed in paper I. All HIV-patients had 

detectable levels at BL. We found a reduction at w72, which was significant only in LPV/r 

treated individuals after stratifying the patients to their respective treatment group. Total IgG 

levels were as expected elevated at BL, and declined until w72. The ratio between of anti-

flagellin IgG and total IgG was used for verification of the reduction of specific anti-flagellin 

IgG. Also the ratio was reduced, confirming decline of anti-flagellin specific IgG and not 

only total IgG. We detected a positive correlation between LPS and anti-flagellin antibodies 

at BL and w72, but otherwise no associations with any of the other MT markers were present.  

5.1.5 Levels of I-FABP 

Also I-FABP levels were abnormally high in both cohorts at BL, with further increase at w72 

in EFV treated subjects in paper I. We also observed a temporary increase of I-FABP 

between BL and FU1 in TMP-SMX treatment arm in paper II, but after one year (FU2) there 

was no differences in I-FABP levels as compared to BL for any of the groups. After 

stratifying the subjects in paper II by type of NRTI treatment, we found that only the 15 

patients starting tenofovir (Tenofovir Disoproxil Fumarate, TDF) had elevated levels of I-

FABP at FU1. Additionally we categorized subjects upon increasing or decreasing I-FABP at 

FU1, and compared the CD4+ T-cell development in each group to investigate whether the 

transient I-FABP elevation could reflect systemic immunoreconstitution. We observed that 
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the CD4+ T cell recovery was 103 cells/µl in the group with increasing and 210 cells/µl in the 

group with decreasing I-FABP levels. 

5.1.6 Antibiotics and microbial translocation markers 

In paper I, we observed that use of antibiotics at BL (27 /71) or/and ongoing antibiotic 

treatment was associated with lower levels of sCD14 at w72 after adjusting for significant co-

variates with ANCOVA analysis.  

In paper II, levels of LBP were lower after one year in TMP-SMX treated individuals, also 

after adjusting for co-variates with the generalized linear mixed-effects model. A reduction 

was not observed in the other treatment arm with patients on ART without TMP-SMX 

treatment. As mentioned above, differential I-FABP levels were found at FU1 with elevation 

in TMP-SMX group, but this difference could not be confirmed in the multi-variate analysis. 

No difference in the kinetics of LPS or sCD14 levels was found between HIV patients on 

ART with or without concomitant use of antibiotics. 

 

5.2 PAPER III+IV 

The detailed description of the cohorts´ characteristics at BL is presented in respective Table 

1 in paper III+IV. To summarize, we included 31 HIV-1 infected individuals of whom three 

were EC, and 9 HIV-negative controls in paper III. Blood and fecal samples were obtained at 

BL and after one year. In paper IV, 48 HIV-1 infected patients and 16 HIV-seronegative 

controls were included. This was a cross-sectional study, where samples from blood and 

feces were collected at a single time point. 

 

5.2.1 Gut microbiota diversity in treatment naive patients 

5.2.1.1 α-diversity 

The α-diversity of gut microbiota represents the diversity of bacteria within each individual. 

In our cohorts, we found that the number of observed bacterial taxa was lower in HIV-

infected patients without ART as compared to seronegative controls (Figure 5), and lowest in 

the most immunocompromised patients. Further assessment with both Shannon and Simpson 

index revealed dissimilarities in the fecal microbiota between HIV patients and negative 

controls, with decreased indices in the HIV-1 infected population. We also found that 

richness estimated by indices ACE and Chao-1 was lower in HIV-infected patients with 

progressive disease (Figure 6). 
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Figure 5. Number of observed bacterial species in relation to number of analyzed sequences (paper III). 

 

 

Figure 6. Richness (genus level) and diversity indices in HIV-1 infected and negative controls (paper IV). 
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5.2.1.2 ß-diversity 

ß-diversity represents the inter-individual differences, heterogenecity, of fecal microbiota 

composition between different populations. Normalized bacterial counts were used for 

calculation of weighted Unifrac and Bray-Curtis dissimilarity indices, yielding highest ß-

diversity in patients with progressive HIV, and lowest in EC as compared to negative 

controls. Based upon results from calculation of ß-diversity indices, a principal coordinate 

analysis (PCoA) was performed in paper III, and non-metric multidimensional scaling 

(NMDS) and LASSO regression analysis in paper IV. The LASSO model analyses revealed 

that the composition of the gut microbiota was more different in individuals with progressive 

disease compared to negative and EC. In paper III, PCoA showed that the gut microbiota was 

overlapping between HIV progressors and negative controls, whilst the three EC were 

clustering together as presented in Figure 7. This initial observation was confirmed in paper 

IV, where the EC were clustering together in the NMDS analyses, indicating a unique gut 

microbiota composition in these individuals (Figure 8). 

 

 

Figure 7. Differences in ß-diversity between viremic patients (VP), Elite controllers (EC), and healthy controls (CTR) in PCoA  

(paper III). 
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Figure 8. Clustering of Elite controllers (EC) in NMDA analysis (paper IV). 

 

5.2.2 Composition of gut microbiota in treatment naive patients 

Description of the bacterial community is built on a hierarchic ranked-based classification 

system with several taxonomic levels. In bacteriology, the highest level is phylum, followed 

by class, order, family, genus and species. We analyzed the BL fecal bacterial composition at 

several levels. In paper III, Firmicutes, Bacteroidetes, and Actinobacteria were the most 

abundant phyla, and no significant differences between HIV-1 seropositive and negative 

individuals were detected (Figure 9). Some differences were found between patients with 

progressive disease and EC, with a higher relative abundance of Actinobacteria and lower 

proportion of Bacteriodetes in HIV progressors. 

 

 

 

Figure 9. Distribution of five most abundant bacterial phyla in ART naive patients and negative controls (paper III). 
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At genus level, we found several compositional differences between HIV-infected and 

negative controls. The relative abundance of Lachnobacterium, Faecalibacterium, 

Hemophilus, Anaerofilum, Delftia, Oscillospira, Sutterella and Rhizobium was reduced, and 

proportions of Lactobacillus, Blautia and Anaerostipes were increased in HIV progressors 

compared to negative controls (Figure 10). The compositional differences between EC, HIV 

progressors and negative controls are described in paragraph 5.2.6. 

 

 

 

Figure 10. Heat map illustrating differences in bacterial genera between controls, untreated viremic HIV-1 individuals and Elite 

controllers (EC) (paper III). 

 

5.2.3 α-diversity, immune status and inflammation 

In treatment naive patients, the number of observed unique bacterial sequences in paper III 

and IV correlated to the CD4+ T-cell count in the univariate analyses (ρ=0.59, p=0.009; 

ρ=0.58, p<0.0001, respectively). After adjustment for covariates sex and age in a multivariate 

regression analysis in paper III, the independent association between the observed bacterial 

species and the CD4+ T-cell count persisted. For every gain of a bacterial species, the CD4+ 

T-cell count increased with 0.88 cells/µL. After adding a third followed by all covariates to 

the model, it was shown that only the number of observed species and LPS were 
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independently associated with CD4+ T-cell counts. The number of observed species and 

Shannon α-diversity index were negatively correlated to markers of MT (LPS, LBP), and 

soluble markers of immune activation (sCD14, sCD163, CD4/8+ T-cell ratio). We also 

observed strong negative correlations (ρ ~ -0.6) between proportions of activated CD4/8+ T-

cells and observed genera/richness indices ACE and Chao-1 in paper IV. No significant 

correlations between α-diversity and soluble markers of inflammation were found in this 

cohort. 

5.2.4 Tryptophan catabolism and gut microbiota 

The serum kynurenine/tryptophan (K/T) ratio is commonly used as a marker of IDO1 

activity, and is elevated during HIV infection
158

. Our analyses confirmed that K/T ratio is 

increased in patients with progressive HIV-1 infection, but we found no evidence of 

abnormal IDO1 activity in EC compared with negative controls. Additionally, levels of 

several metabolites from tryptophan degradation were abnormal in HIV progressors; 

xanthurenic and kynurenic acid levels were lower and anthralinic acid levels higher. 

Interestingly, K/T ratio correlated negatively to the number of observed genera and richness 

indices ACE and Chao-1. Furthermore, we observed significant correlations between NDMS 

axis 2 and tryptophan, xanthurenic acid and K/T ratio in the NMDS analysis, with a 

separation of HIV progressors from EC and negative controls, indicating a different 

tryptophan catabolism related to microbiota differences between these groups of individuals. 

At genus level, we were able to associate only Rhizobium with K/T ratio, and these were 

negatively correlated to each other. 

5.2.5 Effects of ART on gut microbiota 

ART had significant effect on the gut microbiota after longitudinal follow up. 19 patients 

were starting ART, and after almost one year the α-diversity was further reduced as compared 

to BL, with lowered number of observed species and Shannon index. In contrary, ß-diversity 

increased as a consequence of bacterial taxa changes within the individuals. The composition 

of microbiota was altered at both phylum and genus level after introduction of ART. Fecal 

proportions of genus Prevotella (phylum Bacteroides) were significantly depleted at follow 

up, and the abundance equaled that in negative controls. In phylum Firmicutes, abundance of 

genera Lachnospira, Oribacterium and Oscillospira was reduced. Finally, genus Sutterella 

(phylum Proteobacteria) was less prevalent in fecal microbiota after ART. 

5.2.6 Elite controllers 

5.2.6.1 Microbial translocation, inflammation and tryptophan catabolism 

The levels of MT markers LBP and sCD14 were low in our cohort of EC, and equal to those 

in seronegative controls. However, levels of inflammatory parameters hs-CRP and IL-6 were 

elevated in EC compared to negative controls. We found no evidence of increased cellular 

immune activation in EC as compared to controls when assessing the proportion of activated 

CD38+ HLA-DR+ CD4/8 T-cells. Plasma levels of tryptophan, the related catabolism 
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metabolites and K/T ratio were same in EC and controls, thus lower than in HIV progressors. 

All together, these data suggest that EC don´t have increased MT or immune activation, but 

persistent low-grade inflammation as compared to healthy controls. 

5.2.6.2 Gut microbiota 

Analyses of EC revealed a richer gut microbiota with higher number of observed genera and 

richness indices compared to HIV progressors, but not different from negative controls. As 

mentioned earlier, EC had less inter-individual variation of the gut microbiota composition 

than negative controls and HIV progressors, clustering together in the multidimensional 

scaling analyses PCoA and NMDS who are based on the ecological dissimilarity indices.  

Sequencing data showed that the abundance of several taxa was differential in EC. At phylum 

level, Bacteroidetes were enriched and both Proteobacteria and Actinobacteria depleted in EC 

vs HIV progressors. At genus level, Succinivibrio and Sutterella were more abundant in EC 

as compared to both HIV progressors and negative controls. Moreover, genera of Rhizobium, 

Delftia, Anaerofilum and Oscillospira were more enriched in EC vs HIV progressors, but 

were not significantly different from negative controls (Figure 11). 

 

 

 

Figure 11. Compositional differences in fecal microbiota between Elite controllers (EC), naive patients and negative controls (paper 

IV). 
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5.2.6.3 Inferred functionality of gut microbiota 

To predict the metagenomic inferred functional content of gut microbiota, PICRUSt analysis 

of gene contents was used based on the KEGG database. At the higher level II, carbohydrate 

metabolism pathway was decreased in the bacterial metagenome of EC as compared to both 

HIV progressors and negative patients. Genes encoding cardiovascular diseases and 

circulatory system pathways were instead enriched in EC as compared to HIV progressors, 

but not different from negative controls. At the more specific KEGG level III, we found that 

carbohydrate metabolism related pathways were less abundant in EC vs HIV progressors. 

These included galactose metabolism, pentose-glucoronate interconversions, pyruvate 

metabolism and pentose-phosphate pathway (PPP). Additionally, PPP was also less prevalent 

in EC vs negative controls. The predicted lipid metabolism associated pathways were mostly 

similar in EC and negative controls, and metagenomics proportions were different from HIV 

progressors. This was illustrated by lower proportions of genes encoding metabolism of fatty 

acids and lipid biosynthesis proteins in HIV progressors. EC had significantly higher 

proportions of genes involved in pathways related to synthesis and degradation of ketone 

bodies, also compared to negative controls. Anyhow, the secondary bile acid biosynthesis 

metabolism pathway, that plays an essential role in cholesterol homeostasis, was less 

represented in EC as compared to the other groups. PPAR (peroxisome proliferator-activated 

receptors)-signaling pathway, involved in metabolism of lipids, carbohydrates and proteins, 

was less abundant in HIV progressors compared with EC and controls. Bacterial genes 

involved in metabolism of tryptophan were less abundant in HIV progressors, but were 

equally abundant in EC and negative controls (Figure 12). 
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Figure 12. The metagenomic functional content of gut microbiota predicted by inferred PICRUSt analysis (paper IV).  
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6 DISCUSSION 

MT is one of the causes behind the persistent low-grade inflammation in well-treated HIV-1 

infected patients
10,159

. Most studies of MT in such patients associate the introduction of ART 

with declining levels of MT markers, but even in fully virologically suppressed patients, MT 

is significantly higher than in uninfected individuals
10,35,103,104

. 

In the first study we addressed the question whether the type of ART influences MT using the 

samples from an RCT. Our findings of a unified reduction of LPS and sCD14 after 72 weeks 

of ART in both treatment arms (NNRTI vs PI/r) are similar to previous reports
10,35,103,104,109

. 

The decreased levels of MT markers may be related to restoration of submucosal Th17+ T-

cells, enhanced epithelial cell integrity and/or recruitment of neutrophils in the gut. 

Nevertheless, LPS and sCD14 levels were still abnormally high after 1.5 years of full viral 

suppression in our study, and were actually even elevated as compared to patients with active 

inflammatory bowel disease
64,160

. 

ART was followed by declining levels of anti-flagellin IgG antibodies, but the reduction was 

significant only in LPV treated patients. We hypothesize that the choice of ART could 

directly modulate the composition of bacteria with a reduction of the number of flagellin 

containing gram-negative bacteria. It has been shown that LPV/r has an antimalarial 

activity
161

, and the older NRTI zidovudine has been found to have a direct antibacteridal 

effect on several enterobacteria, e.g. Escherichia coli and Klebsiella oxytoca
162

. Additionally, 

we have earlier shown that the levels of anti-flagellin antibodies and LPS were lower in HIV 

patients on TB-treatment in a Vietnamese cohort
89

. Alternatively, the difference may be 

explained by a more rapid restoration of the blood-gut barrier by LPV as compared to EFV.  

In opposite to the other markers, I-FABP levels did not decline in our patient populations 

during the follow-up. Actually, an increase at w72 was detected in paper I, but it remained 

significant only for EFV treated patients. In paper II, a transient I-FABP elevation was 

observed after one month, preferable in individuals with TDF containing regimen. Similarly, 

in a work by Sereti et al, patients starting very early EFV based ART (within 2-3 weeks of 

their infection) had increasing I-FABP levels during the first two weeks of treatment, which 

remained elevated after two years of viral suppression
163

. On the contrary, I-FABP levels 

were higher in a Mexican cohort of patients treated for more than five years with boosted 

atazanavir or LPV as compared to EFV treated and seronegative controls, but the cross-

sectional study design with relatively few participants limits the conclusions from this 

work
116

. As I-FABP reflects the death and turnover of enterocytes, and not directly MT, we 

speculate that the antiretrovirals themselves may have a detrimental effect on enterocytes and 

suggest that I-FABP has a limited value as estimator of MT. 

As antibiotics modulate the diversity and composition of the gut microbiota
164,165

, we studied 

the influence of antibiotics on the level on MT markers in cohorts I and II. Use of TMP-SMX 
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as Pneumocystis jirovecii prophylaxis is recommended to HIV-patients with a CD4+ T-cell 

count <200/µL, and is frequently started in combination with ART. This antibiotic has a 

broad antibacterial spectrum, covering both gram-negative and –positive organisms, and is 

also active against the opportunistic agent Toxoplasma gondii. In the paper I, we found that 

levels of sCD14 were significantly lower at week 72 in patients using antibiotics at BL or in 

those with ongoing antibiotic treatment, but no effect of antibiotics on any of the other MT 

markers was observed. Serving as a marker of macrophage/monocyte activation upon a wider 

range of microbial stimuli and not as a direct marker of MT, levels of sCD14 may better 

represent the overall innate host response to gut-resident microbial triggers. The importance 

of sCD14 as an important predictive marker has previously been demonstrated when the 

mortality risk of HIV infected individuals has been independently correlated to plasma levels 

of sCD14
36

.  

In study II, levels of sCD14 tended to be higher in TMP-SMX group at BL, but in this set of 

patients we could not confirm the antibiotics’ effect on sCD14 at FU2 after one year. On the 

other hand we found that LBP levels were significantly reduced in the group of TMP-SMX 

treated patients suggesting additional antibiotic effect. Surprisingly BL LPS levels were 

lower in TMP-SMX group, and no longitudinal alternations in LPS levels were observed at 

all until end of study. This may reflect that 8/13 patients in this group received antibiotics or 

antifungals within 6 months from BL, with a compositional shift in the gut microbiome from 

gram-negative to gram-positive bacteria including Firmicutes
166

, altered proportions of fungal 

organisms
63

 or viruses such as Adenoviridae and Anelloviridae
167

 as suggested by others. 61.5 

% of TMP-SMX patients had stopped prophylaxis at FU2, and this might have influenced the 

longitudinal development of LPS levels due to TMP-SMX related alternations in the 

composition of gut microbiota, which at least partially was inversed when the prophylaxis 

was completed. LBP induction may origin from bacteria, fungi but also viruses
168

, and 

elevation of LBP levels in the more immunosuppressed group may be caused by LBP release 

induced by broader microbial triggers. LBP elevation due to IRIS during HIV/TBC co-

infection has also been reported
169

. The reduction of LBP levels in the univariate analysis was 

further confirmed with multivariate analysis. As the results were divergent between LBP and 

LPS, and LPS detection could be substantially influenced by microbiome shifts and 

methodological issues
170

, we suggest that LBP is a more appropriate marker of MT than LPS. 

As our first two studies strongly imposed that MT may be affected by alterations in the gut 

microbiota, we proceeded with analyses of the fecal bacterial composition in different HIV 

populations; HIV progressors and EC. We were able to show that the α-diversity in treatment 

naive HIV progressors is significantly reduced as compared to seronegative controls, 

similarly to work by others 
134,171,172

. The lowest number of bacterial species was detected in 

the most immunodeficient patients and we could report the novel finding that the α-diversity 

of gut microbiota is positively correlated number of CD4+ T-cells. The inter-individual 

diversity was highest in HIV progressors, lower in controls and lowest in EC. This followed 

observations from e.g. Mutlu et al, who showed a more dispersed distribution of fecal 

microbiota samples in HIV-infected as compared to negative controls
134

. 
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Others have described dysbiosis in HIV patients , with enrichment of phylum Proteobacteria 

and depletion of Bacteriodetes, Firmucutes and family Ruminococcaceae and 

Lachnospiraceae
114,115,134,171,162

. We found significant depletion of Lachnobacterium (phylum 

Lachnospiraceae), Faecalibacterium (Ruminococcaceae), Hemophilus, Delftia, Sutterella, 

Rhizobium (Proteobacteria), Anaerofilum, Oscillospira (Firmicutes) at genus level in HIV 

progressors. Several of these genera exhibit immunomodulatory capacities which may disturb 

the enteric homeostasis. For instance, Faecalibacterium is a major producer of the SCFA 

butyrate, which promotes differentiation of regulatory T-cells in colon
173

. Sutterella has been 

linked to fecal IgA-levels, and may affect differentiation of  Th17+ cells
174,175

, and members 

of Rhizobium are able to convert tryptophan to indole-3-aceticacid
176

, a metabolite that may 

reduce Th17+ cells and IL-22 production
177,178

.  Genus Lactobacillus, Blautia and 

Anaerostipes were all more abundant in HIV progressors vs negative controls, but Prevotella 

genus was not enriched in our cohort as described by others
132,133,166

. Still, the abundance of 

Prevotella was decreasing in HIV progressors after receiving ART for one year. 

Interestingly, we could determine taxa differences between the three EC and HIV 

progressors. Phylum Bacteroidetes was less and both Proteobacteria and Actinobacteria more 

abundant in HIV progressors compared with EC.  

Due to the low number of included EC in the third study, we aimed to expand our 

observations of the compositional gut microbiota differences in a larger EC cohort, 

additionally addressing the metabolic functionality of fecal microbiota. Compared with HIV 

progressors and negative controls, EC had a higher relative abundance of two genera:  

Succinivibrio and Sutterella. We hypothesize that these genera are of special interest and 

important contributors to immunological control mechanisms in EC, even though their 

relative abundance is low, only about 0.05-0.5%.Thus, we found a significant positive 

correlation between proportions of Sutterella and CD4+ T-cell counts, and negative 

association to markers of CD4/8+ T-cell activation. Depletion of Sutterella has been observed 

in gut microbiota during other conditions where the adaptive immune system is involved, e.g. 

in multiple sclerosis and in lymphoma patients after bone marrow transplantation
179,180

. 

Genus Succinivibrio may be of even more interest, given that we were able to show that 

initiation of ART was followed by enrichment of Succinivibrio in study III. Additionally, 

others have demonstrated that production of metabolites by members of Succinivibrionaceae 

was associated with immune recovery after initiation of ART, thus giving a mechanistic 

explanation behind the relation between abundance of Succinivibrio and its immunological 

effects
181

. 

A differential abundance of four genera was found between EC/negative controls and HIV 

progressors; Rhizobium, Delftia, Anaerofilum and Oscillospira were all depleted in HIV 

progressors. Only one genus, Rhizobium, correlated with K/T ratio suggesting that these 

bacteria may be key modulators in microbiota related tryptophan catabolism. As described 

above, Rhizobia produce the immunomodulatory catabolite indole-3-acetic acid affecting 

levels of IL-17/22, and should affect the mucosal levels of tryptophan. A lower abundance of 
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these bacteria may be followed by higher intraluminal concentrations of tryptophan, causing 

induction of IDO1 from gut resident macrophages, leading to lower serum tryptophan 

concentrations and higher K/T ratio that we observed in our analyses. This may also be 

mirrored in the functional analyses, where we found the inferred metagenomic abundance of 

tryptophan metabolism pathway was reduced in gut microbiota of HIV progressors as 

compared to EC and negative controls. CD4/8 T-cell ratio may be used as a marker of 

immune activation, higher ratio reflects less activation. Fecal depletion of genus Oscillopira 

has been associated to the inflammatory Crohn`s disease and obesity
182,183

, and it has been 

speculated that Oscillopira probably may produce the  SCFA butyrate
184

. In our HIV cohort, 

abundance of genus Oscillopira was strongly positively correlated to CD4/8 T-cell ratio, and 

negatively to activated (HLA-DR+) CD4/8+ T-cells, and thus lower abundance of this taxa 

seems to be causing immune activation also in HIV-1 infection. Low abundance of genus 

Anaerofilum has been related to higher intestinal permeability
185

, and may in our cohort 

contribute to the abnormal MT observed in HIV progressors. 

Inferred functional analysis of gut metagenome with PICRUSt revealed very intriguing 

differences between HIV progressors, EC and negative controls. The proportion of bacterial 

genes encoding pathways involved in metabolism of carbohydrates was significantly lower in 

EC. More specifically, pentose phosphate pathway, glucoronate interconversions-, and 

pyruvate metabolism pathways related genes were less represented in EC compared to HIV 

progressors and negative controls. Also bacterial galactose metabolism was lowest in EC, but 

this difference remained significant only against HIV progressors. In contrary, we were able 

to observe that proportion of genes involved in metabolism of lipids and fatty acids was 

lowest in HIV progressors, with exceptions of secondary bile acid biosynthesis pathway, 

which was depleted in EC but not different between HIV progressors and controls. Also 

PPAR (peroxisome proliferator-activated receptors)-signaling pathway, which has a major 

role in metabolism of fatty acids and lipids but also carbohydrates and proteins
186

, was 

significantly reduced in HIV progressors. In contrary, lineolic acid metabolism pathway was 

enriched in HIV progressors. This is a long-chain essential fatty acid, precursor of 

arachidonic acid, which may prevent lymphoproliferation and downregulate adaptive 

immune cells
187

. 

Based on our results, we theorize that the bacterial composition and function of gut 

microbiota upon metabolism of lipids, carbohydrates and other nutrients interfere with and 

shape the enteric part of the host’s immune system. The bacterial genomic pool in EC seems 

to be unique, favoring metabolism of lipids and with lower bacterial proportions involved in 

metabolism of carbohydrates and secondary bile acids. This is of extraordinary interest, as 

intracellular metabolic pathways involved in carbohydrate and lipid metabolism are important 

regulators of both innate and adaptive immune cells
188

. If the gut microbiota in EC is of 

importance for maintaining the immunological and sustained viral control in these patients, 

therapeutic interventions such as transplantation of bacteria with immunomodulatory effects 

could be one way to proceed to reduce immune activation and inflammation in HIV-1 

infection. 
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Fecal microbiota transplantation (FMT) has also been considered as a therapeutic option in 

diseases accompanied by gut microbiota dysbiosis and MT. Mb Crohn`s disease and 

ulcerative colitis are featured by structural damage in the gut wall originating from 

autoimmune inflammation, and an abnormal shift in the gut microbiome is found during both 

active and inactive disease. A successful attempt to achieve clinical remission and endoscopic 

improvement with FMT in an otherwise treatment refractory patient with Mb Crohn was 

recently reported
189

, and remission rates after FMT in patients with ulcerative colitis 

diagnosed within one year before intervention were superior as compared to more durable 

disease in a randomized study
190

. These findings warrant more randomized studies in IBD 

field. FMT as a therapeutic option in metabolic diseases with dysbiotic gut microbiota like 

diabetes type 2 and obesity has also been proposed as a plausible way to approach alternative 

treatments for these conditions
191

. For instance, allogenic FMT from lean donors was 

followed by increased peripheral insulin sensitivity for a period of 6 weeks in patients with 

hypermetabolic syndrome
192

, and several clinical studies on FMT as treatment of obesity are 

ongoing (www.clincaltrials.gov). 

We acknowledge that all results from gut microbiota studies are influenced by external 

factors. Diet, intake of antibiotics and alcohol all have a major impact
165,193-195

, and both  

sexual practices and exercise modulate the composition and functionality of gut 

microbiota
196,197

. Travelling has also been associated with rapid shifts in microbiota 

composition
198

. Additionally, acute conditions like gastroenteritis and many chronic diseases 

may all contribute to alternations of microbiota. All of these confounding factors are seldom 

considered in reports from microbiome studies due to the complexity behind these metadata. 

This may to some extent explain why the results from gut microbiota analyses from different 

populations and studies are not unified. 
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7 CONCLUSIONS 

HIV-1 infected individuals have elevated levels of microbial translocation (MT) markers, 

with the exception of Elite controllers. Introduction of ART is followed by declining levels of 

MT, though not normalized under long term follow up (up to 72 weeks). The choice of ART 

regimen affects the kinetics of some MT markers. Concomitant use of ART and antibiotics 

seems to have an additional impact on microbial translocation. 

Moreover, we show that gut microbiota dysbiosis features HIV-1 infection, with lower 

number of represented taxa and reduced intraindividual (α-) diversity. Furthermore, CD4+ T-

cell counts and α-diversity are positively correlated in untreated subjects. The inter-individual 

differences (ß-diversity) are highest in HIV-1 patients with progressive disease, whereas the 

gut microbiota variability in Elite controllers is much lower, and the gut bacterial 

composition in these patients is different from other HIV-1 infected patients. 

Abundance of several taxa is altered in HIV-1 infected as compared to negative controls, 

furthermore differences are present also between EC and other HIV-1 infected individuals. 

Following ART, α-diversity is further reduced and composition modified at genus level. 

Functional analyses of the gut bacterial metagenome reveal that Elite controllers have a 

unique enteric metabolic profile. Bacterial genes encoding carbohydrate metabolism 

pathways are less abundant compared to both other HIV-subjects and negative controls. 

Additionally, abundance of pathways related to metabolism of lipids and fatty acids are 

different in EC from HIV-1 progressors. As metabolites from bacterial digestion of nutrients 

are deeply involved in the development and control of the human immune system, we suggest 

that the gut microbiota in Elite controllers may be one of the factors involved in the sustained 

virological and immunological control observed in this minor set of HIV-1 infected 

individuals. We also propose that fecal microbiota modulation by supplementation of 

pre/probiotics or fecal microbiota transplantation may have positive influence on 

inflammation related HIV pathogenesis in treated HIV-1 patients. 
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8 FUTURE PLANS AND PERSPECTIVES 
 

The data in this doctoral thesis confirm that microbial translocation features HIV-1 infection 

even in well treated individuals, and that the bacterial composition and its inferred 

functionality are profoundly altered as compared to uninfected individuals. Additionally, the 

gut microbiota in Elite controllers is different from both uninfected and other HIV infected 

subjects. 

 

As metagenomics analyses suggest that the relation between carbohydrate and lipid 

metabolism is differential in Elite controllers controlling their infection, further metabolomics 

studies are warranted in order to estimate the levels of fecal metabolites, e.g. tryptophan 

catabolites, in the different populations. If such differences are confirmed, it should be 

explored in what specific mechanisms these metabolites modulate immune cells. One way to 

proceed could be to investigate the transcriptome of immune cells like CD4/8+ T-cells, B-

cells and innate immune cells, and correlate the transcriptome to differential bacterial taxa or 

metabolites. 

 

Additionally, we found that the richness of the gut microbiota was inversely correlated to K/T 

ratio, which reflects IDO1 activity that is contributing to hyperinflammation. So far, most 

interventional studies on probiotics supplementation have focused on suspensions containing 

single or very few bacterial species. Our observation indicates that alternative therapeutic 

interventions modulating gut microbiota richness and not only composition are warranted in 

order to reduce HIV-related inflammation. 
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9 SAMMANFATTNING PÅ SVENSKA 

Trots effektiv behandling med bromsmedicinering kvarstår en kronisk aktivering av 

immunförsvaret samt låggradig inflammation vid HIV-1 infektion. En viktig mekanism som 

driver inflammationen är s.k. mikrobiell translokation (MT). Detta innebär att delar från 

tarmens bakterier, svamp eller parasiter läcker över en av HIV skadad tarm-blod barriär. De 

mikrobiella komponenterna aktiverar i kroppen både det medfödda och förvärvade 

immunförsvaret. Detta återföljs av ökad inflammation som anses bidra till den förhöjda risk 

för sena komplikationer i form av t.ex. hjärt-kärlsjukdom, maligniteter och kognitiva 

funktionsnedsättningar som observerats hos HIV-patienter. 

Syftet med detta doktorandprojekt har varit att studera hur insättande av olika 

bromsmediciner påverkar graden av MT, samt även hur samtidig användning av antibiotika 

påverkar MT. Därtill även att undersöka tarmflorans sammansättning vid obehandlad HIV-1 

infektion, samt efter insatt bromsmedicinering. Slutligen ville vi även kartlägga tarmflorans 

sammansättning samt biologiska funktionalitet hos s.k. Elite controllers, sällsynta HIV-1 

patienter som utan bromsmedicinering själva kan kontrollera sitt virus och upprätthålla 

normalt immunförsvar i upp mot 30 år. 

I delarbete I, en randomiserad klinisk studie, startade obehandlade HIV-1 patienter 

bromsmedicinering baserad på efavirenz eller lopinavir. Blodmarkörer för MT var förhöjda 

innan behandling, sjönk efter 72 veckor men var även då förhöjda jämfört med historiska 

friska kontrollpersoner. Vissa skillnader beträffande nivån på MT markörer observerades 

mellan de olika typerna av bromsmedicinering. Därutöver påvisades också en signal 

indikerande att antibiotika gynnsamt påverkade aktiveringen av det medfödda 

immunförsvaret. Resultaten från denna studie talar för att val av HIV preparat, samt 

eventuellt också användning av antibiotika kan ha betydelse för inflammationsutvecklingen 

hos HIV-1 patienter på sikt.  

I delarbete II påbörjade obehandlade HIV-1 patienter bromsmedicinering med eller utan 

samtidig trim-sulfa behandling (antibiotika förebyggande mot Pneumocystis jirovecii 

lunginflammation). Även här konstaterades förhöja markörer för MT i blod innan behandling. 

Patienter som erhöll samtidig behandling med trim-sulfa hade en bättre nedgång av vissa MT 

markörer, även efter justering för relevanta variabler som grad av immundefekt (antal CD4+ 

celler) och HIV-1 virusmängd i blod. Resultaten i detta arbete antyder att antibiotika-

användning kan påverka markörer för MT, vilket man bör beakta vid tolkning av studier som 

undersöker MT vid HIV-1 infektion. 

I delarbete III kartlades den bakteriella tarmfloran hos HIV-1 patienter med 16S rRNA-

sekvensering innan, samt efter knappt ett års behandling med bromsmedicinering. 

Obehandlade patienter uppvisade en lägre bakteriell diversitet (artrikedom) i tarmen, mätt 

som antal samt proportioner av påvisade arter hos den enskilde individen (alfa-diversitet), 
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samt därutöver återfanns även en ökad variation av arter på gruppnivå (beta-diversitet). Efter 

påbörjad bromsmedicinering kunde ingen förbättring av diversiteten iakttas. Alfa-diversiteten 

var direkt korrelerad till immunstatus mätt som antal (CD4+) immunceller i blod. Flertalet 

skillnader mellan HIV-1 infekterade och friska kontrollpersoner observerades både på 

bakteriers släkt- och artnivå, med bl a ökad förekomst av Lactobaciller och minskad frekvens 

av Lachnobacterium, Faecalibacterium och Hemophilus hos HIV-1 infekterade. Detta arbete 

visar att förändringar av tarmfloran kan kopplas till grad av immundefekt vid HIV-1 

infektion, och att förändringarna i tarmfloran består trots nästan ett års behandling med 

bromsmediciner.  

I delarbete IV undersöktes den bakteriella tarmflorans sammansättning och funktionalitet 

baserat på 16S rRNA-sekvensering med PICRUSt analys hos 16 HIV-1 infekterade Elite 

controllers, hos HIV-1 infekterade med normalt framskridande sjukdom samt HIV negativa 

kontroller. Till skillnad från övriga HIV-1 infekterade hade Elite controllers tarmflora samma 

alfa-diversitet som och även störst likhet med floran hos HIV negativa kontrollpersoner. Flera 

bakteriella släkten var överrepresenterade i tarmfloran hos Elite controllers jämfört med 

övriga, såsom Sutterella samt Succinivibrio, och även flertalet skillnader mellan Elite 

controllers och övriga HIV-1 infekterade kunde identifieras. Vid funktionsanalys av 

tarmfloran konstaterades att den bakteriella andelen av floran som är inblandad i metabolism 

av kolhydrater var lägre hos Elite controllers, medan dessa individer istället hade en högre 

andel bakterier inblandade i metabolism av fetter och olika fettsyror jämfört med övriga HIV-

1 infekterade. Denna studie visar således att Elite controllers har en unik tarmflora med en 

funktionalitet som avviker både från övriga HIV-1 infekterade samt HIV negativa 

kontrollpersoner. Detta kan möjligen bidra till dessa individers förmåga till att upprätthålla en 

långvarig egenkontroll av HIV-infektionen. 

 

Sammanfattningsvis visar avhandlingens studier att bromsmedicinering och eventuellt 

antibiotika minskar graden av MT, samt att val av bromsmedicinering kan vara av betydelse. 

Dessutom har HIV-1 infekterade individers tarmflora en avvikande sammansättning och 

funktion, men Elite controllers skiljer sig från övriga HIV-1 infekterade då de besitter en unik 

tarmflora som möjligen bidrar till deras långvariga kontroll av HIV-1 infektionen. 



40 

 

10 ACKNOWLEDGEMENTS 
 

Piotr, min huvudhandledare. Du introducerade mig till detta spännande forskningsområde, 

och motiverade mig att genomföra detta projekt. Du har alltid varit extremt tillgänglig och 

stöttande under hela processen, klok och en bra förebild. Du har gedigna kunskaper, och har 

alltid varit villig att dela med dig av dessa. Vi har kunnat diskutera allt mellan himmel och 

jord, och du har genomgående varit ett stort stöd på alla plan. Många tack. 

 

Anders S, min bihandledare. Det är du som är anledningen att detta blev av. Med din stora 

erfarenhet och mycket höga kompetens har du stöttat och stadigt hållit min kompasslinje rak i 

forskningsdjungeln, bland formalia och aldrig sinande byråkrati. Tack, jag uppskattar det 

verkligen. 

 

Anders U, min mentor. Du känner mig, mina styrkor och svagheter väl. Med din klokhet och 

forskningsexpertis har det varit en trygghet att ha möjlighet att kunna uttnyttja en sån resurs. 

Hoppas också vi (eller snarare våra kroppar) håller för innebandy länge framöver... 

 

Alla nuvarande och före detta medlemmar i forskningsgrupp Sönnerborg. Speciellt 

Babilonia, Samir, Jessica och Kajsa för allt arbete med provhantering, labanalyser samt 

vetenskapligt utbyte. Amanda för dina statistiska bidrag och övrig hjälp. Ujjwal för dina 

kloka synpunkter och annan hjälp. 

 

Alla medförfattare och samarbetspartners, speciellt: Marius Trøseid med kollegor i Norge, 

samt Marc Noguera-Julian och Javier Rivera Pinto med kollegor i Spanien, Barcelona för 

hjälp med mikrobiota- samt biostatistiska analyser. Även Magnus Gissle´n samt Staffan 

Nilsson i Göteborg för viktiga bidrag till delarbete I. 

 

Alla medarbetare på infektionskliniken Karolinska. Lena D, Ywonne L, Lennart Ö och 

Anette P för möjligheten att få värdefull forskningstid. Hilmir, Anna N, Bertil, Jakob och 

Ola B för alla slags utbyten genom åren. Anders T för att du alltid tagit dig tid för att bolla 

patientfall och andra knepigheter. Gudmundur för all inspiration och mycket omfattande 

kunskap du delar med dig av inom bl.a. medicin och statistik. Johannes för din starka 

drivkraft och framåtanda, kanske blir det mer tid för ultraljud framöver. Johanna och 

Karolin för all vägledning. Urban för våra forskningsdiskussioner i Etiopien, vilka 

motiverade mig att komma igång med mitt eget projekt. Samtliga i den föredömliga och 

mycket kompetenta personalen på I56 som håller koll på mig inklusive den otroligt viktiga 

och duktiga forskningspersonalen inkluderande den nu mera pensionerade Marja. 

 

Johan U, Martin K , Hartwig, Daniel T, Johan K och Göran för återkommande 

själavårdande tillfällen med ytliga och djupare reflektioner och visionering. 

 

Tidigare medarbetare på Infektionskliniken i Västerås. Speciellt f.d. överläkare Birgitta 

Olofsson, som med fantastisk klinisk färdighet lärt mig infektionsmedicin från grunden. 

 

Mina föräldrar, Krister och Birgitta för all omtanke, stöd och hjälp genom åren. Min bror 

Kim och syster Annika för er support och stöttning. Mina morföräldrar Kurt och Berit som 

alltid värnat om familjen och uppmuntrat utbildning. Stig och Irene för all stöttning samt 

hjälp på hemmaplan. 

 

Slutligen, min älskade familj. Malin, tack för din förståelse, tålmodighet och stöd under åren 

där jag tidvis behövt grotta ner mig i arbetet och sitta bakom stängd dörr. Lovisa, Isak och 

Sigrid – tack för all glädje ni ger. 



 41 

Paper II was reprinted with permission from AIDS RESEARCH & HUMAN 

RETROVIRUSES, August, 2015, by Vesterbacka et al., published by Mary Ann Liebert, 

Inc., New Rochelle, NY. 



42 

 

 

11 REFERENCES 

 

1. Tenorio AR, Zheng Y, Bosch RJ, et al. Soluble markers of inflammation and 

coagulation but not T-cell activation predict non-AIDS-defining morbid events during 

suppressive antiretroviral treatment. J Infect Dis. Oct 15 2014;210(8):1248-1259. 

2. McComsey GA, Kitch D, Sax PE, et al. Associations of inflammatory markers with 

AIDS and non-AIDS clinical events after initiation of antiretroviral therapy: AIDS 

clinical trials group A5224s, a substudy of ACTG A5202. Journal of acquired 

immune deficiency syndromes. Feb 1 2014;65(2):167-174. 

3. French MA, King MS, Tschampa JM, da Silva BA, Landay AL. Serum immune 

activation markers are persistently increased in patients with HIV infection after 6 

years of antiretroviral therapy despite suppression of viral replication and 

reconstitution of CD4+ T cells. J Infect Dis. Oct 15 2009;200(8):1212-1215. 

4. Hunt PW, Martin JN, Sinclair E, et al. T cell activation is associated with lower CD4+ 

T cell gains in human immunodeficiency virus-infected patients with sustained viral 

suppression during antiretroviral therapy. J Infect Dis. May 15 2003;187(10):1534-

1543. 

5. Hunt PW, Martin JN, Sinclair E, et al. Valganciclovir reduces T cell activation in 

HIV-infected individuals with incomplete CD4+ T cell recovery on antiretroviral 

therapy. J Infect Dis. May 15 2011;203(10):1474-1483. 

6. Smith MZ, Bastidas S, Karrer U, Oxenius A. Impact of antigen specificity on CD4+ T 

cell activation in chronic HIV-1 infection. BMC infectious diseases. 2013;13:100. 

7. Bruno R, Sacchi P, Puoti M, et al. Pathogenesis of liver damage in HCV-HIV 

patients. AIDS reviews. Jan-Mar 2008;10(1):15-24. 

8. Chavale H, Santos-Oliveira JR, Da-Cruz AM, Enosse S. Enhanced T cell activation in 

Plasmodium falciparum malaria-infected human immunodeficiency virus-1 patients 

from Mozambique. Memorias do Instituto Oswaldo Cruz. Dec 2012;107(8):985-992. 

9. Casado J, Abad-Fernandez M, Moreno S, et al. Visceral leishmaniasis as an 

independent cause of high immune activation, T-cell senescence, and lack of immune 

recovery in virologically suppressed HIV-1-coinfected patients. HIV medicine. Jan 21 

2015. 

10. Brenchley JM, Price DA, Schacker TW, et al. Microbial translocation is a cause of 

systemic immune activation in chronic HIV infection. Nat Med. Dec 

2006;12(12):1365-1371. 

11. Loetscher P, Moser B, Baggiolini M. Chemokines and their receptors in lymphocyte 

traffic and HIV infection. Advances in immunology. 2000;74:127-180. 

12. Ruelas DS, Greene WC. An integrated overview of HIV-1 latency. Cell. Oct 24 

2013;155(3):519-529. 

13. Lebargy F, Branellec A, Deforges L, Bignon J, Bernaudin JF. HIV-1 in human 

alveolar macrophages from infected patients is latent in vivo but replicates after in 



 43 

vitro stimulation. American journal of respiratory cell and molecular biology. Jan 

1994;10(1):72-78. 

14. Schacker T, Little S, Connick E, et al. Rapid accumulation of human 

immunodeficiency virus (HIV) in lymphatic tissue reservoirs during acute and early 

HIV infection: implications for timing of antiretroviral therapy. J Infect Dis. Jan 

2000;181(1):354-357. 

15. Coffin J, Swanstrom R. HIV pathogenesis: dynamics and genetics of viral populations 

and infected cells. Cold Spring Harbor perspectives in medicine. Jan 01 

2013;3(1):a012526. 

16. Neogi U, Siddik AB, Kalaghatgi P, et al. Recent increased identification and 

transmission of HIV-1 unique recombinant forms in Sweden. Scientific reports. Jul 25 

2017;7(1):6371. 

17. Peeters M, D'Arc M, Delaporte E. Origin and diversity of human retroviruses. AIDS 

reviews. Jan-Mar 2014;16(1):23-34. 

18. Hemelaar J. The origin and diversity of the HIV-1 pandemic. Trends in molecular 

medicine. Mar 2012;18(3):182-192. 

19. Olson AD, Guiguet M, Zangerle R, et al. Evaluation of rapid progressors in HIV 

infection as an extreme phenotype. Journal of acquired immune deficiency 

syndromes. Sep 01 2014;67(1):15-21. 

20. Marlink R, Kanki P, Thior I, et al. Reduced rate of disease development after HIV-2 

infection as compared to HIV-1. Science. Sep 09 1994;265(5178):1587-1590. 

21. Jaffar S, Grant AD, Whitworth J, Smith PG, Whittle H. The natural history of HIV-1 

and HIV-2 infections in adults in Africa: a literature review. Bulletin of the World 

Health Organization. Jun 2004;82(6):462-469. 

22. Andersson S, Norrgren H, da Silva Z, et al. Plasma viral load in HIV-1 and HIV-2 

singly and dually infected individuals in Guinea-Bissau, West Africa: significantly 

lower plasma virus set point in HIV-2 infection than in HIV-1 infection. Archives of 

internal medicine. Nov 27 2000;160(21):3286-3293. 

23. Okulicz JF, Lambotte O. Epidemiology and clinical characteristics of elite controllers. 

Current opinion in HIV and AIDS. May 2011;6(3):163-168. 

24. UNAIDS. Global AIDS update 2016. 2016. 

http://www.unaids.org/sites/default/files/media_asset/global-AIDS-update-

2016_en.pdf. 

25. Chang LW, Osei-Kwasi M, Boakye D, et al. HIV-1 and HIV-2 seroprevalence and 

risk factors among hospital outpatients in the Eastern Region of Ghana, West Africa. 

Journal of acquired immune deficiency syndromes. Apr 15 2002;29(5):511-516. 

26. Nicolas D, Ambrosioni J, Paredes R, et al. Infection with human retroviruses other 

than HIV-1: HIV-2, HTLV-1, HTLV-2, HTLV-3 and HTLV-4. Expert review of anti-

infective therapy. Aug 2015;13(8):947-963. 

27. Årsrapport om HIV 2015. 2016. 

https://www.folkhalsomyndigheten.se/folkhalsorapportering-

statistik/statistikdatabaser-och-visualisering/sjukdomsstatistik/hivinfektion/. 

http://www.unaids.org/sites/default/files/media_asset/global-AIDS-update-2016_en.pdf
http://www.unaids.org/sites/default/files/media_asset/global-AIDS-update-2016_en.pdf
http://www.folkhalsomyndigheten.se/folkhalsorapportering-statistik/statistikdatabaser-och-visualisering/sjukdomsstatistik/hivinfektion/
http://www.folkhalsomyndigheten.se/folkhalsorapportering-statistik/statistikdatabaser-och-visualisering/sjukdomsstatistik/hivinfektion/


44 

 

28. Brannstrom J, Sonnerborg A, Svedhem V, Neogi U, Marrone G. A high rate of HIV-1 

acquisition post immigration among migrants in Sweden determined by a CD4 T-cell 

decline trajectory model. HIV medicine. Apr 26 2017. 

29. Barqasho B, Nowak P, Tjernlund A, et al. Kinetics of plasma cytokines and 

chemokines during primary HIV-1 infection and after analytical treatment 

interruption. HIV medicine. Feb 2009;10(2):94-102. 

30. Papagno L, Spina CA, Marchant A, et al. Immune activation and CD8+ T-cell 

differentiation towards senescence in HIV-1 infection. PLoS biology. Feb 

2004;2(2):E20. 

31. Doisne JM, Urrutia A, Lacabaratz-Porret C, et al. CD8+ T cells specific for EBV, 

cytomegalovirus, and influenza virus are activated during primary HIV infection. 

Journal of immunology. Aug 15 2004;173(4):2410-2418. 

32. Almeida CA, Price P, French MA. Immune activation in patients infected with HIV 

type 1 and maintaining suppression of viral replication by highly active antiretroviral 

therapy. AIDS research and human retroviruses. Dec 10 2002;18(18):1351-1355. 

33. Sabado RL, O'Brien M, Subedi A, et al. Evidence of dysregulation of dendritic cells 

in primary HIV infection. Blood. Nov 11 2010;116(19):3839-3852. 

34. Dillon SM, Lee EJ, Kotter CV, et al. Gut dendritic cell activation links an altered 

colonic microbiome to mucosal and systemic T-cell activation in untreated HIV-1 

infection. Mucosal Immunol. Jan 2016;9(1):24-37. 

35. Wallet MA, Rodriguez CA, Yin L, et al. Microbial translocation induces persistent 

macrophage activation unrelated to HIV-1 levels or T-cell activation following 

therapy. AIDS. Jun 1 2010;24(9):1281-1290. 

36. Sandler NG, Wand H, Roque A, et al. Plasma levels of soluble CD14 independently 

predict mortality in HIV infection. J Infect Dis. Mar 15 2011;203(6):780-790. 

37. Burdo TH, Lentz MR, Autissier P, et al. Soluble CD163 made by 

monocyte/macrophages is a novel marker of HIV activity in early and chronic 

infection prior to and after anti-retroviral therapy. J Infect Dis. Jul 01 

2011;204(1):154-163. 

38. Weiss L, Haeffner-Cavaillon N, Laude M, Gilquin J, Kazatchkine MD. HIV infection 

is associated with the spontaneous production of interleukin-1 (IL-1) in vivo and with 

an abnormal release of IL-1 alpha in vitro. AIDS. Nov 1989;3(11):695-699. 

39. Emilie D, Peuchmaur M, Maillot MC, et al. Production of interleukins in human 

immunodeficiency virus-1-replicating lymph nodes. The Journal of clinical 

investigation. Jul 1990;86(1):148-159. 

40. Bowers NL, Helton ES, Huijbregts RP, Goepfert PA, Heath SL, Hel Z. Immune 

suppression by neutrophils in HIV-1 infection: role of PD-L1/PD-1 pathway. PLoS 

pathogens. Mar 2014;10(3):e1003993. 

41. Cassone A, Chiani P, Quinti I, Torosantucci A. Possible participation of 

polymorphonuclear cells stimulated by microbial immunomodulators in the 

dysregulated cytokine patterns of AIDS patients. Journal of leukocyte biology. Jul 

1997;62(1):60-66. 



 45 

42. Fogli M, Costa P, Murdaca G, et al. Significant NK cell activation associated with 

decreased cytolytic function in peripheral blood of HIV-1-infected patients. European 

journal of immunology. Aug 2004;34(8):2313-2321. 

43. Hunt PW. Role of immune activation in HIV pathogenesis. Current HIV/AIDS 

reports. Feb 2007;4(1):42-47. 

44. Buggert M, Frederiksen J, Noyan K, et al. Multiparametric bioinformatics distinguish 

the CD4/CD8 ratio as a suitable laboratory predictor of combined T cell pathogenesis 

in HIV infection. Journal of immunology. Mar 01 2014;192(5):2099-2108. 

45. Deeks SG, Kitchen CM, Liu L, et al. Immune activation set point during early HIV 

infection predicts subsequent CD4+ T-cell changes independent of viral load. Blood. 

Aug 15 2004;104(4):942-947. 

46. Hellerstein M, Hanley MB, Cesar D, et al. Directly measured kinetics of circulating T 

lymphocytes in normal and HIV-1-infected humans. Nat Med. Jan 1999;5(1):83-89. 

47. Stone SF, Price P, French MA. Dysregulation of CD28 and CTLA-4 expression by 

CD4 T cells from previously immunodeficient HIV-infected patients with sustained 

virological responses to highly active antiretroviral therapy. HIV medicine. Jul 

2005;6(4):278-283. 

48. Doitsh G, Galloway NL, Geng X, et al. Cell death by pyroptosis drives CD4 T-cell 

depletion in HIV-1 infection. Nature. Jan 23 2014;505(7484):509-514. 

49. Doitsh G, Greene WC. Dissecting How CD4 T Cells Are Lost During HIV Infection. 

Cell host & microbe. Mar 09 2016;19(3):280-291. 

50. Alegre F, Pelegrin P, Feldstein AE. Inflammasomes in Liver Fibrosis. Seminars in 

liver disease. May 2017;37(2):119-127. 

51. Kardava L, Moir S, Shah N, et al. Abnormal B cell memory subsets dominate HIV-

specific responses in infected individuals. The Journal of clinical investigation. Jul 

2014;124(7):3252-3262. 

52. Xu W, Santini PA, Sullivan JS, et al. HIV-1 evades virus-specific IgG2 and IgA 

responses by targeting systemic and intestinal B cells via long-range intercellular 

conduits. Nature immunology. Sep 2009;10(9):1008-1017. 

53. Favre D, Mold J, Hunt PW, et al. Tryptophan catabolism by indoleamine 2,3-

dioxygenase 1 alters the balance of TH17 to regulatory T cells in HIV disease. 

Science translational medicine. May 19 2010;2(32):32ra36. 

54. Routy JP, Mehraj V, Vyboh K, Cao W, Kema I, Jenabian MA. Clinical Relevance of 

Kynurenine Pathway in HIV/AIDS: An Immune Checkpoint at the Crossroads of 

Metabolism and Inflammation. AIDS reviews. Apr-Jun 2015;17(2):96-106. 

55. Lamichhane A, Azegamia T, Kiyonoa H. The mucosal immune system for vaccine 

development. Vaccine. Nov 20 2014;32(49):6711-6723. 

56. Cheroutre H, Madakamutil L. Acquired and natural memory T cells join forces at the 

mucosal front line. Nature reviews. Immunology. Apr 2004;4(4):290-300. 

57. Sandler NG, Douek DC. Microbial translocation in HIV infection: causes, 

consequences and treatment opportunities. Nat Rev Microbiol. Aug 13 

2012;10(9):655-666. 



46 

 

58. Clarke TB, Davis KM, Lysenko ES, Zhou AY, Yu Y, Weiser JN. Recognition of 

peptidoglycan from the microbiota by Nod1 enhances systemic innate immunity. Nat 

Med. Feb 2010;16(2):228-231. 

59. Svard J, Paquin-Proulx D, Buggert M, et al. Role of translocated bacterial flagellin in 

monocyte activation among individuals with chronic HIV-1 infection. Clinical 

immunology. Dec 2015;161(2):180-189. 

60. Ziegler TR, Luo M, Estivariz CF, et al. Detectable serum flagellin and 

lipopolysaccharide and upregulated anti-flagellin and lipopolysaccharide 

immunoglobulins in human short bowel syndrome. American journal of physiology. 

Regulatory, integrative and comparative physiology. Feb 2008;294(2):R402-410. 

61. Jiang W, Lederman MM, Hunt P, et al. Plasma levels of bacterial DNA correlate with 

immune activation and the magnitude of immune restoration in persons with 

antiretroviral-treated HIV infection. J Infect Dis. Apr 15 2009;199(8):1177-1185. 

62. Li L, Deng X, Linsuwanon P, et al. AIDS alters the commensal plasma virome. 

Journal of virology. Oct 2013;87(19):10912-10915. 

63. Morris A, Hillenbrand M, Finkelman M, et al. Serum (1-->3)-beta-D-glucan levels in 

HIV-infected individuals are associated with immunosuppression, inflammation, and 

cardiopulmonary function. Journal of acquired immune deficiency syndromes. Dec 01 

2012;61(4):462-468. 

64. Gardiner KR, Halliday MI, Barclay GR, et al. Significance of systemic endotoxaemia 

in inflammatory bowel disease. Gut. Jun 1995;36(6):897-901. 

65. De Palma G, Nadal I, Medina M, et al. Intestinal dysbiosis and reduced 

immunoglobulin-coated bacteria associated with coeliac disease in children. BMC 

microbiology. 2010;10:63. 

66. Sandler NG, Koh C, Roque A, et al. Host response to translocated microbial products 

predicts outcomes of patients with HBV or HCV infection. Gastroenterology. Oct 

2011;141(4):1220-1230, 1230 e1221-1223. 

67. Fukui H, Brauner B, Bode JC, Bode C. Plasma endotoxin concentrations in patients 

with alcoholic and non-alcoholic liver disease: reevaluation with an improved 

chromogenic assay. Journal of hepatology. Mar 1991;12(2):162-169. 

68. Kalambokis GN, Tsianos EV. Rifaximin reduces endotoxemia and improves liver 

function and disease severity in patients with decompensated cirrhosis. Hepatology. 

Feb 2012;55(2):655-656. 

69. Caradonna L, Mastronardi ML, Magrone T, et al. Biological and clinical significance 

of endotoxemia in the course of hepatitis C virus infection. Current pharmaceutical 

design. 2002;8(11):995-1005. 

70. van de Weg CA, Pannuti CS, de Araujo ES, et al. Microbial translocation is 

associated with extensive immune activation in dengue virus infected patients with 

severe disease. PLoS neglected tropical diseases. 2013;7(5):e2236. 

71. Rhee SH. Lipopolysaccharide: basic biochemistry, intracellular signaling, and 

physiological impacts in the gut. Intestinal research. Apr 2014;12(2):90-95. 

72. Lathey JL, Kanangat S, Rouse BT. Differential expression of tumor necrosis factor 

alpha and interleukin 1 beta compared with interleukin 6 in monocytes from human 



 47 

immunodeficiency virus-positive individuals measured by polymerase chain reaction. 

Journal of acquired immune deficiency syndromes. Feb 1994;7(2):109-115. 

73. Tilton JC, Johnson AJ, Luskin MR, et al. Diminished production of monocyte 

proinflammatory cytokines during human immunodeficiency virus viremia is 

mediated by type I interferons. Journal of virology. Dec 2006;80(23):11486-11497. 

74. Pilakka-Kanthikeel S, Huang S, Fenton T, Borkowsky W, Cunningham CK, Pahwa S. 

Increased gut microbial translocation in HIV-infected children persists in virologic 

responders and virologic failures after antiretroviral therapy. The Pediatric infectious 

disease journal. Jun 2012;31(6):583-591. 

75. Ferri E, Novati S, Casiraghi M, et al. Plasma levels of bacterial DNA in HIV 

infection: the limits of quantitative polymerase chain reaction. J Infect Dis. Jul 1 

2010;202(1):176-177; author reply 178. 

76. Svard J, Sonnerborg A, Vondracek M, Molling P, Nowak P. On the usefulness of 

circulating bacterial 16S rDNA as a marker of microbial translocation in HIV-1-

infected patients. Journal of acquired immune deficiency syndromes. Aug 1 

2014;66(4):e87-89. 

77. Klein RD, Su GL, Aminlari A, Alarcon WH, Wang SC. Pulmonary LPS-binding 

protein (LBP) upregulation following LPS-mediated injury. The Journal of surgical 

research. Jul 15 1998;78(1):42-47. 

78. Vreugdenhil AC, Rousseau CH, Hartung T, Greve JW, van 't Veer C, Buurman WA. 

Lipopolysaccharide (LPS)-binding protein mediates LPS detoxification by 

chylomicrons. Journal of immunology. Feb 1 2003;170(3):1399-1405. 

79. Wang SC, Klein RD, Wahl WL, et al. Tissue coexpression of LBP and CD14 mRNA 

in a mouse model of sepsis. The Journal of surgical research. Apr 1998;76(1):67-73. 

80. Schumann RR. Old and new findings on lipopolysaccharide-binding protein: a 

soluble pattern-recognition molecule. Biochemical Society transactions. Aug 

2011;39(4):989-993. 

81. Dziarski R, Ulmer AJ, Gupta D. Interactions of CD14 with components of gram-

positive bacteria. Chemical immunology. 2000;74:83-107. 

82. Anas A, van der Poll T, de Vos AF. Role of CD14 in lung inflammation and 

infection. Critical care. 2010;14(2):209. 

83. Ayaslioglu E, Kalpaklioglu F, Kavut AB, Erturk A, Capan N, Birben E. The role of 

CD14 gene promoter polymorphism in tuberculosis susceptibility. Journal of 

microbiology, immunology, and infection = Wei mian yu gan ran za zhi. Jun 

2013;46(3):158-163. 

84. Lieberman JM, Sacchettini J, Marks C, Marks WH. Human intestinal fatty acid 

binding protein: report of an assay with studies in normal volunteers and intestinal 

ischemia. Surgery. Mar 1997;121(3):335-342. 

85. Kanda T, Tsukahara A, Ueki K, et al. Diagnosis of ischemic small bowel disease by 

measurement of serum intestinal fatty acid-binding protein in patients with acute 

abdomen: a multicenter, observer-blinded validation study. Journal of 

gastroenterology. Apr 2011;46(4):492-500. 



48 

 

86. Bingold TM, Franck K, Holzer K, et al. Intestinal Fatty Acid Binding Protein: A 

Sensitive Marker in Abdominal Surgery and Abdominal Infection. Surgical 

infections. Jun 2015;16(3):247-253. 

87. Targan SR, Landers CJ, Yang H, et al. Antibodies to CBir1 flagellin define a unique 

response that is associated independently with complicated Crohn's disease. 

Gastroenterology. Jun 2005;128(7):2020-2028. 

88. Kamat A, Ancuta P, Blumberg RS, Gabuzda D. Serological markers for inflammatory 

bowel disease in AIDS patients with evidence of microbial translocation. PLoS One. 

2010;5(11):e15533. 

89. Abdurahman S, Barqasho B, Nowak P, et al. Pattern of microbial translocation in 

patients living with HIV-1 from Vietnam, Ethiopia and Sweden. Journal of the 

International AIDS Society. 2014;17:18841. 

90. Schuetz A, Deleage C, Sereti I, et al. Initiation of ART during early acute HIV 

infection preserves mucosal Th17 function and reverses HIV-related immune 

activation. PLoS pathogens. Dec 2014;10(12):e1004543. 

91. Conti HR, Shen F, Nayyar N, et al. Th17 cells and IL-17 receptor signaling are 

essential for mucosal host defense against oral candidiasis. The Journal of 

experimental medicine. Feb 16 2009;206(2):299-311. 

92. Matsuzaki G, Umemura M. Interleukin-17 as an effector molecule of innate and 

acquired immunity against infections. Microbiology and immunology. 

2007;51(12):1139-1147. 

93. Liang SC, Tan XY, Luxenberg DP, et al. Interleukin (IL)-22 and IL-17 are 

coexpressed by Th17 cells and cooperatively enhance expression of antimicrobial 

peptides. The Journal of experimental medicine. Oct 2 2006;203(10):2271-2279. 

94. Brand S, Beigel F, Olszak T, et al. IL-22 is increased in active Crohn's disease and 

promotes proinflammatory gene expression and intestinal epithelial cell migration. 

American journal of physiology. Gastrointestinal and liver physiology. Apr 

2006;290(4):G827-838. 

95. Estes JD, Harris LD, Klatt NR, et al. Damaged intestinal epithelial integrity linked to 

microbial translocation in pathogenic simian immunodeficiency virus infections. 

PLoS pathogens. 2010;6(8):e1001052. 

96. Keating J, Bjarnason I, Somasundaram S, et al. Intestinal absorptive capacity, 

intestinal permeability and jejunal histology in HIV and their relation to diarrhoea. 

Gut. Nov 1995;37(5):623-629. 

97. Kotler DP, Gaetz HP, Lange M, Klein EB, Holt PR. Enteropathy associated with the 

acquired immunodeficiency syndrome. Annals of internal medicine. Oct 

1984;101(4):421-428. 

98. Scamurra RW, Nelson DB, Lin XM, et al. Mucosal plasma cell repertoire during 

HIV-1 infection. Journal of immunology. Oct 1 2002;169(7):4008-4016. 

99. Jirillo E, Caccavo D, Magrone T, et al. The role of the liver in the response to LPS: 

experimental and clinical findings. Journal of endotoxin research. 2002;8(5):319-327. 

100. Balagopal A, Ray SC, De Oca RM, et al. Kupffer cells are depleted with HIV 

immunodeficiency and partially recovered with antiretroviral immune reconstitution. 

AIDS. Nov 27 2009;23(18):2397-2404. 



 49 

101. Balagopal A, Philp FH, Astemborski J, et al. Human immunodeficiency virus-related 

microbial translocation and progression of hepatitis C. Gastroenterology. Jul 

2008;135(1):226-233. 

102. Allers K, Fehr M, Conrad K, et al. Macrophages accumulate in the gut mucosa of 

untreated HIV-infected patients. J Infect Dis. Mar 1 2014;209(5):739-748. 

103. Troseid M, Nowak P, Nystrom J, Lindkvist A, Abdurahman S, Sonnerborg A. 

Elevated plasma levels of lipopolysaccharide and high mobility group box-1 protein 

are associated with high viral load in HIV-1 infection: reduction by 2-year 

antiretroviral therapy. AIDS. Jul 17 2010;24(11):1733-1737. 

104. Cassol E, Malfeld S, Mahasha P, et al. Persistent microbial translocation and immune 

activation in HIV-1-infected South Africans receiving combination antiretroviral 

therapy. J Infect Dis. Sep 1 2010;202(5):723-733. 

105. Taiwo B, Matining RM, Zheng L, et al. Associations of T cell activation and 

inflammatory biomarkers with virological response to darunavir/ritonavir plus 

raltegravir therapy. The Journal of antimicrobial chemotherapy. Aug 

2013;68(8):1857-1861. 

106. Merlini E, Bai F, Bellistri GM, Tincati C, d'Arminio Monforte A, Marchetti G. 

Evidence for polymicrobic flora translocating in peripheral blood of HIV-infected 

patients with poor immune response to antiretroviral therapy. PLoS One. 

2011;6(4):e18580. 

107. Jenabian MA, El-Far M, Vyboh K, et al. Immunosuppressive Tryptophan Catabolism 

and Gut Mucosal Dysfunction Following Early HIV Infection. J Infect Dis. Aug 1 

2015;212(3):355-366. 

108. Rajasuriar R, Booth D, Solomon A, et al. Biological determinants of immune 

reconstitution in HIV-infected patients receiving antiretroviral therapy: the role of 

interleukin 7 and interleukin 7 receptor alpha and microbial translocation. J Infect 

Dis. Oct 15 2010;202(8):1254-1264. 

109. Canipe A, Chidumayo T, Blevins M, et al. A 12 week longitudinal study of microbial 

translocation and systemic inflammation in undernourished HIV-infected Zambians 

initiating antiretroviral therapy. BMC infectious diseases. 2014;14:521. 

110. Nystrom J, Stenkvist J, Haggblom A, Weiland O, Nowak P. Low levels of microbial 

translocation marker LBP are associated with sustained viral response after anti-HCV 

treatment in HIV-1/HCV co-infected patients. PLoS One. 2015;10(3):e0118643. 

111. Ananworanich J, Schuetz A, Vandergeeten C, et al. Impact of multi-targeted 

antiretroviral treatment on gut T cell depletion and HIV reservoir seeding during 

acute HIV infection. PLoS One. 2012;7(3):e33948. 

112. Chevalier MF, Petitjean G, Dunyach-Remy C, et al. The Th17/Treg ratio, IL-1RA and 

sCD14 levels in primary HIV infection predict the T-cell activation set point in the 

absence of systemic microbial translocation. PLoS pathogens. 2013;9(6):e1003453. 

113. Deleage C, Schuetz A, Alvord WG, et al. Impact of early cART in the gut during 

acute HIV infection. JCI insight. Jul 07 2016;1(10). 

114. Villanueva-Millan MJ, Perez-Matute P, Recio-Fernandez E, Lezana Rosales JM, Oteo 

JA. Differential effects of antiretrovirals on microbial translocation and gut 

microbiota composition of HIV-infected patients. Journal of the International AIDS 

Society. Mar 08 2017;20(1):1-13. 



50 

 

115. Torres B, Guardo AC, Leal L, et al. Protease inhibitor monotherapy is associated with 

a higher level of monocyte activation, bacterial translocation and inflammation. 

Journal of the International AIDS Society. 2014;17:19246. 

116. Pinto-Cardoso S, Lozupone C, Briceno O, et al. Fecal Bacterial Communities in 

treated HIV infected individuals on two antiretroviral regimens. Scientific reports. 

Mar 06 2017;7:43741. 

117. Bonora S, Nicastri E, Calcagno A, et al. Ultrasensitive assessment of residual HIV 

viraemia in HAART-treated patients with persistently undetectable plasma HIV-

RNA: a cross-sectional evaluation. Journal of medical virology. Mar 2009;81(3):400-

405. 

118. Chege D, Sheth PM, Kain T, et al. Sigmoid Th17 populations, the HIV latent 

reservoir, and microbial translocation in men on long-term antiretroviral therapy. 

AIDS. Mar 27 2011;25(6):741-749. 

119. Berg RD. The indigenous gastrointestinal microflora. Trends in microbiology. Nov 

1996;4(11):430-435. 

120. Xu J, Gordon JI. Honor thy symbionts. Proceedings of the National Academy of 

Sciences of the United States of America. Sep 2 2003;100(18):10452-10459. 

121. Sender R, Fuchs S, Milo R. Are We Really Vastly Outnumbered? Revisiting the 

Ratio of Bacterial to Host Cells in Humans. Cell. Jan 28 2016;164(3):337-340. 

122. Savage DC. Microbial ecology of the gastrointestinal tract. Annual review of 

microbiology. 1977;31:107-133. 

123. Sanderson IR. Short chain fatty acid regulation of signaling genes expressed by the 

intestinal epithelium. The Journal of nutrition. Sep 2004;134(9):2450S-2454S. 

124. LeBlanc JG, Chain F, Martin R, Bermudez-Humaran LG, Courau S, Langella P. 

Beneficial effects on host energy metabolism of short-chain fatty acids and vitamins 

produced by commensal and probiotic bacteria. Microbial cell factories. May 08 

2017;16(1):79. 

125. Belizario JE, Napolitano M. Human microbiomes and their roles in dysbiosis, 

common diseases, and novel therapeutic approaches. Frontiers in microbiology. 

2015;6:1050. 

126. Johansson MA, Saghafian-Hedengren S, Haileselassie Y, et al. Early-life gut bacteria 

associate with IL-4-, IL-10- and IFN-gamma production at two years of age. PLoS 

One. 2012;7(11):e49315. 

127. Gori A, Tincati C, Rizzardini G, et al. Early impairment of gut function and gut flora 

supporting a role for alteration of gastrointestinal mucosa in human 

immunodeficiency virus pathogenesis. J Clin Microbiol. Feb 2008;46(2):757-758. 

128. Ellis CL, Ma ZM, Mann SK, et al. Molecular characterization of stool microbiota in 

HIV-infected subjects by panbacterial and order-level 16S ribosomal DNA (rDNA) 

quantification and correlations with immune activation. Journal of acquired immune 

deficiency syndromes. Aug 15 2011;57(5):363-370. 

129. Vujkovic-Cvijin I, Dunham RM, Iwai S, et al. Dysbiosis of the gut microbiota is 

associated with HIV disease progression and tryptophan catabolism. Science 

translational medicine. Jul 10 2013;5(193):193ra191. 



 51 

130. Dillon SM, Lee EJ, Kotter CV, et al. An altered intestinal mucosal microbiome in 

HIV-1 infection is associated with mucosal and systemic immune activation and 

endotoxemia. Mucosal Immunol. Jul 2014;7(4):983-994. 

131. Yang L, Poles MA, Fisch GS, et al. HIV-induced immunosuppression is associated 

with colonization of the proximal gut by environmental bacteria. AIDS. Jan 02 

2016;30(1):19-29. 

132. Lozupone CA, Rhodes ME, Neff CP, Fontenot AP, Campbell TB, Palmer BE. HIV-

induced alteration in gut microbiota: driving factors, consequences, and effects of 

antiretroviral therapy. Gut microbes. Jul 1 2014;5(4):562-570. 

133. Vazquez-Castellanos JF, Serrano-Villar S, Latorre A, et al. Altered metabolism of gut 

microbiota contributes to chronic immune activation in HIV-infected individuals. 

Mucosal Immunol. Jul 2015;8(4):760-772. 

134. Mutlu EA, Keshavarzian A, Losurdo J, et al. A compositional look at the human 

gastrointestinal microbiome and immune activation parameters in HIV infected 

subjects. PLoS pathogens. Feb 2014;10(2):e1003829. 

135. McHardy IH, Li X, Tong M, et al. HIV Infection is associated with compositional and 

functional shifts in the rectal mucosal microbiota. Microbiome. Oct 12 2013;1(1):26. 

136. Saavedra JM, Bauman NA, Oung I, Perman JA, Yolken RH. Feeding of 

Bifidobacterium bifidum and Streptococcus thermophilus to infants in hospital for 

prevention of diarrhoea and shedding of rotavirus. Lancet. Oct 15 

1994;344(8929):1046-1049. 

137. Gori A, Rizzardini G, Van't Land B, et al. Specific prebiotics modulate gut microbiota 

and immune activation in HAART-naive HIV-infected adults: results of the "COPA" 

pilot randomized trial. Mucosal Immunol. Sep 2011;4(5):554-563. 

138. Perez-Santiago J, Gianella S, Massanella M, et al. Gut Lactobacillales are associated 

with higher CD4 and less microbial translocation during HIV infection. AIDS. Jul 31 

2013;27(12):1921-1931. 

139. Dinh DM, Volpe GE, Duffalo C, et al. Intestinal microbiota, microbial translocation, 

and systemic inflammation in chronic HIV infection. J Infect Dis. Jan 1 

2015;211(1):19-27. 

140. Hunt PW, Brenchley J, Sinclair E, et al. Relationship between T cell activation and 

CD4+ T cell count in HIV-seropositive individuals with undetectable plasma HIV 

RNA levels in the absence of therapy. J Infect Dis. Jan 1 2008;197(1):126-133. 

141. Ciccone EJ, Greenwald JH, Lee PI, et al. CD4+ T cells, including Th17 and cycling 

subsets, are intact in the gut mucosa of HIV-1-infected long-term nonprogressors. 

Journal of virology. Jun 2011;85(12):5880-5888. 

142. Kim CJ, Kovacs C, Chun TW, et al. Antiretroviral therapy in HIV-infected elite 

controllers: impact on gut immunology, microbial translocation, and biomarkers of 

serious non-AIDS conditions. Journal of acquired immune deficiency syndromes. Dec 

15 2014;67(5):514-518. 

143. Cortes FH, Passaes CP, Bello G, et al. HIV controllers with different viral load cutoff 

levels have distinct virologic and immunologic profiles. Journal of acquired immune 

deficiency syndromes. Apr 1 2015;68(4):377-385. 



52 

 

144. Nowak P, Abdurahman S, Lindkvist A, Troseid M, Sonnerborg A. Impact of 

HMGB1/TLR Ligand Complexes on HIV-1 Replication: Possible Role for Flagellin 

during HIV-1 Infection. Int J Microbiol. 2012;2012:263836. 

145. Mizel SB, Bates JT. Flagellin as an adjuvant: cellular mechanisms and potential. 

Journal of immunology. Nov 15 2010;185(10):5677-5682. 

146. Naseribafrouei A, Hestad K, Avershina E, et al. Correlation between the human fecal 

microbiota and depression. Neurogastroenterology and motility : the official journal 

of the European Gastrointestinal Motility Society. Aug 2014;26(8):1155-1162. 

147. StratecMolecular. User manual PSP® Spin Stool DNA Kit/PSP® Spin Stool 

DNAPlusKit. 2016. 

http://www.stratec.com/share/molecular/Manuals/Single/Pathogens/PSPSpinStool_St

oolPlusKit.pdf. 

148. Bray JR CJ. An Ordination of the Upland Forest Communities of Southern 

Wisconsin. Ecol Monogr  1957;27:325-349. 

149. Schloss PD, Westcott SL, Ryabin T, et al. Introducing mothur: open-source, platform-

independent, community-supported software for describing and comparing microbial 

communities. Applied and environmental microbiology. Dec 2009;75(23):7537-7541. 

150. Wang Q, Garrity GM, Tiedje JM, Cole JR. Naive Bayesian classifier for rapid 

assignment of rRNA sequences into the new bacterial taxonomy. Applied and 

environmental microbiology. Aug 2007;73(16):5261-5267. 

151. Quast C, Pruesse E, Yilmaz P, et al. The SILVA ribosomal RNA gene database 

project: improved data processing and web-based tools. Nucleic acids research. Jan 

2013;41(Database issue):D590-596. 

152. Team R. R: A Language and Environment for Statistical Computing. 2013. 

153. Jari Oksanen FGB, Roeland Kindt, Pierre Legendre, Peter R. Minchin RBO, Gavin L 

Simpson, Peter Solymos. vegan: Community Ecology Package. 2014. 

154. Langille MG, Zaneveld J, Caporaso JG, et al. Predictive functional profiling of 

microbial communities using 16S rRNA marker gene sequences. Nature 

biotechnology. Sep 2013;31(9):814-821. 

155. McDonald D, Price MN, Goodrich J, et al. An improved Greengenes taxonomy with 

explicit ranks for ecological and evolutionary analyses of bacteria and archaea. The 

ISME journal. Mar 2012;6(3):610-618. 

156. Hochberg Y, Benjamini Y. More powerful procedures for multiple significance 

testing. Statistics in medicine. Jul 1990;9(7):811-818. 

157. Zeller G, Tap J, Voigt AY, et al. Potential of fecal microbiota for early-stage 

detection of colorectal cancer. Molecular systems biology. Nov 28 2014;10:766. 

158. Huengsberg M, Winer JB, Gompels M, Round R, Ross J, Shahmanesh M. Serum 

kynurenine-to-tryptophan ratio increases with progressive disease in HIV-infected 

patients. Clinical chemistry. Apr 1998;44(4):858-862. 

159. Marchetti G, Tincati C, Silvestri G. Microbial translocation in the pathogenesis of 

HIV infection and AIDS. Clinical microbiology reviews. Jan 2013;26(1):2-18. 

160. Pastor Rojo O, Lopez San Roman A, Albeniz Arbizu E, de la Hera Martinez A, Ripoll 

Sevillano E, Albillos Martinez A. Serum lipopolysaccharide-binding protein in 

http://www.stratec.com/share/molecular/Manuals/Single/Pathogens/PSPSpinStool_StoolPlusKit.pdf
http://www.stratec.com/share/molecular/Manuals/Single/Pathogens/PSPSpinStool_StoolPlusKit.pdf


 53 

endotoxemic patients with inflammatory bowel disease. Inflamm Bowel Dis. Mar 

2007;13(3):269-277. 

161. Kraft TE, Armstrong C, Heitmeier MR, Odom AR, Hruz PW. The Glucose 

Transporter PfHT1 Is an Antimalarial Target of the HIV Protease Inhibitor Lopinavir. 

Antimicrobial agents and chemotherapy. Oct 2015;59(10):6203-6209. 

162. Doleans-Jordheim A, Bergeron E, Bereyziat F, et al. Zidovudine (AZT) has a 

bactericidal effect on enterobacteria and induces genetic modifications in resistant 

strains. European journal of clinical microbiology & infectious diseases : official 

publication of the European Society of Clinical Microbiology. Oct 2011;30(10):1249-

1256. 

163. Sereti I, Krebs SJ, Phanuphak N, et al. Persistent, Albeit Reduced, Chronic 

Inflammation in Persons Starting Antiretroviral Therapy in Acute HIV Infection. 

Clinical infectious diseases : an official publication of the Infectious Diseases Society 

of America. Jan 15 2017;64(2):124-131. 

164. Jakobsson HE, Jernberg C, Andersson AF, Sjolund-Karlsson M, Jansson JK, 

Engstrand L. Short-term antibiotic treatment has differing long-term impacts on the 

human throat and gut microbiome. PLoS One. 2010;5(3):e9836. 

165. Jernberg C, Lofmark S, Edlund C, Jansson JK. Long-term impacts of antibiotic 

exposure on the human intestinal microbiota. Microbiology. Nov 2010;156(Pt 

11):3216-3223. 

166. Ling Z, Jin C, Xie T, Cheng Y, Li L, Wu N. Alterations in the Fecal Microbiota of 

Patients with HIV-1 Infection: An Observational Study in A Chinese Population. 

Scientific reports. Aug 01 2016;6:30673. 

167. Monaco CL, Gootenberg DB, Zhao G, et al. Altered Virome and Bacterial 

Microbiome in Human Immunodeficiency Virus-Associated Acquired 

Immunodeficiency Syndrome. Cell host & microbe. Mar 09 2016;19(3):311-322. 

168. Van Gucht S, Atanasova K, Barbe F, Cox E, Pensaert M, Van Reeth K. Effect of 

porcine respiratory coronavirus infection on lipopolysaccharide recognition proteins 

and haptoglobin levels in the lungs. Microbes and infection. May 2006;8(6):1492-

1501. 

169. Goovaerts O, Jennes W, Massinga-Loembe M, et al. LPS-binding protein and IL-6 

mark paradoxical tuberculosis immune reconstitution inflammatory syndrome in HIV 

patients. PLoS One. 2013;8(11):e81856. 

170. Munford RS. Endotoxemia-menace, marker, or mistake? Journal of leukocyte 

biology. Oct 2016;100(4):687-698. 

171. Yu G, Fadrosh D, Ma B, Ravel J, Goedert JJ. Anal microbiota profiles in HIV-

positive and HIV-negative MSM. AIDS. Mar 13 2014;28(5):753-760. 

172. Dubourg G, Lagier JC, Hue S, et al. Gut microbiota associated with HIV infection is 

significantly enriched in bacteria tolerant to oxygen. BMJ open gastroenterology. 

2016;3(1):e000080. 

173. Furusawa Y, Obata Y, Fukuda S, et al. Commensal microbe-derived butyrate induces 

the differentiation of colonic regulatory T cells. Nature. Dec 19 2013;504(7480):446-

450. 



54 

 

174. Moon C, Baldridge MT, Wallace MA, Burnham CA, Virgin HW, Stappenbeck TS. 

Vertically transmitted faecal IgA levels determine extra-chromosomal phenotypic 

variation. Nature. May 07 2015;521(7550):90-93. 

175. Hiippala K, Kainulainen V, Kalliomaki M, Arkkila P, Satokari R. Mucosal 

Prevalence and Interactions with the Epithelium Indicate Commensalism of Sutterella 

spp. Frontiers in microbiology. 2016;7:1706. 

176. Williams MN, Signer ER. Metabolism of Tryptophan and Tryptophan Analogs by 

Rhizobium meliloti. Plant physiology. Apr 1990;92(4):1009-1013. 

177. Zelante T, Iannitti RG, Cunha C, et al. Tryptophan catabolites from microbiota 

engage aryl hydrocarbon receptor and balance mucosal reactivity via interleukin-22. 

Immunity. Aug 22 2013;39(2):372-385. 

178. Zhang LS, Davies SS. Microbial metabolism of dietary components to bioactive 

metabolites: opportunities for new therapeutic interventions. Genome medicine. Apr 

21 2016;8(1):46. 

179. Jangi S, Gandhi R, Cox LM, et al. Alterations of the human gut microbiome in 

multiple sclerosis. Nature communications. Jun 28 2016;7:12015. 

180. Montassier E, Al-Ghalith GA, Ward T, et al. Pretreatment gut microbiome predicts 

chemotherapy-related bloodstream infection. Genome medicine. Apr 28 2016;8(1):49. 

181. Serrano-Villar S, Rojo D, Martinez-Martinez M, et al. Gut Bacteria Metabolism 

Impacts Immune Recovery in HIV-infected Individuals. EBioMedicine. Jun 

2016;8:203-216. 

182. Walters WA, Xu Z, Knight R. Meta-analyses of human gut microbes associated with 

obesity and IBD. FEBS letters. Nov 17 2014;588(22):4223-4233. 

183. Goodrich JK, Waters JL, Poole AC, et al. Human genetics shape the gut microbiome. 

Cell. Nov 06 2014;159(4):789-799. 

184. Konikoff T, Gophna U. Oscillospira: a Central, Enigmatic Component of the Human 

Gut Microbiota. Trends in microbiology. Jul 2016;24(7):523-524. 

185. Leclercq S, Matamoros S, Cani PD, et al. Intestinal permeability, gut-bacterial 

dysbiosis, and behavioral markers of alcohol-dependence severity. Proceedings of the 

National Academy of Sciences of the United States of America. Oct 21 

2014;111(42):E4485-4493. 

186. Ahmadian M, Suh JM, Hah N, et al. PPARgamma signaling and metabolism: the 

good, the bad and the future. Nat Med. May 2013;19(5):557-566. 

187. Harbige LS. Fatty acids, the immune response, and autoimmunity: a question of n-6 

essentiality and the balance between n-6 and n-3. Lipids. Apr 2003;38(4):323-341. 

188. O'Neill LA, Kishton RJ, Rathmell J. A guide to immunometabolism for 

immunologists. Nature reviews. Immunology. Sep 2016;16(9):553-565. 

189. Bak SH, Choi HH, Lee J, et al. Fecal microbiota transplantation for refractory Crohn's 

disease. Intestinal research. Apr 2017;15(2):244-248. 

190. Moayyedi P, Surette MG, Kim PT, et al. Fecal Microbiota Transplantation Induces 

Remission in Patients With Active Ulcerative Colitis in a Randomized Controlled 

Trial. Gastroenterology. Jul 2015;149(1):102-109 e106. 



 55 

191. Marotz CA, Zarrinpar A. Treating Obesity and Metabolic Syndrome with Fecal 

Microbiota Transplantation. The Yale journal of biology and medicine. Sep 

2016;89(3):383-388. 

192. Vrieze A, Van Nood E, Holleman F, et al. Transfer of intestinal microbiota from lean 

donors increases insulin sensitivity in individuals with metabolic syndrome. 

Gastroenterology. Oct 2012;143(4):913-916 e917. 

193. Wu GD, Chen J, Hoffmann C, et al. Linking long-term dietary patterns with gut 

microbial enterotypes. Science. Oct 07 2011;334(6052):105-108. 

194. David LA, Maurice CF, Carmody RN, et al. Diet rapidly and reproducibly alters the 

human gut microbiome. Nature. Jan 23 2014;505(7484):559-563. 

195. Mutlu EA, Gillevet PM, Rangwala H, et al. Colonic microbiome is altered in 

alcoholism. American journal of physiology. Gastrointestinal and liver physiology. 

May 01 2012;302(9):G966-978. 

196. Noguera-Julian M, Rocafort M, Guillen Y, et al. Gut Microbiota Linked to Sexual 

Preference and HIV Infection. EBioMedicine. Mar 2016;5:135-146. 

197. Barton W, Penney NC, Cronin O, et al. The microbiome of professional athletes 

differs from that of more sedentary subjects in composition and particularly at the 

functional metabolic level. Gut. Mar 30 2017. 

198. David LA, Materna AC, Friedman J, et al. Host lifestyle affects human microbiota on 

daily timescales. Genome biology. 2014;15(7):R89. 

 

 


