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Preamble

The following thesis is structured as follows: Chapter 1 is a literature review that
covers three broad topics: (1) Immune ontogeny in early life, (2) The impact of
HIV exposure on infant health and immunity and (3) EPI vaccines during infancy.
This is followed by four main results chapters (Chapters 2-5). Each result chapter
is written in the style of a publication with a brief introduction giving a rationale
for the study, a methodology, results and discussion sections. Chapter 5 includes
already published work (see Declarations) with some minor modifications. The final

chapter is a summary and conclusions chapter.



Abstract

Background. In some regions of Sub-Saharan Africa, up to 30% of newborns are
born to mothers infected with human immunodeficiency virus (HIV). Maternal
antiretroviral treatment (ART) has reduced vertical transmission to lower than
1%. Despite the success of prevention of mother-to-child transmission (PMTCT)
programmes, a large number of children born to these mothers are exposed to HIV
and antiretrovirals (ARVSs) in utero yet remain uninfected. These individuals, known
as children who are HIV-exposed and uninfected (cHEU), succumb to higher rates
of disease morbidity compared to children who are HIV-unexposed (cHU) which
suggests altered immunity in the cHEU. Differences in the numbers and function
of cells of the innate and adaptive immune system have been documented in cHEU
though not consistently. While vaccine-induced antibody responses are robust in
cHEU, data on potential cell mediated perturbations to vaccine antigens remains
conflicting. This is in part due to inherent inter-cohort variation and differences
in ART therapy strategies, feeding practices between cohorts and the assays used
measure cell-mediated responses. We leveraged two independent cohorts from Nigeria
and South Africa of mother-infant pairs receiving antenatal and postnatal care all
under Option B+ PMTCT. All HEU infants received pre-exposure prophylaxis for 6
weeks and the majority were exclusively breast-fed until 6 months of age. We applied
the same assays in both cohorts to test the hypotheses that HEU have altered T cell
immunity compared to HU controls and distinct transcriptomic signatures at birth.

These were tested in three distinct aims:



1. To identify transcriptional signatures at baseline that delineate cHEU from

cHU

2. To compare the expression of surface marker broadly defining activated or
regulatory phenotypes —and the expression of intracellular markers of T cell

function between cHEU and cHU over the first 9 months of life.

3. To characterise how differences in the immunising strains of Bacille Calmette-
Guérin (BCG), the first vaccine received in these infants, impacts T cell
immunity to both mycobacterial and non-mycobacterial antigens in cHEU and

cHU.

Methods. Two birth cohorts from Jos, Nigeria and Cape Town (CT), South Africa
were recruited into this study as part of a larger parent study that aims to identify
biological determinants of protection from mother-to-child transmission of HIV
(Innate, Adaptive and Mucosal Immune Responses in Infants/INFANT study: HREC
285/2012). Infant blood was collected at several time points from birth to 36 weeks
of life for immunological assays. Whole blood, collected at birth was preserved
in PAXgene fluid for downstream messenger ribonucleic acid (mRNA) transcript
analyses. Other whole blood samples were fixed and cryopreserved either directly ez
vivo or after re-stimulation within 1 hour of phlebotomy with BCG, Tetanus Toxoid
(TT), Bordetella pertussis (BP) antigens and Phytohemagglutinin (PHA). Multi-
parameter flow cytometry was used to measure batched whole blood samples for ()
markers of T cell regulation and activation directly ex vivo, markers of T cell gut
homing and proliferation—a proxy for HIV susceptibility, and (i) vaccine-induced
Th1 cytokine expression (IFN-y, TNF-«, I1-2) and memory maturation. Cytokine
responses were profiled for polyfunctionality by SPICE analysis and complemented by
the COMPASS algorithm. Transcriptional profiling of whole blood at birth was done
by RNA sequencing and differentially expressed genes were reported for absolute

fold change of normalized counts >1.5 with FDR set at 0.05 using the DESeq2




package in R. Gene-set enrichment analysis (GSEA) was used to identify enriched
or repressed gene pathways for absolute normalised effect sizes >1.5 with FDR set
at 0.05. Longitudinal analyses used a mixed effects ANOVA with time and HIV
exposure as explanatory variables. Cross-sectional analyses comparing HIV exposure
groups used Wilcoxon Ranked Sum Test, with p<0.05 considered significant after
multiple correction adjustment by Holm’s step-down method.

Results. Aim 1: A small set of DEGs were found between HEUs and HU groups
at birth, 3 of which were upregulated and 12 that were downregulated. Among the
upregulated genes, two are homologues of the arrestins ARRDC4 (2.3 fold, adjusted
p-adj<0.001) and TXNIP (1.4 fold, p-adj<0.001). Gene-set enrichment analysis
however, showed no significant enrichment or suppression of gene pathways in HEUs.
Aim 2: HIV/ARV exposure did not have an interaction effect with age (all time
points) in explaining the frequencies of T cell markers ez vivo in a mixed-effects
model. In cross-sectional unadjusted analyses however, trends towards increased
median frequencies of markers of activation in the HEU group compared to HU
controls were observed for specific ages: at birth (%CD8+HLA-DR+: 0.12 vs. 0.01,
p=0.05), at week 7 (%CD8+CD25+: 0.13 vs. 0.04, p=0.01 and %CD8+HLA-DR+:
0.84 vs. 0.07, p=0.01) and at week 36 (%CD8+CD25+: 0.52 vs. 0.03, p<0.001
and %CD8+HLA-DR+: 0.81 vs. 0.17, p=0.003). When adjusting for multiple
comparisons, only CD25 expression remained significant on CD8+ T cells at week 36
(p-adj=0.04). The magnitudes of cytokine responses by T cells to vaccine antigens
did not differ between HEU and HU infants however transient differences in the
polyfunctional profile of cells was observed at week 1 for mycobacterial-specific Thl
profiles in CT infants (p=0.002) by SPICE analysis. There were later differences at
week 7 for BP-specific Thl profiles in Jos infants (p=0.01) and at week 36 for BP-
specific Thl profiles in CT infants (p=0.03). The more robust COMPASS algorithm
only detected a trend towards increased polyfunctional scores to BP responses in CT

infants at week 36 (p=0.03).




Aim 3: BCG immunising strain impacted the magnitudes and quality of responses to
mycobacterial and non-mycobacterial vaccine antigens irrespective of HIV exposure
status. Most significantly, at week 7, BCG-Denmark induced higher mycobacterial-
specific frequencies of CD4 Thl cytokines compared to Bulgarian (p<0.001) and
Russian strains (and (p<0.001). BCG-Denmark induced greater triple cytokine
profiles to mycobacterial antigen compared to Bulgarian (p<0.001) and Russian
(p<0.001) strains in SPICE analyses and the resulted were confirmed by COMPASS
algorithm polyfunctional scores. Furthermore, BCG-Denmark significantly enhanced
antigenicity to T'T and BP vaccines.

Conclusion. Transient differences exist in the frequencies of CD25 expressing CD8
T cells between HEU and HU groups, however other readouts of immunity suggest
that in the context of effective PMTCT and exclusive breast feeding practices, HEU

infants are indistinguishable from their HIV unexposed peers.




Dedication

To my parents Cheddi and Eliaichi Kiravu who sacrificed so much for me.



Declaration

I Agano Kiravu hereby declare that the work on which this thesis is based is my
original work (except where acknowledgements indicate otherwise) and that neither
the whole work nor any part of it has been, is being, is to be submitted for another
degree in this or any other University. I authorize the University to reproduce for the
purpose of research either the whole or any portion of the contents in any manner

whatsoever.

Signed by candidate

Agano Kiravu (KRVAGAO001)

March 8, 2021



Declaration— Inclusion of publication

I confirm that I have been granted permission by the University of Cape Town’s
Doctoral Degrees Board to include the following publication in my PhD thesis, and
where co-authorships are involved, my co-authors have agreed that I may include

the publication:

Kiravu A, Osawe S, Happel A-U, Nundalall T, Wendoh J, Beer S, Dontsa N,
Alinde OB, Mohammed S, Datong P, Cameron DW, Rosenthal K, Abimiku A, Jaspan
HB, and Gray CM. "Bacille Calmette-Guérin Vaccine Strain Modulates the Ontogeny
of Both Mycobacterial-Specific and Heterologous T Cell Immunity to Vaccination in

Infants" In: Frontiers in Immunology 10 (2019), pp. 2307

Agano Kiravu (KRVAGA001)

March 8, 2021



Acknowledgements

I want to thank my supervisors Clive Gray and Heather Jaspan for their patiennce
and guidance throughout this journey. I would like to thank all the laboratory staff
in the Gray Lab, the clinic personnel at Site B MOU in Khayelitsha and Plasvirec
Hospital, without whom none of this work would be possible. I also extend my
thanks to Steve Bosinger, Greg Tharpe, Hasse Walum the staff of the Nonhuman
primate genomics core at the YERKES National Primate Research Center, Emory;,
Atlanta for RNA Sequencing experiments and training. I want to acknowledge all
who inspired me to take this road: Gama Bandawe, the late Andile Nofemela, Aron
Abera, Hlumani Ndlovu, Khethelo Xulu, Retsilisitsoe Moholisa and all my Dikakapa
friends who encouraged me to follow the motto "practice what you preach". T would
also like to acknowledge those who at different stages in my educational journey
served as mentors, advisors and counsellors. Carolyn Williamson for first teaching
my how to write about science, Jo-Ann Passmore for first sparking my interest in
Immunology, Wendy Burgers for guiding me through the years and Hasse Walum for

his advice and friendship over the last year.



Contents

List of acronyms and abbreviations 14
1 Literature review 16
1.1 Ontogeny of the human immune system . . . . . . .. ... ... ... 16
1.1.1 Factors that drive immune ontogeny in early life . . . . . . .. 17

1.2 Immune differences between children who are HIV-exposed yet unin-
fected and HIV unexposed . . . . . . . . .. ... .. ... ...... 22
1.2.1 Infectious disease burden . . . . . . . . .. .. ... 22
1.2.2 Differences in immune cell numbers and function . . . .. .. 25
1.2.3  Antibody responses . . . . . . ... 27
1.2.4 Cell-meditated responses . . . . . . ... . ... ... ..... 28
1.2.5  Gene expression in HIV-exposed individuals . . . . . . .. .. 33
1.3 ARV regimens in HIV-exposed and uninfected neonates . . . . . . . . 35
1.4 Infant vaccination . . . . . . . . ... 36
1.4.1 Expanded Programme on Immunisation (EPI) . . . . . . ... 36
1.5 Thesisaims . . . . . . . . L 41
2 Transcriptome of HEU newborns 43
2.1 Imtroduction . . . . . . ... 43
2.2 Methods . . . . . . 44
2.2.1 RNA-Seq library construction and sequencing . . . .. . ... 44
2.2.2 Differential gene analysis . . . . . ... ... ... ... 45

10



2.2.3  Gene-set enrichment analysis . . . . .. ... ... ... ... 45
2.3 Results . . . . . . 46
2.3.1 Baseline characteristics . . . . . . . . . . .. ... ... 46

2.3.2 Differential gene analysis identifies a minor set of upregulated

genes in HEUs . . . . . ... 0. oo 46
2.3.3 No distinct pathways are altered in HEUs . . . . .. . .. .. 50
2.4 Discussion . . . . ... ... e e 50

T cell marker expression in HEU infants—activation, proliferation, regula-

tion and markers of HIV susceptibility 55
3.1 Introduction . . . . . . . . ... Hh)
3.2 Methods . . . . . . .. 56
3.2.1  Whole blood fixation . . . . .. ... ... ... ... .. ... 56
3.2.2  Cell staining, antibodies and flow cytometry . . . . . . . . .. 57
3.2.3 Statistical analyses . . . . . . ... 0oL 58
3.3 Results. . . .. .. 29

3.3.1 CD25 expression by CD8 T cells in HEUs is significantly
increased at 36 weeks of life . . . .. .. .. ... ... 29

3.3.2 HEUs differ from HU controls in the expression of activated

CDS8 T cells over the course of the first 36 weeks of life . . . . 64

3.4 Discussion . . . ... 68
T cell function in HEU infants—vaccine immunogenicity 73
4.1 Introduction . . . . . . . ... 73
4.2 Methods . . . . . . .. 74
4.2.1 Cohort description . . . . . . .. ... ... L 74
4.2.2 Immunisation . . . . .. . ... L 75
4.2.3  Whole blood assay and whole blood fixing . . . .. ... ... 76
4.2.4  Cell staining, antibodies and flow cytometry . . . . . .. . .. 7

11



4.2.5 Statistical analyses . . . . .. ... oL oL 7
4.3 Results. . . . . . 78
4.3.1 Detection of post-vaccination antigen responses . . . .. . .. 78
4.3.2 Magnitude of T cell vaccine-antigen responses are similar be-
tween cHEU and cHU . . . . . . ... .. ..o L. 83
4.3.3 Subtle differences in cytokine profiles to vaccine antigens in
cHEU: SPICE analysis results . . . . . ... ... ... .... 85
4.3.4 Trend towards increased polyfunctional and functional scores
in cHEU: COMPASS analysis results . . . . . ... ... ... 91
4.4 Discussion . . . . ... 94
5 Impact of BCG immunising strain on T cell function 96
5.1 Imtroduction . . . . . . .. ..o 96
5.2 Methods . . . . . . 98
5.2.1 Cohort description . . . . . .. ... oL 98
5.2.2  Immunisation . . . . . . .. . 0L 98
5.2.3 Whole blood assay . . . ... ... ... ... ... 98
5.2.4  Cell staining, antibodies and flow cytometry . . . . . . . . .. 98
5.2.5 Statistical analyses . . . . . ... ..o 0oL 99
53 Results . . . . . .. 100
5.3.1 Cohort characteristics . . . . . . ... ... ... ... ... 100
5.3.2 Magnitude of mycobacterial-specific CD4 T cell cytokine re-
sponses differ according to BCG strain . . . . . . ... .. .. 100
5.3.3  Polyfunctional mycobacterial responses differ between strains . 104
5.3.4 BCG-Denmark induces a more differentiated memory pheno-
type compared to other strains . . . . . ... ... ... ... 109
5.3.5  Strain of BCG impacts CD4+ responses to heterologous antigens111
5.4 Discussion . . . . .. oL 116

12



6 Thesis summary and conclusions 119

6.1 Thesis summary . . . . . . . . ... 121
6.1.1 Limitations of the study . . . . . . ... ... ... ... ... 122

6.1.2 Concluding remarks . . . . . .. ... ... 122

7 Appendix 166

13



List of acronyms and abbreviations

aP acellular-Pertusis.
ARRDC4 Arrestin Domain-Containing Protein 4.
ART Antiretroviral treatment.

ARV antiretrovirals.
BP Bordetella pertussis.

CBMC Cord blood mononuclear cells.
cHEU Children who are HIV-exposed and uninfected.
cHU Children who are HIV-unexposed.

CT Cape Town, South Africa.

DMSO Dimethylsulfoxide.
DTaP Diptheria-Tetanus-acellular Pertussis.

DTP Diptheria-Tetanus-Pertussis.

EBF exlusive breast feeding.

EPI Expanded Programme on Immunization.

FHA filamantous hemagglutinin.

14



GM-CSF Granulocyte-macrophage colony stimulating factor.

Hib Haemophilus influenzae type b.

IPV inactivated polio vaccine.

MCV Meningococcal vaccine.

NK Natural killer cells.

PAMPs PAMPs.

PBS Phosphate buffered saline.

PCR Polymerase chain reaction.

PHA Phytohemagglutinin.

PMTCT Prevention of mother to child transmission.

PPD purified protein derivative.

TB Tuberculosis.
Treg regulatory T cell.
TT Tetanus Toxoid.

TXNIP Thioredoxin Interacting Protein.

UK United Kingdom.

WHO WOrld Health Organisation.
WHO-UNICEF World Health Organisation-United Nations Childrens Fund.

wP whole-cell Pertussis.

15



Chapter 1

Literature review

1.1 Ontogeny of the human immune system

The concept of immune ontogeny—the evolution of the immune system from an
immature state to that of a mature or adult-like state—is fundamental to under-
standing immunity in early life [1]. Much of what is known about immune ontogeny
has been derived from studies using animal models, given the limitations of sampling
human fetuses and neonates. The development of the immune system of can be
broadly divided into two phases each with their own unique challenges. The pre-natal
phase of immune development requires the maintenance of fetal-maternal tolerance,
whilst simultaneously adapting to in utero pathogenic challenge whereas post-natal
phase requires the rapid adaptation to a host of environmental and pathogenic
challenges [1]. Pre-natal immunity begins with the protection of embryonic cells
via innate immune processes such as the recognition of foreign pathogen associated
molecular patterns (PAMPs) in a process described as cell autonomous immunity
(CAI) [2]. Immune subsets that display adult-like characteristics are detectable
in human fetal tissues as early as 5 weeks of gestation [3], however these cells in
the fetus are functionally distinct from adults [1, 5, (]. Several key observations

demonstrate that post-natal immunity is age-dependent; firstly innate responses to
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PAMPs stimuli mature from birth through the neonatal period to about 1 year of
age [7, 8, 4, 9], secondly T and B cells at birth and during the neonatal period are
of a naive-like phenotype [10, 11] suggesting limited antigen exposure in utero and
thirdly a change the shift from Th2-like polarisation in early infancy towards a more

balanced Th1/Th2 phenotype [12, 13].

1.1.1 Factors that drive immune ontogeny in early life

The development of immunity in early life is determined by the sum total of both
abiotic and biotic factors. Some of the biological factors that shape immune on-
togeny during infancy is discussed here. Amongst others they include host genetics,
environmental microbes, the initial colonising microbiome, breastfeeding practices
and maternal infections during pregnancy. These factors act to influence immune
tolerance, allergic immunity and immune responses to pathogens and vaccines in

early life [1].

Environment

Population differences in susceptibility to disease are well-known. These differences
reflect intrinsic factors such as host genetics of innate immune sensors [11, 15] as
well as extrinsic factors such as environment which impact on immune programming
particularly in early life [I, 16]. Distinct cytokine expression patterns in response to
toll-like receptor (TLR) stimuli have been observed in newborns of different racial
backgrounds [17, 18] which support a role for host genetics in innate immunity. A
recent study on the ontogeny of innate responses between Asian and Caucasian
infants living in the same environment, found that the initial divergent patterns in
cytokine expression at birth eventually converged by 2 years of age [15] suggesting that
intrinsic factors can be over-ridden by environmental cues. When innate responses
were compared in 2 year old infants from four different continents, a unique hypo-

responsiveness to TLR4 and and TLR7/8 stimuli among South African was found
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compared to European, North and South American populations [19] underscoring the
role of environment in driving responses to microbial stimuli. Adaptive responses are
also driven by environment as shown in Bangladeshi and American infants followed
up from birth where significant divergence was observed at 2 years of age. Elevated
IL-8 and cytotoxic T cell responses to polyclonal stimulus were the defining feature
of Bangladeshi infants at 2 years of age, whereas at birth, T cell function was
indistinguishable between the two cohorts [20]. The environments in the tropics are
considered as being uniquely microbial rich, and the inhabitants of these areas suffer
a disproportionate burden of infectious diseases compared lattitudes further away
from the equator [21]. Compounding this, are factors related to limited resource
settings where poor nutrition, hygiene and lifestyle affect infant health. The ‘hygiene
hypothesis’ [22] proposes that continual exposure to microbes in early life, educate the
immune system towards a Thl-biased phenotype and away from a Th2 phenotype
that favours allergic immune responses [23]. Consistent with this is hypothesis
is the epidemiological data showing an emergence of auto immune disorders and
allergies in infant populations from urbanised Western settings—assumed to be less
exposed to microbial stimuli [24]. Helminth infections are endemic in the tropics
[25, 26, 27] and these infections are associated with Th2 skewing [28] and other
immunomodulatory effects including impaired responses to vaccination, increased
susceptibility to infections and a suppression of allergy responses [29, 30, 31, 32, 33,

]. This may explain in part why BCG—a potent inducer of Th1 immunity—has poor
efficacy in the tropics [35], where BCG-induced Thl responses are lower compared to
populations further away from the tropics [36, 32]. Given that helminth infections are
common for pregnant women in helminth-endemic areas [37], it has been suggested
that in utero sensitisation to helminth antigens pre-disposes newborns to other
infectious burdens [38, 30, 39], alters their vaccine responses [30, 10] and perturbs
immune subsets [11]. In Uganda, maternal hookworm infection was associated with

increased IL-10 cytokine responses to Tetanus Toxoid vaccine in their infants in
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a large observational study of 1500 mother-infant pairs [10]. Some studies have
demonstrated that treating helminth infections improves immune responses to non-
helminth [12; 13], leading to suggestions that helminth treatment during pregnancy
may restore vaccine responsiveness in infants [37]. In a randomised controlled trial
however, maternal anti-helminth treatment during pregnancy did not improve infant
BCG immune responses but did result in reduced IL-5 and IL-13 responses for
Tetanus Toxoid vaccine [44]. In early life, the immune system is Th2 biased, which
is thought to contribute to the increased vulnerability to pathogens that typically
require Th1 responses for clearance. Without any interventions, environments that
delay the ontogeny of Th1l/Th2 balance by skewing the immune system to a Th2

phenotype may render infants vulnerable to infection.

Microbiome

The developing fetus was assumed to be sterile, free from antigen exposures that could
imprint on immune development. This dogma has since changed, and the amniotic
fluid that surrounds the fetus is recognised as being non-sterile [15] with one study
reporting that the placenta harbours a distinct microbiome [16]. The first post-natal
exposures come from the transfer of microbial communities from the mother to child
during the birthing process [17]. The most significant determinant of the colonising
microbial profile in neonates is the initial maternal innoculum—determined by the
mode of delivery [18]. Microbial communities established after C-section delivery
resemble those of the maternal skin [19] and hospital related-bacteria [50]—considered
unfavourable to the health of the infant [51, 52]. Vaginal delivery in contrast results
in colonisation of beneficial Bifidobacterium species [17, 53], which are associated
with reduced incidences of respiratory tract infections [51, 55]. In addition, feeding
practices (breast-milk vs. formula, cessation of breast-feeding, introduction of solids
etc.), the use of antibiotics (infant and/or maternal) determine the kinds of microbial

communities that eventually colonise much of the neonatal gastrointestinal tract
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[17, 56]. There is growing evidence that the profile of early microbiome and any
disruptions thereof, impacts immunity to allergens, pathogens and vaccines [57, 58,

, 60]. The pre-vaccination composition of gut microbial species was a significant
determinant of Rotavirus vaccine antibody responders in a study of Ghanaian infants
[60]. In a study of Bangladeshi infants, higher relative abundances of Bifidobacterium
longum species was associated with elevated T cell responses to BCG, Tetanus-specific
and Oral Polio vaccines [61]. Other Bifidobacterium species are positively associated
with fecal Polio IgA antibody levels [62]. The cross-talk between gut microbes and
the gut immune system determines the Th1/Th2 balance in early life [03] with
specific microbial taxa and their metabolites impacting cytokine responsiveness to
microbial stimulations [58]. A specific carbohydrate molecule absent in a mutant
commensal Bacteroides fragilis species was sufficient to skew systemic responses to
a Th2 phenotype in a mouse model [63], highlighting the importance of specific
microbial communities in shaping early Th1/Th2 balance. Feeding patterns in the
first year of life impact the microbial ecology of the infant gut. Breastmilk—in
addition to its nutritional and passive immunity benefits—promotes the colonisation
of healthy gut microbes to the infant [17, 64, 65]. A Swedish study found that
the cessation of breast-feeding was significant in determining whether infant gut
microbiome resembled that of an adult at 12-months of age [17]. In animal models
significant changes in immune profiles have been observed depending on the feeding
pattern. The dynamics of serum cytokines differ between formula-fed (FF) and
breast-fed Rhesus macaques, with higher pro-inflammatory cytokines are detected in
macaques at 4 months of age [64]. This coincides with a preferential accumulation
of Lactobacillus species and a reduction of Bifidobacterium species compared to
formula-fed infants [(1]. Another study in Rhesus macaques found that breast-fed
infants had significant elevated relative abundances of Provotella, Clostridium and
Lactobacillus species in their guts compared to formula-fed infants [65]. Importantly,

this study showed that CD4 T helper cell memory populations cells in peripheral
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circulation developed quicker and were significantly elevated up to 12 months of
age in the breast-fed group. These studies demonstrate how diet shapes the infant
microbiome with consequences for mucosal immune ontogeny in the first year of life.

In summary, the colonisation of the newborns by specific microbial communities
by birth mode, feeding practices represent an immunological imprint that determines

how the immune system responds to antigen stimuli.

Chronic maternal infections

Early life immunity is impacted by maternal infections during pregnancy—even in
babies that do not experience vertical transmission of the etiologic agent. Evidence
is accumulating that the immune ontogeny of these "uninfected yet unaffected" [60]
babies differ significantly from those born to healthy mothers. Incidences of helminth
infections amongst pregnant women in some populations can reach as much as 30% [67,

|. As previously described maternal helminth infections have immunomodulatory
effects in the infant. Other chronic infections during pregnancy—particularly for
tropical regions—with consequences for neonatal and infant immunity include Try-
panosoma cruzi—the etiological agent of Chaga’s disease [(9], Plasmodium falciparum
which causes malaria and HIV [60]. Infection with Plasmodium falciparum sensitises
fetal T and B cells [70, 71, 72] with effects on neonatal innate responses [73, 74, 71]
however, these do not translate to alterations to cell-mediated responses to Tetanus
vaccine for example [75, 70]. Infection with Trypanosoma cruzi during pregnancy on
the other hand, alters the ontogeny of antibody IgG responses against hepatitis B
in infants with vertical transmission compared to infants born to uninfected moth-
ers [77]. Furthermore, maternal Trypanosoma cruzi infection during pregnancy was
associated with an enhancement of purified protein derivative (PPD) Thl responses
in infants that did not experience vertical transmission [77]. HIV infection remains
high amongst pregnant women in Sub-Sahran Africa [78]. Despite a reduction in

transmission rates due to antiretroviral treatment during pregnancy, infants born to
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HIV infected mothers experience an increased burden of infectious disease morbidity
that suggest a perturbed immune profile and/or immune ontogeny [79]. Studies
on the ontogeny of immunity among children who are exposed in utero to human
immunodeficiency virus/antiretrovirals have only recently been considered and the

ontogeny of T cell phenotypes and function these infants is the focus of this thesis.

1.2 Immune differences between children who are HIV-
exposed yet uninfected and HIV unexposed

Prevention of mother to child transmission programs (PMTCT) has drastically
reduced vertical transmission rates of human immunodeficiency virus (HIV) from
approximately 30% during the pre-antiretroviral treatment (ART) era [20] to lower
than 1% in some countries [31]. Infants who have escaped HIV transmission in utero
or postnatally are termed children who are HIV-exposed and uninfected (cHEU)
infants [22]. The numbers of cHEU are increasing yearly and account for as many
as 30% new births in Sub-Saharan Africa [78]. Although HIV-uninfected, these
infants are disproportionately affected by infectious disease morbidity and mortality
compared to children who are HIV-unexposed (cHU) [33, 84, 85, 86]. Notwithstanding
the social disadvantages to being born in an HIV household, a number of biological
factors are implicated in the poorer health outcomes in these infants [79]. This
section will review the evidence for disproportionate infectious morbidity burden
among cHEU and the potential immune perturbations in the infant that may account

for this.

1.2.1 Infectious disease burden

Prior to the widespread availability of ART programmes for pregnant women, a

large number of infants born to HIV-infected mothers died within the first year of
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life [87, 78]. In the era of PMTCT, cHEU are still disproportionately affected by
infectious disease compared to children who are HIV unexposed (cHU) [88]. Common
infections observed in cHEU include those caused by bacterial, fungal and viral
agents Epalzae631, mussi2010lower. Group B Streptococcus (GBS) infections in
newborns and young infants can cause complications like sepsis and meningitis if
left untreated [39, 90]. Increased incidences of GBS among HEU neonates and
young infants have been found in both European [91] and African cohorts [92]. In a
Belgian study assessing GBS incidence and clinical presentations among newborns
at a referral hospital between 2001 — 2008, found that the risk of all GBS infections
were higher in HEU compared to HU controls (RR = 19.6, 95% CI; 7.5 — 51.7),
in particular late-onset GBS infection (RR = 125.2, 95% CI; 26.3 — 620.2) [91].
Importantly these observations were in cohorts where PMTCT programmes were in
place in accordance to local guidelines [93]. In South African infants annual estimates
for the risk of invasive GBS infections between 2004 and 2008 were 2.25-fold higher
among HEUs compared to HUs [92]—a period in which PMTCT programmes were
not widely adopted. Another South African study found that risk of death due
to Invasive pneumococcal disease (IPD) in infants younger than six months was
highest among HEU compared to HU controls (adjusted RR = 1.76, 95% CI; 1.09 —
2.85) [84].

Lower espiratory tract infections are also commonly reported for HEUs [04, 95,

, 83]. A survey of cHEU in France between 2002 and 2010 showed that 40% of
infections among this group that led to hospitalisations or death were a result of viral
or bacterial broncho-pulmonary infections [97]. Crucially, that survey of nearly 7000
neonates excluded those were that were breastfed. Exclusive breastfeeding in the first
months of life has been shown to reduce infectious morbidity in HEUs [98]. Current
WHO guidelines recommend HIV-infected mothers practice exclusive breastfeeding
until at least six months of age [99]. Two earlier reports, prior to this adoption

of WHO recommendations, found that the incidences of lower respiratory tract
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infections (LTRI) are higher among cHEU infants compared to cHU particularly
within the first six months of life [100, 83]. A birth cohort assessing the incidence,
severity and risk factors for pneumonia in the first year of life showed that the
incidence rate ratio for pneumonia among cHEU was 1-38 (95% CI; 0-91 — 2-03)
and a third of pneumonia cases in these infants required hospitalisation [100]. In
that study, HIV exposure was a significant risk factor for severe pneumonia (RR =
4.04, 95% CI; 1.51 — 10.80) whereas the introduction of any formula feeding prior
to six months was not [100]. In a Botswana study, the risk ratio among cHEU
presenting pneumonia at a tertiary hospital was 1.8 (95% CI; 1.27 — 2.64, p=0.001)
with in-hospital mortality 4.31 (95% CI; 1.44 — 12.87, p=0.01) [23]. In that study,
47% of cHEU in failed pneumonia treatment compared to 24% of cHU. Of note, was
that breastfeeding rates were low among HIV-infected mothers, therefore the elevated
risk of pneumonia may be related to inadequate passive immunity provided by breast
milk. In a retrospective study of Kenyan infants, followed monthly over the first year
of life, breastfeeding was found to be associated with a 47% lower risk of pneumonia
among HIV-exposed infants compared to infants that were never breastfed (hazard
ratio = 0.53, 95% CI; 0.3 — 0.73) [101]. Surprisingly, this reduction in risk was
independent of maternal CD4 and viral load in women that were not on antiretroviral
treatment. Thus, the practice of breastfeeding—which HIV infected mothers have
historically opted against for fear of transmitting HIV to their babies—is a significant
determinant in reducing the risk of lower respiratory tract infections. Bordetella
pertussis (BP) is the cause of whooping cough in children [102] and has been shown
to disproportionately affect cHEU in both incidence and severity in some studies [103,

]. In both South African and Zambian cohorts, the incidence of BP infection and
rates of hospitalisation as a result of BP infection were slightly higher in cHEU [103,

], while one study showed that HIV exposure was not a risk factor BP infection in
a South African setting [105]. In a TB endemic setting, similar rates of Mtb infection

(as measured by IFN-y release assays in blood) were observed between HIV infected
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children and HEU—despite being BCG vaccinated and having received preventative
Isonaizid therapy [106]. This suggests that HEU children are equally vulnerable
to Mtb infection as HIV-infected children. Increased rates of Mtb infection among
HEUs may be driven by exposure to household TB contacts due to maternal HIV-TB
co-infection. In Uganda, cHEU under 5 years of age had higher odds of Mtb infection
compared to cHU (OR = 21.2, 95% CI: 2.2 — 204.7, p=0.008) [107]. These HEU
children in addition were underweight highlighting the need for adequate nutrition
for this vulnerable population. Infectious burden among cHEU is not limited to
bacterial infections. HIV-exposed children are at a higher risk for cytomegalovirus
(CMV) infection during infancy compared to their unexposed counterparts [108].
Even in pregnant women on ART), increased incidences of congenital CMV infection
are reported in their HIV-exposed uninfected newborns [109, , ]. In summary,
cHEU experience more bacterial-related and to a lesser extent viral infections than
cHU. Many of the bacterial infections are lung-related, more severe and often fail
treatment compared to cHU particularly for infants who are not breastfed. Combined,
these studies suggest that altered immunity exists in cHEU that is likely ineffective
in mounting protective responses that would limit or prevent childhood infections.

This remains a relatively underexplored area of investigation.

1.2.2 Differences in immune cell numbers and function

Several innate and adaptive immune abnormalities have been documented in cHEU [79].
The innate immune system is the first line of defence against foreign pathogens and a
number of studies have shown differences in both innate cell frequencies and function
between cHEU and cHU groups [79]. Absolute neutrophil and monocyte counts in
the peripheral blood have been shown to be lower in cHEU [112]. In a study by
Bunders et al., [112], total lymphoctye counts in HIV exposed babies were positively

associated with CD4 counts in their HIV infected mothers. This association with
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maternal neutrophil counts have been shown to be consistently lower than cHU up
to 8 months of age [112], which suggests an increased migration of these cells from
the periphery to sites of inflammation among cHEU. Myeloid-derived dendritic cells
(MDDC) have been shown to be elevated at birth in HEU compared to HU controls,
but comparable from 3 — 12 months of age [ 13]. In addition to differences in cell
numbers, innate cells respond differently between cHEU and ¢cHU groups to a number
of innate cell stimuli [114, ] suggesting altered function. For example, monocytes
and dendritic cells from cHEU produce elevated pro-inflammatory cytokines IL-6
and TNF-« in response to stimulation with bacterial pathogen associated molecular
patterns (PAMPS) up to at least 6 weeks of age [111]. Cord blood mononuclear cells
(CBMC) from HEU newborns stimulated with Staphylococcus aureus Cowan (SAC)
produce significantly less IL-12 than SAC-stimulated CBMC from HU newborns [115].
Natural killer cells (NK) are a cytotoxic subset of the innate immune system capable
of recognising virally infected cells [116]. A Kenyan study found that despite their
lower frequencies at birth, NK cells from cHEU were functionally superior to cHU
in cytotoxic killing assays in vitro, however this enhanced function was lost by 6
months of age [117]. In summary, innate immunity in the HEU is characterised by
differences in cell numbers compared to HU and an increase in innate cells function
during early infancy, however, this enhanced ability appears to be lost later on.
CD4 and CD8 T cells form part of the cellular immune response to pathogens
exerting a number of functions after the engagement of the T cell receptor (TCR)
to antigen on human leukocyte antigen (HLA) molecules. A number of studies
report that HEU infants and children have lower CD4 and CD8 T cell counts
compared to their unexposed peers [ 18, , , |. A study of HEUs stratified
by antiretroviral exposure status (n=1820; maternal ART use during pregnancy and/
or infant prophylaxis vs. n=351; no ARV) [121] found a trend towards decreased
CD4 and CD8 T cell counts in the ART-exposed group in the first two months of life

which became significant in the subsequent 6-24 month period [121]. This suggests
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that exposure to ART in utero or perinatally has possible implications the numbers
of functional T cells in early life. These differences in T cell numbers persist to
pre-adolescence [120], though not observed consistently [118]. Lower T cell counts in
the blood of cHEU may be related to reduced thymic output or reduced progenitor
function. A study by Nielsen et al., [I19] found reduced CD4+ naive and memory
subset counts in babies born to HIV-infected mothers on ART (the majority: 18/20
with CD4 counts >200/uL) suggesting that treatment during pregnancy does not
normalise CD4 T cell counts in HIV exposed babies. Overall, there is evidence that
a number of hematological parameters are reduced in infants born to HIV infected
mothers—even on suppressive ART. This reduction in immune cell counts is partly
associated with maternal CD4 counts and is more severe in the case of maternal
lymphophenia. The clinical significance of these reduced cell counts on the health of
the HEU is as yet unclear.

Whilst immune cell numbers may be important, the effector functions of these
cells in cHEU may be more relevant [79]. Recently, a growing number of studies on
cellular mediated immunity in cHEU are focused on responses to vaccination which

is covered in the next section.

1.2.3 Antibody responses

Some of the more common morbidities observed in cHEU are against vaccine pre-
ventable diseases [91, , , | suggesting that this group fail to mount effective
immunity following vaccination and therefore are at increased risk for acquiring
infection. In addition to the nutritional benefits provided by breast milk, breast-fed
infants are provided with passive immunity which lower the risk of infectious mor-
bidity and mortality [122, 98]. HEU neonates have lower levels of passive immunity
against vaccine-preventable diseases compared to HU neonates [123] which under-

scores the need for effective immunisation in this group. In a South African study
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measuring antibody levels to vaccine preventable diseases (Haemophilus influenzae
type b, Pneumococcus, Bordetella pertussis, Tetanus and Hepatitis) found that birth
antibody titres were lower among HEU compared to HU groups, but routine vacci-
nation resulted in comparable antibody levels [123]. In general, antibody responses
to most routine vaccines are robust among cHEU who have received the full course
of booster vaccinations and the vast majority maintain sero-protective levels to at

least two years of age [114, , , 125].

1.2.4 Cell-meditated responses

Cell-mediated immunity (CMI) refers to the ability of immune cells to respond to
antigenic stimulation by proliferating, exerting cytotoxic effects or producing effector
molecules such as chemokines and cytokines. There is no broad consensus in the
literature on whether cell-mediated immune reponses are perturbed in cHEUs. Prior
to PMTCT programmes being widely adopted, comparisons of HEU and HU groups
were heavily confounded by factors related to the health of HIV-infected mothers,
including high viral loads and low CD4 counts. The impact of maternal and/or
neonatal ART use on cell-mediated responses can only be assessed by observational
studies, however limited sample sizes mean that only a few studies have directly
assessed this. As more countries adopt standard PMTCT programmes like Option
B+, HEU cohorts are likely to become more homogenous with respect to the use
of ARV regimens and the overall benefits of antenatal and post-natal care provided
by PMTCT programmes to the health of mother and child. Nevertheless, the
interpretation of even recent CMI studies is difficult given other confounders related
to experimental methodology, the stimulating antigen, geographical and age-related
differences of the cohorts studied (Table 1.1). As pre-exposure prophylaxis during
pregnancy expands in South Africa, more data on the effects of ARVs, in the absence

of HIV, on foetuses and infants may accumulate.
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Cellular responses to mycobacterial antigens

Much of the data on cell mediated immunity in cHEU have come from studies
evaluating responses to BCG or mycobacterial antigens [126, 10, , , , ,

, |. This is because HIV endemic regions in sub-Saharan Africa suffer the
added burden of TB disease [133], meaning that many cHEUs in these regions are
repeatedly exposed to Mycobacterium tuberculosis (Mtb), and therefore at risk for
TB disease [134, |. Although correlates of protection against TB disease remain
undefined, understanding vaccine immunity against Mtb as well as immunity to Mtb
itself in cHEU, may provide insight as to whether they maybe disproportionately at
risk for TB disease. Typically, the read-out from these studies is either intracellular
cytokines or soluble immune mediators released into culture media after short- or
long-term incubation with antigen. In studies comparing cellular responses between
HEU and HU groups following long-term (>24 hrs) culture with mycobacterial
antigen, differences or lack thereof exist depending on the read-out. For example, the
frequencies of total blasting T cells—as measured from light scatter properties by flow
cytometry—are not impacted by HIV exposure status [129], whereas the frequencies
of mycobacterial-specific proliferating cells—as measured by Ki67—following long-
term culture, two studies found no differences between HEU and HU groups [10, 120]
with one study showing that differences were age-dependent (greater proliferation
among HEUs at 16 weeks but not 6 weeks) [128]. In a study characterising T cell
function in HEUs whose mothers received ART during pregnancy and had CD4 counts
>200 cells/mm?, Kidzeru et al.,[125] found reduced proportions proliferating T cells
producing any 3 combinations of IFN-y, IL-2, Th17 or IL-13 in response to in vitro
BCG stimulation at 6 and 14 weeks of age. Of note was that rates of lower respiratory
tract infections in this study were twice that of the HU control group suggesting a
possible link between altered immune responses and susceptibility to infection. Other
studies have found no differences in polyfunctional T cells (simultaneously producing

3 or more cytokines)[127, 131], which are implicated in protective immunity [135,
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, ]. A distinguishing feature of the lymphoproliferation assay by Kidzeru et
al., [128] was the addition of PMA /ionomycin to BCG-stimulated culture in the final
4 hours of the assay, where others have used either Staphylococcus Entero-toxin B
(SEB) [126] or no mitogenic re-stimulation [129, 130]. Thus, the results of long-term
in vitro assays are confounded by the use of superantigen or mitogen in addition
to the primary antigen stimulus. For levels of soluble mediators after long-term
culture, TNF-o« and GM-CSF were found to be elevated only in BCG-stimulated
cultures of HEUs whose mothers who showed Mtb sensitisation by Quantiferon Gold
testing [130], suggesting that maternal mycobacterial exposure may preferentially
prime BCG responses in the HEU infant. Maternal BCG immunisation however does
not appear to enhance infant responses to Mtb, as shown by a large study of 1500
Ugandan infants, where maternal BCG scar (indicating prior immunisation) was
associated with lower infant IL-5 and IL-13 responses to Mtb secreted crude culture
filtrate proteins (cCFP) [10]. In the same study, cCFP responses in the infant did
not differ by maternal HIV status among HIV-uninfected infants [10].

Fewer studies have evaluated CMI to mycobacterial antigens between HEU and
HU using short-term in vitro assays [127, ]. The whole blood assay is a standard
for short-term CMI measurements, where whole blood is incubated directly with
antigen [138]. Unlike PBMC based assays, no isolation of cells is required, a logistical
advantage for field studies where often the laboratory is not easily accessible. In
addition, whole blood more accurately reflects physiological conditions in vivo, with
appropriate growth, co-factors and cells for antigen processing and presentation
[139]. The results from whole blood intra-cellular cytokine staining (ICS) assays
suggest that HEUs are immune competent. For example Ugandan infants who were
BCG-vaccinated at birth had total intra-cellular cytokine frequencies responding
PPD at 3 months post vaccination [127] and a South African study showed higher
frequencies of BCG-specific CD8 T cells positive for IFN-y among HEUs compared to

controls only at the 6-month time point [131]. A criticism of these two ICS studies is
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that no correction for multiple comparisons was performed which may have negated
the observed differences between HEU and HU groups. Furthermore, Mansoor et
al., [131] did not report on potential maternal confounding variables such as CD4
counts and viral loads, however, as mentioned by the authors routine ART was not
available at the time of study. In summary the impact of HIV exposure on infant
cellular immunity to BCG is confounded by infant age, the cellular assays used and

their readouts as well as maternal confounders.

Cellular responses to mitogens

One of the more consistent findings of cell mediated responses in the HEU is
the impairment of a number of effector cytokines after in wvitro stimulation with
superantigen or mitogen (Table 1.1). After six-day stimulation with staphylococcus
enterotoxin B (SEB), Kidzeru et al., [128] showed that the capacity to produce
multiple cytokines at a single-cell level was diminished compared to HUs, with
significant differences in proliferating CDS cells expressing both I[FN-y and 11-13.
This impaired cytokine production to SEB is supported by studies measuring total
CD4 cells, where lower frequencies of cells expressing IFN-y, IL-4, TGF-3 and IL-10
after 72 hours of stimulation [110] and IL-2 and TNF-« after 12 hour stimulation are
observed in HEU compared to controls [127]. Lower cytokine responses in HEU cell
cultures stimulated with the lectin PHA have also been observed for IFN-y, TNF-«
and TL-2 [130, 132] suggesting that impaired cytokine production may involve other
immune subsets beyond T cells. Interestingly, PHA stimulation shows comparable
frequencies of proliferating T cells between HEU and HUs [129, ] whereas SEB
enhances T cell proliferation among HEUs albeit after secondary stimulation with

PMA /ionomycin [128].
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Cellular responses to other vaccine antigens

CMI studies to non-mycobacterial vaccine antigens that directly compare HEU and
HU groups have been limited. Two studies have measured cellular responses to
Tetanus Toxoid [10, 127] and one to Pertusssis antigens [128]. Altered cytokine
responses to Tetanus in the HEU have been observed for long term in vitro stimulation
assays [10] but not in short-term assays [127]. A large Ugandan study measuring
cellular responses to Tetanus Toxoid in 12-month old infants, found reduced levels of
IFN-y, IL-5 and IL-13 in HEUs compared to controls following long-term in wvitro
stimulation, which remained significant after controlling for a number of maternal
confounders including hookworm infection and maternal immunisation [10]. This
suggests that even after a full course of vaccinations, significant defects in Thl
and Th2-mediated immunity to Tetanus exist in the HEU. A limitation to the
aforementioned study, was the cross-sectional study design, where only one-year old
infants were studied. For T cell cytokines measured by intracellular cytokine staining
by flow cytometery after short-term Tetanus Toxoid stimulation, no differences in
IFN-y, IL-2 or TNF-« were seen for a similar Ugandan cohort between 3 and 12
months of age, even when accounting for the ART-use and CD4 counts [127]. To
summarise, it appears there is no evidence that T cell function to Tetanus antigen is
perturbed in the HEU, however the effector function of other immune cells maybe
reduced as shown in culture assays. To date, only one study has directly compared
HEU and controls for cellular responses to Bordetella pertussis (BP) antigens, finding

lower frequencies of proliferating polyfunctional T cells in the HEU group [128].

Cellular responses to polyclonal and cytokine stimuli

As a measure of general immune competence by T cells, in vitro studies have used
anti-CD3 in conjunction with anti-CD28 monoclonal antibodies to trigger the T cell
receptor (TCR) and begin an intra-cellular signalling cascade that induces functional

responses, by-passing classical antigen presentation [111]. Maternal viral load and
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ART treatment during pregnancy have been shown to correlate anti-CD3-meditated
function in the HIV exposed neonate [112, 113]. Stimulation with anti-CD3 resulted
in reduced pro-inflammatory cytokines and increased regulatory cytokines in babies
born to mothers with uncontrolled HIV replication compared to those born to women
with undetectable viral loads in a Brazilian study [142]. These results were supported
by another observational study where detectable viremia during pregnancy (defined as
>80 copies/mL) was associated significantly elevated levels of IL-10, but lower levels
of TNF-a and IFN-y in culture supernatants from neonatal anti-CD3 stimulated
cells compared to cells from mothers with undetectable viral loads during pregnancy
[143]. Another study which evaluated the upregulation of chemokine receptors on
mononuclear cells derived from cord blood in response to anti-CD3 stimulation found
no differences between HEU and HU groups however, exposure to GM-CSF in cell

culture preferentially upregulated CCRS8 in HEU neonates [144].

1.2.5 Gene expression in HIV-exposed individuals

Gene transcription data from HEU infants have been lacking, and such studies
may give a broader insight into potential immune dysregulation in this population.
The most common genetic studies in HEU have measured mitochondrial DNA
content—a proxy for mitochondrial function—with conflicting results [110, ,

, , , | but suggest altered mitochondrial function as a result of direct
ARV-exposure [151, , |. In adult cohorts of known repeated exposures to
HIV without infection, "HIV resistance’ is associated with a downregulation of genes
and pathways related to energy metabolism, NK cytotoxicity and T cell receptor
signalling [154]. The interpretation here is that resistance to infection is a result of
a downregulation of genes that HIV needs for successful infection. For babies who
are HIV exposed in utero, different physiological determinants are at play which
may result in gene expression patterns that are distinct from the HIV-exposed adult.

Non-nucleoside reverse transcriptase inhibitors, such as efavirenz, has been shown to
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induce mitchondrial toxicity and damage with release of mitchondrial DNA [155, 156].
Vivanti et. al, [157] compared gene expression profiles between neonates exposed
to azidovudine or tenofovir-based combination therapies in utero from unexposed
controls (n=8, 9, and 8, respectively) by microarray analysis of isolated CD3 cells
isolated from cord blood. They found significant downregulation in the transcription
of genes related to DNA repair and telomere maintenance. The gene expression
profiles of CD34+ hematopoetic stem cells from 7 azidovudine-exposed and 6 control
newborns and found more than 300 differentially expressed genes in the exposed
group [158]. A recent study of Kenyan infants compared gene profiles in peripheral
blood mononuclear cells (PBMCs) in 12 month and 24 month-old HEU infants and
age-matched HU controls [159]. Almost two-thirds of differentially upregulated genes
in HEUs were related to plasma membrane receptor proteins found on immune cells
and some of these altered genes are associated with activation or the regulation
of inflammation, suggesting a dysregulation in the immune activation pathway.
Importantly, genes related to neutrophil function were repressed in HEUs, indicating
a potential defect of the innate immune system that may predispose these infants to
bacterial infections [159]. In this PhD, we propose to examine gene expression in
HEU birth blood, the sample closest to in utero HIV/ARV exposure and a time point

that mitigates confounders related to environmental and other post-natal exposures.

1.3 ARV regimens in HIV-exposed and uninfected neonates

The World Health Organisation (WHO) has specified which antiretroviral drug
regimens should be used during pregnancy, irrespective of clinical or immune status,
with disoproxil fumarate (TDF') making up the backbone of recommended regimens for
maternal health benefits, prevention of mother-to-child HIV transmission (TDF plus
emtricitabine: FTC & efavirenz: EFV) and prevention of HIV infection in uninfected

women (TDF-FTC, Truvada®) [160]. These recommendations are extrapolated from
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limited clinical safety data. The scale-up of WHO’s recommended triple therapy
(Option B+) to pregnant and breastfeeding women living with HIV regardless of
maternal immune status has significantly reduced paediatric HIV infections [161].
As a result of these interventions, more foetuses and infants are exposed not only to
intrauterine HIV, but also intrauterine ARV, neonatal ARV prophylaxis, and in some
cases, to maternal HIV/ARVs via breastmilk [162]. These exposures comprise both
an infectious and drug exposure, making it often difficult to disentangle the effects
between the two. HIV/ARV exposure during pregnancy may lead to mitochondrial
toxicity [31, 163, 153], decreased postnatal growth [30], and genotoxicity [158, 157],
all of which could perturb energy metabolism and impact the short and long-term

metabolic health of cHEU.

1.4 Infant vaccination

As many as 1.5 million infant deaths yearly are attributed to vaccine preventable
diseases [161]. Vaccination remains the most cost-effective public health intervention
available for reducing childhood morbidity and mortality [165, , , 168]. Many
national vaccination programmes exist, the majority following recommendations by
WHO’s Expanded Programme on Immunisation (EPI) in their national immunisation
programmes [169, 170]. The following section will review broadly some of the vaccines
in the EPI currently in use in Sub-Saharan Africa, with a focus on the immune

responses generated by the vaccines and known correlates of protection.

1.4.1 Expanded Programme on Immunisation (EPI)

The World Health Assembly initiated the EPI in 1974 with the aim of increasing
vaccine coverage to all children globally to reduce infectious disease burden and mor-
tality in early life [171]. Vaccines against Tuberculosis (BCG), Diphtheria, Tetanus,

Pertussis, Measles and Poliomyelitis were part of the initial recommendation but this
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has since expanded to include yellow fever, Hepatitis B (HBV) and Haemophilus
influenzae type b in countries endemic to these diseases [170, 172]. Since the intro-
duction of the EPI, infant death under two years of age has decreased by 50% on
average in Sub-Saharan Africa [173]. WHO-UNICEF estimates for coverage in South
Africa between 2010-2018 are as follows: BCG (84%, 98% in the Western Cape),
DTP 1st dose (90%), DTP 3rd dose (87%), Measles 1st dose (MCV1: 89%) [174].
For Nigeria, the estimates for vaccine coverage are lower than national reports [169]
with WHO-UNICEF estimates for the same period as follows: BCG (55%), DTP 1st
dose (58%), DTP 3rd dose (49%), Measles 1st dose (MCV1: 66%) [174]. Clinical
and policy research output for childhood vaccines in South Africa and Nigeria are
the highest on the continent [175], and these two sites are a feature and focus of this

PhD thesis.

BCG

Tuberculosis is caused by Mycobacterium tuberculosis (Mtb) and is the leading
cause of death by a single etiological agent, with 1.5 million deaths and 10 million
developing active disease annually [173]. BCG is currently the only licensed vaccine
against TB and is effective against severe forms of disseminated Mtb infection in
children but has variable efficacy against the most common form of the disease,
adult pulmonary TB [176]. The uncertainty surrounding vaccine efficacy means
that national vaccination strategies differ, with many offering different doses, routes
of administration, timing of vaccination, and sub-strains of BCG [177]. Current
practices in South Africa and Nigeria are single intradermal dose at birth or shortly
thereafter as per WHO guidelines even in newborns whose HIV status is not confirmed
at delivery [178, 179]. BCG is contraindicated for symptomatic HIV-infected infants
due to the risk of BCG adverse events and disseminated BCG [180]. In high TB
endemic settings, the benefits of early BCG vaccination outweigh the risks associated

with delaying BCG until HIV status is known, especially when PMTCT programmes
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are in place [178].

While some studies demonstrate that BCG induces antibodies against mycobacte-

rial antigens [181, , , ], their association with protective function is poor in
animal and human studies [185, 137]. BCG induces a complex cell mediated immune
response including Thl, Th2 and Th17 cytokines [186, 17, , 30]. Variability in

responses to BCG are in part related to geography as observed when comparing
infant responses in the tropics vs. further away from the equator. A study comparing
BCG vaccinated UK and Malawian infants, highlighted major differences in the
cytokine profiles induced by in vitro PPD stimulation [36]. At 3 and 12 months post
vaccination higher Thl cytokines (IFN-y, IL-2 and TNF-«) were observed in the
supernatants of PBMC-stimulated cultures from UK infants compared to Malawian
infants. In contrast Malawian infants had higher Th2 (IL-13, IL-5, IL-9 and IL-4) and
pro-inflammatory cytokines compared to UK infants. These differences highlight how
potential variations in environmental antigen priming, maternal factors and possible
exposure to infectious agents impact BCG immunogenicity [32, , 40, , .
For example helminth infections are more common in the tropics and these infections
may dampen immune responses |90, , 10] and treating helminth infection in
BCG vaccinated infants rescues pro-inflammatory responses while limiting regulatory
responses [32].

The route of immunisation appears to impact on the strength of immune re-
sponses [192]. A study comparing percutaneous and intradermal vaccination of
infants receiving BCG-Japan strain showed greater Thl (IFN-y, IL-2 and TNF-«)
and lower Th2 (IL-4) compared to intradermal vaccination with the same strain [192].

There is no evidence that the route of administration (percutaneous vs. intrader-

mal) impacts vaccine efficacy [193]. Delaying BCG vaccination does not impact
proliferative (Ki674) Thl responses [194] but has shown to increase the total CD4
memory Thl response [187]. South African infants receiving BCG at birth had

lower polyfunctional (cells 3 or more cytokines) at one year compared to infants
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vaccinated at 10 weeks [187]. Polyfunctional CD4 responses are of interest in ra-
tional TB vaccine design studies as they correlate with delay or protection from
disease for some intra-cellular pathogens including HIV [130, , |. In mice,
BCG-induced polyfunctional responses in the lung have been shown to correlate
with reduced bacterial burden following aerosol Mtb challenge [135]. In humans,
while polyfunctional responses have correlated with in vitro mycobacterial growth
inhibition [190], these responses to not correlate with Mtb protection in vivo [187].
In a case-control study of South African infants who received BCG at birth found
no differences in polyfunctional CD4 cells at 10 weeks (IFN-y, IL-2, TNF-«, 1L-17)
between infants who were protected from TB disease to those who went on to develop
TB disease [187]. Polyfunctional cells induced by vaccination may not be sufficient
alone to protect against TB disease but remain targets for vaccine-induced immunity

in many novel TB vaccine candidates [197].

Diphtheria-Tetanus-Pertussis

Diphtheria is caused by toxogenic bacilli of the species Corynebacterium diphtheriae,
whose toxins affect multiple mucous membranes including the nasal airways and
skin [198]. Tt is spread through air droplets via coughing and complications brought
on by the toxin can lead to death. The most vulnerable are infants where case-
fatality rates can be as high as 20% [198]. EPI has had significant impact in
reducing the global incidence of Diphtheria and rates have fallen drastically from
close to 100 000 cases in 1980, to just over 7000 cases in 2016 [199]. In South
Africa and Nigeria between 2010 and 2018 there were 23 cases and 1870 cases,
respectively [199]. Tetanus is caused by the bacterium Clostridium tetani, and its
exotoxin Tetanospasmin is a potent neurotoxin whose clinical manifestations include
include lock-jaw, stiffness of the neck and difficulty swallowing [198] with eventual
respiratory failure. Low doses of the toxin, which enter via open wound can be fatal.

Neonatal Tetanus cases were low in South Africa between 2010 and 2018; with 8 cases
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reported, and none reported in 2018, whereas 1334 cases in Nigeria are reported in
the same year [200]. Pertussis (commonly known as whooping cough) is a contagious
respiratory tract infection caused by the bacterium Bordetella pertussis. Bacterial
products include pertussis toxin (PT), tracheal cytotoxin, filamentous hemagglutinin
(FHA), and pertactin which are antigenic [201] and result in disease. Estimates of
Pertussis incidences vary significantly due to the lack of reliable surveillance data
and infrastructure for reliable diagnostics [202, 203]. Africa nevertheless represents
the largest proportion of Pertussis cases and death in infants younger than 5 [204].
The re-emergence of Pertussis cases in lower income countries underscores the need
for accurate surveillance and improved vaccination coverage [202], particularly for
HEU infants as they benefit less from maternal antibody transfer during the neonatal
period [123].

Both cellular and antibody responses are induced by DTP. Passive immunity from
mothers is usually lower in HEU infants compared to HU infants, however protective
antibody titres are observed following 3 doses of DTaP [123]. Antibody levels to DTP
wane during childhood, and often booster vaccinations are required in adolescents or
adults [205]. Cell mediated responses to TT and BP include Thl and Th2 cytokines,
with IFN-y responses peaking at 6 months of age and waning thereafter [206]. Th2
responses, specifically IL-13 and IL-5 also peak at 6 months of age but are sustained
up to 18 months of age in infants who receive 3 doses [206]. Current practices for
vaccination against the aforementioned diseases are Diphtheria-Tetanus-Pertussis
(DTP) multi-component vaccines such as DTaP-IPV /Hib which includes inactivated
polio, Haemophilus influenzae type b and Hepatitis B antigens. This vaccine is
typically delayed until 6 weeks in infants as a number of factors impact immunity to
this vaccine: firstly maternal antibodies may interfere dampen responses to other
components of the vaccine [207, , 209] and secondly the Th2 bias of the early infant
immune system may affect responses to vaccination [210]. Studies in mice showed

that both adoptively transferred CD4 cells specific for FHA and passively transferred
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BP-specific sera were equally protective to aerosol BP challenge, suggesting both
Thl and antibody-mediated roles in protecting against Pertussis infection [211].
Interestingly, CD4 cells expressing IFN-y and IL-2 are able to mediate protection in
the absence of a detectable serum antibody response [211]. There has been a shift
from the use of whole-cell form of the Pertussis component (wP) of DTP to acellular
form (aP) due to adverse local reactions caused by the former [212]. Whole-cell
Pertussis induces a predominantly Thl response [213] and long term protection in
mice is correlated with a sustained Thl profile when antibodies have waned [214].
In children, aP induces a Th1/Th2 mixed response [215, 216] with antibody titres

waning quicker than wP [217].

1.5 Thesis aims

The over-arching aim of this thesis was to identify immune signals that differentiate
children who are exposed to ART/HIV-exposed yet uninfected from those who are
un-exposed. Infant whole blood samples were obtained from an existing multi-centre
study (Innate, Adaptive and Mucosal Immune Responses in Infants/INFANT study:
HREC 285/2012) that seeks to identify biological processes associated with protection
of mother-to-child transmission of HIV. Bio-banked samples were available for two
birth cohorts from Nigeria and South Africa infants sampled between birth and 9
months of age. This period coincides with both the administration of the majority of
EPT vaccines and reported infectious morbidity in the HEU [218, 83]. We explored
the hypotheses that HEU have altered T cell immunity compared to HU controls and

distinct gene profiles at birth. These hypotheses were tested in three distinct aims:

1. To identify differentially expressed genes (DEG) at baseline that delineate
cHEU from cHU.

2. To compare the ontogeny of T cell immunity between cHEU and ¢cHU during

the first 9 months of life.
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3. To characterise how differences in the immunising strains of BCG, the first
vaccine received in these infants, impacts T cell immunity to both mycobacterial

and non-mycobacterial antigens in cHEU and cHU.
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Chapter 2

Transcriptome of HEU newborns

2.1 Introduction

Rationale for measuring gene expression in the HEU

Gene transcription data from HEUs are lacking, and such studies may give a broader
insight into potential pathways involved in immune dysregulation in this population.
Because the transcriptome measures all actively transcribed genes in a sample in
an unbiased manner, much the underlying biology from a sample can be captured
in a single experiment without an a priori selection of which biological signals may
differ between two groups of interest. In a recent study of 1 - 2 year-old Kenyan
infants, a total of 262 differentially expressed genes between HEU and HU controls
[159]. Among the differentially down-regulated genes were those related to neutrophil
function in HEUs, suggesting a vulnerability of the innate immune system [159].
The infants in the Kenyan study were between 1 and 2 years of age, therefore
postnatal exposures to environmental antigens are potential confounding variables
in interpreting the data. Characterising the transcriptome in samples closest to in
utero time point would better reflect transplacental exposures to virus, ART or the
maternal cytokine milieu on the biology of the newborn immune system [219, ,

|. To this end, we characterised mRNA transcripts
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in birth whole bood of HEU and HU newborns. An added advantage of using whole
blood rather than PBMCs, was that more of the immune landscape could be covered
as additional cellular subsets such as eosinophils and neutrophils are present in whole
blood. Furthermore, this sample closely mimics in vivo physiological conditions.
All infants were confirmed HIV negative by PCR at birth, and all HIV+ mothers

received antiretroviral treatment during pregnancy as per national guidelines |

]

Y

2.2 Methods

2.2.1 RNA-Seq library construction and sequencing

A volume of 500uL of venous whole blood at birth was collected and aliquoted into
PAXgene® fluid at the ratios recommended by the manufacturer (BD). Aliquots
of whole blood in PAXgene® fluid were kept at room temperature for 24 hours
before storing at -80°C as per manufacturer instructions. RNA was purified using
the PAXgene Blood RNA Kit (Qiagen), and RNA concentration and quality was
assessed using a NanoDrop and an Agilent Bioanalyzer, respectively. Alpha and beta
globin mRNA was depleted from 1pug of RNA using the ThermoFisher GLOBINCclear-
Human Kit. Ten nanograms of globin-depleted RNA was used as input for cDNA
synthesis using the Clontech SMART-Seq v4 Ultra Low Input RNA kit according to
the manufacturer’s instructions. Amplified cDNA was fragmented and appended with
dual-indexed bar codes using the Illumina NexteraXT DNA Library Preparation kit.
Libraries were validated by capillary electrophoresis on an Agilent 4200 TapeStation,
pooled, and sequenced on an Illumina HiSeq3000 at 100SR at an average read depth
of 15 million reads per sample. FASTQ files from the sequencer were aligned to the

Ensembl reference genome using the STAR read aligner [225].
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2.2.2 Differential gene analysis

We used the DESeq2 package to identify differentially expressed genes between groups.
Briefly, the DESeq2 pipeline uses the high dimensional row count matrix from the
sequencing reads it’s data input. Quality control steps include normalisation of the
read counts to account for systematic effects that are not related to biology [220].
DESeq2 models the raw counts for each gene using a negative binomial model, to
estimate priors for log fold change and dispersion, and to calculate posterior estimates
for these quantities. Variance stabilisation transformation from the fitted dispersion
mean relations was applied using the regularised log (rlog) method in DESeq2 to
normalise raw counts. We included cohort site and gender as co-variables in the
DESeq2 model design to account for these effects on HIV exposure. Differentially
expressed genes were considered based on based on FDR<0.05 and an absolute fold

change (FC)>1.0 normalised counts.

2.2.3 Gene-set enrichment analysis

Gene set enrichment analysis was performed using the GSEA software version 3.0
[227]. Log transformed counts, generated using the rlog method from the DESeq2
package, were used as input for the GSEA analyses. Gene sets representing the
activity of pathways were derived from the C2, C5 and Hallmark collections of the
Molecular signature database (MSigDB)[225]. For all GSEA analyses, phenotype
permutation was used. Gene-sets/modules were considered significantly up- or down
regulated based on normalised effect sizes >1.5 between phenotype groups with an

adjusted p-value (FDR) <0.05.
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2.3 Results

2.3.1 Baseline characteristics

Paxgene samples were selected for sequencing based on RNA quality with RNA
integrity values >7.5 (Appendix 7.3). It is unclear why Jos samples had poorer
RIN scores compared to CT samples despite showing comparable RNA yields. A
likely explanation may be related to fluctuations in shipping temperatures, thus
only a total of 11 samples from Jos were included. All HIV+ women were on fixed
dose combination antiretroviral treatment (efavirenz, emtricitabine and tenofovir
disoproxil fumarate) during pregnancy. Clinical characteristics between cHEU and
cHU control groups were similar except for the distribution of gender in the Jos
cohort. To test the hypothesis that specific genes were up- or down-regulated in
cHEU, the transcriptome of birth whole blood was analyzed in 61 samples using RNA
Seq analyses (Table 2.1). To account for potential cohort and gender confounders,

we included cohort and gender as covariates in our DESeq2 model design.

Table 2.1: Baseline characteristics for RNA Seq analyses

CT P-value Jos P-value

HEU (n=33) HU (n=17) HEU (n=6) HU (n=5)
Gestational age (weeks) 39 [38-40] 39 [38-39] 0.22 39 [38-40] 40 [40-41] 0.18
Birth weight (g) 3270 [2880-3440] 2940 [2900-3230] 0.12 2825 [2538-3000] 3500 [3400-3600] 0.15
Length (cm) 48 [45-50] 49 [47-50] 0.68 45.5 [45-46.8] 50 [48-52] 0.14
n (Male/Female) 10/23 6/11 0.72 1/5 5/0 0.006

Numbers indicate median and (IQR) unless otherwise stated. P-values calculated using Wilcoxon Rank Sum test.
Chi-squared test of homogeneity was used to compared distribution of infant genders between exposure groups.

2.3.2 Differential gene analysis identifies a minor set of upregulated
genes in HEUs

We first performed a principal component analysis (PCA) on all 61 samples comprising

HEU and HU infants from both cohorts. PCA did not cluster by HIV exposure, or
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by cohort site (Figure 2.1), suggesting no distinct overall variation in genes between

HEU and HU groups or between Jos and CT infant samples.
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Figure 2.1: Principal component analysis of transcriptome data shows no clustering by
HIV exposure status or cohort site. PCA plots are colour coded by HIV exposure (A) or
Cohort site (B). HU = HIV-unexposed, HEU = HIV exposed and uninfected, CT = Cape

Town

After DESeq2 modelling, we filtered differentially expressed genes (DEGs) based
on FDR<0.05 and an absolute fold change (FC) >1.0 for normalised counts. This
resulted in a list of 15 DEGs, 3 of which were upregulated in HEUs, and 12 that
were downregulated. Of the down-regulated genes 8/12 were Y-linked genes. Of
the upregulated genes, 2 were homologues of the alpha arrestin family ARRDC4
(FC relative to HU: 2.3, p-adj<0.0001) and TXNIP (FC relative to HU: 1.4, p-

adj<0.0001)(Table 2.2 and Figure 2.3).
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Figure 2.2: Volcano plot of differentially expressed genes between HEU and HU groups
at birth. Significant differential expressed genes (DEG) are shown in red and gene names
are labelled, and non significant genes are shown in black. Threshold for DEG relative to
HU controls were set at >1.0 absolute fold change (abs FC) and p-adjusted <0.05 and are

indicated in red and gene names are shown.

e Ll

Exposure 2 Exposure
ARRDC4 é
TXNIP ;I HEU

KLF10

Figure 2.3: Three genes are increased in HEUs at birth. Heatmap shows the three genes
with >1.0 fold increase in normalised counts relative to HEU and p-adjusted <0.05. Relative

expression is based on z-scores of rlog transformed counts.
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2.3.3 No distinct pathways are altered in HEUs

To complement differential expressed gene analyses, we applied gene-set enrichment
analyses to identify whether the groups/modules of genes representing distinct bio-
logical pathways were enriched /downregulated in the HEU infant at birth. As shown
in Tables 2.3 (C5: ontology genesets), 2.4 (C2: curated genesets) and 2.5 (Hallmark
gene sets), no gene sets passed an FDR cut-off of less than 0.05. Importantly, while
differential gene analyses found two genes involved in the glycolysis and/or ROS
generation [229], none of the gene modules associated with glycolysis, reactive-oxygen
species or oxidative phosphorylation pathways showed any significant differences

between HEU and HU infants.

2.4 Discussion

We used RNA-sequencing technology as it has a number of advantages over microarray
including wider dynamic range [230] and greater sensitivity and specificity [231, 232,

]. We elected to use whole blood rather than isolated cell populations which
provides a global snapshot of actively transcribed genes in HEU. Differential gene
analysis revealed that TXNIP (Thioredoxin Interacting protein), ARRDC4 (Arrestin
domain containing 4) and KLF10 (Kruppel-like factor 10) were over-expressed in
the whole blood of HEU newborns compared to HU controls. Gene-set enrichment
analyses however could not discriminate HEU from HU meaning that the small
number of differentially expressed genes did not translate to differences in distinct
biological pathways. We acknowledge the following caveats: (i) gene expression
measurements on whole blood rather than pure cell populations mean that any small
changes in gene modules/pathways are likely drowned out by the inherent noise of a
mixed cell population, (i) the sample size used in this study may have been limiting
factor in detecting enriched gene modules directly ez vivo (7) functional immune

gene changes are less likely to be detected directly ex vivo. Nevertheless, differences
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Table 2.5: Results of gene-set enrichment analysis for Hallmark database comparing HEU
and HU groups at birth

NAME NES NOM p-val FDR g-val
IL6 JAK STAT3 SIGNALING 1.19 0.19 1
IL2 STAT5 SIGNALING 1.16 0.14 1
TGF_BETA_ SIGNALING 1.15 0.23 1
G2M_ CHECKPOINT 1.12 0.34 1
E2F TARGETS 1.09 0.38 1
MTORC1_SIGNALING 1.06 0.40 1
GLYCOLYSIS 1.05 0.36 1
HEDGEHOG SIGNALING 1.02 0.44 1
HYPOXIA 0.99 0.47 1

Normalised effect size (NES) are shown in descending order for top 10 gene modules
with nominal p-values (NOM p-val). FDR g-values <0.05 were considered significant.

in ARRDC4 and TXNIP mRNA in this heterogenous mixed cell samples are worth
investigating further. Our finding that no significant gene pathways are altered in
newborns from mothers on suppresive ART suggest that both biological and immune
signals are indistinguishable from healthy un-exposed controls. We do not discount
that age-related transcriptional differences in the HEU may become apparent later
in life. A recent study of Kenyan HEU infants sampled at 12-month and 24 months
found 188 upregulated and 74 down-regulated genes in the HEU [159]. Despite a
relatively small sample size (19 HEU vs. 15 HU), these differentially expressed genes
translated to significantly enriched immune gene pathways in the HEU. Among the
downregulated genes in HEUs was the alpha arrestin ARRDC3 (log2foldchange =
-1.5, p-adj<0.0001), which contradicted our finding of an upregulation in ARRDC4
(log2foldchange = 4.9, p-adj<0.0001)—a related alpha arrestin [2341]. Alpha arrestins
together with TXNIP regulators of glucose metabolism, playing key roles in glucose
production in the liver and uptake from peripheral tissues [235, ]. None of
the functional enrichment terms found by Musimbi and colleagues translated to
alterations in metabolic pathwways [159]. Differences in environmental exposures

between HEU and age-matched HU controls may have confounded the interpretation
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in the aforementioned study. For this study, we chose the birth time-point as being
representative of direct in utero HIV/ART exposure. It is unclear what proportion of
mothers were on antiretroviral treatment in the Kenyan study however, the authors
did report that all infants received post exposure prophylaxis. We therefore report
that in the context of suppressive ART during pregnancy, HEU newborns do not

have significant alterations in gene transcripts in whole blood.
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Chapter 3

T cell marker expression in HEU
infants—activation, proliferation,
regulation and markers of HIV

susceptibility

3.1 Introduction

Rationale for measuring immune activation markers in the HEU

The over-arching hypothesis for this section is that maternal HIV infection increases
markers of T cell activation and proliferation ex vivo in exposed infants. Furthermore,
we hypothesise that over time, these differences in these markers between HEUs and
HU infants become less apparent due to reduced HIV/ART exposure. The rationale
for these hypotheses comes from two major observations: (7) maternal HIV infection
is associated with increased soluble markers of inflammation both systemically and
in the placenta [237] and (4i) patterns in the expression of plasma cytokines in HIV-
infected mothers are mirrored in cord blood plasma of their uninfected newborns

[1412] suggesting a shared inflammatory milieu. This hyper-inflammatory environment
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may not only activate immune subsets in the neonate [111], but also result in a
compensatory regulatory response as seen in HEUs who express elevated levels of
regulattory T cell markers [110]. In this PhD, the focus was on markers defining
activated T cells, where upregulation of HLA-DR and Ki67 have been shown to be
useful surrogates for disease state, disease susceptibility, antigen load and response
to treatment [238, , , |. A flow cytometry panel was designed to define
the following peripheral blood T cell populations: (%) activated cells defined by
HLA-DR expression (alone or combination with proliferation marker Ki67), CD25
co-expressing CD127hi (from hereon referred to as CD25+ cells) or PD-1 expressing
T cells; (i7) "regulatory-like T cells" defined by CD4 co-expressing CD25 and CD127lo
(from hereon reffered to as "Treg-like"; (éiz) HIV target cells defined by CD4 T cells
co-expressing CCR5hi and gut-homing marker a437hi. The inclusion of the integrin
o437 and the chemokine receptor CCR5 allowed the co-expression of activated
gut-homing T cells which may also be potential targets for HIV infection [212, ,

, 245] and may predict HIV acquisition [245]. A major advantage of this study
was that longitudinal sampling allowed us to model differences over time. Specifically,
we tested three hypotheses with respect to HIV/ART exposure (in utero and/or
postnatally via breastfeeding): (7) HEU infants have greater frequencies of markers
of activation at birth compared to HU controls, and that these differences would
decrease over-time; (7)) HEU infants have elevated frequencies of regulatory-like T
cells compared to HU controls and (éiz) HEU infants would have increased frequencies

of HIV target cells compared to HU controls.

3.2 Methods

3.2.1 Whole blood fixation

For T cell activation measurements, whole blood was fixed with BD FACS™ lysing

solution directly ex vivo and within 6 hours of blood draw. Briefly, blood was drawn
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into sodium heparin tubes and 500 puL of the anticoagulated blood was fixed before
cryo-preservation in 10% DMSO and 90% FCS before storing in LN,. For Jos samples,
cells were cryo-preserved in 10% DMSO and 90% FCS, stored at -70°C and shipped
within 6 months to the University of Cape Town (UCT) and then transferred to LNs.

Analysis of all samples was performed at the core laboratory at the UCT.

3.2.2 Cell staining, antibodies and flow cytometry

Batched stored samples were thawed quickly at 37°C and washed twice with 1X BD
PermWash buffer then incubated in 1X BD PermWash for 10 minutes. The antibody
cocktail mix diluted in 2% FCS in PBS was added and incubated at 4°C for 45 minutes.
Cells were washed twice with in 2% FCS in PBS and re-suspended in 0.3 mL PBS
for cell acquisition using a Beckton Dickinson LSRII flow cytometer (SORF model).
The following monoclonal antibody-fluorochrome conjugates were used in the T cell
activation/proliferation panel: «4f7-R-phycoerythrin (PE), CD8-V500, CD3-Alexa
Fluor-700, CCR5-PE-Cy7, Ki67-Fluorescein isothiocyanate (FITC; BD), CD27 PE-
Cy5, HLA-DR- Allophycocyanin-Cy7 (APC-Cy7), CD45-BV650 (Biolegend), CD4
PE-Cy5.5 (Invitrogen), CD127 PE-Texas Red-X (Beckman Coulter). A minimum
of 50 000 CD3 events were collected on FACS DIVA v6 software. Post-acquisition
compensation and analysis was performed in FlowJo version 9 (FlowJo, LLC). Figure
3.1 shows the gating strategy employed for ex vivo T cell marker quantification.
Specific combinations of these markers identified subsets of interest: CD127 was used
to define CD127lo and CD127hi subsets, which when co-expressing CD25, allowed
us to discriminate T cells with Treg-like surface phenotype or CD25+ activated cells
respectively [246, 247]. The co-expression of gut-homing marker o437+ and CCR5hi
on CD4 cells were used as a proxy for HIV susceptibility or potential HIV target cells
[242, , , , 245]. Other T cell subsets defined included activated (HLA-DR
or PD-1) and/or proliferating (Ki67) cells.
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3.2.3 Statistical analyses

Statistical analyses of flow cytometry data was performed in R [249]. Non-parametric
comparisons between independent groups was performed using Wilcoxon Rank Sum
test (Mann Whitney U test). For longitudinal data, a repeated measures analysis
of variance (ANOVA) was used to assess the effect of time, HIV exposure or the
interaction of these variables on the expression of T cell markers measured. A
Friedman’s test with the Wilcoxon-Nemenyi-McDonald-Thompson post-hoc test
[250] was used to determine which time intervals were significantly different in the

frequencies of markers measured.
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Figure 3.1: Flow cytometry gating strategy to define T cell markers. All markers were
gated on parent CD4 and CDS8 populations after gating on singlets, lymphocytes, time
gates (to exclude acquisition artefacts) and CD3+ subsets. Activated and regulatory
(Treg-like) subsets were defined based on the co-expression of CD25 with CD127hi or
CD127lo expression respectively. In addition PD-1 expression was a proxy for activated
cells. CCR5 was gated on brightest CCR5+ population (CCR5hi). Total HLA-DR and
total Ki67 were gated on CD4 and CDS cells. Potential HIV target cells were defined on the
CD4 parent population co-expressing CCR5hi and the brightest o437 population (o4 7hi)
[248]. Fluoresence minus one controls were run to establish optimal gates (Appendix 7.1).
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Table 3.1: T cell markers measured ez vivo between HEU and HU infants

Marker  Function Rationale for inclusion References

CCR5 Adhesion and homing  Co-receptor for HIV viral entry [244]

HLA-DR Antigen presentation  Identifies activated T cells [251]

CD25 IL-2 signalling Identifies activated/regulatory T cells [246]
Ki67 Nuclear protein Identifies actively dividing T cells [252]
CD127  IL-7 signalling Down-regulated by regulatory T cells [247]

47 Adhesion/gut homing  Identifies potential HIV target cells [244, ]

3.3 Results

3.3.1 CD25 expression by CD8 T cells in HEUs is significantly in-

creased at 36 weeks of life

A number of T cell markers (Table 3.1) were measured directly ez vivo and the
frequency of expression was first compared between HEU and HU controls at each
individual time point (Figures 3.3 and 3.4 & Table 3.4). This analysis was restricted
to CT infants as the number of cHU controls available in the Jos cohort were
insufficient for a comparison by HIV exposure groups (Appendix 7.2). Overall, no
differences were seen in CD4 cells expressing the markers o437, CCR5hi, HLA-DR
or Ki67 between HEU and HU controls at any time-point. For CDS8 cells, there
were trends towards higher expression of the activation marker HLA-DR in the
HEU group compared to controls at week 0 (medians 0.12 vs. 0.01 respectively,
p=0.05), week 7 (medians 0.84 vs. 0.01 respectively, p=0.01) and week 36 (medians
0.81 vs. 0.17 respectively, p=0.003), though these differences did not hold after
multiple comparison correction. Of note, was the increased frequency CD8 cells

expressing activation marker CD25 among HEUs compared to controls at week 7
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(medians 0.31 vs. 0.04 respectively, p=0.01), and at week 36 (medians 0.52 vs. 0.03
respectively, p<0.001). Potential HIV target cells (CD44+-CCR5hi+a4p7+) and T
cells with a regulatory-like surface phenotype (CD4+CD25+CD127lo: "Treg-like’)
were comparable between HIV exposure groups at all the time points measured in
this study (Table 3.4). In summary, differences in activated phenotypes between HIV
exposure groups was evident for CD8 cells, significantly, the expression CD25 at 36

weeks of age.

60



0 7 15 36
1024 ’ﬂ\ 0.21 0.62 0.85
o

10" ] .

ol E& i = SR S &= 4 =S 2 CCRg"

107" o

0.86 0.98 0.94 0.98

10% — —_— — —

10" CD25

o + % | & + | B+

102 4 0.64 0.64 1L 0.9 0.64

10° hd 4 L4

HLA-DR

107 555 E‘ﬂ E% E!E Eé;l E'EI :g: E'E

107" o <)

10 039 072 094 068

10" .

. %+ % Ki67

< 7T 45 b %+ 4 E@E E!E
Q"o
3 107 4 0.49 0.37 0.15 0.64
()

7 4 £ -8~ £ 4 |HLA-DR+Ki67+

o

4 |
1024 0.38 0.72 0.85 0.41
(]
10° 4 hi hi
CCR5"+04p7 "+
107 éj ;gg EgEl EF Ega E!EI .
. ]
107
0.69 0.86 0.89 057
10% — —_— — —
107 PD-1
10° Eg:‘ EQE E'EI - ;'; E§EI E'E
107" ° L]
10%° 0.45 0.2 0.09 0.27
10% 4 — — — —
107 Treg - like

Figure 3.2: Comparison of CD4 markers of activation, proliferation and gut homing be-

Group

e HEU

tween HEU and HU controls. T cell markers (vertical strip text) that were measured
ex vivo are compared between HIV exposure groups: HEU (maroon circles, n=10) and

HU (grey circles, n=16) and are expressed as a percentage of the parent CD4 population.

Horizontal strip text indicate age (weeks after birth). CCR5hi+a4{37hi represents potential
HIV target cells, CD25 represents activated CD4 cells that co-expressed CD127hi and
Treg-like cells were CD254+CD127lo. An unpaired Wilcoxon Ranked Sum test was used
to compare expression between cHEU and cHU groups. P-values <0.001 were significant
after adjusting for multiple comparisons using the Holm’s step-down method.
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Figure 3.3: Comparison of CD8 markers of activation, proliferation and gut homing be-

Group

HU
HEU

tween HEU and HU controls. T cell markers (vertical strip text) that were measured
ex vivo are compared between HIV exposure groups: HEU (maroon circles, n=10) and

HU (grey circles, n=16) and are expressed as a percentage of the parent CD8 population.

Horizontal strip text indicate age (weeks after birth). CCR5hi+a4{37hi represents potential
HIV target cells, CD25 represents activated CD8 cells that co-expressed CD127hi. An
unpaired Wilcoxon Ranked Sum test was used to compare expression between HEU and
HU groups. P-values <0.001 were significant after adjusting for multiple comparisons using

the Holm’s step-down method.
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Table 3.2: Frequencies of T cell markers ex vivo between HEU and HU control groups

Time T cell subset Marker HEU median (IQR) HU median (IQR) P-value P-adj
0 CD4 x4B7 0.16 (0.08-1.6) 0.21 (0.08-0.47) 0.78 1.00
CCRb5hi 0.17 (0.06-0.67) 0.13 (0.08-0.49) 0.94 1.00

CD25 1.36 (0.98-2.78) 1.72 (0.96-2.41) 0.86 1.00

HLA-DR+Ki67+ 0.03 (0.01-0.09) 0.02 (0.01-0.06) 0.49 1.00

HLA-DR 0.02 (0.01-0.05) 0.02 (0.01-0.02) 0.64 1.00

Ki67 0.57 (0.3-2.45) 1.13 (0.59-2.29) 0.39 1.00

CCR5hi(X4f57hiT 0.01 (0-0.06) 0 (0-0.01) 0.38 1.00

"Treg-like"* 3.58 (2.77-4.2) 3.67 (3.38-4.45) 0.44 1.00

PD-1 0.38 (0.22-0.66) 0.30 (0.26-0.80) 0.69 1.00

7 CD4 x4pB7 1.28 (0.38-4.64) 1.09 (0.74-1.94) 0.93 1.00
CCRb5hi 1.61 (1.42-2.43) 3.29 (1.68-4.03) 0.21 1.00

CD25 1.6 (0.9-2.39) 1.38 (0.82-2.01) 0.98 1.00

HLA-DR+Ki67+ 0.22 (0.07-0.48) 0.11 (0.08-0.22) 0.36 1.00

HLA-DR 0.06 (0.05-0.08) 0.05 (0.03-0.13) 0.64 1.00

Ki67 3.68 (2.31-4.03) 2.98 (2.64-4.03) 0.72 1.00

CCR5hiadp7hil 0.14 (0.04-0.23) 0.1 (0.07-0.18) 0.72 1.00

"Treg-like"* 5.03 (3.87-6.1) 5.35 (5.14-6.75) 0.19 1.00

PD-1 1.78 (1.11-2.42) 1.84 (1.23-2.41) 0.86 1.00

15 CD4 x4B7 1.47 (0.21-5.42) 0.68 (0.35-2.68) 0.98 1.00
CCRb5hi 1.83 (1.6-2.49) 1.4 (0.93-2.37) 0.6 1.00

CD25 1.39 (0.94-1.86) 0.93 (0.64-2.74) 0.72 1.00

HLA-DR+Ki67+ 0.27 (0.18-0.32) 0.18 (0.12-0.23) 0.07 1.00

HLA-DR 0.07 (0.03-0.11) 0.07 (0.04-0.23) 0.93 1.00

Ki67 3.06 (1.74-3.66) 2.6 (2.27-3.32) 0.89 1.00

CCRE)hio(4[57hi—r 0.11 (0.04-0.29) 0.1 (0.05-0.2) 0.93 1.00

"Treg-like"* 4.72 (4.29-5.66) 5.9 (4.94-7.44) 0.13 1.00

PD-1 2.93 (2.56-4.64) 3.2 (2.60-3.54) 0.89 1.00

36 CD4 «4B7 1.37 (0.5-5.52) 2.22 (1.04-2.83) 0.98 1.00
CCRb5hi 1.69 (1.06-2.41) 1.38 (0.99-2.78) 0.62 1.00

CcD25 1.82 (1.23-2.31) 1.93 (0.67-3.14) 0.75 1.00

HLA-DR+Ki67+ 0.25 (0.13-0.28) 0.15 (0.09-0.3) 0.43 1.00

HLA-DR 0.07 (0.05-0.1) 0.08 (0.05-0.1) 0.84 1.00

Ki67 2.58 (1.75-3.57) 2.48 (1.56-3.14) 0.46 1.00

CCR5hiadp7hil 0.15 (0.04-0.3) 0.21 (0.11-0.42) 0.56 1.00

"Treg-like"* 5.54 (5.22-6.61) 5.81 (5.15-7.31) 0.29 1.00

PD-1 3.99 (2.80-5.32) 3.30 (1.84-5.02) 0.57 1.00

0 CD8 adB7 0.2 (0.06-15.55) 0.91 (0.09-21.45) 0.41 1.00
CCRb5hi 0.27 (0.02-2.67) 0.08 (0.03-0.14) 0.62 1.00

CD25 0.05 (0.01-0.46) 0.06 (0.02-0.11) 0.85 1.00

HLA-DR4Ki67+ 0.02 (0-0.73) 0.01 (0-0.03) 0.53 1.00

HLA-DR 0.12 (0.01-0.56) 0.01 (0.01-0.02) 0.05 1.00

Ki67 1.62 (0.6-4.1) 2.52 (1.28-3.34) 0.41 1.00

CCR5hic47hi 0 (0-0.42) 0.02 (0-0.04) 0.4 1.00

PD-1 0.96 (0.45-2.94) 0.69 (0.50-1.59) 0.57 1.00

7 CD8 x4B7 10.27 (2.59-27.73) 1.32 (0.67-8.1) 0.17 1.00
CCRb5hi 5.83 (3.86-6.25) 2.14 (1.39-3.43) 0.06 1.00

CD25 0.31 (0.2-0.39) 0.04 (0.03-0.09) 0.01 0.21

HLA-DR+Ki67+ 1.14 (0.09-3.89) 0.14 (0.1-1.28) 0.6 1.00

HLA-DR 0.84 (0.16-3.72) 0.07 (0.03-0.18) 0.01 0.34

Ki67 5.8 (0.62-6.97) 4.68 (2.64-7.15) 0.6 1.00

CCR5hix4 3 7hi 1.69 (0.21-2.32) 0.25 (0.16-0.54) 0.16 1.00

PD-1 2.63 (1.03-5.06) 1.00 (0.85-2.59) 0.29 1.00

15 CcD8 AR 4.01 (1.35-26.1) 1.8 (0.43-11.85) 0.49 1.00
CCR5hi 4.89 (2.06-11.58) 3.15 (1.18-4.81) 0.39 1.00

CD25 0.13 (0.07-0.38) 0.04 (0.01-0.08) 0.11 1.00

HLA-DR+Ki67+ 2.67 (1.22-5.1) 2.58 (0.19-3.55) 0.64 1.00

HLA-DR 0.67 (0.26-2.8) 0.29 (0.04-0.74) 0.1 1.00

Ki67 4.83 (1.08-8.29) 5.61 (2.38-13.45) 0.47 1.00

CCRb5hix4 3 7hi 0.64 (0.09-2.79) 0.26 (0.05-0.96) 0.49 1.00

PD-1 5.07 (3.34-11.24) 3.21 (1.58-6.42) 0.46 1.00

36 CD8 x4B7 6.43 (1.48-20.93) 3.27 (1.3-13.62) 0.66 1.00
CCRb5hi 7.82 (3.35-11.73) 2.89 (1.6-5.61) 0.06 1.00

CD25 0.52 (0.07-1) 0.03 (0.01-0.05) <0.001 0.04

HLA-DR+Ki67+ 2.29 (0.17-5.08) 0.92 (0.33-1.53) 0.75 1.00

HLA-DR 0.81 (0.37-4.68) 0.17 (0.06-0.46) 0.003 0.10

Ki67 2.68 (0.55-7.99) 3.26 (2.84-3.66) 0.88 1.00

CCRb/hix4 3 7hi 0.75 (0.42-2.86) 0.42 (0.17-1.47) 0.25 1.00

PD-1 8.11 (3.82-10.90) 3.31 (2.07-5.58) 0.11 1.00

Comparison of frequencies of T cell markers between HEU (n=11) and HU (n=16) in CT infants. Median percentage
of parent population (CD4 or CD8) with (IQR) are shown for week 0-36 after birth. Wilcoxon Ranked Sum tests
was used to compare HEU and HU groups. P-adjusted values <0.05 were considered significant after multiple
comparison adjustment using Holm’s step down method. THIV target cells were defined as CCR5hix4B7hi+ on
CD4 cells.
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3.3.2 HEUs differ from HU controls in the expression of activated

CDS8 T cells over the course of the first 36 weeks of life

We modelled the expression of these T cell markers in blood samples that were
matched from birth to 36 weeks. Initially within group differences over time were
analysed for each of the HIV exposure groups. As shown in Figure 3.2A, two CD4
subsets in particular followed similar kinetics in both HEU and HU groups—PD-1
and "Treg-like" CD4 cells which increased significantly from birth to week 36 (both
p<0.001). Next, we applied a repeated measures analysis of variance (ANOVA)
to account for correlated observations within subjects and to determine whether
age and HIV exposure impacted the expression of these markers (Tables 3.2 &
3.3). Irrespective of HIV exposure, age (time) impacted on the frequencies of all
CD4 markers measured except CD25 (p=0.80). When we stratified infants by
HIV exposure groups, to examine which time intervals that explained the overall
differences, we observed remarkable concordance between successive time points for
HEU and HU groups (Table 7.2). For CD8 cells (Table 3.4), we observed significant
overall differences (across all time points) by HIV exposure—in the expression of
CD25 (p<0.001), HLA-DR (p<0.001) and PD-1 (p<0.001). Age as a variable did not
have a significant interaction effect with HIV exposure group. Like CD4 cells, the
frequencies of these markers followed similar increases/decreases between successive
time points (Table 3.4).

The following conclusions were drawn from cross-sectional and longitudinal
analyses: (7) the frequencies of CD4 and CD8 T cells expressing markers of acti-
vation/proliferation/HIV target cells between HEU and HU infants follow similar
patterns of peaking and waning; (i) CD8 T cells from HEUs are preferentially
activated compared to HU controls—expressing significantly higher frequencies of
PD-1, HLA-DR and CD25 markers, with the most significant difference seen at 36

weeks of age.
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Figure 3.4: Kinetics of T cell markers by HIV exposure status. T cell markers (indicated
in horizontal strip text) that were measured er vivo are plotted longitudinally in matched
samples. X-axes indicate the following time-points in weeks after birth: 1 (week 0), 2 (week
7), 3 (week 15), 4 (week 36). A local regression line (loess smoothing with 95% confidence
intervals: shaded area) was fitted to the data for visualisation purposes. HIV exposure
groups: HEU (maroon circles, n=10) and HU (grey circles, n=16) and are expressed as
a percentage of the parent T cell population: A (CD4) or B (CD8). CCR5hi+a4p7hi
represents potential HIV target cells, CD25 represents activated CD4 cells that co-expressed
CD127hi and "Treg-like’ cells were CD25 cells co-expressing CD127lo. P-values shown are
the result of a Friedman’s test evaluating differences across all time-points, and p<0.001
were considered significant after multiple comparison adjustment.
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Table 3.3: Repeated measures analysis of variance table for CD4 T cell markers

Df SumSq MeanSq F value Pr(>F) Marker
Age 3 7.69 2.56 5.83 0.001 adp7
Group 1 1.20 1.20 2.73 0.10
Age:Group 3 0.21 0.07 0.16 0.92
Residuals 60 26.36 0.44
Age 3 12.08 4.03 29.00 <0.001 CCR5hi
Group 1 0.19 0.19 1.36 0.25
Age:Group 3 0.18 0.06 0.43 0.73
Residuals 60 8.34 0.14
Age 3 0.11 0.04 0.34 0.80 CD25
Group 1 0.19 0.19 1.86 0.18
Age:Group 0.09 0.03 0.29 0.83
Residuals 60 6.25 0.10
Age 3 16.51 5.50 14.65 <0.001 HLA-DR+Ki67+
Group 1 0.92 0.92 2.44 0.12
Age:Group 3 0.82 0.27 0.73 0.54
Residuals 60 22.54 0.38
Age 3 8.30 2,77 6.60 0.001 HLA-DR
Group 1 0.26 0.26 0.63 0.43
Age:Group 3 0.57 0.19 0.45 0.72
Residuals 60 25.13 0.42
Age 3 3.25 1.08 7.7 <0.001 Ki67
Group 1 0.05 0.05 0.37 0.55
Age:Group 3 0.54 0.18 1.29 0.29
Residuals 60 8.35 0.14
Age 3 37.09 12.36 23.55 <0.001 CCR5hi+o4pB7+
Group 1 0.65 0.65 1.24 0.27
Age:Group 3 2.48 0.83 1.57 0.20
Residuals 60 31.50 0.52
Age 3 0.57 0.19 10.79 <0.001 "Treg-like’
Group 1 0.01 0.01 0.61 0.44
Age:Group 3 0.02 0.01 0.30 0.82
Residuals 60 1.06 0.02
Age 6.54 2.18 23.77 <0.001 PD-1
Group 1 0.15 0.15 1.61 0.21
Age:Group 3 0.11 0.04 0.41 0.75
Residuals 60 5.50 0.09

Results of a repeated measures analysis of variance (ANOVA) to assess the effect of age (weeks 0-36) or HIV
exposure (Group), and the interaction between these two variables, on the frequency of expression of the listed T

cell markers by CD4 cells in CT infants. Pr<0.05 were considered significant.
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Table 3.4: Repeated measures analysis of variance table for CD8 T cell markers

Df SumSq MeanSq F value Pr(>F) Marker

Age 3 9.27 3.09 2.19 0.10 odp7
Group 1 0.88 0.88 0.62 0.43

Age:Group 3 2.63 0.88 0.62 0.60

Residuals 60 84.72 1.41

Age 3 27.85 9.28 7.10 <0.001 CCR5hi
Group 1 4.47 4.47 3.42 0.07

Age:Group 3 6.73 2.24 1.72 0.17

Residuals 60 78.41 1.31

Age 3 2.38 0.79 1.52 0.22 CD25
Group 1 8.39 8.39 16.12 <0.001

Age:Group 3 2.29 0.76 1.47 0.23

Residuals 60 31.21 0.52

Age 3 57.32 19.11 20.69 <0.001 HLA-DR+Ki67+
Group 1 0.34 0.34 0.37 0.55

Age:Group 3 3.01 1.00 1.09 0.36

Residuals 60 55.42 0.92

Age 3 16.07 5.36 6.91 <0.001 HLA-DR
Group 1 18.45 18.45 23.81 <0.001

Age:Group 3 0.49 0.16 0.21 0.89

Residuals 60 46.49 0.77

Age 3 1.57 0.52 1.55 0.21 Ki67
Group 1 2.68 2.68 7.95 0.01

Age:Group 3 0.78 0.26 0.77 0.52

Residuals 60 20.26 0.34

Age 3 55.90 18.63 13.89 <0.001 CCR5hi+o4pB7+
Group 1 0.21 0.21 0.16 0.69

Age:Group 3 1.66 0.55 0.41 0.74

Residuals 60 80.52 1.34

Age 3 4.25 1.42 8.70 <0.001 PD-1
Group 1 3.11 3.11 19.10 <0.001

Age:Group 3 0.22 0.07 0.46 0.71

Residuals 60 9.78 0.16

Results of a repeated measures analysis of variance (ANOVA) to assess the effect of age (weeks 0-36) or HIV
exposure (Group), and the interaction between these two variables, on the frequency of expression of the listed T
cell markers by CD8 cells in CT infants. Pr<0.05 were considered significant.
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3.4 Discussion

Most studies of T cell markers between HEU and HU controls have been cross-
sectional studies (Table 3.5). For the most part, these studies reveal increased
activation profiles in HEU. In the present study, infants were followed up from birth
to 36 weeks of age enabling the simultaneous tracking of T cell markers over time
and differences in the expression of these markers between HEU and HU controls.
Overall, the kinetics of these T cell markers did not differ between exposure groups;
following similar patterns in peaking and waning. In cross-sectional analyses however,
HLA-DR expression by CD8 cells was increased in the HEU and CD25 significantly
increased after correction for FDR.

Maternal HIV infection has been associated with hyper inflammatory systemic
milieu [253, 237, 254], even in women on ART [255, 250]. Increased levels of soluble
inflammatory mediators have been found in the placenta of HIV infected mothers [237]
thereby providing potential stimulatory signals that may activate innate and adaptive
immune subsets [111]. Furthermore, higher levels of these maternal inflammatory
mediators correlate with increased risk of HIV transmission [237, 254]. While many
studies have compared levels of soluble inflammatory mediators between HIV infected,
cHEU and healthy controls, fewer studies have evaluated ex vivo T cell activation
between infants that are HIV-exposed and healthy un-exposed infants. Gut homing
CD4 cells, expressing the integrin a4p7 and co-expressing CCR5, a co-receptor for
HIV entry, were of interest as they are potential targets for HIV infection [211]
and may predict HIV acquisition [245]. In adult cohorts who are highly exposed
to HIV yet persistently sero-negative, HIV “resistance” is associated with reduced
absolute numbers of HLA-DR+ and CCR5 bearing CD4 cells ([257]. An important
study which tracked the frequencies of integrin «437 expression in peripheral blood
longitudinally, found that each 1% increase in integrin a4f7 expression prior to
acquisition was associated with a 17% increased risk of HIV acquisition [215] in

adults. In HIV-exposed infants, different mechanisms may be at play resulting in a
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potentially increased vulnerability to HIV infection. Animal models of mother to
child transmission of simian immunodeficiency virus (SIV) suggest that target cell
availability is the important determinant of reduced transmission rates observed in
Sootey Mangabeys—the natural hosts of SIV—compared to Rhesus macaques) [258].
The frequency of target cells (CD4+CCR5+) in the gut and peripheral blood were
significantly higher in frequently transmitting Rhesus macaques compared to rarely
transmitting Sootey mangebeys [258]. The human infant gut has an abundance of
potential HIV target cells [259], and CD4 cells from the cord blood of in utero HIV
exposed newborns which have been activated in vitro with soluble inflammatory
mediators, are more susceptible to HIV infection [141]. Crucially the induction of
HIV infectable cells by soluble factors in vitro was evident in women on supressive
ART with CD4 counts >200 cellsuL.. The data presented here would be strengthened
by measuring in vivo maternal pro-inflammatory mediators which correlate with
increased HIV acquisition risk [237, 254]. BCG vaccination at birth was associated
with an increase in potential HIV target cells compared to delayed vaccination in
HIV-exposed infants in a randomised control trial [260]. However, compared to
unvaccinated animals, BCG-induced increases in target cells in Rhesus macaque
newborns did not translate to an increased SIV transmission via the oral mucosal
route compared to unvaccinated new borns [261]. In this study—where all infants
were BCG vaccinated at birth, we observed comparable increases in the frequencies of
CD4+CCRA5hi cells between HEU and HU infants with age. No distinct differences in
the frequencies of these HIV target cells by HIV exposure group was found suggesting
that HEU infants are no more vulnerable to HIV infection (based on frequencies of
target cell) than their un-exposed peers.

In addition, we found no differences in "Treg-like" phenotypes between exposure
groups were seen in this study, with the caveat that FoxP3, a transcription factor
that programmes Tregs [202], was not included in the staining panel. Treg-like

phenotypes were described in this study as CD4+CD127lo+CD25+, as CD127
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inversely correlates with FoxP3 and suppressive function [247]. In highly HIV-
exposed yet uninfected adult cohorts has been defined by increase HIV-exposed
uninfected adults have increased circulating regulatory T cells that are thought to
contribute to their protection from HIV infection [263] and cHEU have increased
regulatory phenotypes that include CD4 expressing CD127lo and CD25hi [264] and
CD8 cells expressing markers FoxP3, TGF-$ and IL-10 [110, |. Our findings
support those seen in a Kenyan cohort where cHEU and cHU had comparable
frequencies of CD4+CD25+FoxP3+ cells at 3 and 12 months of age [127]. It is worth
noting that while phenotypes of Treg-like cells may be comparable between exposure
groups, functionally they may differ and studies comparing the suppressive ability of
isolated Treg populations between cHEU and cHU infants are warranted.

The activation of T cells is critical component of adaptive immunity, where specific
extra-cellular and intracelluar proteins are upregulated on immune-competent cells
in response to antigen presentation. The levels of activation proteins alone or
in combination have been found to be useful surrogates for disease state, disease
susceptibility, antigen load and response to treatment [235, , , . The
frequencies of Mtb antigen-specific cells expressing HLA-DR, CD38 or Ki67 markers
are able to discriminate active TB vs. latent TB disease states [239, | and the
expression of these markers on these Mtb responsive cells decrease with successful
TB treatment in those with active TB [240]. In bulk T cells however, higher baseline
HLA-DR expression is associated with an increased risk for TB disease [23%]. On
the other extreme, significantly low levels of T cells expressing HLA-DR or CD25
may be a sign of malnutrition as illustrated in a recent study of neonates with severe
vitamin D compared to healthy controls [265]. Our findings of consistently higher
HLA-DR expression by CD8 cells among HEUs suggests that T cell activation is
induced in utero and persists to 36 weeks of life. This is supported by a number of
studies showing increased frequency of activated T cell phenotypes in the HEU infant

from birth [127, , , 267]. We did not measure the activation marker CD38 in
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this study, however other studies report increased CD38 among HEUs compared to
HU controls both by median fluorescence intensities (MFI) and frequency measures
[266, ]. In one study by Rich and colleagues [132], no differences were found
between infant age-matched HEU and control groups in the expression of HLA-DR
alone, however levels of HLA-DR co-expressing CD38 T cells were up to 2-fold higher
among HEUs till 6 months of age. Only one study contradicts these findings where
HLA-DR+CD38+ co-expression among HEUs was lower compared to HUs at 6
months [268] however, the study in question was confounded by both sample size
comparisons (n=38 HEU vs. n=4 HU) and population differences (HEU cohort from
South Africa vs. HU cohort from North America). The most striking and significant
difference in activation phenotypes between HEU and HU was observed for CD25
(co-expressing CD127 to indicate activation). CD25 or IL-2Re is a receptor with high
affinity for IL-2 cytokine signalling [269] and is upregulated upon antigen stimulation
requiring constant 1L-2 signals for memory differentiation of virus-specific CDS8 cells
[270]. To our knowledge, only one other study has compared CD25 expression as
an activation marker between HEU and HU, albeit on bulk T cells with no CD127
co-expression measured [132]. In that study, no differences in CD25 expression were
found between HEU and HU infants aged between than 6 months. Whether this
increased activation is a direct consequence of exposure to inflammatory mediators
in the HEU, virus or other environmental antigens and whether this is a marker
for increased risk of infection was not directly addressed in this study. Our results
nonetheless suggest that CD8 T cells in particular are activated in the HEU during
the first 36 weeks of life.

To summarise, the strongest ex vivo T cell marker signals that differentiated cHEU

infants from their unexposed counter parts in this study was increased expression of

HLA-DR and CD25 on CDR cells at 36 weeks.
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Chapter 4

T cell function in HEU

infants—vaccine immunogenicity

4.1 Introduction

There is reliable evidence that cHEUs are capable of mounting seroprotective antibody
titres following vaccination [123, 114], however, the ability of cHEUs to mount robust
T cell responses of comparable magnitude and quality to HIV-unexposed infants
unclear [79], particularly in the Option B+ era. While T cell correlates of vaccine
protection in humans are not well defined for the vaccine antigens measured in this
study, we propose to measure the magnitude and quality of Thl cytokines as a
proxy for T cell function—comparing cHEU with cHU control groups over the first 9
months of life. Thl cytokines are induced by BCG [186], Tetanus Toxoid [206] and
both acellular and whole cell forms of Pertussis vaccines [206, 213]. The read-outs
for the majority of studies evaluating cell-meditated functional responses in cHEUs

are derived from long-term in wvitro culture assays, but these studies have yielded

inconsistent findings [126, 40, , , |. Some studies report no impairment
in the production of cytokines following antigen stimulation [10, |, while others
report either significant impairment [128, ] or paradoxically, enhanced cytokine
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production in cHEUs [129]. These long-term assays have a number of limitations
which confound the interpretation of their data. Firstly, these assays require that
the cells proliferate and are viable (often after several days in culture); secondly, the
cellular source of secreted factors into culture media is unknown, unless intracellular
cytokine staining is used. Furthermore, to detect intracellular cytokines after long-
term culture requires re-stimulation of cells with super antigen in the final hours of the
assay, thus confounding the interpretation of antigen specificity. The short-term whole
blood assay proposed for use here, allows for the identification of re-call responses in
physiological conditions that are similar to those in vivo [138]. The major differences
in this proposed present study from other published work include the following: (1)
leverage of two independent birth cohorts to test the hypothesis that HIV exposure
alters vaccine immunity; (47) application of several analytical techniques to measure
the magnitude and quality of vaccine-induced immunity—combined with robust
statistical methods to account for type 1 error; (¢4) measurement of three vaccine
antigens in the same assay, two of which (Tetanus Toxoid and Bordetella pertussis
antigens) have not routinely been measured in cell-mediated studies in HEUs and

(iv) the study involved breastfed infants of mothers on suppressive ART.

4.2 Methods

4.2.1 Cohort description

Mother-infant pairs were recruited at the Midwifery Obstetric Unit (MOU) at Site
B in Khayelitsha, Cape Town (CT), South Africa and the Plateau State Specialist
Hospital in Jos, Nigeria from November 2014 to November 2016 (Table 4.1). Infants
were followed from birth, at day 4-7 and at weeks 7, 15 and 36 of life. Pretest
counselling and HIV testing was done at the time of antenatal care registration. Both

mothers with and without HIV infection were eligible for the study. Mothers with
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HIV and their infants were provided with ARV according to the current country-
specific guidelines [224, 223]. All mothers in the study were of consenting age and
provided written informed consent. Exclusive breastfeeding (EBF) was advised to
all mothers from the time of delivery to 6 months. Breastfeeding rates to 6 months
of age between HEU and HU groups for the entire study cohort were 81% and 88%
respectively (Table 7.1). Infants born before 36 weeks and with birth weights lower
than 2.4 kilograms were ineligible for the study. Further exclusion criteria included
pregnancy or delivery complications as previously described [194]. All HEU babies
were confirmed as negative by PCR at birth and at 6 weeks of age according to
PMTCT guidelines [224, 223]. A total of 186 HEU and 97 HU infants across the two

cohort sites were included in the analysis for this chapter.

4.2.2 Immunisation

Routine vaccines were given to all infants according to the WHO’s EPI (Table 4.1).
Infants from CT received intradermal Danish BCG strain (1331, Statens Serum
Institute, Denmark) from April 2013 to January 2016 and thereafter Russian strain
(BCG-I Moscow, Serum Institute of India, India). Both strains were given at 2x
10° CFU/dose at birth. Infants from Jos received the Bulgarian strain (BCG-SL
222 Sofia, BB-NCIPD Ltd, Bulgaria) at 0.3x 105> CFU/dose and due to logistical
reasons were vaccinated between 4-7 days after birth. Diptheria-Tetanus-acellular
Pertussis (DTaP) or whole-cell Pertussis (DTwP) vaccines were administered at 6,
10 and 14 weeks in Cape Town and Nigerian respectively. Other routine vaccines

and their schedules are listed in Table 4.1 below.
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Table 4.1: Infant vaccination schedule and whole blood assay testing

Age South Africa Nigeria Antigens

0 BCGt/OPV/HBV BCG

1 BCG{/OPV/HBV/PCV BCG

6 DTaP/Hib/OPV/HBV/RV/PCV DTwP/Hib/IPV/HBV

7 BCG/TT/BP
10 DTaP, Hib/HBV DTwP/Hib/HBV/OPV

14 DTaP/Hib/Rota/PCV/HBV DTwP /Hib/IPV /PCV

15 BCG/TT/BP
36 Measles/PCV Measles/YFV BCG/TT/BP

Vaccine schedule by infant age (in weeks) and cohort site. BCG (Bacille-Calmette Guerin), tDenmark/Russia
strains, IBulgaria strain, DTaP (Diptheria-Tetanus-acellular Pertusiss, DTwP (Diptheria-Tetanus-whole cell Pertu-
siss), OPV (Oral Polio vaccine), Hib (Haemophilus influenzae type b), HBV (Hepatitis B vaccine), IPV (Inactivated
polio vaccine), PCV (Pneumococcal conjugate vaccine), YFV (Yellow fever vaccine). WBA test antigens: BCG
(Bacille-Calmette Guerin), TT (Tetanus Toxoid antigen), BP (Bordetella Pertussis antigens)

4.2.3 Whole blood assay and whole blood fixing

For T cell vaccine measurements, a 12-hour whole blood assay was used [135]. Briefly,
250 uL of anticoagulated blood was incubated with vaccine antigens or PHA at
37°C within one hour of blood draw. For BCG stimulation, 12 x 10" CFU/mL of
Mycobacterium bovis was reconstituted in RPMI media from either the vaccine vial
(BCG-Denmark strain 1331: SSI or BCG-SL 222 Sofia strain: BB-NCIPD) or live
BCG culture (BCG-Denmark strain 1331: AJVaccines, Denmark)(see Table 7.3).
Other stimuli included Tetanus Toxoid (TT) antigens (Sanofi Pasteur) at 5 IU/mL
and 0.01% v/v of Bordetella pertussis (BP) antigens (BD Difco). Phytohemagglutinin
(PHA) (50 pg/mL) or RPMI with 10% fetal calf serum (FCS) were used as positive
and negative controls respectively. After 5 hours, Brefeldin-A (Sigma Aldrich) was
added to a final concentration of 10 pg/mL and incubated for an additional 7

hours. Thereafter, red blood cells were lysed followed by washing and staining with
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LIVE/DEAD® fixable Violet stain (ViViD, ThermoFisher). For the CT samples,
cells were cryo-preserved in 10% DMSO and 90 FCS and stored immediately in liquid
nitrogen (LNs). For Jos samples, cells were cryo-preserved in 10% DMSO and 90%
FCS, stored at -70°C and shipped within 6 months to the University of Cape Town
(UCT) and then transferred to LNy. Analysis of all samples was performed at the

core laboratory at the UCT.

4.2.4 Cell staining, antibodies and flow cytometry

Batched stored samples were thawed quickly at 37°C and washed twice with 1x BD
PermWash buffer. Cells were then incubated in 1x BD PermWash for 10 minutes
before incubation with the antibody cocktail mix in 2% FCS in PBS at 4°C for 45
minutes. After incubation, cells were washed twice with in 2% FCS in PBS and the
resuspended in 2% FCS in PBS for cell acquisition using a Beckton Dickinson LSRII
flow cytometer (SORF model). The following monoclonal antibody-fluorochrome
conjugates were used in the T cell vaccine panel: 1L-2-R-phycoerythrin (PE), CDS8-
V500, IFN-Alexa Fluor-700, TNF-«-PE-Cy7, Ki67-Fluorescein isothiocyanate (FITC;
BD), CD27 PE-Cy5, HLA-DR- Allophycocyanin-Cy7 (APC-Cy7), CD3-BV650 (all
from Biolegend), CD4 PE-Cy5.5 (Invitrogen), CD45RA PE-Texas Red-X (Beckman
Coulter). A minimum of 50 000 ViViD negative (viable) CD3 events were collected
for T cell vaccine measurements using FACS DIVA v6 software. Post-acquisition
compensation and analysis was performed in FlowJo version 9 (FlowJo, LLC). Figure
4.1 shows the gating strategy employed for T cell vaccine responses. Total cytokine
frequencies were from the total T cell population and based on boolean combinations

of the 3 gated cytokine populations.

4.2.5 Statistical analyses

Statistical analyses of flow cytometry data was performed in R [219], SPICE soft-

ware [272]. Non-parametric comparisons between two independent groups was
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performed using Wilcoxon Rank Sum test (Mann Whitney U test). A repeated mea-
sures analysis of variance (ANOVA) or Kruskal Wallis tests were used for longitudinal
data. The Holm’s step down method was used for multiple comparison correction.
For differences by exposure groups for qualitative measures of vaccine immunity we
used SPICE software. Only antigen responders were selected (Appendix 7.7) with
the following threshold set: each sample’s stimulated cytokine frequency had to
be greater than its unstimulated cytokine frequency and at least 2x unstimulated
cytokine frequency. These were then background subtracted in the SPICE workflow

before group comparisons were made.

4.3 Results

4.3.1 Detection of post-vaccination antigen responses

To determine which time-points the whole blood assay was able to detect vaccine-
induced responses (above background), we compared total cytokine producing CD4
frequencies between unstimulated and vaccine antigen-stimulated samples for the en-
tire data set (CT and Jos infants) across all time-points measured. Only participants
with matching unstimulated - stimulated pairs were used in these analyses (Figure
4.2). Figure 4.1 shows the gating strategy used to define T cell cytokine responses.
We defined time points with detectable antigen responses if the following criteria
were met at each time point: (7) the median frequency of cytokine+ cells was greater
than the median frequency of cytokine+ cells in background samples (unstimulated)
and (77) differences between unstimulated and simulated magnitudes were statisti-
cally significant after FDR adjustment. Cytokine frequencies in antigen-stimulated
samples were indistinguishable from unstimulated samples at pre-vaccination time
points (Table 4.2 and Figure 4.2). For BCG, detectable responses were at 7, 15- and
36-weeks post BCG vaccination with median CD4 cytokine frequencies in unstimu-

lated and BCG-stimulated samples as follows: at week 7 (0.07 and 0.50, respectively
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p<0.001), at week 15 (0.07 and 0.28, respectively p<0.001) and at week 36 (0.06
and 0.16, respectively p<0.001). Detectable TT responses were observed at 15-
and 36-weeks post BCG median CD4 cytokine frequencies in unstimulated and
TT-stimulated samples as follows: at week 7/ 1 week DTaP/wP (0.06 and 0.08
respectively, p=0.005), at week 15/ 5 weeks post 2nd DTaP/wP (0.08 and 0.14,
p<0.001) and at week 36/ 24 weeks post 3rd DTaP/wP (0.06 and 0.13, p<0.0001).
BP responses were significantly above background for 7, 15- and 36-weeks post BCG
where median frequencies of CD4 cytokine cells between unstim and BP antigens
were: week 7/ 1 week DTaP/wP (0.06 and 0.10 respectively, p<0.001), week 15/ 5
weeks post 2nd DTaP/wP (0.08 and 0.11, p<0.001), week 36/ 24 weeks post 3rd
DTaP/wP (0.06 and 0.1, p<0.001). In summary, BCG responses were detected at
7 weeks post BCG and thereafter, T'T responses were detectable at 15 weeks post
BCG and thereafter whilst BP responses were detected at 7 weeks post BCG and

thereafter.
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Figure 4.1: Flow cytometry gating strategy to define T cell cytokine responses to antigen
stimulation. Singlets and lymphocytes were defined by forward (FSC-A) and side scat-
ter (SSC-A) properties. Flow acquisition artefacts were gated out for each parameter
in time gates. Cytokine responses were measured from the parent CD4+ population.
Cytokine memory subsets were quantified from parent CD4 population to boolean com-
binations of cytokine+ cells. Memory subsets were defined by CD45RA and CD27 such
that CD45RA+CD27+ represent naive-like, CD45RA-CD27+ early differentiated (ED),
CD45RA-CD27- late differentiated (LD) and CD45RA+CD27- terminally differentiated
(TD) memory phenotypes.
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Figure 4.2: Whole blood assay detection of vaccine-specific responses. The magnitude
of CD4 cytokine+ frequencies are compared between unstimulated (red points) and vac-
cine antigens (A) BCG, (B) Tetanus Toxoid (TT) and (C) Bordetella pertussis (BP)
antigen-stimulated samples (turquoise points). Strip-panel text indicate weeks post BCG
vaccination. For TT and BP antigens 1 wk BCG = -5 wk pre-DTaP/wP, 7 wk BCG =
1 wk post 1st DTaP/wP, 15 wk BCG = 5 weeks post 2nd DTaP/wP, 36 wk BCG = 24
weeks post 3rd DTaP/wP (Table 4.1). A paired Wilcoxon-rank Sum test was used to
test differences between unstimulated and antigen stimulated conditions and unadjusted
p-values comparing the groups are shown. P<0.001 were considered significant after FDR

correction.
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Table 4.2: Pre-post vaccination frequencies of CD4+cytokine+ cells

% of CD4 cytokine+

Antigen BCG wk DTaP/wP wk Stim n median IQR1 IQR2
BCG 0 unstim 51 0.05 0.01 0.09
BCG 51 0.05 0.02 0.08

1 unstim 28 0.06 0.03 0.09

BCG 28 0.10 0.02 0.18

7 unstim 143 0.07 0.01 0.16

BCG 143 0.51 0.07 0.95

15 unstim 118 0.07 0.02 0.13

BCG 118 0.28 0.07 0.50

36 unstim 102 0.06 0.01 0.11

BCG 102 0.16 0.05 0.27

TT 1 -5 pre 1st dose unstim 28 0.06 0.03 0.10
TT 28 0.08 0.02 0.17

7 1 post 1st dose unstim 124 0.06 0.01 0.12

TT 124 0.08 0.03 0.14

15 5 post 2nd dose  unstim 113 0.08 0.02 0.13

TT 113 0.14 0.03 0.24

36 24 post 3rd dose  unstim 96 0.06 0.02 0.10

TT 96 0.13 0.03 0.23

BP 1 -5 pre 1st dose unstim 29 0.06 0.03 0.10
BP 29 0.07 0.03 0.11

7 1 post 1st dose unstim 107 0.06 0.00 0.11

BP 107 0.10 0.06 0.15

15 5 post 2nd dose  unstim 105 0.08 0.02 0.13

BP 105 0.11 0.04 0.18

36 24 post 3rd dose  unstim 89 0.06 0.01 0.11

BP 89 0.10 0.04 0.16

Median frequencies of CD4 cells expressing total cytokines are shown for unstimulated
and vaccine antigen-stimulated conditions with upper and lower interquartile ranges (IQR1
and IQR2 respectively). Data is combined for CT and Jos infants. BCG vaccination
weeks (BCG wk) are indicated with corresponding Diptheria-Tetanus-acellular/whole-cell
Pertussis vaccination week (DTaP/wP wk). Time-points where vaccine-antigen frequencies
that were significantly greater than unstimulated samples after paired Wilcoxon Rank Sum
tests and multiple comparison adjustment (p-adjusted<0.05) are indicated in bold.
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4.3.2 Magnitude of T cell vaccine-antigen responses are similar be-

tween cHEU and cHU

We compared the CD4 cytokine frequencies of antigen responses between HEU and
HU groups across all time-points measured to determine whether exposure had an
impact of the magnitude of total cytokines, stratifying responses by cohort site. There
were no differences in the magnitude of background (cytokine+ cells in unstimulated
condition) by HIV exposure status. Importantly, the magnitudes of CD4 responses
to vaccine antigens did not differ by HIV exposure status in both cohorts (Figure 4.3
A-C).
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Figure 4.3: Magnitude of T cell vaccine-antigen responses are similar between cHEU and
cHU. Cross-sectional comparison of total CD4 T cell cytokine responses (IFN-y, TNF-«
or IL-2) to in wvitro antigen stimulation: (A) BCG, (B) Tetanus Toxoid (TT) and (C)
Bordetella pertussis (BP) between HEU (maroon points) and HU (grey points) groups.
Shaded bars show the median background per group and per time point. Strip text at the
top indicates weeks post BCG and the strip text on right-hand side indicate the cohort.
For TT and BP antigens 1wk BCG = 5 wk pre-DTaP/wP, 7 wk BCG = 1 wk DTaP/wP,
15 wk BCG = 9 wk DTaP/wP, 36 wk BCG = 30 wk DTaP/wP. Wilcoxon ranked sum
tests were used to compare HEU and HU goups and p<0.01 were considered significant
after adjusting for multiple comparisons using Holm’s step-down method.
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4.3.3 Subtle differences in cytokine profiles to vaccine antigens in

cHEU: SPICE analysis results

Having established that response magnitudes were unaffected by HIV exposure, we
next asked whether the profiles of Thl cytokines induced by vaccine antigens in vitro
(combinations of IFN-y, TNF-o or IL-2) were altered compared to controls (Figures
4.4-4.8). We started with SPICE analysis (Simplified Presentation of Incredibly
Complex Evaluations)[272]. For CT infants, BCG induced cytokine patterns that
included dual and triple positive (polyfunctional) CD4 cells at weeks 7, 15 and 36
post BCG vaccination (Figure 4.4). These patterns differed between cHEU and
cHU infants only at one week post BCG vaccination in CT infants (Figure 4.7A)
where the majority of the cytokine response among HEUs was TNF-o compared to
HUs (p=0.03). In contrast, HUs predominantly expressed IFN-y relative to HEUs
(p=0.08). These differences in mycobacterial-specific cytokines were evident despite
comparable magnitudes in the total CD4 response (Figure 4.7B). Differences in the
patterns of cytokine expression between HIV exposure groups were also evident for
BP antigen among CT infants at week 36 (Figure 4.6) despite no differences in the
magnitude of the total CD4 response (Figure 4.3). At week 36, HEUs had lower
single positive TNF-« as a proportion of the total cytokine response compared to
HUs (p=0.007: Figure 4.6). For Jos infants, the cytokine patterns induced by BCG
were in stark contrast to that of CT infants, where less dual and polyfunctional CD4
cells were observed. However, cytokine profiles between HEU and HU were largely
comparable at all time points post BCG (Figure 4.6). Similar to CT infants, BP
antigen induced slight changes in overall cytokine patterns between HEU and HU
groups in Jos. These differences were at week 36 (p=0.01) where HEU expressed a
greater proportions of single positive IFN-y (p=0.007) CD4 cells compared to the
cHU respectively (Figure 4.6). Cytokine patterns induced by TT antigen did not

differ by HIV exposure among Jos infants (Figure 4.5). CT infants showed marginal
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differences in cytokine patterns between cHEU and cHU responding to T'T antigen
at week 36 (p=0.09; Figure 4.5), where cHU had greater proportions of dual positive
TNF-a+I1L-2+ (p=0.02) and less single positive IFN-y (p=0.03) CD4 cells, though
this did not pass signficance in adjusted analyses.

In summary cytokine patterns induced by BCG were significantly different by
HIV exposure only at 1 week after BCG vaccination (only observed in CT infants).
Moderate differences in cytokine patterns by HIV exposure status were for TT
antigen (in CT infants at week 36) and BP (at weeks 7 and 36 for Jos and CT
respectively) but these did not reach significance in adjusted analyses. Combined
these results show that whilst modest qualitative differences in vaccine responses can
be observed between cHEU and cHU, the most significant differences occurs early

within the first week of life.
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Figure 4.4: BCG-specific cytokine profiles by HIV exposure status. CT infant responses
are shown on the left and JOS infant responses on the right. Scatter plots show the
frequency of CD4 cells expressing each boolean cytokine combination (G = IFN-y, 2 =
IL-2, T = TNF-«) with each combination numbered 1-7 in colour blocks below each graph.
Scatter dots are colour-coded by HIV exposure status (maroon dots: cHEU, grey dots:
cHU). Shaded grey bars show inter-quartile ranges with black line showing medians. Pie
charts show median proportions of each cytokine combination (1-7) as a fraction of the total
response with each pie slice colour corresponding to the colour blocks below the scatter
plots. Pie charts are compared using the SPICE permutations test with p<0.01 considered
significant and each boolean cytokine combination was compared using a Wilcoxon Ranked
Sum Test with p<0.01 were considered significant.
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Figure 4.5: Tetanus Toxoid-specific (TT) cytokine profiles by HIV exposure status. CT
infant responses are shown on the left and JOS infant responses on the right. Scatter plots
show the frequency of CD4 cells expressing each boolean cytokine combination (G=IFN-y,
2=IL-2, T=TNF-«) with each combination numbered 1-7 in colour blocks below each
graph. Scatter dots are colour-coded by HIV exposure status (maroon dots: cHEU, grey
dots: ¢cHU). Shaded grey bars show inter-quartile ranges with black line showing medians.
Pie charts show median proportions of each cytokine combination (1-7) as a fraction of the
total response with each pie slice colour corresponding to the colour blocks below the scatter
plots. Pie charts are compared using the SPICE permutations test with p<0.01 considered
significant and each boolean cytokine combination was compared using a Wilcoxon Ranked
Sum Test with p<0.01 were considered significant.
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Figure 4.6: Bordetella pertussis-specific (BP) cytokine profiles by HIV exposure status.
CT infants vaccinated with acellular Pertussis (aP) and are shown on the left whereas
Jos infants were vaccinated with wP (whole-cell Pertussis) and are shown on the right.
Scatter plots show the frequency of CD4 cells expressing each boolean cytokine combination
(G=IFN-y, 2=IL-2, T=TNF-«) with each combination numbered 1-7 in colour blocks below
each graph. Scatter dots are colour-coded by HIV exposure status (maroon dots: cHEU,
grey dots: cHU). Shaded grey bars show inter-quartile ranges with black line showing
medians. Pie charts show median proportions of each cytokine combination (1-7) as a
fraction of the total response with each pie slice colour corresponding to the colour blocks
below the scatter plots. Pie charts are compared using the SPICE permutations test with
p<0.01 considered significant and each boolean cytokine combination was compared using
a Wilcoxon Ranked Sum Test with p<0.01 were considered significant.
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Figure 4.7: Early differences in single cytokine profiles to mycobacterial antigen among
HEUs despite parity in total cytokine frequencies. (A) & (C) BCG-specific and PHA-
specific cytokine profiles respectively for CT infants. SPICE dot plots show the frequency
of CD4 cells expressing each cytokine boolean cytokine combination (G=IFN-y, 2=IL-2,
T=TNF-«) and are colour-coded by HIV exposure status (maroon circles: HEU, grey
circles: HU). Shaded grey bars show interquartile ranges with line showing medians. Pie
charts show median proportions of each cytokine combination as a fraction of the total
response strain group by SPICE analysis. Pie charts are compared using the SPICE
permutations test with p<0.01 considered significant. Cytokine combination subsets were
compared using a Wilcoxon Ranked Sum Test with p<0.01 were considered significant.
(B) & (D) Week 1 CD4 response magnitude to BCG and PHA by HIV exposure status
respectively. Y axes show the frequency of CD4 cells producing total cytokine (IFN-vy,
TNF-« or IL-2). Shaded bars show the median frequency in the unstimulated samples.
Wilcoxon ranked sum tests were used to compare HEU and HU groups with p<0.01 were
considered significant.
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4.3.4 Trend towards increased polyfunctional and functional scores

in cHEU: COMPASS analysis results

We complimented the SPICE analyses of the quality of vaccine responses by HIV
exposure with a computational algorithm for an unbiased combinatorial polyfunction-
ality analysis of antigen-specific T-cell subsets (COMPASS) [273]. COMPASS models
the probability of antigen-specific responses (posterior probabilities) for each possible
combination of cytokine subsets, assigning small probabilities to subsets that are
least likely to be present for a particular individual which can be viewed as a heatmap
(Figure 4.8). COMPASS also assigns functional scores (FS) for each individual—a
summary statistic that quantifies all possible functional subsets. COMPASS also
assigns polyfunctional scores (PFS)—a similar summary statistic to FS but weighted
to polyfunctional (2 or more cytokines). These scores are continuous variables that
can be compared between phenotypes, time points etc. and are statistically more
robust than SPICE analyses. As shown in Figure 4.9, two main observations were
apparent: firstly, the majority of polyfunctional and functional scores to vaccine
antigens were equal between HEUs and HUs, secondly, where there were differences,
these tended to reflect higher—rather than lower polyfunctional/functional scores
among HEUs. For example at week 15, HEUs in the Jos cohort had higher PFS to
mycobacterial antigen compared to HUs (median 0.23 vs. 0.07 respectively, p=0.01)
and concomitant F'S (median 0.32 vs. 0.17 respectively, p=0.03). Similar trends
in higher PFS among HEUs were observed for responses to BP antigen in CT in-
fants at week 36 (median 0.1 vs. 0.04 respectively, p=0.03) and concomitant F'S
(median 0.18 vs. 0.08 respectively, p=0.03). These results however, did not pass
multiple comparison correction. COMPASS analyses on the whole reflected findings
in SPICE analyses which showed no alterations to TT antigen but subtle differences
to BP antigen. In summary, COMPASS analyses suggest no convincing immune

perturbations in the quality of responses to vaccine antigen.
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Figure 4.8: Heatmap of posterior probabilities of antigen responses estimated by COM-
PASS analysis. Heatmaps for (A) BCG, (B) TT = Tetanus Toxoid and (C) BP = Bordetella
pertussis antigens. Rows represent individual infants and grouped by HIV exposure status
and time post BCG vaccination (colour-coded annotations on right side of heat map).
Columns represent cytokine subsets (combinations) ordered by degree of functionality
(single to polyfunctional; right to left). The colour of each cell corresponds to the probability
(range 0-1) of an antigen response for a particular cytokine cell subset per infant, with 1
indicating an antigen-specific response and white indicating background.
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Figure 4.9: Trend towards increased polyfunctional and functional scores in HEUs. Scatter
plots show COMPASS analyses for polyfunctional scores (PFS: column 1) and functional
scores (FS: column 2) of antigen specific responses: (A) & (B) BCG, (C) & (D) TT =

Tetanus Toxoid and (E) & (F) BP = Bordetella pertussis antigens.

Maroon points =

HIV-exposed uninfected (HEU) and grey points = HIV-unexposed (HU). P-adjusted values
are shown after multiple correction adjustment using Holm’s step-down method, with
p-adj<0.05 considered significant.
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4.4 Discussion

In this section, we found that the impact of HIV exposure on cell-mediated vaccine
responses appeared to be limited to partial qualitative differences rather than differ-
ences in the response magnitude. While some studies have suggested quantitative
differences between HEU and HU groups [130, , , ], we found no such
evidence. The unique aspect of our study was that this observation was replicated in
two independent cohorts. The cohorts in this study are from derived from communi-
ties where Mtb infection is common [274, |, therefore, the functional capacity of
mycobacterial-specific T cells from HEUs was of particular interest, specifically the
induction of polyfunctional T cells which correlate with enhanced Mtb protection
in animal models [135]. Polyfunctional T cell responses to vaccination against Mtb
are the focus of novel Tbh vaccination strategies [197]. Others have reported differ-
ences in mycobacterial polyfunctional responses between HEU and HU infants—in
proliferating T cells [128]. SPICE analyses in this study revealed differences in the
proportions of single cytokines one week after BCG vaccination, whereas polyfunc-
tionality assessed by COMPASS polyfunctional scores suggest that T cells from
HEUs are equally immune competent as HUs in responding to mycobacterial antigen.
The absence of any qualitative differences to mycobacterial antigen beyond the first
month of life has also been shown in both Ugandan and South African cohorts,
vaccinated with BCG at birth [131, 127].

Interestingly, we detected marginal qualitative differences for Bordetella pertussis,
with higher polyfunctional scores among HEUs, suggesting immune competance to
this vaccine. An important consideration here is that our cohorts were under Option
B+ where all HIV4+ women received ART during pregnancy and thereafter. In
addition, exclusive breastfeeding rates (up to 6 months of age) were high compared
to other studies [33, 100] which improves clinical outcomes in these infants [194]. In
summary, we found no convincing evidence for perturbations in both the magnitude

and quality of vaccine responses by HIV exposure. Instead, we observed far greater
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differences in vaccine immunogencity by cohort site, particularly for BCG, where Jos
infants tended to have lower overall cytokine production compared to CT infants
and lower polyfunctional scores (Appendix 7.4 and 7.5). This appears to support the
observation that responses to mycobacterial antigen from cohorts closer to the tropics
tend to exhibit lower Thl cytokine profiles than those further from the tropics [270,
]. We do acknowledge that sample integrity (related to cold-chain) may have been
a contributing factor in explaining the lower cytokine responses for the Jos cohort.
Nonetheless, within-cohort comparisons of cytokine frequencies between HEU and
HU groups suggest that exposure does not affect the magnitude of response.
Overall the data presented in this chapter suggests that T cell function is normal-

ized after the first week of life and that HIV/ARV exposure may have no deleterious

long-term impact on vaccine immunogenicity.
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Chapter 5

Impact of BCG immunising strain on

T cell function

5.1 Introduction

In Chapter 4, CD4 cytokine responses to vaccine antigens were compared between
cHEU and cHU from two African cohorts. Substantial differences were noted in the
frequencies of CD4+cytokine+ cells and polyfunctional scores (by COMPASS) for
mycobacterial responses between cohorts (Appendices 7.4 & 7.5), irrespective of HIV
exposure status which warranted further investigation. CT infants recruited in this
study had received BCG-Denmark until January 2016 when BCG-Denmark became
unavailable and the South African EPI program began using BCG-Russia. BCG-
Russia is genetically identical to BCG-Bulgaria [277], the strain given to infants in
Nigeria. In this observational study, we leveraged the change to EPI BCG immunising
strain to test the hypothesis that immunogenicity to BCG-Denmark would differ to
that of Russian and Bulgarian BCG immunised infants.

Many TB endemic countries provide Bacille Calmette-Guérin (BCG) vaccine to
infants routinely soon after birth [192) 188, 278, 128]. BCG is efficacious against child-

hood TB, particularly extrapulmonary forms [279]. Numerous strains of BCG exist,
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with various duplications and deletions in protein coding regions [280], which have
been shown to affect the type of immunity elicited by the vaccine [192, 281]. Although
no correlate of protection against Mycobacterium tuberculosis (Mtb) exists [180],
Thl CD4+ T cells are believed to be important [282, 283] and are therefore used to
measure BCG vaccine immunogenicity [192, , , ) , , ]. BCG-
Denmark strain has been shown to induce a greater magnitude and polyfunctional
CD4+ Thl cytokine production [281] and also has a range of heterologous effects [278,

, , |. For example, in adults, BCG-Denmark increases monocyte cytokine
production against unrelated antigen stimulation; where such “trained immunity”
after primary infection or vaccination has been shown to confer protection against
secondary infection, independent of the adaptive immunity [285]. In adults vaccinated
with BCG-Denmark, increases Th1l and Th17 cells are observed in response to in vitro
stimulation with heterologous antigen [287]. BCG-Denmark vaccinated infants have
higher IFN-y responses to Phytohaemagglutinin (PHA) and Tetanus Toxoid (TT)
versus those vaccinated with BCG-Russia in cultured whole blood supernatants [230].
In low birth weight infants, BCG-Denmark vaccination has been associated with
increased innate cytokine levels in whole blood stimulated with Toll-like receptor
(TLR) ligands [288]. Whether vaccine strains other than BCG-Denmark have a
similar effect on T cell responses to unrelated antigens in African infants has not
been assessed. In this study, we compared CD4+ T cell immunity to BCG, Tetanus
and Pertussis vaccines in two cohorts of newborn infants recruited from Jos, Nigeria
and Khayelitsha, Cape Town, South Africa (Methods section 4.2.1: Chapter 4), and
interrogated the effects of BCG strain. We show that BCG vaccine strain not only
impacts significantly on CD4+ T cell polyfunction and memory maturation, but also
on heterologous T cell responses to other vaccines—irrespective of HIV exposure

status.
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5.2 Methods

5.2.1 Cohort description

Mother-infant pairs were recruited at the Midwifery Obstetric Unit (MOU) at Site
B in Khayelitsha, Cape Town (CT), South Africa and the Plateau State Specialist
Hospital in Jos, Nigeria from November 2014 to November 2016 as described in detail

in section 4.2.1.

5.2.2 Immunisation

Routine vaccines were given to all infants according to National Vaccine programme
guidelines (Table 4.1). Infants from CT received intradermal Danish BCG strain
(1331, Statens Serum Institute, Denmark) from April 2013 to January 2016 and
thereafter Russian strain (BCG-I Moscow, Serum Institute of India, India). Both
strains were given at 2x10° CFU/dose at birth. Infants from Jos received the Bul-
garian strain (BCG-SL 222 Sofia, BB-NCIPD Ltd., Bulgaria) at 0.3x10% CFU /dose
at 4-7 days after birth (Table 7.3).

5.2.3 Whole blood assay

A 12-hour whole blood assay was used to evaluate vaccine responses as previously
described in Chapter 4, section 4.2.3. The in vivo vaccine dose and whole blood

assay antigen concentrations are listed in Table 7.3.

5.2.4 Cell staining, antibodies and flow cytometry

For vaccine immunogencity measurements, cell staining and flow cytometery was car-
ried out as described in Chapter 2, section 4.2.4. The following monoclonal antibody-
fluorochrome conjugates were used in the T cell vaccine panel: IL-2-R-phycoerythrin

(PE), CD8-V500, IFN-y-Alexa Fluor-700, TNF-a-PE-Cy7, Ki67-Fluorescein isoth-
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iocyanate (FITC) (all from BD), CD27 PE-Cy5, HLA-DR- Allophycocyanin-Cy7
(APC-Cy7), CD3-BV650 (Biolegend), CD4 PE-Cy5.5 (all from Invitrogen), CD45RA
PE-Texas Red-X (Beckman Coulter). A minimum of 50 000 ViViD negative (viable)
CD3 events were collected for T cell vaccine measurements using FACS DIVA v6

software. Post-acquisition compensation and analysis was performed in FlowJo

version 9 (FlowJo, LLC).

5.2.5 Statistical analyses

Participant BCG-strain and HIV exposure groupings were unblinded after flow-
gating analyses. All statistical analyses were performed in R [219]. Non-parametric
comparisons between independent groups was performed using Wilcoxon rank sum
test (Mann Whitney U test), with the Holm’s step down method used for multiple
comparison correction. The Kruskal Wallis test was used for longitudinal data. For
cytokine profiling analyses in SPICE, we only analysed samples from participants
classified as antigen responders (Figure 7.7) to avoid skewing related to samples
that were likely to be background. Cytokine combinations were assessed using
SPICE software [272] and in addition, we used a more unbiased statistical approach
for measuring polyfunctionality with COMPASS (Combinatorial polyfunctionality
analysis of antigen- specific T-cell subsets) [239] to estimate the posterior probabilities
of antigen specific T cell subsets. COMPASS is a statistical model for multi-functional
(e.g. multiple cytokine subsets) analysis of flow cytometry data sets. Polyfunctionality
scores which summarize the functional profile of each subject were calculated from

posterior responses probabilities as described [289].
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5.3 Results

5.3.1 Cohort characteristics

A total of 186 samples from CT and 84 samples from Jos spanning the first nine
months of life were included in this study (Table 5.1). There were no differences in
gestational age at delivery, birth weight or baby length by vaccine strain received

(i.e BCG-Denmark, BCG-Bulgaria or BCG-Russia).

Table 5.1: Infant birth characteristics by BCG immunising strain received at birth

BCG strain
Bulgaria (N=84) Denmark (N=154) Russia (N=32) P-values
Age (weeks) 38 [38-39] 38 (37-39) 38 [38-39] 0.22

Birth weight (g) 3000 [2700-3300] 3025 [2778-3330] 2930 [2840-3230] 0.16

Length (cm) 47 [46-49] 48 [46-50] 47 [46-50] 0.1
Female (%) 41 58 57 0.29
HEU (%) 78 68 54 0.03

BCG-Denmark and BCG-Russia were infants from the Cape Town cohort, BCG-Bulgaria were infants from Jos
cohort. Numbers represent median with interquartile ranges in brackets. Wilcoxon Rank Sum test was used to
compare strains for continuous variables (B-D; Bulgarian vs. Danish, D-R; Danish vs. Russian). P<0.05 were
considered significant. Chi Squared test for homogeneity was used for categorical variables

5.3.2 Magnitude of mycobacterial-specific CD4 T cell cytokine re-

sponses differ according to BCG strain

The rationale for comparing responses by BCG strain was due to the observation of
lower response magnitudes among Jos infants (all having received BCG-Bulgaria) vs.
CT infants (the majority of whom had received BCG-Denmark at birth: Table 4.1).
Infant whole blood samples had been re-stimulated in vitro with the vaccine-matched
antigen, except cells from CT infants vaccinated with BCG-Russia were stimulated

with BCG-Denmark culture (SSI) in vitro (Appendix 7.3). We confirmed that the
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in vitro stimulating antigen did not impact the magnitude of quality of the T cell

cytokine magnitude and polyfunctional response (Figure 5.1).
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Figure 5.1: The in vitro simulating antigen does not impact response magnitude or quality. The unavailability of BCG
SSI Denmark (SSI, Denmark) for laboratory assays necessitated the switch to BCG-Denmark culture (AJ Vaccines)
for in vitro stimulation. Different in vitro concentrations of BCG culture were compared to the standard BCG
vaccine in vitro concentration used in whole blood assay for CT infants. Donors representing different week 7 and
week 15 post BCG time points were used in the same experiment. Total CD4 cytokine frequencies are shown in the
dot plots and median proportions of each cytokine (IFN-y, IL-2 and TNF-«) are represented by the pies.

Due to the unequal distribution of HEU vs. HU infants among BCG-Bulgaria
group (Table 5.1), the magnitudes of CD4 cytokine responses were first stratified
by HIV exposure group and response magnitudes were compared by BCG strain
(Figure 5.2 & Table 5.2). Total CD4 cytokine response magnitudes were comparable
between strains before vaccination in both HIV exposure groups (Figure 5.2B).
At week 7 post BCG vaccination, however, the BCG-Denmark strain vaccinated
infants had higher frequencies of CD4+ cytokine-producing cells over background
(HEU median=0.77%, HU median=1.01%) compared to both Jos infants vaccinated
with BCG-Bulgaria (HEU median=0.45%, p=0.09; HU median=0.16%, p<0.0001
respectively) and CT infants vaccinated with BCG-Russia (HEU median=0.19%,
p<0.0001; HU median=0.05%, p<0.0001 respectively: Figure 5.2 and Table 5.2).
Of note was that infants from the same cohort but receiving different BCG strains

at birth showed significant differences in the magnitudes of responses. CT infants
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vaccinated with BCG-Denmark had higher cytokine+ frequencies compared to
those vaccinated BCG-Russia regardless of HIV exposure status at week 7 (5.2B).
A trend in these within-cohort differences extended to weeks 15 and 36 however
did not pass significance after adjustment for multiple comparisons (Table 5.2).
Examining longitudinal data from matched samples across all time points further
emphasised that infants vaccinated with BCG-Denmark, peaked at week 7 (Figure
5.2C), continued to express significantly higher CD4 cytokine responses compared
to BCG-Russia vaccinated infants at week 15 (median=0.40 vs. 0.17, p=0.03) and
week 36 (median=0.23% vs. 0.05%, p=0.006; Figure 5.2C). These results suggest
that BCG immunising strain impacts on the magnitude of mycobacterial response

irrespective of HIV exposure status.
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Figure 5.2: Magnitude of myco-bacterial CD4 cytokine responses differ by BCG strain. A & B: Cross-sectional analysis
of mycobacterial-specific CD4 cytokine responses between cohorts (A): irrespective of BCG immunising strain, (B)
between BCG immunising strain stratified by HIV exposure.
0 being the pre-vaccination time point (birth for the CT cohort and a median of 4-7 days after birth for the Jos
cohort). Y axes show the frequencies (%) of CD4+ cells producing total cytokine (any combination of IFN-y, IL-2 or
TNF-«). Shaded bars show the median value of cytokine+ cells in unstimulated samples. Boxes with mid-line show
interquartile ranges and median. (C) Longitudinal responses to BCG in samples matched for at least 3 time points
between week 0 and 36, stratified by BCG strain. Wilcoxon Rank Sum Test was used to compare cross-sectional
data, with p-values <0.001 considered significant after adjustment for multiple comparisons. Kruskal Wallis test
was applied to test for differences over time for longitudinal data.

Weeks indicate weeks post vaccination with week
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Table 5.2: Magnitude of mycobacterial-specific CD4 cytokine responses by BCG strain

Median CD4 cyk (IQR) p-values
Time Exposure Bulgarian Danish Russian B-D D-R B-R
0 HEU 0.09 (0.07-0.1) 0.04 (0.03-0.06) 0.09 (0.05-0.13) 0.08 0.03 1
7 0.45 (0.17-1.07) 0.77 (0.48-1.46) 0.19 (0.1-0.46) 0.09 <.001 0.12
15 0.22 (0.11-0.4) 0.47 (0.22-0.65) 0.17 (0.09-0.25) 0.03 <.001 1
36 0.14 (0.12-0.24) 0.2 (0.09-0.37) 0.08 (0.05-0.15) 0.8 0.01 0.04
0 HU 0.1 (0.06-0.23) 0.04 (0.03-0.08) 0.06 (0.03-0.11) 0.12 0.92 0.33
7 0.16 (0.14-0.29) 1.01 (0.4-1.28) 0.05 (0.04-0.12) <0.001 <.001 0.01
15 0.24 (0.11-0.46) 0.41 (0.2-0.7) 0.08 (0.03-0.17) 0.18 0.02 0.17
36 0.2 (0.14-0.28) 0.22 (0.16-0.52) 0.05 (0.04-0.09) 0.68 <.001 <.001

Numbers represent median frequencies of CD4+ cells producing total cytokine (any combination of IFN-y, IL-2 or
TNF-«) with interquartile ranges in brackets. Time is expressed as weeks post BCG vaccination with week 0 the
pre-vaccination time point (birth for BCG-Denmark and BCG-Russia, and Week 1 after birth for BCG Bulgaria).
Wilcoxon Rank Sum Test was used to compare strains (B-D; Bulgarian vs. Danish, D-R; Danish vs. Russian, B-R;
Bulgarian vs. Russian) with P<0.001 significant after multiple comparison using Holm’s step down method.

5.3.3 Polyfunctional mycobacterial responses differ between strains

When examining the combinations of cytokines (IFN-y, IL-2 and TNF-«) induced
by in wvitro mycobacterial antigen stimulation by BCG strain, irrespective of HIV
exposure status, we observed that fewer polyfunctional (triple cytokine positive)
cells were induced among infants receiving BCG-Bulgaria. The majority of the
total response in BCG-Bulgaria immunised infants was single positive for IFN-
v (Figure 5.3A & B). Conversely, infants receiving BCG-Denmark had a higher
proportions of CD4 cells expressing all three cytokines. This polyfunctional profile
was sustained from 7 to 36 weeks constituting more than a quarter of the total
cytokine response (median IFN-y+IL-24+TNF-a+ at week 7 = 28%, week 15 = 26%,
week 36 = 27%). The proportions of these triple positive cells were significantly
lower for BCG-Bulgaria and BCG-Russia immunised infants (median at week 7 =
0% and 6%, respectively, p<0.001, week 15 = 0% and 7% respectively, p<0.001,
week 36 = 0% and 7%, respectively, p<0.001). Furthermore, the proportion of
dual-expressing IFN-y+ and IL-2+ CD4+ T cells was higher among BCG-Denmark

recipients compared to BCG-Russia recipients (week 7 = 3% vs. 0% respectively,
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p<0.001) while the proportion of single TNF-a+ cells was lower (median at week
7 ="T% vs. 42%, p<0.001). When infants were further stratified by HIV exposure
status, the differences of cytokine profiles induced by BCG strains was still evident
BCG as shown in the example of week 7 responses (Figure 5.3C). To summarise,
SPICE analyses revealed polyfunctional and dual functional cytokine profiles induced
by myco-bacterial antigen stimulation that were significantly over-expressed by
BCG-Denmark immunised infants compared to both BCG-Bulgaria and BCG-Russia

irrespective of HIV exposure.
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Figure 5.3: Cytokine profiles of mycobacterial-specific responses differ between BCG strains irrespective of HIV exposure
status. (A) Representative flow cytometry plots showing mycobacterial-specific antigen responses stratified by BCG
immunising strain. Axes show IFN-y vs. TNF-« expression with IL-2+ cells overlaid and represented by blue dots.
(B) Jitter points show the median proportion of each cytokine combination (G=IFN-y, 2=IL-2, T=TNF-«) per
infant as a fraction of total cytokine+ cells per infant responding to BCG irrespective of HIV exposure and are
colour-coded by BCG immunising strain (green = Bulgaria, blue = Denmark, orange = Russia) status. Shaded bars
show interquartile ranges with line showing median. Wilcoxon Rank Sum test was used to compare BCG strains vs.
BCG-Denmark, p<0.01 were considered significant after adjustment for multiple comparisons ***p<0.001, **p<0.01,
*p<0.05. Pie charts are a summary of the median proportions of cytokine combinations (G = IFN-y, 2 = IL-2, T
= TNF-«) as a fraction of the total response in each BCG strain group irrespective of HIV exposure status by
SPICE analysis. Pie charts are compared using the SPICE permutations test with p<.01 considered significant. (C)
Pie charts summarising week 7 cytokine profiles by HIV exposure status and BCG immunising strain. (D) Week
7 polyfunctional and functional scores to BCG by BCG immunising strain. Scores are stratified by HIV exposure
status.

106



SPICE analyses (Figure 5.3) was complimented with COMPASS [289], a statistical
tool that allows for the analysis of antigen-specific subsets in an unbiased manner.
The COMPASS model calculates posterior probabilities for each observed cytokine
subset, selecting those most likely to be antigen specific. In addition, the COMPASS
algorithm evaluates a polyfunctional score (PFS) for each participant which is, a single
statistic summarising a participant’s entire functionality profile [289]. PFS are defined
as the proportions of antigen-specific subsets detected amongst all possible subsets
and weighted towards those with higher functionality (2 or more cytokines) [289].
We first grouped infants by BCG immunising strain irrespective of HIV exposure
status and a heatmap of posterior probabilities for cytokine subsets were plotted and

annotated by time and BCG strain (Figure 5.4A).
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Figure 5.4: Polyfunctional and functional scores to BCG by COMPASS analysis differ between BCG strains. (A) Heatmap
of posterior probabilities of mycobacterial-specific responses estimated by COMPASS analysis. Rows represent
individual infants and grouped by BCG immunising strain and time post BCG vaccination (colour-coded annotations
on right side of heat map). Columns represent cytokine subsets (combinations) ordered by degree of functionality
(single to polyfunctional; right to left). The colour of each cell corresponds to the probability (range 0-1) of a
mycobacterial-specific response for a particular cytokine cell subset per infant, with 1 indicating an antigen-specific
response and white indicating background. (B) Cross-sectional analysis of Polyfunctional scores (as calculated
in COMPASS model) stratified by BCG immunising strain [Green (BCG-Bulgaria), blue (BCG-Denmark), orange
(BCG-Russia)]. (C) Correlation between Polyfunctional scores and cytokine response magnitude. Spearman’s ranked
correlation coefficient is reported for n=109 infants in all BCG strain groups. Mann Whitney U test was used to
test for differences by BCG strain. P<.001 were considered significant after multiple adjustment correction using
Holm’s step-down method.

In the heatmap we observed that BCG-Denmark infants had more antigen-specific
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polyfunctional and dual functional responses compared to either BCG-Russia and
BCG-Bulgaria recipients. When comparing polyfunctional scores by strain (Figure
5.4B), as expected these were not different among the BCG strains at the pre-
vaccination time point (week 0), however BCG-Denmark immunised infants had
PFS that were statistically significant at week 7 compared to the other strains
(median BCG-Denmark PFS = 0.9 vs. BCG-Bulgaria = 0.15 (p<.001), BCG-
Russia = 0.29 (p<.001)). This trend remained until week 36 were BCG-Denmark
immunised infants continued to display higher median PFS than the other strains.
Furthermore, polyfunctional scores were significantly correlated with the magnitude
of mycobacterial responses suggesting that the higher total cytokine induced by
BCG, the more likely the participant had a polyfunctional response (Figure 5.4C).
This more unbiased approach to measuring Thl polyfunctionality is compatible with
our SPICE analyses (Figure 5.3B) and shows that BCG-Denmark elicits a more
functional immune response in the newborn infant. We also evaluated polyfunctional
scores by BCG immunising strain, but stratified by HIV exposure status (Figure
5.3D). At week 7 post BCG, both HEU and HU polyfunctional scores to BCG
were equally affected by the immunising strain. Collectively, these data show that
BCG-Denmark is more immunogenic than BCG-Bulgaria and BCG-Russia strains,
characterised by a higher magnitude of response and a more polyfunctional cytokine

profile.

5.3.4 BCG-Denmark induces a more differentiated memory pheno-

type compared to other strains

To better understand whether BCG-Denmark may result in a more mature antigen-
stimulated CD4+ T cell memory differentiation, which along with greater poly-
functionality provides important insight into protective responses against infec-
tions [290, ], the memory phenotypes of the total cytokine BCG responding cells

(i.e. cytokine positive) defined as naive (CD27+CD45RA+), early differentiated
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(ED, CD274+CD45RA-), late differentiated (LD, CD27-CD45RA-) and terminally
differentiated (TD, CD27-CD45RA+) CD4+ T cells. Our analysis of these sub-
sets was restricted to only those infant cells that responded to BCG (above 2-fold
background). A large population of cytokine positive cells with a naive phenotype
(CD27+CD45RA+) was evident, which we hereon refer to as naive-like (Figure 5.5).
Although there was a large range in the frequency of cytokine expressing memory
cell subsets, we consistently observed that BCG-Denmark induced a lower frequency
of these naive-like cells across all time points post BCG vaccination. BCG-Denmark
induced a predominantly ED profile, particularly at week 15 where BCG-Denmark
induced the lowest frequencies of CD4+ cytokine positive cells expressing naive-like
markers (median = 22%) compared to BCG-Bulgaria and BCG-Russia (median =
40% and 36%; p=0.02 and p=0.04, respectively). Conversely, the CD4+ cytokine
positive cells expressing ED markers were highest among BCG-Denmark vaccinated
infants (median = 53%) compared to BCG-Bulgaria and BCG-Russia (37% and
33%; p=0.03 and p=0.04, respectively). Collectively, these data suggest that BCG-
Denmark pushes cells into more differentiated memory state, which may explain
the higher magnitude and polyfunctionality of response. Conversely, vaccination
with BCG-Russia results in the probable accumulation of naive-like CD4+ T cell

respomnses.

110



(Weeks post BCG)

Week 7 H Week 15 || Week 36
0.92 0.6 1
0.03 0.02 0.02 0.04 0.07 0.02
100 o
Naive
50
g o .
2 0.76 0.98 0.87
g 0.13 0.16 0.03 0.04 0.12 0.08
< 100
>
e ED
§ =0 g
£
E BCG strain
§ 0 B Bulgarian
4 0.56 0.59 0.56 B3 Danish
% 0.08 0.27 0.14 0.44 0.2 0.18 B3 Russian
+ 100
[}
£
S ° LD
2 50 . °
: E;Q Eég Eij Ei;
5 + +
° =
X 0.2 0.18 0.94
= 0.57 0.19 0.52 0.28 0.87 0.69
100
° TD
50 ° 8
° o °
)
0 4= 4 & e - - 8

Figure 5.5: BCG-Denmark induces a more differentiated T cell memory phenotype compared to BCG-Russia or BCG-
Bulgaria strains. Frequency of mycobacterial-specific memory subsets stratified by BCG immunising strain. Data
point colors: Green (BCG-Bulgaria), blue (BCG-Denmark), orange (BCG-Russia), show the proportion of cytokine+
cells co-expressing combinations of memory markers CD45RA and CD27 that define memory subsets (as described
in Figure 7.6). Wilcoxon Rank Sum Test was used to test for differences by BCG strain. P<0.001 were considered
significant.

5.3.5 Strain of BCG impacts CD4+ responses to heterologous anti-

gens

Given that BCG has been shown to have heterologous effects to non-BCG antigens
[285, |, we examined the effect of BCG strain on CD4+ T cell responses to T'T,
BP and PHA (Table 5.3 and Figures 5.6 & 5.7). We focused only on CT infants
and compared those who received BCG-Denmark versus BCG-Russia strains, and
thus removed the potential confounding effects of geography, genetic background of

participants and different vaccination strategies. When stratified by HIV exposure
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status, an interesting pattern was observed: differences in the magnitudes of CD4
cytokine responses to heterologous antigens (TT, BP and PHA) were most apparent
the HEU group (Table 5.3 and Figure 5.6). Specifically at week 15 post BCG, HEU
infants receiving BCG-Denmark strain had significantly higher responses than those
receiving BCG-Russia (TT median= 0.26% vs. 0.05%, p<0.001; BP median = 0.14%
vs. 0.06%, p=.002; PHA median = 0.86% vs. 0.18%, p=0.003, respectively). Among
HU infants the most significant difference was observed at week 7 for responses to
TT, where BCG-Denmark induced higher responses compared to BCG-Russia (TT
median= 0.1% vs. 0.02%, p=0.001, respectively) and to a lesser extent week 15
responses to PHA (PHA median = 0.73% vs. 0.15%, p=0.007), though this did
not hold after adjustment for multiple comparisons. These results suggest that the

heterologous effects of BCG strain impact HEU infants more so than HU infants.
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Figure 5.6: BCG immunising strain impacts the magnitude of heterologous antigen responses. Cross-sectional analysis of
heterologous antigen-specific CD4 cytokine responses between BCG-Denmark vs. BCG-Russia immunised infants.
A: Responses among HEU groups. B: Responses among HU groups. Weeks indicate the time point post BCG
vaccination. Y axes show the frequencies (%) of CD4+ cells producing total cytokine (any combination of IFN-y,
IL-2 or TNF-«). Shaded bars showing median value of unstimulated samples. Wilcoxon Rank Sum Test was used
to compare cross-sectional data, with p values <0.01 were significant after adjustment for multiple comparisons.
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Table 5.3: Magnitudes of heterologous antigen responses by BCG immunising strain

Median CD4 cyk (IQR)

Age (weeks) Exposure Antigen Danish Russian P-values
7 HEU TT 0.11 (0.05-0.18) 0.07 (0.04-0.12) 0.125
BP 0.12 (0.08-0.18) 0.07 (0.05-0.11) 0.021
PHA 0.89 (0.15-4.04) 0.61 (0.14-2.38) 0.332

15 TT 0.26 (0.15-0.39) 0.05 (0.05-0.07) <.0001
BP 0.14 (0.09-0.23) 0.06 (0.04-0.09) 0.002
PHA 0.86 (0.27-2.87) 0.18 (0.09-0.25) 0.003
36 TT 0.15 (0.07-0.26) 0.06 (0.05-0.12) 0.029
BP 0.1 (0.06-0.19) 0.1 (0.06-0.15) 0.614
PHA 0.24 (0.05-1.45) 0.11 (0.06-0.23) 0.252
7 HU T 0.1 (0.05-0.17) 0.02 (0.01-0.03) 0.001
BP 0.11 (0.06-0.15) 0.03 (0.02-0.04) 0.012
PHA 1.56 (0.18-5.56) 0.06 (0.04-1.48) 0.108
15 TT 0.11 (0.06-0.26) 0.1 (0.07-0.12) 0.515
BP 0.08 (0.07-0.17) 0.08 (0.05-0.1) 0.398
PHA 0.73 (0.32-2.09) 0.15 (0.12-0.26) 0.007
36 TT 0.14 (0.09-0.34) 0.03 (0.03-0.11) 0.027
BP 0.11 (0.08-0.16) 0.06 (0.04-0.08) 0.036
PHA 0.94 (0.15-3.06) 0.13 (0.05-0.42) 0.026

BCG-Denmark and BCG-Russia were infants from the Cape Town cohort. Numbers represent median frequencies
of CD4+ cells producing total cytokine (any combination of IFN-y, IL-2 or TNF-«) with interquartile ranges in
brackets. Time is expressed as weeks post BCG vaccination with week 0 the pre-vaccination time point (birth for
BCG-Denmark and BCG-Russia, and Week 1 after birth for BCG Bulgaria). Wilcoxon Rank Sum Test was used to
compare strains (B-D; Bulgarian vs. Danish, D-R; Danish vs. Russian, B-R; Bulgarian vs. Russian) with p<0.005
significant after multiple comparison using Holm’s step down method.

We examined the cytokine profiles of these responses at week 7, when the BCG
response itself peaked. At this time point the most significant differences in cytokine
profiles to heterologous antigens between BCG immunising strains was observed
and are shown in Figure 5.7. BCG-Denmark strain induced significantly higher
proportions of polyfunctional (IFN-y+ and TNF-a+ and 11-2+) CD4 cells to TT
(median = 1.7% vs. 0%, p=0.001), BP (1.6% vs. 0%, p<.0001) and dual-functional
(TNF-o+ and IL-2+) to PHA (16.2% vs. 2.6%, p<.0001) (Figure 5.7B). In addition,
lower proportions of single TNF-a+ responding CD4+ T cells among BCG-Denmark
immunised infants compared to BCG-Russia for TT (median = 14.1% vs. 39.6%,

p=0.02), BP (14.7% vs. 39%, p<.001) and PHA (56.1% vs. 81.9%, p=0.03).
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Figure 5.7: Cytokine profiles to heterologous antigens at week 7.(A) Representative flow cytometry plots showing
heterolgous antigen responses (T'T: Tetanus Toxoid, BP: Bordetella Pertussis, PHA: Phytohaemagluttinin) stratified
by BCG immunising strain. Axes show IL-24 vs. TNF-« and IFN-y overlaid in blue dots. (B) Jitter points show
the median proportion of each cytokine combination (G = IFN~-y, 2 = IL-2, T = TNF-«) per infant as a fraction of
total cytokine+ cells per infant responding to TT, BP and PHA and are colour-coded by BCG immunising strain
(blue = Denmark, orange = Russia) irrespective of HIV exposure status. Shaded bars show interquartile ranges
with line showing median. Wilcoxon Rank Sum test was used to compare BCG strains, P<0.05 were considered
significant ***P<0.001, **P<0.01, *P<0.05. Pie charts are a summary of the median proportions of cytokine
combinations (G = IFN-y, 2 = IL-2, T = TNF-«) as a fraction of the total response in each BCG strain group
irrespective of HIV exposure status by SPICE analysis. Pie charts are compared using the SPICE permutations
test with P<.01 considered significant.(C) Pie charts summarising week 7 cytokine profiles by HIV exposure status
and BCG immunising strain.

When stratified by both BCG strain and HIV exposure, the impact of strain
was still evident for these heterologous antigens (Figure 5.8), where differences in
the cytokine profiles occurred equally for both HEU and HU infants. Interestingly,
cytokine profiles did not differ beyond week 7 post BCG (data not shown), suggesting

that the heterologous effects of BCG strain on the types of cytokines induced occurs
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short-lived. Collectively, our data show that the strain used for BCG vaccination has
a profound impact on the magnitude and polyfunctionality of CD4+ T cell responses

to unrelated heterologous vaccine antigens although the effect is short-lived.
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Figure 5.8: BCG immunising strain impacts on heterologous antigen responses: polyfunctional and functional scores by
COMPASS. Cross-sectional analysis of heterologous antigen polyfunctional (A, C, E) and functional scores (B, D,
F) between BCG-Denmark vs. BCG-Russia immunised infants. Scores are stratifed by HIV exposure status (HEU:
HIV-exposed and uninfected and HU: HIV-unexposed). A & B (BCG scores), C & D (Tetanus Toxoid scores), E
& F (Bordetella pertussis scores). Weeks indicate the time point post BCG vaccination. Y axes show the score
values. Wilcoxon Rank Sum Test was used to compare strains, with p-values<0.01 were significant after adjustment
for multiple comparisons.
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5.4 Discussion

This chapter shows that the magnitude and polyfunctional nature of CD4+ T cell
responses to BCG and other heterologous antigens in the first few months of life
depends on the immunising strain of BCG itself irregardless of HIV exposure status.
BCG-Denmark is the most immunogenic compared to BCG-Russia and BCG-Bulgaria
strains and causes an early differentiated phenotype in memory CD4+ T cells. The
latter strains appear to allow the accumulation of naive-like responsive cells, which
appear to induce mono-functional responses. The important aspect of our study is
that responding CD4+ T cells to all vaccine antigens, including Tetanus and Pertussis,
were significantly affected by the strain of immunising BCG, with the Denmark
strain inducing the highest magnitude of responses and a Thl polyfunctional subset.
Furthermore, the relatively advanced stage of CD4+ T cell memory maturation in
response to BCG-Denmark may explain the phenomena of infant cells responding
with greater magnitude and Thl polyfunction. We acknowledge that this was purely
an observational study, and a confirmatory study in the form of a randomised control
trial is needed. Both specific and non-specific immune responses to the BCG vaccine
by strain have been shown in a randomised control trial [286], however long-term
culture assays were used to measure cytokine in culture supernatant—which does
not inform the cellular source of the response. Here we identify T cells as being part
of the effector response that defines differences in antigenicity across BCG strains.
Prior studies have suggested that BCG-Denmark may be more immunogenic
than other widely available BCG strains. A randomised control trial in Uganda
administering the same BCG strains used in this study showed that BCG-Denmark
induced the highest levels of IFN-y, IL-13 and IL-5 in culture supernatants to BCG,
TT and PHA stimulation [286]. The cellular source of cytokine production, however,
was not measured due to the nature of the assay used. In support of our data, CD4
polyfunctionality among infants randomised to receive BCG-Denmark, -Japan and

-Russia at birth showed higher polyfunctional (IFN-y+TNF-a+IL-2+) responses
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after BCG-Denmark strain immunisation [281]. Our findings are similar, except that
our cohorts are in some of the highest TB endemic areas in Africa [194, , ,

| and that the early differentiated memory state may also be important for the
heterologous non-BCG antigen effects we observe with BCG-Denmark. Although
CD4+ Th1 cytokine responses are not cognate correlates of protection against Tetanus
and Pertussis, they are likely important measures of overall immune responsiveness
to heterologous antigens. BCG itself has well documented "training" effects where
enhanced monocyte mediated responses against other pathogens are central [291,

]. The molecular mechanisms are thought to include recognition by the NOD2
receptor in monocytes, the induction of pro-inflammatory cytokines—3 months after
vaccination—and the epigenetic reprogramming of monocyte populations [117, .
Heterologous effects of BCG vaccination on Thl and Th17 immunity have been
shown to persist for up to a year after vaccination [287]. The immunological basis for
different heterologous effects by BCG strain is not known. The attenuation of BCG
is the result of the loss of virulent elements in the genome, with some strains having
more regions of deletions than others [292, , 293]. BCG-Denmark, a member of
the DU2-III group, has more deletions than both BCG-Russia and BCG-Bulgaria
from group DU2-T [280]. The better quality and quantity of responses induced by
BCG-Denmark are unlikely-related to antigenic coverage as this strain has less T cell
epitopes than BCG-Russia [293]. Certain BCG strains are known to replicate and
persist longer in tissues after immunisation in animal models [294, 277] and this may
result in different antigen priming between strains. However, there are most likely
numerous factors other than antigen load, as BCG-Russia has been found to replicate
and persist in tissues of immunised mice over and above BCG-Denmark related
strains (BCG-Prague and BCG-Glaxo strains) [291]. There are likely numerous
possible reasons for differences in vaccine immunogenicity between CT and Jos.
We do not regard the six-fold lower CFU dose of BCG-Bulgaria, compared with

BCG-Denmark/Russia, as a contributing factor (Table 7.3). Suboptimal vaccination
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doses affect the magnitudes of Thl responses in adults [295], but not infants [296].
Differences in immune responses between cohorts may also depend on population
differences; i.e. environmental antigen exposure and/or genetics [276, 17, 32]. For
example helminth and malaria co-infections, which are common in Nigeria, are
associated with IL-10 responses and a skewing to Th2 response to Mtb [10], but
we did not evaluate helminth infections in our infant cohort. Shipping of cells
from Nigeria to South Africa may have impacted on their integrity. However, our
finding that BCG-Russia—which is closely related to BCG-Bulgaria [297]—also
resulted in a similar set of low magnitude and polyfunctional responses in CT
infants led us to regard BCG strain differences as a main determinant of vaccine
immunogenicity. Finally, although the proportion of HIV-exposed infants was
unbalanced between the groups, this would have favoured better responses in the
BCG-Bulgarian infants. In 2016, many countries around the world experienced a
shortage of BCG-Denmark and had to transition to other strains [298]. Our results
suggest that BCG vaccination, given to over 100 million infants annually around the
globe, has variable immunogenicity according to strain, and that heterologous effects
may be specific to BCG-Denmark. We do not discount the possibility that differences
between strains may be related to the number of live replicating bacilli—which may
be different across manufacturers. These findings have implications for vaccine policy
makers, manufacturers and programs worldwide. These findings also suggest that
BCG-Denmark, the first vaccine received in many African infants, has both specific
and non-specific heterologous effects to HEUs in the first few months of life, and

may provide an immune priming benefit to other EPI vaccines.
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Chapter 6

Thesis summary and conclusions
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Figure 6.1: Synopsis of thesis. We hypothesised that as a result of exposure to maternal
pro-inflammatory signals and ART drug regimens in utero and postpartum, the immune
milieu of children born to HIV infected mothers (cHEU) is (¢) activated, () has an altered
transcriptional profile and (#7) is functionally perturbed in response to vaccination. At
birth, two gene homologues synonymous with cellular stress were increased in peripheral
blood among HEUs, with no significant enrichment or suppression of biological pathways.
For BCG vaccine moderate differences in single cytokine producing cells were observed one
week after vaccination in those with detectable immune responses. Later however (weeks
7-36), BCG immunity was indistinguishable from un-exposed infants in both magnitude and
polyfunctional phenotypes concomitant with hypothesized lower ART exposure (neonatal
and via breast milk). Most activated T cell phenotypes followed similar kinetics, however
increased activated CD8 T cells (expressing CD25 or HLA-DR) were elevated in HEUs
and in particular at week 36 of age.
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6.1 Thesis summary

This thesis began in Chapter 2 with the exploration of possible transcriptomic
signatures in blood that distinguish cHEU from cHU controls at birth. A small
set of differentially expressed genes were identified but did not translate to any
differences in gene pathways in the HEU. We then explored the hyothesis that cHEUs
would have different frequencies of activated, proliferating or gut homing T cells
compared to HU in Chapter 3. On the whole, the kinetics in the frequencies of T cell
phenotypes followed similar patterns of peaking and waning between HIV exposure
groups between birth and 36 weeks. Two markers were significantly increased in CD8
T cells of HEU across all time-points: HLA-DR and CD25, the latter significantly
at 36 weeks in cross-sectional analyses. In Chapter 4, we explored whether T cell
function was perturbed in the HEU by analysing the magnitudes and cytokine profiles
of T cells responding to vaccine antigen using a short-term in vitro assay. There
was a trend towards differences in quality of vaccine-specific T cell responses by
HIV exposure status, depending on the stimulating antigen, however these did not
hold when applying the more robust COMPASS algorithm. Two key observations
prompted a further interrogation of BCG responses and was the focus of Chapter 5:
(7) BCG response magnitudes were differed by cohort site and (#) CT infants had been
vaccinated with one of two strains of BCG (Denmark or Russian), whereas Jos infants
had received the Bulgarian strain—genetically identical to the Russian strain. We
hypothesized that the immunising strain of BCG resulted in different BCG response
profiles and therefore stratified BCG response magnitudes and cytokine profiles to
the strains used to immunise infants. BCG-Denmark immunisation in CT infants
resulted in higher mycobacterial-specific CD4 responses with greater polyfunctional
profiles and more memory differentiated BCG-specific phenotype compared to either
CT infants receiving BCG-Russia or Jos infants receiving BCG-Bulgaria strains.
Furthermore, there were heterologous effects of BCG Denmark, meaning that this

immunogenic strain extended to boosting the non-mycobacterial antigens of TT
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and BP (as well as the PHA positive control stimulus). These observations were

independent of HIV exposure status.

6.1.1 Limitations of the study

A major limitation of this study was the use of whole blood to address the thesis
aims regarding immune ontogeny in the HEU infant. Peripheral blood is relatively
non-invasive can be cryopreserved for batch measurements and has a wide range
of commercially available reagent toolkits. There is however, discordance between
peripheral blood and sites of infection/disease in terms of immune subsets, functional
profiles, differentiation states and thresholds for antigenic stimulation [299, , ,

, ]. Another limitation was that flow cytometry design constraints only allowed
us to measure Thl cytokines in our whole blood assay. Given Th2 skweing in early
life [1] and that all antigens in this study can induce Th2 responses [276, 304], we
missed a more comprehensive evaluation of T cell function in the HEU. In addition,
some samples from the Jos cohort were compromised, possibly during shipping or
due to technical error during processing. This limited our sample sizes from this

cohort in some assays.

6.1.2 Concluding remarks

The sites in which these study cohorts were derived have extensive HIV care, coun-
selling and management services for women during pregnancy and post-partum
[305, ]. Both have implemented WHO’s Option B+ which is lifelong care for
all HIV pregnant women regardless of CD4 count. In addition, maternal breast
feeding rates among HIV infected women were high in both sites [98], meaning that
HIV exposed babies benefited from nutrition and passive immunity provided by
breast-milk. Therefore, our study populations may represent some of the ‘healthier’
HIV exposed infant cohorts compared to previous cohorts [307]. Equal rates of

infectious morbidities between HEU and HU groups were previously demonstrated in
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the same cohorts used here (hazard ratio 1.01; 95% CI 0.78 - 1.32) [98]. Thus, in the
context of our specific cohort, this thesis can surmise that: (7) in utero ART/HIV
exposure does not perturb immune pathways HEU newborn, (i) ART/HIV exposure
does not significantly alter vaccine-specific T cell responses over the first 9 months
of life, (ii7) ART/HIV exposure induces an activated T cell phenotype compared to
un-exposed controls during the first 9 months of life.

The negative results for gene transcription and functional immunity presented
here demonstrate that effective ART has no deleterious consequences for the general
immune biology in the HEU and results in a parity of T cell vaccine immunity
with unexposed infants. We rather showed that the immunising strain of BCG
had significant mycobacterial and off-target effects in the HEU. The effect of BCG
"trained immunity" to off-target has been well-documented in animal and human
models [285, , , 309]. Whether the strain of BCG administered will ultimately
mean disproportionate levels of protection to other infections in HEU can only be
determined by large, randomised control trials with well-defined clinical endpoints.
Our observation that bulk CD8 cells from HEUs have an activated phenotype relative
to HUs is in line with previous reports on activated immune subsets in HEUs (Table
3.5). This warrants further investigation as to the underlying mechanisms and in
vitro experiments where PBMCs would be exposed to escalating doses of ART, for
example, could partially address this. Importantly, whether in vivo CDS8 activation
levels represent a correlate of infection risk in HEUs beyond the first year of life
should be investigated in observational studies. Overall, this thesis provides evidence
for immune competence in our cohorts and demonstrates how beneficial Option B+

is to the health of infants during the first year of life.

123



Bibliography

David J. Dowling and Ofer Levy. “Ontogeny of early life immunity”. In:
Trends in Immunology 35.7 (July 2014), pp. 299-310. DOI: 10.1016/j.it.

2014.04.007.

Tobias R. Kollmann et al. “Protecting the Newborn and Young Infant from
Infectious Diseases: Lessons from Immune Ontogeny”. In: Immunity 46.3 (Mar.

2017), pp. 350-363. DOI: 10.1016/j.immuni.2017.03.009

Isma De Kleer et al. “Ontogeny of Myeloid Cells”. In: Frontiers in Immunology

5 (Sept. 2014). pOI: 10.3389/fimmu.2014.00423.

Muriel Nguyen et al. “Acquisition of Adult-Like TLR-4 and TLR-9 Responses
during the First Year of Life”. In: PLoS ONFE 5.4 (Apr. 2010). Ed. by Dominik

Hartl, e10407. DOI: 10.1371/journal .pone.0010407.

Tobias R. Kollmann et al. “Innate Immune Function by Toll-like Receptors:
Distinct Responses in Newborns and the Elderly”. In: Immunity 37.5 (Nov.

2012), pp. 771-783. DOI: 10.1016/7 . immuni.2012.10.014,

Paula A. Velilla, Maria T. Rugeles, and Claire A. Chougnet. “Defective
antigen-presenting cell function in human neonates”. In: Clinical Immunology

121.3 (Dec. 2006), pp. 251-259. DOIL: 10.1016/5.clim.2006.08.010.

Muki S. Shey et al. “Maturation of innate responses to mycobacteria over the
first nine months of life.” In: Journal of immunology (Baltimore, Md. : 1950)

192.10 (2014), pp. 4833-43. DOI: 10.4049/ jimmunol . 1400062.

124


https://doi.org/10.1016/j.it.2014.04.007
https://doi.org/10.1016/j.it.2014.04.007
https://doi.org/10.1016/j.immuni.2017.03.009
https://doi.org/10.3389/fimmu.2014.00423
https://doi.org/10.1371/journal.pone.0010407
https://doi.org/10.1016/j.immuni.2012.10.014
https://doi.org/10.1016/j.clim.2006.08.010
https://doi.org/10.4049/jimmunol.1400062

[10]

[11]

[12]

[14]

Tobias R. Kollmann et al. “Neonatal Innate TLR-Mediated Responses Are
Distinct from Those of Adults”. In: The Journal of Immunology 183.11 (Nov.

2009), pp. 7150-7160. DOI: 10.4049/jimmunol.0901481.

M. E. Belderbos et al. “Skewed pattern of Toll-like receptor 4-mediated
cytokine production in human neonatal blood: Low LPS-induced IL-12p70 and
high IL-10 persist throughout the first month of life”. In: Clinical Immunology

133.2 (2009), pp. 228-237. DOL: 10.1016/j.¢clim.2009.07.003.

Becky Adkins. “Heterogeneity in the CD4 T Cell Compartment and the
Variability of Neonatal Immune Responsiveness”. In: Current Immunology

Reviews 3.3 (Aug. 2007), pp. 151-159. DOI: 10.2174/157339507781483496.

Donna L. Farber, Naomi A. Yudanin, and Nicholas P. Restifo. “Human
memory T cells: generation, compartmentalization and homeostasis”. In:
Nature Reviews Immunology 14.1 (Dec. 2013), pp. 24-35. DOL: 10. 1038/

nri3567.

Sarah Burl et al. “Delaying Bacillus Calmette-Guérin Vaccination from Birth
to 4 1/2 Months of Age Reduces Postvaccination Thl and IL-17 Responses
but Leads to Comparable Mycobacterial Responses at 9 Months of Age”. In:
The Journal of Immunology 185.4 (July 2010), pp. 2620-2628. DOI: 10.4049/

jimmunol.1000552.

M. O. C. Ota et al. “Influence of Mycobacterium bovis Bacillus Calmette-
Guerin on Antibody and Cytokine Responses to Human Neonatal Vaccination”.
In: The Journal of Immunology 168.2 (2002), pp. 919-925. DOIL: 10.4049/

jimmunol.168.2.919.

Mihai G Netea, Cisca Wijmenga, and Luke A J O’Neill. “Genetic variation in
Toll-like receptors and disease susceptibility”. In: Nature Immunology 13.6

(May 2012), pp. 535-542. DOI: 10.1038/ni.2284.

125


https://doi.org/10.4049/jimmunol.0901481
https://doi.org/10.1016/j.clim.2009.07.003
https://doi.org/10.2174/157339507781483496
https://doi.org/10.1038/nri3567
https://doi.org/10.1038/nri3567
https://doi.org/10.4049/jimmunol.1000552
https://doi.org/10.4049/jimmunol.1000552
https://doi.org/10.4049/jimmunol.168.2.919
https://doi.org/10.4049/jimmunol.168.2.919
https://doi.org/10.1038/ni.2284

[15]

[16]

[17]

[18]

[19]

[20]

22]

Qin Sun et al. “Toll-like receptor polymorphisms and tuberculosis suscepti-
bility: A comprehensive meta-analysis”. In: Journal of Huazhong University
of Science and Technology [Medical Sciences] 35.2 (Apr. 2015), pp. 157-168.

DOIL: 10.1007/s11596-015-1405-6.

Duncan M. MacGillivray and Tobias R. Kollmann. “The Role of Environmental
Factors in Modulating Immune Responses in Early Life”. In: Frontiers in

Immunology 5 (Sept. 2014). DOL: 10.3389/fimmu.2014.00434,

Anita H. J. van den Biggelaar et al. “Neonatal innate cytokine responses to
BCG controlling T-cell development vary between populations”. In: Journal
of Allergy and Clinical Immunology 124.3 (2009), pp. 544-550. por: 10.1016/

j.jaci.2009.03.040.

Mathieu Garand, Bing Cai, and Tobias R Kollmann. “Environment impacts
innate immune ontogeny”. In: Innate Immunity 23.1 (Oct. 2016), pp. 3—-10.

DOI: 10.1177/1753425916671018.

Kinga K. Smolen et al. “Pattern recognition receptor-mediated cytokine
response in infants across 4 continentsx”. In: Journal of Allergy and Clinical
Immunology 133.3 (Mar. 2014), 818-826.e4. DOI: 10.1016/j.jaci.2013.09.

038.

Lisa E. Wagar et al. “Increased T Cell Differentiation and Cytolytic Function
in Bangladeshi Compared to American Children”. In: Frontiers in Immunology

10 (Sept. 2019). DOIL: 10.3389/fimmu.2019.02239.

L. Sattenspiel. “Tropical environments, human activities, and the transmission
of infectious diseases.” In: American journal of physical anthropology Suppl
31 (2000), pp. 3-31. 1SSN: 0002-9483. DOI: 10.1002/ 10968644 (2000) 43 :

31+4<3::aid-ajpa2>3.0.co;2-z. ppublish.

D. P. Strachan. “Hay fever, hygiene, and household size.” In: BMJ 299.6710

(Nov. 1989), pp. 1259-1260. DOI: 10.1136/bmj.299.6710.1259.

126


https://doi.org/10.1007/s11596-015-1405-6
https://doi.org/10.3389/fimmu.2014.00434
https://doi.org/10.1016/j.jaci.2009.03.040
https://doi.org/10.1016/j.jaci.2009.03.040
https://doi.org/10.1177/1753425916671018
https://doi.org/10.1016/j.jaci.2013.09.038
https://doi.org/10.1016/j.jaci.2013.09.038
https://doi.org/10.3389/fimmu.2019.02239
https://doi.org/10.1002/1096-8644(2000)43:31+<3::aid-ajpa2>3.0.co;2-z
https://doi.org/10.1002/1096-8644(2000)43:31+<3::aid-ajpa2>3.0.co;2-z
https://doi.org/10.1136/bmj.299.6710.1259

23]

[24]

[25]

[27]

28]

[29]

[30]

Bart N Lambrecht and Hamida Hammad. “The immunology of the allergy
epidemic and the hygiene hypothesis”. In: Nature Immunology 18.10 (Oct.

2017), pp. 1076-1083. DOI: 10.1038/ni.3829.

Erika von Mutius. “The microbial environment and its influence on asthma
prevention in early life”. In: Journal of Allergy and Clinical Immunology 137.3

(Mar. 2016), pp. 680—-689. DOI: 10.1016/j.jaci.2015.12.1301.

Luis Caraballo et al. “Particularities of allergy in the Tropics”. In: World
Allergy Organization Journal 9 (2016), p. 20. DOL: 10.1186/s40413-016~

0110-7.

Catherine Gordon et al. “Soil-Transmitted Helminths in Tropical Australia
and Asia”. In: Tropical Medicine and Infectious Disease 2.4 (Oct. 2017), p. 56.

DOI: 10.3390/tropicalmed2040056.

Rose E. Donohue, Zoé K. Cross, and Edwin Michael. “The extent, nature,
and pathogenic consequences of helminth polyparasitism in humans: A meta-
analysis”. In: PLOS Neglected Tropical Diseases 13.6 (June 2019). Ed. by

Adam Akullian, e0007455. DOI: 10.1371/journal .pntd.0007455.

Shigeo Koyasu and Kazuyo Moro. “Type 2 innate immune responses and the
natural helper cell”. In: Immunology 132.4 (Feb. 2011), pp. 475-481. DOI:

10.1111/j.1365-2567.2011.03413.x.

P. J. Cooper et al. “Impaired Tetanus-Specific Cellular and Humoral Responses
following Tetanus Vaccination in Human Onchocerciasis: A Possible Role
for Interleukin-10”. In: The Journal of Infectious Diseases 178.4 (Oct. 1998),

pp. 1133-1138. DOL: 10.1086/515661.

I. Malhotra et al. “Helminth- and Bacillus Calmette-Guérin-induced immunity
in children sensitized in utero to filariasis and schistosomiasis.” In: Journal
of immunology (Baltimore, Md. : 1950) 162 (11 June 1999), pp. 6843-6848.
1SSN: 0022-1767. ppublish.

127


https://doi.org/10.1038/ni.3829
https://doi.org/10.1016/j.jaci.2015.12.1301
https://doi.org/10.1186/s40413-016-0110-7
https://doi.org/10.1186/s40413-016-0110-7
https://doi.org/10.3390/tropicalmed2040056
https://doi.org/10.1371/journal.pntd.0007455
https://doi.org/10.1111/j.1365-2567.2011.03413.x
https://doi.org/10.1086/515661

[31]

32]

33]

[34]

[35]

[37]

T. Resende Co et al. “Intestinal helminth co-infection has a negative impact
on both anti-Mycobacterium tuberculosis immunity and clinical response to
tuberculosis therapy”. In: Clinical & Experimental Immunology 147.1 (2007),
pp- 45-52. DOL: 10.1111/7.1365-2249.2006.03247 . x. eprint: https://
onlinelibrary.wiley.com/doi/pdf/10.1111/j.1365-2249.2006.03247.
X. URL: https://onlinelibrary.wiley.com/doi/abs/10.1111/j.1365-

2249.2006.03247 .x.

Daniel Elias et al. “Poor immunogenicity of BCG in helminth infected popu-
lation is associated with increased in vitro TGF-£ production”. In: Vaccine

26.31 (2008), pp. 3897-3902. DOIL: 10.1016/7.vaccine.2008.04 . 083.

Rick M. Maizels et al. “Regulation of pathogenesis and immunity in helminth
infections”. In: Journal of Experimental Medicine 206.10 (Sept. 2009), pp. 2059

2066. DOI: 10.1084/jem.20091903.

Luis Caraballo. “The tropics, helminth infections and hygiene hypotheses”.
In: Ezpert Review of Clinical Immunology 14.2 (Jan. 2018), pp. 99-102. DOI:

10.1080/1744666x.2018.1424543.

G. A. Colditz. “The Efficacy of BCG vaccine in the prevention of Tuberculosis”.
In: The Pediatric Infectious Disease Journal 13.8 (Aug. 1994), p. 761. DOL:

10.1097/00006454-199408000-00028.

Maeve K. Lalor et al. “BCG vaccination induces different cytokine profiles
following infant BCG vaccination in the UK and Malawi”. In: Journal of
Infectious Diseases 204.7 (2011), pp. 1075-1085. po1: 10 . 1093/ infdis/

jir515.

H. Mpairwe, R. Tweyongyere, and A. Elliott. “Pregnancy and helminth
infections”. In: Parasite Immunology 36.8 (Aug. 2014), pp. 328-337. DOL:

10.1111/pim.12101.

128


https://doi.org/10.1111/j.1365-2249.2006.03247.x
https://onlinelibrary.wiley.com/doi/pdf/10.1111/j.1365-2249.2006.03247.x
https://onlinelibrary.wiley.com/doi/pdf/10.1111/j.1365-2249.2006.03247.x
https://onlinelibrary.wiley.com/doi/pdf/10.1111/j.1365-2249.2006.03247.x
https://onlinelibrary.wiley.com/doi/abs/10.1111/j.1365-2249.2006.03247.x
https://onlinelibrary.wiley.com/doi/abs/10.1111/j.1365-2249.2006.03247.x
https://doi.org/10.1016/j.vaccine.2008.04.083
https://doi.org/10.1084/jem.20091903
https://doi.org/10.1080/1744666x.2018.1424543
https://doi.org/10.1097/00006454-199408000-00028
https://doi.org/10.1093/infdis/jir515
https://doi.org/10.1093/infdis/jir515
https://doi.org/10.1111/pim.12101

[38]

[40]

[42]

[44]

P.J. Lammie et al. “Maternal filarial infection as risk factor for infection in
children”. In: The Lancet 337.8748 (Apr. 1991), pp. 1005-1006. DOT: 10.1016/

0140-6736(91)92661-k.

D. S. Pit et al. “Prenatal immune priming with helminth infections: parasite-
specific cellular reactivity and Th1 and Th2 cytokine responses in neonates.” In:

Allergy 55.8 (2000), pp. 732-739. DOI: 10.1034/7.1398-9995.2000. 00477 . x.

Alison M. Elliott et al. “Effects of maternal and infant co-infections, and of
maternal immunisation, on the infant response to BCG and tetanus immu-
nisation”. In: Vaccine 29.2 (2010), pp. 247-255. DOIL: 10.1016/j.vaccine.

2010.10.047.

Donald D. Nyangahu et al. “Preconception helminth infection alters offspring
microbiota and immune subsets in a mouse model”. In: Parasite Immunology

42.9 (May 2020). por: 10.1111/pim.12721.

D. Elias et al. “Effect of deworming on human T cell responses to my-
cobacterial antigens in helminth-exposed individuals before and after bacille
Calmette-Guérin (BCG) vaccination”. In: Clinical & Ezperimental Immunol-
ogy 123.2 (2001), pp. 219-225. DOI: 10.1046/7.1365-2249.2001.01446. x.
eprint: https://onlinelibrary.wiley.com/doi/pdf/10.1046/j.1365-

2249.2001.01446 .x.

Linda J. Wammes et al. “Community deworming alleviates geohelminth-
induced immune hyporesponsiveness”. In: Proceedings of the National Academy
of Sciences 113.44 (Oct. 2016), pp. 12526-12531. DOI: 10 . 1073/ pnas .

1604570113.

Emily . Webb et al. “Effect of single-dose anthelmintic treatment during
pregnancy on an infant’s response to immunisation and on susceptibility to

infectious diseases in infancy: a randomised, double-blind, placebo-controlled

129


https://doi.org/10.1016/0140-6736(91)92661-k
https://doi.org/10.1016/0140-6736(91)92661-k
https://doi.org/10.1034/j.1398-9995.2000.00477.x
https://doi.org/10.1016/j.vaccine.2010.10.047
https://doi.org/10.1016/j.vaccine.2010.10.047
https://doi.org/10.1111/pim.12721
https://doi.org/10.1046/j.1365-2249.2001.01446.x
https://onlinelibrary.wiley.com/doi/pdf/10.1046/j.1365-2249.2001.01446.x
https://onlinelibrary.wiley.com/doi/pdf/10.1046/j.1365-2249.2001.01446.x
https://doi.org/10.1073/pnas.1604570113
https://doi.org/10.1073/pnas.1604570113

[45]

[47]

[48]

[49]

[50]

[51]

[52]

trial”. In: The Lancet 377.9759 (Jan. 2011), pp. 52-62. DOI: 10.1016/s0140~

6736(10)61457-2.

Daniel B. DiGiulio. “Diversity of microbes in amniotic fluid”. In: Seminars
in Fetal and Neonatal Medicine 17.1 (Feb. 2012), pp. 2-11. DOL: 10.1016/j.

siny.2011.10.001.

K. Aagaard et al. “The Placenta Harbors a Unique Microbiome”. In: Science
Translational Medicine 6.237 (May 2014), 237ra65-237ra65. DOI: 10.1126/

scitranslmed.3008599.

Fredrik Béckhed et al. “Dynamics and Stabilization of the Human Gut
Microbiome during the First Year of Life”. In: Cell Host & Microbe 17.5 (May

2015), pp. 690-703. DOI: 10.1016/j.chom.2015.04.004.

M. G. Dominguez-Bello et al. “Delivery mode shapes the acquisition and
structure of the initial microbiota across multiple body habitats in newborns”.
In: Proceedings of the National Academy of Sciences 107.26 (June 2010),

pp- 11971-11975. DOI: 10.1073/pnas.1002601107.

Helena M. Hesla et al. “Impact of lifestyle on the gut microbiota of healthy in-
fants and their mothers - the ALADDIN birth cohort”. In: FEMS Microbiology

FEcology 90.3 (Nov. 2014), pp. 791-801. DOT: 10.1111/1574-6941.12434.

Yan Shao et al. “Stunted microbiota and opportunistic pathogen colonization
in caesarean-section birth”. In: Nature 574.7776 (Aug. 2019), pp. 117-121.

DOI: 10.1038/s41586-019-1560-1.

Merete Eggesbg et al. “Is delivery by cesarean section a risk factor for food
allergy?” In: Journal of Allergy and Clinical Immunology 112.2 (July 2003),

pp. 420-426. pOI: 10.1067/mai.2003.1610.

Astrid Sevelsted et al. “Cesarean Section and Chronic Immune Disorders”.

In: Pediatrics 135.1 (Dec. 2014), €92-€98. DOI: 10.1542/peds.2014-0596.

130


https://doi.org/10.1016/s0140-6736(10)61457-2
https://doi.org/10.1016/s0140-6736(10)61457-2
https://doi.org/10.1016/j.siny.2011.10.001
https://doi.org/10.1016/j.siny.2011.10.001
https://doi.org/10.1126/scitranslmed.3008599
https://doi.org/10.1126/scitranslmed.3008599
https://doi.org/10.1016/j.chom.2015.04.004
https://doi.org/10.1073/pnas.1002601107
https://doi.org/10.1111/1574-6941.12434
https://doi.org/10.1038/s41586-019-1560-1
https://doi.org/10.1067/mai.2003.1610
https://doi.org/10.1542/peds.2014-0596

[53]

[55]

[56]

[57]

[58]

[60]

Marta Reyman et al. “Impact of delivery mode-associated gut microbiota
dynamics on health in the first year of life”. In: Nature Communications 10.1

(Nov. 2019). DOI: 10.1038/s41467-019-13014-7.

José Maldonado et al. “Human Milk Probiotic Lactobacillus fermentum
CECT5716 Reduces the Incidence of Gastrointestinal and Upper Respiratory
Tract Infections in Infants”. In: Journal of Pediatric Gastroenterology and

Nutrition 54.1 (Jan. 2012), pp. 55-61. DOI: 10.1097 /mpg.0b013e3182333f18.

Christian Braegger et al. “Supplementation of Infant Formula With Probiotics
and/or Prebiotics: A Systematic Review and Comment by the ESPGHAN
Committee on Nutrition”. In: Journal of Pediatric Gastroenterology and Nu-

trition 52.2 (Feb. 2011), pp. 238-250. DOL: 10.1097 /mpg.0b013e3181fb9e80.

Felix Sommer et al. “The resilience of the intestinal microbiota influences

health and disease”. In: Nature Reviews Microbiology 15.10 (June 2017),

pp- 630-638. DOI: 10.1038/nrmicro.2017.58.

K. R. Risnes et al. “Antibiotic Exposure by 6 Months and Asthma and Allergy
at 6 Years: Findings in a Cohort of 1,401 US Children”. In: American Journal

of Epidemiology 173.3 (Dec. 2010), pp. 310-318. DOIL: 10.1093/aje/kwg400.

Melanie Schirmer et al. “Linking the Human Gut Microbiome to Inflammatory
Cytokine Production Capacity”. In: Cell 167.4 (Nov. 2016), 1125-1136.e8.

DOI: 10.1016/j.cell.2016.10.020.

Marie-Claire Arrieta et al. “The Intestinal Microbiome in Early Life: Health
and Disease”. In: Frontiers in Immunology 5 (Aug. 2014). DOIL: 10.3389/

fimmu.2014.00427.

Vanessa C Harris et al. “Significant Correlation Between the Infant Gut
Microbiome and Rotavirus Vaccine Response in Rural Ghana”. In: The Journal
of Infectious Diseases 215.1 (Oct. 2016), pp. 34—41. DOI: 10.1093/infdis/

jiwb18.

131


https://doi.org/10.1038/s41467-019-13014-7
https://doi.org/10.1097/mpg.0b013e3182333f18
https://doi.org/10.1097/mpg.0b013e3181fb9e80
https://doi.org/10.1038/nrmicro.2017.58
https://doi.org/10.1093/aje/kwq400
https://doi.org/10.1016/j.cell.2016.10.020
https://doi.org/10.3389/fimmu.2014.00427
https://doi.org/10.3389/fimmu.2014.00427
https://doi.org/10.1093/infdis/jiw518
https://doi.org/10.1093/infdis/jiw518

[61]

[62]

[63]

[64]

[65]

[66]

M. N. Huda et al. “Stool Microbiota and Vaccine Responses of Infants”. In:
PEDIATRICS 134.2 (July 2014), e362-372. DOIL: 10.1542/peds.2013-3937.

Catherine Mullié et al. “Increased Poliovirus-Specific Intestinal Antibody
Response Coincides with Promotion of Bifidobacterium longum-infantis and
Bifidobacterium breve in Infants: A Randomized, Double-Blind, Placebo-
Controlled Trial”. In: Pediatric Research 56.5 (Nov. 2004), pp. 791-795. DOI:

10.1203/01.pdr.0000141955.47550. a0.

Sarkis K. Mazmanian et al. “An Immunomodulatory Molecule of Symbiotic
Bacteria Directs Maturation of the Host Immune System”. In: Cell 122.1

(July 2005), pp. 107-118. DOI: 10.1016/j.cell.2005.05.007.

Aifric O’Sullivan et al. “Early Diet Impacts Infant Rhesus Gut Microbiome,
Immunity, and Metabolism”. In: Journal of Proteome Research 12.6 (May

2013), pp. 2833-2845. DOI: 10.1021/prd001702.

Amir Ardeshir et al. “Breast-fed and bottle-fed infant rhesus macaques de-
velop distinct gut microbiotas and immune systems”. In: Science Trans-
lational Medicine 6.252 (Sept. 2014), 252ral20-252ral20. por: 10 . 1126/

scitranslmed.3008791.

Nicolas Dauby et al. “Uninfected but not unaffected: chronic maternal in-
fections during pregnancy, fetal immunity, and susceptibility to postnatal
infections”. In: The Lancet Infectious Diseases 12.4 (Apr. 2012), pp. 330-340.

DOI: 10.1016/s1473-3099(11)70341-3.

Soboslay et al. “Prenatal immune priming in onchocerciasis-Onchocerca
volvulus-specific cellular responsiveness and cytokine production in newborns
from infected mothers”. In: Clinical and Experimental Immunology 117.1 (July

1999), pp. 130-137. DOL: 10.1046/7.1365-2249.1999.00906 . x.

132


https://doi.org/10.1542/peds.2013-3937
https://doi.org/10.1203/01.pdr.0000141955.47550.a0
https://doi.org/10.1016/j.cell.2005.05.007
https://doi.org/10.1021/pr4001702
https://doi.org/10.1126/scitranslmed.3008791
https://doi.org/10.1126/scitranslmed.3008791
https://doi.org/10.1016/s1473-3099(11)70341-3
https://doi.org/10.1046/j.1365-2249.1999.00906.x

[68]

[72]

73]

[75]

M. L. Eberhard et al. “Transplacental transmission of Wuchereria bancrofti in
Haitian women.” In: The Journal of parasitology 79 (1 Feb. 1993), pp. 62-66.
1SSN: 0022-3395. ppublish.

Lihua Xiao, Una Ryan, and Yaoyu Feng, eds. Biology of Foodborne Parasites.

CRC Press, Apr. 2015. DOIL: 10.1201/b18317.

Kelly Broen et al. “Placental Plasmodium falciparum infection: Causes and
consequences of in utero sensitization to parasite antigens”. In: Molecular
and Biochemical Parasitology 151.1 (Jan. 2007), pp. 1-8. DOI: 10.1016/ 7.

molbiopara.2006.10.001.

Arlene Dent et al. “Prenatal Malaria Immune Experience Affects Acquisition
ofPlasmodium falciparumMerozoite Surface Protein-1 Invasion Inhibitory
Antibodies during Infancy”. In: The Journal of Immunology 177.10 (Nov.

2006), pp. 7139-7145. DOI: 10.4049/ jimmunol .177.10.7139.

Indu Malhotra et al. “Distinct Thl- and Th2-Type Prenatal Cytokine Re-
sponses to Plasmodium falciparum Erythrocyte Invasion Ligands”. In: Infec-
tion and Immunity 73.6 (June 2005), pp. 3462-3470. DOI: 10.1128/iai.73.

6.3462-3470.2005.

Ayodla A. Adegnika et al. “Pregnancy-Associated Malaria Affects Toll-Like
Receptor Ligand-Induced Cytokine Responses in Cord Blood”. In: The Journal

of Infectious Diseases 198.6 (Sept. 2008), pp. 928-936. DOI: 10.1086/591057.

Nadine Fievet et al. “Plasmodium falciparum exposure in utero, maternal age
and parity influence the innate activation of foetal antigen presenting cells”.

In: Malaria Journal 8.1 (2009), p. 251. DOL: 10.1186/1475-2875-8-251.

Renée M. Ned et al. “Effect of Placental Malaria and HIV Infection on the
Antibody Responses toPlasmodium falciparumin Infants”. In: The Journal of

Infectious Diseases 198.11 (Dec. 2008), pp. 1609-1619. DOI: 10.1086/593066.

133


https://doi.org/10.1201/b18317
https://doi.org/10.1016/j.molbiopara.2006.10.001
https://doi.org/10.1016/j.molbiopara.2006.10.001
https://doi.org/10.4049/jimmunol.177.10.7139
https://doi.org/10.1128/iai.73.6.3462-3470.2005
https://doi.org/10.1128/iai.73.6.3462-3470.2005
https://doi.org/10.1086/591057
https://doi.org/10.1186/1475-2875-8-251
https://doi.org/10.1086/593066

[76]

[79]

[80]

[81]

Indu Malhotra et al. “Can Prenatal Malaria Exposure Produce an Immune
Tolerant Phenotype?: A Prospective Birth Cohort Study in Kenya”. In: PLoS
Medicine 6.7 (July 2009). Ed. by Lars Hviid, e1000116. DOo1: 10.1371/journal .

pmed.1000116.

Nicolas Dauby et al. “Maternal Infection with Trypanosoma cruzi and Congen-
ital Chagas Disease Induce a Trend to a Type 1 Polarization of Infant Immune
Responses to Vaccines”. In: PLoS Neglected Tropical Diseases 3.12 (Dec. 2009).

Ed. by Edward T. Ryan, eb71. DOI: 10.1371/journal .pntd.0000571.

Peter Barron et al. “Eliminating mother-to-child HIV transmission in South
Africa”. In: Bulletin of the World Health Organization 91.1 (Jan. 2013), pp. 70—

74. DOI: 10.2471/BLT.12.106807.

Bahaa Abu-Raya et al. “The immune system of HIV-exposed uninfected
infants”. In: Frontiers in Immunology 7.sep (2016), pp. 1-10. DOI: 10.3389/

fimmu.2016.00383.

Pratibha Datta et al. “Mother-To-Child Transmission Of Human Immunode-
ficiency Virus Type 1: Report From The Nairobi Study”. In: The Journal of
Infectious Diseases 170.5 (Nov. 1994), pp. 1134-1140. DO1: 10.1093/infdis/

170.5.1134.

Grace M. Aldrovandi et al. “Antiretroviral exposure and lymphocyte mtDNA
content among uninfected infants of HIV-1-infected women”. In: Pediatrics

124.6 (2009). DOL: 10.1542/peds.2008-2771.

Ceri Evans, Christine E. Jones, and Andrew J. Prendergast. “HIV-exposed,
uninfected infants: new global challenges in the era of paediatric HIV elimina-
tion”. In: The Lancet Infectious Diseases 3099.16 (2016). DOL: 10.1016/S1473~

3099(16)00055-4.

134


https://doi.org/10.1371/journal.pmed.1000116
https://doi.org/10.1371/journal.pmed.1000116
https://doi.org/10.1371/journal.pntd.0000571
https://doi.org/10.2471/BLT.12.106807
https://doi.org/10.3389/fimmu.2016.00383
https://doi.org/10.3389/fimmu.2016.00383
https://doi.org/10.1093/infdis/170.5.1134
https://doi.org/10.1093/infdis/170.5.1134
https://doi.org/10.1542/peds.2008-2771
https://doi.org/10.1016/S1473-3099(16)00055-4
https://doi.org/10.1016/S1473-3099(16)00055-4

[83]

[84]

[86]

[87]

33

[90]

Matthew S. Kelly et al. “Treatment Failures and Excess Mortality Among
HIV-Exposed, Uninfected Children With Pneumonia”. In: Journal of the
Pediatric Infectious Diseases Society 4.4 (Oct. 2014), el17-e126. DOI: 10 .

1093/ jpids/piu092.

Claire Von Mollendorf et al. “Increased risk for and mortality from invasive
pneumococcal disease in HIV-exposed but uninfected infants aged <1 year
in South Africa, 2009-2013”. In: Clinical Infectious Diseases 60.9 (2015),

pp. 1346-1356. DOL: 10.1093/cid/civ059.

Catherine Adler et al. “Severe Infections in HIV-Exposed Uninfected Infants
Born in a European Country”. In: PLOS ONE 10.8 (2015), pp. 1-14. por:

10.1371/journal.pone.0135375.

Kathleen M. Powis et al. “In-utero triple antiretroviral exposure associated
with decreased growth among HIV-exposed uninfected infants in Botswana”.

In: AIDS (London, England) 30.2 (2016), p. 211.

Catherine G. Sutcliffe et al. “Survival from 9 Months of Age among HIV-
Infected and Uninfected Zambian Children Prior to the Availability of An-
tiretroviral Therapy”. In: Clinical Infectious Diseases 47.6 (Sept. 2008),

pp. 837-844. 1SSN: 1058-4838. DOI: 10.1086/591203.

Amy L. Slogrove et al. “Pattern of infectious morbidity in HIV-exposed
uninfected infants and children”. In: Frontiers in Immunology 7.MAY (2016),

pp. 1-8. DOI: 10.3389/fimmu.2016.00164.

T. Q. Tan et al. “Clinical Characteristics of Children With Complicated
Pneumonia Caused by Streptococcus pneumoniae”. In: Pediatrics 110.1 (July

2002), pp. 1-6. DOI: 10.1542/peds.110.1.1.

Xavier Séez-Llorens and George H. McCracken Jr. “Bacterial meningitis in
children”. In: The Lancet 361.9375 (2003), pp. 2139-2148. por: 10.1016/

s0140-6736(03) 13693-8.

135


https://doi.org/10.1093/jpids/piu092
https://doi.org/10.1093/jpids/piu092
https://doi.org/10.1093/cid/civ059
https://doi.org/10.1371/journal.pone.0135375
https://doi.org/10.1086/591203
https://doi.org/10.3389/fimmu.2016.00164
https://doi.org/10.1542/peds.110.1.1
https://doi.org/10.1016/s0140-6736(03)13693-8
https://doi.org/10.1016/s0140-6736(03)13693-8

[91]

[93]

[94]

[97]

Cristina Epalza et al. “High Incidence of Invasive Group B Streptococcal
Infections in HIV-Exposed Uninfected Infants”. In: Pediatrics 126.3 (2010),

e631-e638. 1SSN: 0031-4005. DOT: 10.1542/peds.2010-0183.

Clare L. Cutland et al. “Increased Risk for Group B Streptococcus Sepsis
in Young Infants Exposed to HIV, Soweto, South Africa, 2004-2008”. In:
Emerging Infectious Diseases 21.4 (Apr. 2015), pp. 638-645. DOIL: 10.3201/

e1d2104.141562.

Tessa Goetghebuer et al. “Vertical transmission of HIV in Belgium: a 1986-
2002 retrospective analysis.” In: European journal of pediatrics 168 (1 Jan.
2009), pp. 79-85. 18SN: 1432-1076. DOI: 10 . 1007 /=00431-008~-0717 - y.

ppublish.

Lisa M McNally et al. “Effect of age, polymicrobial disease, and maternal
HIV status on treatment response and cause of severe pneumonia in South
African children: a prospective descriptive study”. In: The Lancet 369.9571

(Apr. 2007), pp. 1440-1451. DOI: 10.1016/50140-6736(07)60670-9.

Marisa M. Mussi-Pinhata et al. “Lower respiratory tract infections among
human immunodeficiency virus-exposed, uninfected infants”. In: International
Journal of Infectious Diseases 14 (Sept. 2010), e176—e182. DOI: 10.1016/7.

1jid.2010.01.006.

Rasa Izadnegahdar et al. “Revisiting Pneumonia and Exposure Status in
Infants Born to HIV-infected Mothers”. In: The Pediatric Infectious Disease

Journal 33.1 (Jan. 2014), pp. 70-72. DOIL: 10.1097/inf.0b013e31829f0ade.

Clement Taron-Brocard et al. “Increased risk of serious bacterial infections
due to maternal immunosuppression in HIV-exposed uninfected infants in a
European country”. In: Clinical Infectious Diseases 59.9 (2014), pp. 1332-1345.

DOI: 10.1093/cid/ciub86.

136


https://doi.org/10.1542/peds.2010-0183
https://doi.org/10.3201/eid2104.141562
https://doi.org/10.3201/eid2104.141562
https://doi.org/10.1007/s00431-008-0717-y
https://doi.org/10.1016/s0140-6736(07)60670-9
https://doi.org/10.1016/j.ijid.2010.01.006
https://doi.org/10.1016/j.ijid.2010.01.006
https://doi.org/10.1097/inf.0b013e31829f0ade
https://doi.org/10.1093/cid/ciu586

98]

[100]

[101]

[102]

[103]

[104]

Christophe Toukam Tchakoute et al. “Breastfeeding mitigates the effects
of maternal HIV on infant infectious morbidity in the Option B+ era”. In:
AIDS (London, England) 32.16 (2018), pp. 2383-2391. DOI: 10.1097/QAD.

0000000000001974.

Guideline. the duration of breastfeeding, and support from health services to
improve feeding practices among mothers living with HIV. Geneva New York:

World Health Organization UNICEF, 2016. 1sSBN: 9789241549707.

David M. Le Roux et al. “Incidence and severity of childhood pneumonia
in the first year of life in a South African birth cohort: The Drakenstein
Child Health Study”. In: The Lancet Global Health 3.2 (2015), €95-€103. DOL:

10.1016/S2214-109X(14)70360-2.

Kristjana H. Asbjornsdéttir et al. “Breastfeeding is associated with decreased
pneumonia incidence among HIV-exposed, uninfected Kenyan infants”. In:
AIDS 27.17 (Nov. 2013), pp. 2809-2815. DOI: 10.1097/01.aids.0000432540.

59786 . 6d.

Jennifer Hamborsky et al. Epidemiology and prevention of vaccine-preventable
diseases. US Department of Health & Human Services, Centers for Disease

Control, 2015.

Nasiha Soofie et al. “The burden of pertussis hospitalization in HIV-exposed
and HIV-unexposed south african infants”. In: Clinical Infectious Diseases

63.Suppl 4 (2016), pp. 165-173. DOL: 10.1093/cid/ciub45b.

Christopher J. Gill et al. “Incidence of severe and nonsevere pertussis among
HIV-exposed and-unexposed zambian infants through 14weeks of age: Results
from the southern Africa mother infant pertussis study (samips), a longitudinal
birth cohort study”. In: Clinical Infectious Diseases 63.Suppl 4 (2016), S154—

S164. por: 10.1093/cid/ciwb26.

137


https://doi.org/10.1097/QAD.0000000000001974
https://doi.org/10.1097/QAD.0000000000001974
https://doi.org/10.1016/S2214-109X(14)70360-2
https://doi.org/10.1097/01.aids.0000432540.59786.6d
https://doi.org/10.1097/01.aids.0000432540.59786.6d
https://doi.org/10.1093/cid/ciw545
https://doi.org/10.1093/cid/ciw526

[105]

[106]

107]

[108]

[109]

[110]

[111]

N. M. du Plessis et al. “Risk factors for pertussis among hospitalized children
in a high HIV prevalence setting, South Africa”. In: International Journal of

Infectious Diseases 68 (2018), pp. 54-60. DOT: 10.1016/7.171d.2018.01.010.

Lisa M. Cranmer et al. “High Incidence of Tuberculosis Infection in HIV-
exposed Children Exiting an Isoniazid Preventive Therapy Trial”. In: The
Pediatric Infectious Disease Journal 37.10 (2018), €254-€256. DOIL: 10.1097/

inf.0000000000001946.

Carina Marquez et al. “Tuberculosis Infection in Early Childhood and the
Association with HIV-exposure in HIV-uninfected Children in Rural Uganda”.
In: The Pediatric Infectious Disease Journal 35.5 (May 2016), pp. 524-529.

DOI: 10.1097/inf.0000000000001062.

Suzanne Filteau and Sarah Rowland-Jones. “Cytomegalovirus Infection May
Contribute to the Reduced Immune Function, Growth, Development, and
Health of HIV-Exposed, Uninfected African Children”. In: Frontiers in Im-

munology 7 (June 2016). DOI: 10.3389/fimmu.2016.00257.

Murli U. Purswani et al. “Birth Prevalence of Congenital Cytomegalovirus
Infection in HIV-Exposed Uninfected Children in the Era of Combination
Antiretroviral Therapy”. In: The Journal of Pediatrics 216 (Jan. 2020), 82—

87.€2. DOI: 10.1016/7. jpeds.2019.09.025.

Soren Gantt et al. “Risk of congenital cytomegalovirus infection among HIV-
exposed uninfected infants is not decreased by maternal nelfinavir use during
pregnancy”. In: Journal of Medical Virology 88.6 (Nov. 2015), pp. 1051-1058.

DOI: 10.1002/ jmv.24420.

S. Manicklal et al. “Birth Prevalence of Congenital Cytomegalovirus Among
Infants of HIV-Infected Women on Prenatal Antiretroviral Prophylaxis in
South Africa”. In: Clinical Infectious Diseases 58.10 (Feb. 2014), pp. 1467—

1472. DOI: 10.1093/cid/ciu096.

138


https://doi.org/10.1016/j.ijid.2018.01.010
https://doi.org/10.1097/inf.0000000000001946
https://doi.org/10.1097/inf.0000000000001946
https://doi.org/10.1097/inf.0000000000001062
https://doi.org/10.3389/fimmu.2016.00257
https://doi.org/10.1016/j.jpeds.2019.09.025
https://doi.org/10.1002/jmv.24420
https://doi.org/10.1093/cid/ciu096

[112]

[113]

[114]

[115]

[116]

[117]

[118]

Madeleine J. Bunders et al. “Haematological parameters of HIV-1-uninfected
infants born to HIV-1-infected mothers”. In: Acta Paediatrica 94.11 (Nov.

2005), pp. 1571-1577. DOL: 10.1080/08035250510042951.

Paula A. Velilla et al. “Effect of intrauterine HIV-1 exposure on the frequency
and function of uninfected newborns’ dendritic cells”. In: Clinical Immunology

126.3 (Mar. 2008), pp. 243-250. DOIL: 10.1016/j.¢c1im.2007.11.004.

Brian A. Reikie et al. “Antibody Responses to Vaccination among South
African HIV-Exposed and Unexposed Uninfected Infants during the First 2
Years of Life”. In: Clinical and Vaccine Immunology 20.1 (Oct. 2012), pp. 33—

38. DOI: 10.1128/cvi.00557-12.

Claire Chougnet et al. “Influence of Human Immunodeficiency Virus—Infected
Maternal Environment on Development of Infant Interleukin-12 Production”.
In: The Journal of Infectious Diseases 181.5 (May 2000), pp. 1590-1597. DOI:

10.1086/315458.

Tanya N. Mayadas, Xavier Cullere, and Clifford A. Lowell. “The Multifaceted
Functions of Neutrophils”. In: Annual Review of Pathology: Mechanisms
of Disease 9.1 (Jan. 2014), pp. 181-218. DOI: 10.1146/annurev-pathol -

020712-164023.

Steven G. Smith et al. “Whole Blood Profiling of Bacillus Calmette-Guérin-
Induced Trained Innate Immunity in Infants Identifies Epidermal Growth
Factor, IL-6, Platelet-Derived Growth Factor-AB/BB, and Natural Killer
Cell Activation”. In: Frontiers in Immunology 8.June (2017), pp. 1-11. DOT:

10.3389/fimmu.2017.00644.

M. Clerici et al. “T-lymphocyte maturation abnormalities in uninfected new-
borns and children with vertical exposure to HIV.” In: Blood 96.12 (2000),

pp. 3866-71.

139


https://doi.org/10.1080/08035250510042951
https://doi.org/10.1016/j.clim.2007.11.004
https://doi.org/10.1128/cvi.00557-12
https://doi.org/10.1086/315458
https://doi.org/10.1146/annurev-pathol-020712-164023
https://doi.org/10.1146/annurev-pathol-020712-164023
https://doi.org/10.3389/fimmu.2017.00644

[119]

[120]

[121]

[122]

[123]

[124]

[125]

Susanne D. Nielsen et al. “Impaired progenitor cell function in HIV-negative
infants of HIV-positive mothers results in decreased thymic output and low
CD4 counts”. In: Blood 98.2 (July 2001), pp. 398-404. po1: 10.1182/blood.

v98.2.398.

Maristela Miyamoto et al. “Low CD4+ T-cell levels and B-cell apoptosis in
vertically HIV-exposed noninfected children and adolescents”. In: Journal of

Tropical Pediatrics 56.6 (2010), pp. 427-432. DOL: 10.1093/trope]/fmq024.

Susan E. Pacheco et al. “Effect of perinatal antiretroviral drug exposure on
hematologic values in HIV-uninfected children: An analysis of the women
and infants transmission study”. In: The Journal of infectious diseases 194.8

(2006), pp. 1089-1097. DOT: 10.1086/507645.

Nigel C. Rollins et al. “Exclusive Breastfeeding, Diarrhoeal Morbidity and
All-Cause Mortality in Infants of HIV-Infected and HIV Uninfected Mothers:
An Intervention Cohort Study in KwaZulu Natal, South Africa”. In: PLoS

ONE 8.12 (Dec. 2013). Ed. by Thomas F. Schulz, e81307. por: 10.1371/

journal.pone.0081307.

Jones et al. “Maternal HIV infection and antibody responses against vaccine-
preventable diseases in uninfected infants”. In: JAMA - Journal of the Amer-

ican Medical Association 305.6 (2011), pp. 576-584.

Omphile E. Simani et al. “Effect of in-utero HIV exposure and antiretroviral
treatment strategies on measles susceptibility and immunogenicity of measles

vaccine”. In: AIDS 27.10 (2013), pp. 1583-1591.

Dharmendra K. Singh et al. “Immunogenicity of hepatitis B vaccine in HIV
exposed uninfected infants”. In: The Indian Journal of Pediatrics 83.2 (2016),

pp. 172-174.

140


https://doi.org/10.1182/blood.v98.2.398
https://doi.org/10.1182/blood.v98.2.398
https://doi.org/10.1093/tropej/fmq024
https://doi.org/10.1086/507645
https://doi.org/10.1371/journal.pone.0081307
https://doi.org/10.1371/journal.pone.0081307

[126]

[127)

128

[129]

[130]

[131]

[132]

Christine E. Jones et al. “The impact of HIV exposure and maternal My-
cobacterium tuberculosis infection on infant immune responses to bacille
Calmette-Guérin vaccination”. In: AIDS 29.2 (2015), pp. 155-165. DOI:

10.1097/QAD.0000000000000536.

Miguel A. Garcia-Knight et al. “Altered memory T-cell responses to Bacillus
Calmette-Guerin and Tetanus Toxoid vaccination and altered cytokine re-
sponses to polyclonal stimulation in HIV-exposed uninfected Kenyan infants”.

In: PLoS ONE 10.11 (2015), pp. 1-19. DOI: 10.1371/journal .pone.0143043.

Elvis B. Kidzeru et al. “In-utero exposure to maternal HIV infection alters
T-cell immune responses to vaccination in HIV-uninfected infants”. In: AIDS

28.10 (June 2014), pp. 1421-1430. DOI: 10.1097/gad . 0000000000000292.

Eliane Borges-Almeida et al. “The impact of maternal HIV infection on
cord blood lymphocyte subsets and cytokine profile in exposed non-infected
newborns”. In: BMC' Infectious Diseases 11.1 (2011), p. 38. bor: 10.1186/

1471-2334-11-38.

Tais N. Mazzola et al. “Impaired Bacillus Calmette-Guérin cellular immune
response in HIV-exposed, uninfected infants”. In: AIDS 25.17 (2011), pp. 2079—

2087. DOIL: 10.1097/QAD.0b013e32834bba0la.

Nazma Mansoor et al. “Infant HIV-1 Infection Severely Impairs the Bacille
Calmette- Guerin Vaccine-Induced Immune Response”. In: Journal of Infec-

tious Diseases 199.7 (2010), pp. 1-17. DOI: 10.1086/597304 . Infant.

Kenneth C. Rich et al. “Function and phenotype of immature CD4+ lym-
phocytes in healthy infants and early lymphocyte activation in uninfected
infants of human immunodeficiency virus-infected mothers.” In: Clinical and

Diagnostic Laboratory Immunology 4.3 (1997), pp. 358-361.

141


https://doi.org/10.1097/QAD.0000000000000536
https://doi.org/10.1371/journal.pone.0143043
https://doi.org/10.1097/qad.0000000000000292
https://doi.org/10.1186/1471-2334-11-38
https://doi.org/10.1186/1471-2334-11-38
https://doi.org/10.1097/QAD.0b013e32834bba0a
https://doi.org/10.1086/597304.Infant

133

[134]

[135]

[136]

[137]

[138]

[139)]

Candice Kwan and J. D. Ernst. “HIV and tuberculosis: A deadly human
syndemic”. In: Clinical Microbiology Reviews 24.2 (2011), pp. 351-376. DOI:

10.1128/CMR.00042-10.

A. Bekker et al. “High tuberculosis exposure among neonates in a high
tuberculosis and human immunodeficiency virus burden setting”. In: Int J

Tuberc Lung Dis 16.8 (2012), pp. 1040-1046.

Emily K. Forbes et al. “ Multifunctional, High-Level Cytokine-Producing
Th1 Cells in the Lung, but Not Spleen, Correlate with Protection against
Mycobacterium tuberculosis Aerosol Challenge in Mice ”. In: The Journal of
Immunology 181.7 (2008), pp. 4955-4964. DOI: 10.4049/ jimmunol . 181.7.

4955.

S. Kannanganat et al. “Human Immunodeficiency Virus Type 1 Controllers
but Not Noncontrollers Maintain CD4 T Cells Coexpressing Three Cytokines”.
In: Journal of Virology 81.21 (Aug. 2007), pp. 12071-12076. DOI: 10.1128/

jvi.01261-07.

Rafael Prados-Rosales et al. “Enhanced control of Mycobacterium tuberculosis
extrapulmonary dissemination in mice by an arabinomannan-protein conjugate

vaccine”. In: PLoS pathogens 13.3 (2017), €1006250.

Willem A. Hanekom et al. “Novel application of a whole blood intracellular
cytokine detection assay to quantitate specific T-cell frequency in field studies”.
In: Journal of Immunological Methods 291.1-2 (2004), pp. 185-195. DOIL:

10.1016/3.jim.2004.06.010.

Cary W. Thurm and John F. Halsey. “Measurement of Cytokine Produc-
tion Using Whole Blood”. In: Current Protocols in Immunology 66.1 (2005),
7.18B.1-7.18B.12. DOI1: 10.1002/0471142735 . im0718bs66. eprint: https:

/ / currentprotocols . onlinelibrary . wiley . com/doi/pdf/10.1002/

142


https://doi.org/10.1128/CMR.00042-10
https://doi.org/10.4049/jimmunol.181.7.4955
https://doi.org/10.4049/jimmunol.181.7.4955
https://doi.org/10.1128/jvi.01261-07
https://doi.org/10.1128/jvi.01261-07
https://doi.org/10.1016/j.jim.2004.06.010
https://doi.org/10.1002/0471142735.im0718bs66
https://currentprotocols.onlinelibrary.wiley.com/doi/pdf/10.1002/0471142735.im0718bs66
https://currentprotocols.onlinelibrary.wiley.com/doi/pdf/10.1002/0471142735.im0718bs66
https://currentprotocols.onlinelibrary.wiley.com/doi/pdf/10.1002/0471142735.im0718bs66

0471142735.im0718bs66. URL: https://currentprotocols.onlinelibrary.

wiley.com/doi/abs/10.1002/0471142735.im0718bs66.

[140] Emilie Jalbert et al. “HIV-Exposed Uninfected Infants Have Increased Regu-
latory T Cells That Correlate With Decreased T Cell Function”. In: Frontiers

in Immunology 10.March (2019), pp. 1-9. DOI: 10.3389/fimmu.2019.00595.

[141] M. K. Jenkins et al. “CD28 delivers a costimulatory signal involved in antigen-
specific IL-2 production by human T cells.” In: Journal of immunology (Balti-
more, Md. : 1950) 147 (8 Oct. 1991), pp. 2461-2466. 1SSN: 0022-1767. ppublish.

[142] Taissa M. Kasahara et al. “The impact of maternal anti-retroviral therapy
on cytokine profile in the uninfected neonates”. In: Human Immunology 74.9
(2013), pp. 1051-1056. 1sSN: 0198-8859. DOI: https://doi.org/10.1016/
j.humimm.2013.06.010. URL: http://www.sciencedirect.com/science/

article/pii/S0198885913001675.

[143] Joana Hygino et al. “Altered immunological reactivity in HIV-1-exposed
uninfected neonates”. In: Clinical Immunology 127.3 (2008), pp. 340-347. DOL:

10.1016/j.c1lim.2008.01.020.

[144] Madeleine J. Bunders et al. “Fetal exposure to HIV-1 alters chemokine
receptor expression by CD4+4T cells and increases susceptibility to HIV-1".

In: Scientific Reports 4 (2014), pp. 1-8. DOI: 10.1038/srep06690.

[145] Christiana Smith et al. “Altered natural killer cell function in HIV-exposed
uninfected infants”. In: Frontiers in Immunology 8.4 (2017), pp. 1-13. DOI:

10.3389/fimmu.2017.00470.

[146] Grace A. McComsey et al. “Increased mtDNA Levels Without Change in
Mitochondrial Enzymes in Peripheral Blood Mononuclear Cells of Infants
Born to HIV-Infected Mothers on Antiretroviral Therapy”. In: HIV Clinical

Trials 9.2 (Apr. 2008), pp. 126-136. DOL: 10.1310/hct0902-126.

143


https://currentprotocols.onlinelibrary.wiley.com/doi/pdf/10.1002/0471142735.im0718bs66
https://currentprotocols.onlinelibrary.wiley.com/doi/pdf/10.1002/0471142735.im0718bs66
https://currentprotocols.onlinelibrary.wiley.com/doi/abs/10.1002/0471142735.im0718bs66
https://currentprotocols.onlinelibrary.wiley.com/doi/abs/10.1002/0471142735.im0718bs66
https://doi.org/10.3389/fimmu.2019.00595
https://doi.org/https://doi.org/10.1016/j.humimm.2013.06.010
https://doi.org/https://doi.org/10.1016/j.humimm.2013.06.010
http://www.sciencedirect.com/science/article/pii/S0198885913001675
http://www.sciencedirect.com/science/article/pii/S0198885913001675
https://doi.org/10.1016/j.clim.2008.01.020
https://doi.org/10.1038/srep06690
https://doi.org/10.3389/fimmu.2017.00470
https://doi.org/10.1310/hct0902-126

[147]

148

[149]

[150]

[151]

[152]

[153]

Hélene C. F. Coté et al. “Perinatal Exposure to Antiretroviral Therapy Is
Associated with Increased Blood Mitochondrial DNA Levels and Decreased
Mitochondrial Gene Expression in Infants”. In: The Journal of Infectious
Diseases 198.6 (Sept. 2008), pp. 851-859. 1ssN: 0022-1899. pDoOI: 10. 1086/
591253. eprint: https://academic.oup.com/jid/article-pdf/198/6/

851/18055247/198-6-851 . pdf. URL: https://doi.org/10.1086/591253.

Rao L. Divi et al. “Mitochondrial damage and DNA depletion in cord blood
and umbilical cord from infants exposed in utero to Combivir”. In: AIDS 18.7

(Apr. 2004), pp. 1013-1021. DOI: 10.1097/00002030-200404300-00009.

AC Ross et al. “Effects of in utero antiretroviral exposure on mitochondrial
DNA levels, mitochondrial function and oxidative stress”. In: HIV Medicine
13.2 (2012), pp. 98-106. DOI: 10 . 1111/ .1468-1293 . 2011 . 00945 . x.
eprint: https://onlinelibrary.wiley.com/doi/pdf/10.1111/j.1468-
1293.2011.00945.%. URL: https://onlinelibrary.wiley.com/doi/abs/

10.1111/j.1468-1293.2011.00945 . x.

Jennifer Jao et al. “Lower mitochondrial DNA and altered mitochondrial fuel
metabolism in HIV-exposed uninfected infants in Cameroon”. In: AIDS 31.18

(Nov. 2017), pp. 2475-2481. por: 10.1097/gad.0000000000001647.

Béatrice Barret et al. “Persistent mitochondrial dysfunction in HIV-1-exposed
but uninfected infants”. In: AIDS 17.12 (Aug. 2003), pp. 1769-1785. DOTI:

10.1097/00002030-200308150-00006.

Susan B. Brogly et al. “In utero nucleoside reverse transcriptase inhibitor
exposure and signs of possible mitochondrial dysfunction in HIV-uninfected
children”. In: AIDS 21.8 (May 2007), pp. 929-938. por: 10 . 1097 / gad .

0b013e3280d5a786.

Bruce Shiramizu et al. “Brief Report: Placenta and Cord Blood Mitochon-

drial DNA Toxicity in HIV-Infected Women Receiving Nucleoside Reverse

144


https://doi.org/10.1086/591253
https://doi.org/10.1086/591253
https://academic.oup.com/jid/article-pdf/198/6/851/18055247/198-6-851.pdf
https://academic.oup.com/jid/article-pdf/198/6/851/18055247/198-6-851.pdf
https://doi.org/10.1086/591253
https://doi.org/10.1097/00002030-200404300-00009
https://doi.org/10.1111/j.1468-1293.2011.00945.x
https://onlinelibrary.wiley.com/doi/pdf/10.1111/j.1468-1293.2011.00945.x
https://onlinelibrary.wiley.com/doi/pdf/10.1111/j.1468-1293.2011.00945.x
https://onlinelibrary.wiley.com/doi/abs/10.1111/j.1468-1293.2011.00945.x
https://onlinelibrary.wiley.com/doi/abs/10.1111/j.1468-1293.2011.00945.x
https://doi.org/10.1097/qad.0000000000001647
https://doi.org/10.1097/00002030-200308150-00006
https://doi.org/10.1097/qad.0b013e3280d5a786
https://doi.org/10.1097/qad.0b013e3280d5a786

[154]

[155]

[156]

[157]

158

[159]

[160]

Transcriptase Inhibitors During Pregnancy”. In: Journal of Acquired Immune

Deficiency Syndromes 32.4 (2003).

Elijah M. Songok et al. “Microarray Analysis of HIV Resistant Female Sex
Workers Reveal a Gene Expression Signature Pattern Reminiscent of a Lowered
Immune Activation State”. In: PLoS ONE 7.1 (Jan. 2012). Ed. by Clive M.

Gray, e30048. DOI: 10.1371/journal.pone.0030048.

Haryes A. Funes et al. “Efavirenz alters mitochondrial respiratory function in
cultured neuron and glial cell lines”. In: Journal of Antimicrobial Chemother-

apy 70.8 (2015), pp. 2249-2254. DOI: 10.1093/jac/dkv098.

Nadezda Apostolova et al. “Enhanced oxidative stress and increased mito-
chondrial mass during efavirenz-induced apoptosis in human hepatic cells.”

In: British journal of pharmacology 160 8 (2010), pp. 2069-84.

Alexandre Vivanti et al. “Comparing genotoxic signatures in cord blood cells
from neonates exposed in utero to zidovudine or tenofovir”. In: AIDS 29.11

(2015), pp. 1319-1324. DOI: 10.1097/QAD.0000000000000564.

Isabelle André-Schmutz et al. “Genotoxic Signature in Cord Blood Cells of
Newborns Exposed In Utero to a Zidovudine-Based Antiretroviral Combina-
tion”. In: The Journal of Infectious Diseases 208.2 (Apr. 2013), pp. 235-243.
1SSN: 0022-1899. pDOI: 10.1093/infdis/jit149. eprint: http://oup.prod.

sis.lan/jid/article-pdf/208/2/235/16866395/jit149.pdf.

Zaneta D. Musimbi et al. “Peripheral blood mononuclear cell transcriptomes
reveal an over-representation of down-regulated genes associated with immu-
nity in HIV-exposed uninfected infants”. In: Scientific Reports 9.1 (Dec. 2019).

DOIL: 10.1038/s41598-019-54083-4.

World Health Organization et al. Consolidated guidelines on the use of an-
tiretroviral drugs for treating and preventing HIV infection: recommendations

for a public health approach. World Health Organization, 2016.

145


https://doi.org/10.1371/journal.pone.0030048
https://doi.org/10.1093/jac/dkv098
https://doi.org/10.1097/QAD.0000000000000564
https://doi.org/10.1093/infdis/jit149
http://oup.prod.sis.lan/jid/article-pdf/208/2/235/16866395/jit149.pdf
http://oup.prod.sis.lan/jid/article-pdf/208/2/235/16866395/jit149.pdf
https://doi.org/10.1038/s41598-019-54083-4

[161]

[162]

163

164]

[165]

[166]

[167]

Roger L. Shapiro and Shahin Lockman. “Mortality among HIV-Exposed
Infants: The First and Final Frontier”. In: Clinical Infectious Diseases 50.3
(Feb. 2010), pp. 445-447. 1sSN: 1058-4838. DOI: 10 . 1086 /649887. eprint:
http://oup.prod.sis.lan/cid/article-pdf/50/3/445/1117044/50-3~

445 . pdf.

Anna Rosala-Hallas, Jonathan W. Bartlett, and Suzanne Filteau. “Growth of
HIV-exposed uninfected, compared with HIV-unexposed, Zambian children:
A longitudinal analysis from infancy to school age”. In: BMC' Pediatrics 17.1

(2017), pp. 1-9. DOI: 10.1186/512887-017-0828-6.

Miriam C. Poirier et al. “Long-term mitochondrial toxicity in HIV-uninfected
infants born to HIV-infected mothers.” In: Journal of acquired immune defi-

ciency syndromes 33.2 (2003), pp. 175-183.

WHO. Vaccine-preventable diseases: monitoring system. 2019 global summary.
July 2019. URL: https://apps .who . int/immunization monitoring/

globalsummary (visited on 07/26/2019).

B. Bourdin Trunz, P. E. M. Fine, and C. Dye. “Effect of BCG vaccination
on childhood tuberculous meningitis and miliary tuberculosis worldwide: a
meta-analysis and assessment of cost-effectiveness”. In: The Lancet 367.9517

(Apr. 2006), pp. 1173-1180. DOI: 10.1016/s0140-6736(06)68507-3.

Mark S. Blecher et al. “Financing vaccinations — The South African expe-
rience”. In: Vaccine 30 (2012). Introducing New Vaccines into the South
African National Immunisation Programme - a Case Study, pp. C79-C86.
ISSN: 0264-410X. porL: 10.1016/j .vaccine . 2012 . 04 . 042. URL: http:

//www.sciencedirect.com/science/article/pii/S0264410X12005737.

Gian Gandhi et al. “Projections of costs, financing, and additional resource

requirements for low- and lower middle-income country immunization pro-

146


https://doi.org/10.1086/649887
http://oup.prod.sis.lan/cid/article-pdf/50/3/445/1117044/50-3-445.pdf
http://oup.prod.sis.lan/cid/article-pdf/50/3/445/1117044/50-3-445.pdf
https://doi.org/10.1186/s12887-017-0828-6
https://apps.who.int/immunization_monitoring/globalsummary
https://apps.who.int/immunization_monitoring/globalsummary
https://doi.org/10.1016/s0140-6736(06)68507-3
https://doi.org/10.1016/j.vaccine.2012.04.042
http://www.sciencedirect.com/science/article/pii/S0264410X12005737
http://www.sciencedirect.com/science/article/pii/S0264410X12005737

168

[169)]

[170]

[171]

[172]

[173]

[174]

[175]

[176]

grams over the decade, 2011-2020”. In: Vaccine 31 (2013). Decade of Vaccines,

B137-B148. 18sN: 0264-410X. por: 10.1016/j.vaccine.2013.01.036.

Anthony E. Akinlo and Abiola O. Sulola. “Health care expenditure and infant
mortality in sub-Saharan Africa”. In: Journal of Policy Modeling 41.1 (Jan.

2019), pp. 168-178. DOI: 10.1016/7. jpolmod.2018.09.001.

Endurance A. Ophori et al. “Current Trends of Immunization in Nigeria:
Prospect and Challenges”. In: Tropical Medicine and Health 42.2 (2014),

pp. 67-75. DOL: 10.2149/tmh.2013-13.

Sumari Davis. “The what, why and when of childhood vaccination in South

Africa—2019”. In: Professional Nursing Today 23.2 (2019), pp. 27-29.

K. Keja et al. “Expanded programme on immunization”. In: World health

statistics quarterly. Rapport trimestriel de statistiques sanitaires mondiales

41.2 (1988), pp. 59-63.

A. A. Abdulkarim et al. “Vaccines and immunization: The past, present and
future in Nigeria”. In: Nigerian Journal of Paediatrics 38.4 (2011), pp. 186—
194.

World Health Organisation. Global Health TB Report. 2018, p. 277.

U. N. L. C. E. F. Data and Analytics. Child Health: Immunization. July 2019.

URL: https://data.unicef.org (visited on 07/26/2019).

Eposi C. Haddison et al. “An update on trends in the types and quality of
childhood immunization research outputs from Africa 2011-2017: Mapping
the evidence base”. In: Vaccine: X 1 (2019), p. 100001.

Odimariles Maria Souza. “BCG vaccine against tuberculosis: its protective

effect and vaccination policies”. In: Tuberculosis 41 (2007), pp. 1-7.

147


https://doi.org/10.1016/j.vaccine.2013.01.036
https://doi.org/10.1016/j.jpolmod.2018.09.001
https://doi.org/10.2149/tmh.2013-13
https://data.unicef.org

[177]

[178]

[179)

[180]

[181]

[182]

[183]

184]

[185]

Alice Zwerling et al. “The BCG world atlas: A database of global BCG
vaccination policies and practices”. In: PLoS Medicine 8.3 (2011). DOI: 10.

1371/journal .pmed.1001012.

Anneke C. Hesseling et al. “BCG vaccination in South African HIV-exposed
infants - Risks and benefits”. In: South African Medical Journal 99.2 (2009),
pp. 88-93.

Olatunji O. Adetokunboh et al. “Vaccination among HIV—infected, HIV-
exposed uninfected and HIV-uninfected children: A systematic review and
meta-analysis of evidence related to vaccine efficacy and effectiveness”. In:
Human Vaccines and Immunotherapeutics 0.0 (2019), p. 2164551520191599677.

DOI: 10.1080/21645515.2019.1599677.

Strategic Advisory. “Weekly epidemiological record Relevé épidémiologique
hebdomadaire”. In: 21 (2007), pp. 181-196.

E. Krambovitis. “Detection of antibodies to Mycobacterium tuberculosis

plasma membrane antigen by enzyme-linked immunosorbent assay”. In: Jour-

nal of medical microbiology 21.3 (1986), pp. 257-264.

Mireille Turneer et al. “The humoral immune response after BCG vaccination
in humans: consequences for the serodiagnosis of tuberculosis”. In: Furopean

Respiratory Journal 1.7 (1988), pp. 589-593.

U. Beyazova et al. “Humoral immune response in infants after BCG vaccina-

tion”. In: Tubercle and Lung Disease 76.3 (1995), pp. 248-253.

Robin M. Brown et al. “Lipoarabinomannan-reactive human secretory im-
munoglobulin A responses induced by mucosal bacille Calmette-Guerin vacci-

nation”. In: The Journal of infectious diseases 187.3 (2003), pp. 513-517.

Tingting Chen et al. “Association of human antibodies to arabinomannan
with enhanced mycobacterial opsonophagocytosis and intracellular growth

reduction”. In: The Journal of infectious diseases 214.2 (2016), pp. 300-310.

148


https://doi.org/10.1371/journal.pmed.1001012
https://doi.org/10.1371/journal.pmed.1001012
https://doi.org/10.1080/21645515.2019.1599677

[186]

[187]

[188]

[189)]

[190]

[191]

[192]

Andreia P. Soares et al. “Bacillus Calmette-Guérin Vaccination of Human
Newborns Induces T Cells with Complex Cytokine and Phenotypic Profiles”.
In: The Journal of Immunology 180.5 (Feb. 2008), pp. 3569-3577. DOI: 10.

4049/ jimmunol.180.5.35609.

Benjamin M. N. Kagina et al. “Specific T cell frequency and cytokine ex-
pression profile do not correlate with protection against tuberculosis after
bacillus Calmette-Guérin vaccination of newborns”. In: American Journal
of Respiratory and Critical Care Medicine 182.8 (2010), pp. 1073-1079. DOI:

10.1164/rccm.201003-03340C.

April Kaur Randhawa et al. “Association of human TLR1 and TLR6 deficiency
with altered immune responses to bcg vaccination in south african infants”.

In: PLoS Pathogens 7.8 (2011). DOI: 10.1371/journal .ppat.1002174.

Erliyani Sartono et al. “Oral polio vaccine influences the immune response to
BCG vaccination. A natural experiment”. In: PLOS ONE 5.5 (2010). pOI:

10.1371/journal.pone.0010328.

Gillian F. Black et al. “Patterns and implications of naturally acquired
immune responses to environmental and tuberculous mycobacterial antigens
in northern Malawi”. In: The Journal of infectious diseases 184.3 (2001),

pp. 322-329.

David K. Flaherty et al. “Exposure to Mycobacterium avium can modulate
established immunity against Mycobacterium tuberculosis infection generated
by Mycobacterium bovis BCG vaccination”. In: Journal of leukocyte biology
80.6 (2006), pp. 1262-1271.

Virginia Davids et al. “The Effect of Bacille Calmette-Guérin Vaccine Strain
and Route of Administration on Induced Immune Responses in Vaccinated
Infants”. In: The Journal of Infectious Diseases 193.4 (2006), pp. 531-536.

DOI: 10.1086/499825.

149


https://doi.org/10.4049/jimmunol.180.5.3569
https://doi.org/10.4049/jimmunol.180.5.3569
https://doi.org/10.1164/rccm.201003-0334OC
https://doi.org/10.1371/journal.ppat.1002174
https://doi.org/10.1371/journal.pone.0010328
https://doi.org/10.1086/499825

[193] Anthony Hawkridge et al. “Efficacy of percutaneous versus intradermal BCG
in the prevention of tuberculosis in South African infants: randomised trial”.

In: BMJ: British Medical Journal 337 (2008), a2052.

[194] Christophe Toukam Tchakoute et al. “Delaying BCG vaccination until 8
weeks of age results in robust BCG-specific T-cell responses in HIV-exposed
infants”. In: Journal of Infectious Diseases 211.3 (2015), pp. 338-346. DOLI:

10.1093/infdis/jiu434.

[195] Melody G. Duvall et al. “Polyfunctional T cell responses are a hallmark of
HIV-2 infection”. In: European journal of immunology 38.2 (2008), pp. 350
363.

[196] Steven G. Smith et al. “Polyfunctional CD4 T-cells correlate with in vitro my-
cobacterial growth inhibition following Mycobacterium bovis BCG-vaccination
of infants”. In: Vaccine 34.44 (2016), pp. 5298-5305. DOI: 10.1016/j.vaccine.

2016.09.002.

[197] Deborah A. Lewinsohn, David M. Lewinsohn, and Thomas J. Scriba. “Poly-
functional CD4+T cells as targets for tuberculosis vaccination”. In: Frontiers

in Immunology 8.0CT (2017). DOI: 10.3389/fimmu.2017.01262.

[198] Centers for Disease Control, Prevention, et al. “Epidemiology and prevention
of vaccine-preventable diseases”. In: Washington DC Public Health Foundation

2 (2015), pp. 20-2.

[199] WHO. Diphtheria reported cases. July 15, 2019. URL: https://apps.who.int/
immunization_monitoring/globalsummary/timeseries/tsincidencediphtheria.

html (visited on 07/26/2019).

[200] WHO. Tetanus (neonatal) reported cases. July 15, 2019. URL: https://

apps.who.int/immunization_monitoring/globalsummary/timeseries/

tsincidencettetanus.html (visited on 07/26/2019).

150


https://doi.org/10.1093/infdis/jiu434
https://doi.org/10.1016/j.vaccine.2016.09.002
https://doi.org/10.1016/j.vaccine.2016.09.002
https://doi.org/10.3389/fimmu.2017.01262
https://apps.who.int/immunization_monitoring/globalsummary/timeseries/tsincidencediphtheria.html
https://apps.who.int/immunization_monitoring/globalsummary/timeseries/tsincidencediphtheria.html
https://apps.who.int/immunization_monitoring/globalsummary/timeseries/tsincidencediphtheria.html
https://apps.who.int/immunization_monitoring/globalsummary/timeseries/tsincidencettetanus.html
https://apps.who.int/immunization_monitoring/globalsummary/timeseries/tsincidencettetanus.html
https://apps.who.int/immunization_monitoring/globalsummary/timeseries/tsincidencettetanus.html

201]

202]

203)]

[204]

205

206]

[207]

208]

Olajumoke O. Fadugba et al. “Immune Responses to Pertussis Antigens in
Infants and Toddlers after Immunization with Multicomponent Acellular
Pertussis Vaccine”. In: Clinical and Vaccine Immunology 21.12 (Sept. 2014).

Ed. by D. L. Burns, pp. 1613-1619. Dor: 10.1128/cvi.00438-14.

A E. Sadoh and R.E. Oladokun. “Re-emergence of diphtheria and pertussis:
Implications for Nigeria”. In: Vaccine 30.50 (2012), pp. 7221-7228. 1SSN:
0264-410X. DOI: 10.1016/j .vaccine.2012.10.014. URL: http://www .

sciencedirect.com/science/article/pii/S0264410X12014600.

Karene Hoi Ting Yeung et al. “An update of the global burden of pertussis in
children younger than 5 years: a modelling study”. In: The Lancet Infectious

Diseases 17.9 (2017), pp. 974-980. DOI: 10.1016/51473-3099(17)30390-0.

WHO. Pertussis reported cases. July 15, 2019. URL: https://www.who.int/
immunization/monitoring _surveillance/burden/vpd/surveillance _

type/passive/pertussis/en/ (visited on 07/26/2019).

Matthieu Domenech de Celles, Pejman Rohani, and Aaron A. King. “Duration
of Immunity and Effectiveness of Diphtheria-Tetanus—Acellular Pertussis
Vaccines in Children”. In: JAMA Pediatrics 173.6 (June 2019), p. 588. DOI:

10.1001/jamapediatrics.2019.0711.

J. Rowe et al. “Antigen-Specific Responses to Diphtheria-Tetanus-Acellular
Pertussis Vaccine in Human Infants Are Initially Th2 Polarized”. In: Infection
and Immunity 68.7 (July 2000), pp. 3873-3877. DOI: 10.1128/1iai .68.7.

3873-3877.2000.

DoGo Burstyn et al. “Serological response to filamentous hemagglutinin and
lymphocytosis-promoting toxin of Bordetella pertussis”. In: Infection and

immunity 41.3 (1983), pp. 1150-1156.

Larry J. Baraff et al. “Immunologic response to early and routine DTP

immunization in infants”. In: Pediatrics 73.1 (1984), pp. 37-42.

151


https://doi.org/10.1128/cvi.00438-14
https://doi.org/10.1016/j.vaccine.2012.10.014
http://www.sciencedirect.com/science/article/pii/S0264410X12014600
http://www.sciencedirect.com/science/article/pii/S0264410X12014600
https://doi.org/10.1016/S1473-3099(17)30390-0
https://www.who.int/immunization/monitoring_surveillance/burden/vpd/surveillance_type/passive/pertussis/en/
https://www.who.int/immunization/monitoring_surveillance/burden/vpd/surveillance_type/passive/pertussis/en/
https://www.who.int/immunization/monitoring_surveillance/burden/vpd/surveillance_type/passive/pertussis/en/
https://doi.org/10.1001/jamapediatrics.2019.0711
https://doi.org/10.1128/iai.68.7.3873-3877.2000
https://doi.org/10.1128/iai.68.7.3873-3877.2000

209

[210]

211]

212]

[213]

214]

[215]

Janet A. Englund et al. “The effect of maternal antibody on the serologic
response and the incidence of adverse reactions after primary immunization
with acellular and whole-cell pertussis vaccines combined with diphtheria and

tetanus toxoids”. In: Pediatrics 96.3 (1995), pp. 580-584.

Susan L. Prescott et al. “Transplacental priming of the human immune system
to environmental allergens: universal skewing of initial T cell responses toward
the Th2 cytokine profile”. In: The Journal of Immunology 160.10 (1998),
pp. 4730-4737.

K. H. Mills et al. “Cell-mediated immunity to Bordetella pertussis: role of
Th1 cells in bacterial clearance in a murine respiratory infection model.” In:

Infection and immunity 61.2 (1993), pp. 399-410.

Jenna Patterson et al. “Adverse events following primary and secondary
immunisation with whole-cell pertussis: A systematic review protocol”. In:
BMJ: British Medical Journal 7.1 (2017), pp. 1-5. DOIL: 10.1136/bmjopen-

2016-012945.

M. Ryan et al. “Distinct T-cell subtypes induced with whole cell and acellular
pertussis vaccines in children”. In: Immunology 93.1 (1998), pp. 1-10. DOI:

10.1046/j.1365-2567.1998.00401 . x.

Bernard P. Mahon, Miriam T. Brady, and Kingston H. G. Mills. “Protection
against Bordetella pertussis in Mice in the Absence of Detectable Circulating
Antibody: Implications for Long-Term Immunity in Children”. In: The Journal
of Infectious Diseases 181.6 (June 2000), pp. 2087-2091. pO1: 10 . 1086/

315527.

V. Dirix et al. “Cytokine and antibody profiles in 1-year-old children vaccinated
with either acellular or whole-cell pertussis vaccine during infancy”. In: Vaccine

27.43 (2009), pp. 6042-6047. DOL: 10.1016/7.vaccine.2009.07.075.

152


https://doi.org/10.1136/bmjopen-2016-012945
https://doi.org/10.1136/bmjopen-2016-012945
https://doi.org/10.1046/j.1365-2567.1998.00401.x
https://doi.org/10.1086/315527
https://doi.org/10.1086/315527
https://doi.org/10.1016/j.vaccine.2009.07.075

[216]

[217]

[218]

[219]

[220]

[221]

[222]

[223]

F. Mascart et al. “Modulation of the infant immune responses by the first
pertussis vaccine administrations”. In: Vaccine 25.2 (Jan. 2007), pp. 391-398.

DOI: 10.1016/j.vaccine.2006.06.046.

Clara M. Ausiello et al. “Cell-Mediated Immune Responses in Four-Year-Old
Children after Primary Immunization with Acellular Pertussis Vaccines”. In:

Infection and Immunity 67.8 (1999), pp. 4064-4071.

Amy Slogrove et al. “HIV-exposed uninfected infants are at increased risk for
severe infections in the first year of life”. In: Journal of Tropical Pediatrics

58.6 (2012), pp. 505-508. DOI: 10.1093/tropej/fms019.

Nilsa de Deus et al. “Impact of elevated maternal HIV viral load at delivery
on T-cell populations in HIV exposed uninfected infants in Mozambique”. In:
BMC Infectious Diseases 15.1 (Feb. 2015). DOL: 10.1186/s12879-015-0766-

6.

Louise Kuhn et al. “Human Immunodeficiency Virus (HIV)-Specific Cellular
Immune Responses in Newborns Exposed to HIV In Utero”. In: Clinical

Infectious Diseases 34.2 (2002), pp. 267-276. DOI: 10.1086/338153.

Abhinav Ajaykumar et al. “Leukocyte telomere length at birth and during
the early life of children exposed to but uninfected with HIV after in utero
exposure to antiretrovirals”. In: Journal of Infectious Diseases 217.5 (2018),

pp. 710-720. DOL: 10.1093/infdis/jix618.

Diana B. Schramm et al. “In vivo effects of HIV-1 exposure in the presence
and absence of single-dose nevirapine on cellular plasma activation markers of
infants born to HIV-1-seropositive mothers”. In: Journal of Acquired Immune
Deficiency Syndromes 42.5 (2006), pp. 545-553. DOL: 10.1097 /01 .qai .

0000225009.30698. ce.

National Department of Health South Africa 2015. “National Consolidated

Guidelines”. In: November (2015), pp. 1-78.

153


https://doi.org/10.1016/j.vaccine.2006.06.046
https://doi.org/10.1093/tropej/fms019
https://doi.org/10.1186/s12879-015-0766-6
https://doi.org/10.1186/s12879-015-0766-6
https://doi.org/10.1086/338153
https://doi.org/10.1093/infdis/jix618
https://doi.org/10.1097/01.qai.0000225009.30698.ce
https://doi.org/10.1097/01.qai.0000225009.30698.ce

[224]

[225]

[226]

[227]

[228]

[229]

[230]

[231]

Federal Ministry and O. F. Health. National AIDS and STI’s Control Pro-
gramme, Federal Ministry of Health: National Guidelines for HIV Prevention

Treatment and Care (2016). 2016.

Alexander Dobin et al. “STAR: ultrafast universal RNA-seq aligner”. In:
Bioinformatics 29.1 (Sept. 2012), pp. 15-21. DOI: 10.1093/bioinformatics/

bts635.

Michael I. Love, Wolfgang Huber, and Simon Anders. “Moderated estimation
of fold change and dispersion for RNA-seq data with DESeq2”. In: Genome

Biology 15 (12 2014), p. 550. DOI: 10.1186/s13059-014-0550-8.

A. Subramanian et al. “Gene set enrichment analysis: A knowledge-based
approach for interpreting genome-wide expression profiles”. In: Proceedings of
the National Academy of Sciences 102.43 (Sept. 2005), pp. 15545-15550. DOI:

10.1073/pnas.0506580102.

Arthur Liberzon et al. “Molecular signatures database (MSigDB) 3.0”. In:

Bioinformatics 27.12 (2011), p. 1739.

Eva-Maria Hanschmann et al. “Thioredoxins, Glutaredoxins, and Peroxire-
doxins—Molecular Mechanisms and Health Significance: from Cofactors to
Antioxidants to Redox Signaling”. In: Antiozidants & Redox Signaling 19.13

(Nov. 2013), pp. 1539-1605. DOI: 10.1089/ars.2012.4599.

Zhong Wang, Mark Gerstein, and Michael Snyder. “RNA-Seq: a revolutionary
tool for transcriptomics”. In: Nature Reviews Genetics 10.1 (Jan. 2009), pp. 57—

63. DOI: 10.1038/nrg2484.

Charles Wang et al. “The concordance between RNA-seq and microarray
data depends on chemical treatment and transcript abundance”. In: Nature

Biotechnology 32.9 (Aug. 2014), pp. 926-932. DOI: 10.1038/nbt.3001.

154


https://doi.org/10.1093/bioinformatics/bts635
https://doi.org/10.1093/bioinformatics/bts635
https://doi.org/10.1186/s13059-014-0550-8
https://doi.org/10.1073/pnas.0506580102
https://doi.org/10.1089/ars.2012.4599
https://doi.org/10.1038/nrg2484
https://doi.org/10.1038/nbt.3001

[232]

233]

[234]

[235]

[236]

237]

238

[239]

[240]

Yichuan Liu et al. “RNA-Seq identifies novel myocardial gene expression
signatures of heart failure”. In: Genomics 105.2 (Feb. 2015), pp. 83-89. DOI:

10.1016/j.ygeno.2014.12.002.

Jungin Li et al. “Comparison of microarray and RNA-Seq analysis of mRNA
expression in dermal mesenchymal stem cells”. In: Biotechnology Letters 38.1

(Oct. 2015), pp. 33—41. DOI: 10.1007/510529-015-1963-5.

Carlos E Alvarez. “On the origins of arrestin and rhodopsin”. In: BMC

FEvolutionary Biology 8.1 (2008), p. 222. DOIL: 10.1186/1471-2148-8-222.

Parth Patwari and Richard T. Lee. “An expanded family of arrestins regulate
metabolism”. In: Trends in Endocrinology € Metabolism 23.5 (May 2012),

pp. 216-222. DOL: 10.1016/§.tem.2012.03.003.

Naif Mohammad Alhawiti et al. “TXNIP in Metabolic Regulation: Physio-
logical Role and Therapeutic Outlook”. In: Current Drug Targets 18.9 (June

2017). DOI: 10.2174/1389450118666170130145514.

Surender B. Kumar et al. “Elevated cytokine and chemokine levels in the
placenta are associated with in utero HIV-1 mother-to-child transmission”.

In: AIDS (London, England) 26.6 (2012), p. 685.

Helen A. Fletcher et al. “T-cell activation is an immune correlate of risk in
BCG vaccinated infants”. In: Nature Communications 7.May (2016), p. 11290.

DOI: 10.1038/ncomms11290.

Toidi Adékambi et al. “Biomarkers on patient T cells diagnose active tubercu-
losis and monitor treatment response”. In: The Journal of clinical investigation

125 (Mar. 2015). DOI: 10.1172/JCT77990.

Catherine Riou et al. “ Analysis of the Phenotype of Mycobacterium tuberculosis-
Specific CD4+ T Cells to Discriminate Latent from Active Tuberculosis in

HIV-Uninfected and HIV-Infected Individuals”. In: Frontiers in Immunology

155


https://doi.org/10.1016/j.ygeno.2014.12.002
https://doi.org/10.1007/s10529-015-1963-5
https://doi.org/10.1186/1471-2148-8-222
https://doi.org/10.1016/j.tem.2012.03.003
https://doi.org/10.2174/1389450118666170130145514
https://doi.org/10.1038/ncomms11290
https://doi.org/10.1172/JCI77990

[241]

242

243

[244]

[245]

[246]

247

8 (2017), p. 968. 1SSN: 1664-3224. DOL: 10.3389/fimmu.2017.00968. URL:

https://www.frontiersin.org/article/10.3389/fimmu.2017.00968.

Selena Ferrian et al. “Frequency of Circulating CD4+Ki67+HLA-DR T Reg-
ulatory Cells Prior to Treatment for Multidrug Resistant Tuberculosis Can
Differentiate the Severity of Disease and Predict Time to Culture Conver-
sion”. In: Frontiers in Immunology 9 (2018), p. 2438. 1SSN: 1664-3224. DOTI:
10 . 3389/ fimmu . 2018 . 02438. URL: https://www. frontiersin. org/

article/10.3389/fimmu.2018.02438.

Jean-Daniel Lelievre et al. “The density of coreceptors at the surface of CD4+
T cells contributes to the extent of human immunodeficiency virus type 1 viral
replication-mediated T cell death”. In: AIDS Research € Human Retroviruses

20.11 (2004), pp. 1230-1243.

Philippe Colin et al. “CCRb structural plasticity shapes HIV-1 phenotypic

properties”. In: PLoS pathogens 14.12 (2018), e1007432.

James Arthos et al. “HIV-1 envelope protein binds to and signals through
integrin a 4 § 7, the gut mucosal homing receptor for peripheral T cells”. In:

Nature immunology 9.3 (2008), p. 301.

Aida Sivro et al. “Integrin 437 expression on peripheral blood CD4+ T
cells predicts HIV acquisition and disease progression outcomes”. In: Science

translational medicine 10.425 (2018), eaam6354.

Scott H. Adler et al. “Notch signaling augments T cell responsiveness by
enhancing CD25 expression”. In: The Journal of Immunology 171.6 (2003),
pp. 2896-2903.

Weihong Liu et al. “CD127 expression inversely correlates with FoxP3 and
suppressive function of human CD4+ T reg cells”. In: Journal of Ezperimental

Medicine 203.7 (2006), pp. 1701-1711.

156


https://doi.org/10.3389/fimmu.2017.00968
https://www.frontiersin.org/article/10.3389/fimmu.2017.00968
https://doi.org/10.3389/fimmu.2018.02438
https://www.frontiersin.org/article/10.3389/fimmu.2018.02438
https://www.frontiersin.org/article/10.3389/fimmu.2018.02438

248

249

[250]

[251]

[252]

253]

[254]

255

Claudia Cicala et al. “The integrin «437 forms a complex with cell-surface
CD4 and defines a T-cell subset that is highly susceptible to infection by
HIV-17. In: Proceedings of the National Academy of Sciences 106.49 (2009),
pp- 20877-20882. 1SSN: 0027-8424. DOI: 10.1073/pnas.0911796106. eprint:
https://www.pnas.org/content/106/49/20877 . full.pdf. URL: https:

//www.pnas.org/content/106/49/20877.

R Core Team. R: A Language and Environment for Statistical Computing. R

Foundation for Statistical Computing. Vienna, Austria, 2018.

M. Hollander and D. A. Wolfe. Nonparametric Statistical Methods. 2nd. New
York: J. Wiley, 1999. 1SBN: 0-471-19045-4.

Ronald Palacios. “Mechanism of T cell activation: role and functional rela-
tionship of HLA-DR antigens and interleukins”. In: Immunological reviews

63.1 (1982), pp. 73-110.

Thomas Scholzen and Johannes Gerdes. “The Ki-67 Protein : From the
Known and the Unknown”. In: Nature reviews. Cancer 322.August 1999

(2000), pp. 311-322.

Sahera Dirajlal-Fargo et al. “HIV-exposed uninfected infants have increased
inflammation and monocyte activation”. In: AIDS September 2018 (2019),

p. 1. bor: 10.1097/gad.0000000000002128.

Barbara Lohman-Payne et al. “HIV-exposed uninfected infants: elevated
cord blood Interleukin 8 (IL-8) is significantly associated with maternal HIV
infection and systemic IL-8 in a Kenyan cohort”. In: Clinical and Translational

Medicine 7.1 (2018). DOL: 10.1186/s40169-018-0206-5.

Gema Méndez-Lagares et al. “Long-term suppressive combined antiretroviral
treatment does not normalize the serum level of soluble CD14”. In: The

Journal of infectious diseases 207.8 (2013), pp. 1221-1225.

157


https://doi.org/10.1073/pnas.0911796106
https://www.pnas.org/content/106/49/20877.full.pdf
https://www.pnas.org/content/106/49/20877
https://www.pnas.org/content/106/49/20877
https://doi.org/10.1097/qad.0000000000002128
https://doi.org/10.1186/s40169-018-0206-5

[256]

[257]

[258]

259

[260]

[261]

[262]

Duy M. Dinh et al. “Intestinal Microbiota, microbial translocation, and
systemic inflammation in chronic HIV infection”. In: Journal of Infectious

Diseases 211.1 (2015), pp. 19-27. DOI: 10.1093/infdis/jiud09.

Evélyne Bégaud et al. “Reduced CD4 T cell activation and in vitro sus-
ceptibility to HIV-1 infection in exposed uninfected Central Africans.” In:

Retrovirology 3.1 (2006), p. 35. DOIL: 10.1186/1742-4690-3-35.

Ann Chahroudi et al. “Target Cell Availability, Rather than Breast Milk
Factors, Dictates Mother-to-Infant Transmission of SIV in Sooty Mangabeys
and Rhesus Macaques”. In: PLoS Pathogens 10.3 (Mar. 2014). Ed. by Ronald

Swanstrom, e1003958. DOI: 10.1371/journal .ppat.1003958.

Madeleine J. Bunders et al. “Memory CD4+CCR5+ T cells are abundantly
present in the gut of newborn infants to facilitate mother-to-child transmission
of HIV-1”. In: Blood 120.22 (2012), pp. 4383-4390. 1ssN: 0006-4971. DOTI:
10.1182/blood-2012-06-437566. eprint: http://www.bloodjournal.org/
content/120/22/4383.full.pdf. URL: http://www.bloodjournal .org/

content/120/22/4383.

Melanie A. Gasper et al. “BCG vaccination induces HIV target cell activation
in HIV-exposed infants in a randomized trial”. In: JCI Insight 2.7 (Apr. 2017).
DOL: 10.1172/jci.insight.91963. URL: https://doi.org/10.1172/jci.

insight.91963.

Matthew P Wood et al. “Transient Immune Activation in BCG-Vaccinated
Infant Rhesus Macaques Is Not Sufficient to Influence Oral Simian Immunod-
eficiency Virus Infection”. In: The Journal of Infectious Diseases 222.1 (Oct.

2019), pp. 44-53. DOI: 10.1093/infdis/jiz382.

Jason D. Fontenot, Marc A. Gavin, and Alexander Y. Rudensky. “Foxp3
programs the development and function of CD4+ CD25+ regulatory T cells”.
In: Nature immunology 4.4 (2003), p. 330.

158


https://doi.org/10.1093/infdis/jiu409
https://doi.org/10.1186/1742-4690-3-35
https://doi.org/10.1371/journal.ppat.1003958
https://doi.org/10.1182/blood-2012-06-437566
http://www.bloodjournal.org/content/120/22/4383.full.pdf
http://www.bloodjournal.org/content/120/22/4383.full.pdf
http://www.bloodjournal.org/content/120/22/4383
http://www.bloodjournal.org/content/120/22/4383
https://doi.org/10.1172/jci.insight.91963
https://doi.org/10.1172/jci.insight.91963
https://doi.org/10.1172/jci.insight.91963
https://doi.org/10.1093/infdis/jiz382

263

[264]

[265]

[266]

[267]

268

Catherine M. Card et al. “Decreased Immune Activation in Resistance to
HIV-1 Infection Is Associated with an Elevated Frequency of CD4 + CD25 +
FOXP3 + Regulatory T Cells”. In: The Journal of Infectious Diseases 199.9

(2009), pp. 1318-1322. DOI: 10.1086/597801.

Fatema A. Legrand et al. “Strong HIV-1-specific T cell responses in HIV-
1-exposed uninfected infants and neonates revealed after regulatory T cell

removal”. In: PLOS ONE 1.1 (2006). DOI: 10.1371/journal .pone.0000102.

Mervat A. M. Youssef et al. “In neonates with vitamin D deficiency, low
lymphocyte activation markers are risk factors for infection”. In: Paediatrics
and International Child Health 39.2 (2019). PMID: 30375272, pp. 111-118. DOI:
10.1080/20469047 .2018.1528755. eprint: https://doi.org/10.1080/
20469047 . 2018 . 15628755. URL: https://doi.org/10.1080 /20469047 .

2018.1528755.

E. Ono et al. “Imbalance of naive and memory T lymphocytes with sustained
high cellular activation during the first year of life from uninfected children
born to HIV-1-infected mothers on HAART”. In: Brazilian Journal of Medical
and Biological Research 41.8 (2008), pp. 700-708. DOI: 10 .1590/S50100~

879X2008000800011.

David J. C. Miles et al. “Human immunodeficiency virus (HIV) infection
during pregnancy induces CD4 T-cell differentiation and modulates responses
to Bacille Calmette-Guerin (BCG) vaccine in HIV-uninfected infants”. In:
Immunology 129.3 (2010), pp. 446-454. DOT: 10.1111/7.1365-2567.2009.

03186 .x.

Adriana Weinberg et al. “B and T Cell Phenotypic Profiles of African HIV-
Infected and HIV-Exposed Uninfected Infants: Associations with Antibody
Responses to the Pentavalent Rotavirus Vaccine”. In: Frontiers in Immunology

8.JAN (2018), pp. 1-13. DOI: 10.3389/fimmu.2017.02002.

159


https://doi.org/10.1086/597801
https://doi.org/10.1371/journal.pone.0000102
https://doi.org/10.1080/20469047.2018.1528755
https://doi.org/10.1080/20469047.2018.1528755
https://doi.org/10.1080/20469047.2018.1528755
https://doi.org/10.1080/20469047.2018.1528755
https://doi.org/10.1080/20469047.2018.1528755
https://doi.org/10.1590/S0100-879X2008000800011
https://doi.org/10.1590/S0100-879X2008000800011
https://doi.org/10.1111/j.1365-2567.2009.03186.x
https://doi.org/10.1111/j.1365-2567.2009.03186.x
https://doi.org/10.3389/fimmu.2017.02002

269

[270]

[271]

272]

273

[274]

[275]

[276]

William A. Kuziel and Warner C. Greene. “Interleukin-2 and the IL-2 Recep-
tor: New Insight Into Structure and Function.” In: Journal of Investigative

Dermatology 94 (1990).

Vandana Kalia et al. “Prolonged interleukin-2Ra expression on virus-specific
CD8+ T cells favors terminal-effector differentiation in vivo”. In: Immunity

32.1 (2010), pp. 91-103.

T. N. Mazzola et al. “Robust 70+ T cell expansion in infants immunized
at birth with BCG vaccine”. In: Vaccine 25.34 (2007), pp. 6313-6320. DOIL:

10.1016/j.vaccine.2007.06.039.

Mario Roederer, Joshua L. Nozzi, and Martha C. Nason. “SPICE: Exploration
and analysis of post-cytometric complex multivariate datasets”. In: Cytometry

Part A 79A.2 (Jan. 2011), pp. 167-174. pDO1: 10.1002/cyto.a.21015,

Syh-Jae Lin et al. “Expansion of regulatory T cells from umbilical cord
blood and adult peripheral blood CD4(+)CD25 (+) T cells.” In: Immunologic

research 60.1 (2014), pp. 105-11. DOI: 10.1007/s12026-014-8488~1.

Comfort Nanbam Sariem et al. “Tuberculosis Treatment Outcomes: A Fifteen
Year Retrospective Study in Jos North and Mangu, Plateau State, North —

Central Nigeria”. In: (May 2020). DOI: 10.21203/rs.2.11227/v4.

Rebecca Tadokera et al. “TB transmission is associated with prolonged stay
in a low socio-economic, high burdened TB and HIV community in Cape
Town, South Africa”. In: BMC Infectious Diseases 20.1 (Feb. 2020). DOTI:

10.1186/s12879-020-4828-z.

Maeve K. Lalor et al. “Population Differences in Immune Responses to
Bacille Calmette-Guérin Vaccination in Infancy”. In: The Journal of Infectious

Diseases 199.6 (2009), pp. 795-800. DOI: 10.1086/597069.

160


https://doi.org/10.1016/j.vaccine.2007.06.039
https://doi.org/10.1002/cyto.a.21015
https://doi.org/10.1007/s12026-014-8488-1
https://doi.org/10.21203/rs.2.11227/v4
https://doi.org/10.1186/s12879-020-4828-z
https://doi.org/10.1086/597069

[277]

[278]

279)

[280]

[281]

[282]

[283]

[284]

Lu Zhang et al. “Variable virulence and efficacy of BCG vaccine strains in
mice and correlation with genome polymorphisms”. In: Molecular Therapy

24.2 (2016), pp. 398-405. DOI: 10.1038/mt.2015.216.

H. Frankel et al. “Different effects of BCG strains — A natural experiment
evaluating the impact of the Danish and the Russian BCG strains on morbidity
and scar formation in Guinea-Bissau”. In: Vaccine 34.38 (2016), pp. 4586-4593.

DOI: 10.1016/j.vaccine.2016.07.022.

Jonathan M. Pitt et al. “Vaccination against tuberculosis: How can we better
BCG?” In: Microbial Pathogenesis 58.2013 (2013), pp. 2-16. DOL: 10.1016/ 7.

micpath.2012.12.002.

Serge Mostowy et al. “The in vitro evolution of BCG vaccines”. In: Vaccine

21 (Oct. 2003), pp. 4270-4274. DOI: 10.1016/50264-410%(03) 004845,

Nicole Ritz et al. “The Influence of Bacille Calmette-Guérin Vaccine Strain
on the Immune Response against Tuberculosis”. In: American Journal of
Respiratory and Critical Care Medicine 185.2 (Jan. 2012), pp. 213-222. DOT:

10.1164/rccm.201104-07140c.

A. M. Cooper et al. “Disseminated tuberculosis in interferon gamma gene-
disrupted mice.” In: 178.6 (1993), pp. 2243-2247. 1ssN: 0022-1007. DOI: 10.
1084/ jem.178.6.2243. URL: http://jem.rupress.org/content/178/6/

2243.

J. L. Flynn. “An essential role for interferon gamma in resistance to Mycobac-
terium tuberculosis infection”. In: Journal of Experimental Medicine 178.6

(2004), pp. 2249-2254. DOIL: 10.1084/jen. 178.6.2249.

Cyrill A. Rentsch et al. “Bacillus calmette-guérin strain differences have an
impact on clinical outcome in bladder cancer immunotherapy”. In: Furopean

Urology 66.4 (2014), pp. 677-688. DOI: 10.1016/j.eururo.2014.02.061.

161


https://doi.org/10.1038/mt.2015.216
https://doi.org/10.1016/j.vaccine.2016.07.022
https://doi.org/10.1016/j.micpath.2012.12.002
https://doi.org/10.1016/j.micpath.2012.12.002
https://doi.org/10.1016/S0264-410X(03)00484-5
https://doi.org/10.1164/rccm.201104-0714oc
https://doi.org/10.1084/jem.178.6.2243
https://doi.org/10.1084/jem.178.6.2243
http://jem.rupress.org/content/178/6/2243
http://jem.rupress.org/content/178/6/2243
https://doi.org/10.1084/jem.178.6.2249
https://doi.org/10.1016/j.eururo.2014.02.061

[285]

[236]

[287]

[288]

[289]

290]

[291]

J. Kleinnijenhuis et al. “Bacille Calmette-Guerin induces NOD2-dependent
nonspecific protection from reinfection via epigenetic reprogramming of mono-
cytes”. In: Proceedings of the National Academy of Sciences 109.43 (Oct.

2012), pp. 17537-17542. DOIL: 10.1073/pnas.1202870109.

Elizabeth J. Anderson et al. “The influence of BCG vaccine strain on mycobacteria-
specific and non-specific immune responses in a prospective cohort of infants
in Uganda”. In: Vaccine 30.12 (Mar. 2012), pp. 2083-2089. DOI: 10.1016/ 7.

vaccine.2012.01.053.

Johanneke Kleinnijenhuis, Reinout Van Crevel, and Mihai G. Netea. “Trained
immunity: Consequences for the heterologous effects of BCG vaccination”.
In: Transactions of the Royal Society of Tropical Medicine and Hygiene 109.1

(2014), pp. 29-35. DOL: 10.1093/trstmh/trul6s.

Kristoffer Jarlov Jensen et al. “Heterologous immunological effects of early
BCG vaccination in low-birth-weight infants in guinea-bissau: A randomized-
controlled trial”. In: Journal of Infectious Diseases 211.6 (2015), pp. 956-967.

DOI: 10.1093/infdis/jiub08.

Lin Lin et al. “COMPASS identifies T-cell subsets correlated with clinical
outcomes.” In: Nature biotechnology 33.6 (June 2015), pp. 610-616. DOTI:

10.1038/nbt.3187.

Patricia A. Darrah et al. “Multifunctional TH1 cells define a correlate of
vaccine-mediated protection against Leishmania major”. In: Nature Medicine

13.7 (June 2007), pp. 843-850. DOL: 10.1038/nm1592.

J. W. WOUT, R. POELL, and R. FURTH. “The Role of BCG/PPD-Activated
Macrophages in Resistance against Systemic Candidiasis in Mice”. In: Scandi-
navian Journal of Immunology 36.5 (Nov. 1992), pp. 713-720. por: 10.1111/

j.1365-3083.1992.tb03132.x.

162


https://doi.org/10.1073/pnas.1202870109
https://doi.org/10.1016/j.vaccine.2012.01.053
https://doi.org/10.1016/j.vaccine.2012.01.053
https://doi.org/10.1093/trstmh/tru168
https://doi.org/10.1093/infdis/jiu508
https://doi.org/10.1038/nbt.3187
https://doi.org/10.1038/nm1592
https://doi.org/10.1111/j.1365-3083.1992.tb03132.x
https://doi.org/10.1111/j.1365-3083.1992.tb03132.x

292]

203

294]

[295]

296]

297]

298]

299]

300]

M. A. Behr et al. “Comparative genomics of BCG vaccines by whole-genome

DNA microarray”. In: Science 284.5419 (1999), pp. 1520-1523.

Wen Zhang et al. “Genome Sequencing and Analysis of BCG Vaccine Strains”.
In: PLoS ONE 8.8 (Aug. 2013). Ed. by Pere-Joan Cardona, €71243. DOL:

10.1371/journal.pone.0071243.

M. R. Lagranderie et al. “Comparison of immune responses of mice immunized
with five different Mycobacterium bovis BCG vaccine strains.” In: Infection

and immaunity 64.1 (1996), pp. 1-9.

P. W. Lowry et al. “Cellular Immune Responses to Four Doses of Percutaneous
Bacille Calmette-Guérin in Healthy Adults”. In: Journal of Infectious Diseases
178.1 (2012), pp. 138-146. DOI: 10.1086/515614.

Virginia Davids et al. “Dose-dependent immune response to Mycobacterium
bovis BCG vaccination in neonates”. In: Clinical and Vaccine Immunology

14.2 (2007), pp. 198-200. DOI: 10.1128/CVI.00309-06.

Tzvetelina Stefanova et al. “Genetic Composition of Mycobacterium bovis
BCG Substrain Sofia [2]”. In: Journal of Clinical Microbiology 41.11 (2003),

p. 5349. por: 10.1128/JCM.41.11.5349.2003.

Tania Cernuschi et al. “Bacillus Calmette-Guérin (BCG) vaccine: A global
assessment of demand and supply balance”. In: Vaccine 36.4 (2018), pp. 498—

506. DOI: 10.1016/j.vaccine.2017.12.010.

Wei Hu and Chandrashekhar Pasare. “Location, location, location: tissue-
specific regulation of immune responses”. In: Journal of Leukocyte Biology

94.3 (July 2013), pp. 409-421. por: 10.1189/j1b.0413207.

Taheri Sathaliyawala et al. “Distribution and Compartmentalization of Human
Circulating and Tissue-Resident Memory T Cell Subsets”. In: Immunity 38.1

(Jan. 2013), pp. 187-197. por: 10.1016/j . immuni.2012.09.020.

163


https://doi.org/10.1371/journal.pone.0071243
https://doi.org/10.1086/515614
https://doi.org/10.1128/CVI.00309-06
https://doi.org/10.1128/JCM.41.11.5349.2003
https://doi.org/10.1016/j.vaccine.2017.12.010
https://doi.org/10.1189/jlb.0413207
https://doi.org/10.1016/j.immuni.2012.09.020

301]

302]

303]

304]

305]

306]

307]

Joseph J.C. Thome et al. “Spatial Map of Human T Cell Compartmentalization
and Maintenance over Decades of Life”. In: Cell 159.4 (Nov. 2014), pp. 814—

828. DOI: 10.1016/7.¢cell.2014.10.026.

Brahma V. Kumar et al. “Human Tissue-Resident Memory T Cells Are
Defined by Core Transcriptional and Functional Signatures in Lymphoid
and Mucosal Sites”. In: Cell Reports 20.12 (Sept. 2017), pp. 2921-2934. DOI:

10.1016/j.celrep.2017.08.078.

Praveen Kumar Amancha et al. “Distribution of Functional CD4 and CD8 T
cell Subsets in Blood and Rectal Mucosal Tissues”. In: Scientific Reports 9.1

(May 2019). por: 10.1038/541598-019-43311-6.

C M Ausiello et al. “Vaccine- and antigen-dependent type 1 and type 2
cytokine induction after primary vaccination of infants with whole-cell or
acellular pertussis vaccines.” In: Infection and immunity 65.6 (1997), pp. 2168

2174. DOI: 10.1128/1ai.65.6.2168-2174.1997.

Kathryn Stinson et al. “Reflections on a decade of delivering PMTCT in
Khayelitsha, South Africa”. In: Southern African Journal of HIV Medicine
15.1 (2014), pp. 30-32. 18SN: 2078-6751. DOI: 10.4102/sajhivmed.v15i1 .41,

URL: https://sajhivmed.org.za/index.php/hivmed/article/view/41.

Jibreel Jumare et al. “Compromised Growth Among HIV-exposed Uninfected
Compared With Unexposed Children in Nigeria”. In: The Pediatric Infec-
tious Disease Journal 38.3 (Mar. 2019), pp. 280-286. DOI: 10.1097/inf .

0000000000002238.

M. L. Newell et al. “Mortality of infected and uninfected infants born to
HIV-infected mothers in Africa: a pooled analysis”. In: Lancet 364.9441 (2004),

pp. 1236-1243. DOI: 10.1016/s0140-6736(04)17140-7.

164


https://doi.org/10.1016/j.cell.2014.10.026
https://doi.org/10.1016/j.celrep.2017.08.078
https://doi.org/10.1038/s41598-019-43311-6
https://doi.org/10.1128/iai.65.6.2168-2174.1997
https://doi.org/10.4102/sajhivmed.v15i1.41
https://sajhivmed.org.za/index.php/hivmed/article/view/41
https://doi.org/10.1097/inf.0000000000002238
https://doi.org/10.1097/inf.0000000000002238
https://doi.org/10.1016/s0140-6736(04)17140-7

308

309]

Jessica Quintin et al. “Candida albicans Infection Affords Protection against
Reinfection via Functional Reprogramming of Monocytes”. In: Cell Host &

Microbe 12.2 (Aug. 2012), pp. 223-232. DOL: 10.1016/5 . chom.2012.06.006.

T. N. Nissen et al. “Bacillus Calmette-Guérin vaccination at birth and in
vitro cytokine responses to non-specific stimulation. A randomized clinical
trial”. In: European Journal of Clinical Microbiology and Infectious Diseases

37.1 (2018), pp. 29-41. DOI: 10.1007/510096-017-3097-2.

165


https://doi.org/10.1016/j.chom.2012.06.006
https://doi.org/10.1007/s10096-017-3097-2

Chapter 7

Appendix

Table 7.1:
Combined study participant characteristics

HEU, N=137 HUU, N=57 P-values
Infant
Gestation, weeks 38 (37 - 39) 38 (38 - 39) 0.55
Birth weigh, g 3025 (2778 - 3330) 2930 (2840 - 3230) 0.95
Length, cm 48 (46 - 50) 48 (47 - 50) 0.40
% Female 58 32 0.20
Maternal
Weight, kg 70 (63 - 79) 70 (63 - 75) 0.55
Age, years 29 (25 - 33) 26 (23 - 30) 0.05
CD4, cells/mL 447 (316 - 561) n/a
% EBF to 6 months 81 88 0.18

Numbers indicate median and (IQR) unless otherwise stated. P-values calculated using Wilcoxon Rank Sum test.
Chi-squared test of homogeneity was used to compared distribution of gender and exclusive breastfeeding rates (%
EBF) between exposure groups.
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Figure 7.2: T cell markers of activation, proliferation and gut homing in Jos infants. Ex
vivo markers in matched samples were measured from birth to 36 weeks for cHEU (maroon
circles, N=11) and cHU (grey circles, N=16) and are expressed as a percentage of the
parent T cell population (CD4 or CD8). A4B7 = a4B7. CCR5hiA4B7hi= CCR5hi+ a4 7hi
(potential HIV target cells). CD25 were CD127hi and Treg-like cells were CD25+CD127lo.
A paired Wilcoxon Ranked sum test was used to compare expression between CD4 and
CD8 populations. P values<0.001 were significant after adjusting for multiple comparisons
using the Holm’s step down method.
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Table 7.2: Results of post-hoc Friedman test comparing expression of T cell markers
between time intervals

CD4+ Age interval group 1 p-adj 1 group 2 p-adj 2 ‘ CD8+  Age interval group 3 p-adj3 group 4 p-adj4
CCRb5hi 0-7 HEU 0.02 HU <0.001 0-7 HEU 0.06 HU 0.06
0-15 HEU 0.02 HU 0.08 0-15 HEU 0.03 HU 0.001
0-36 HEU 0.003 HU 0.19 0-36 HEU 0.006 HU 0.26
15-36 HEU 0.94 HU 0.98 15-36 HEU 0.94 HU 0.22
7-15 HEU 1 HU 0.35 7-15 HEU 1 HU 0.57
7-36 HEU 0.94 HU 0.19 7-36 HEU 0.87 HU 0.92
CD25 0-7 HEU NA HU NA 0-7 HEU 0.14 HU NA
0-15 HEU NA HU NA 0-15 HEU 0.65 HU NA
0-36 HEU NA HU NA 0-36 HEU 0.02 HU NA
15-36 HEU NA HU NA 15-36 HEU 0.77 HU NA
7-15 HEU NA HU NA 7-15 HEU 0.87 HU NA
HLA-DR 0-7 HEU NA HU 0.01 0-7 HEU 0.06 HU 0.30
0-15 HEU NA HU 0.19 0-15 HEU 0.09 HU 0.02
0-36 HEU NA HU <0.001 0-36 HEU 0.001 HU 0.04
7-15 HEU NA HU 0.69 15-36 HEU 0.52 HU 1
7-36 HEU NA HU 0.80 7-15 HEU 1 HU 0.63
15-36 HEU NA HU 0.19 7-36 HEU 0.65 HU 0.80
7-36 HEU NA HU . 0.80 7-36 HEU 0.30 HU 0.80
Ki67 0-7 HEU 0.02 HU 0.003 0-7 HEU NA HU NA
0-15 HEU 0.01 HU 0.26 0-15 HEU NA HU NA
0-36 HEU 0.004 HU 0.80 0-36 HEU NA HU NA
15-36 HEU 0.98 HU 0.80 15-36 HEU NA HU NA
7-15 HEU 1 HU 0.35 7-15 HEU NA HU NA
7-36 HEU 0.96 HU 0.05 7-36 HEU NA HU NA
HLA-DR+Ki67+ 0-7 HEU 0.03 HU 0.001 0-7 HEU 0.14 HU 0.03
0-15 HEU 0.003 HU 0.05 0-15 HEU 0.001 HU <0.001
0-36 HEU 0.007 HU 0.02 0-36 HEU 0.006 HU 0.02
15-36 HEU 1 HU 0.98 15-36 HEU 0.94 HU 0.58
7-15 HEU 0.90 HU 0.69 7-15 HEU 0.30 HU 0.46
7-36 HEU 0.96 HU 0.89 7-36 HEU 0.65 HU 1
4B 7hi 0-7 HEU 0.042 HU 0.13 0-7 HEU 0.02 HU NA
0-15 HEU 0.13 HU 0.26 0-15 HEU 0.41 HU NA
0-36 HEU 0.01 HU 0.002 0-36 HEU 0.06 HU NA
15-36 HEU 0.82 HU 0.26 15-36 HEU 0.53 HU NA
7-15 HEU 0.96 HU 0.98 7-15 HEU 0.98 HU NA
7-36 HEU 0.98 HU 0.46 7-36 HEU 0.77 HU NA
CCR5hi+ a4 7hi4 0-7 HEU 0.06 HU 0.01 0-7 HEU 0.04 HU 0.01
0-15 HEU 0.03 HU 0.08 0-15 HEU 0.06 HU 0.08
0-36 HEU 0.005 HU <0.001 0-36 HEU 0.001 HU 0.02
15-36 HEU 0.94 HU 0.19 15-36 HEU 0.59 HU 0.95
7-15 HEU 1 HU 0.89 7-15 HEU 1 HU 0.89
7-36 HEU 0.87 HU 0.58 7-36 HEU 0.65 HU 1
PD-1 0-7 HEU 0.53 HU 0.58 0-7 HEU 0.80 HU NA
0-15 HEU 0.006 HU 0.003 0-15 HEU 0.03 HU NA
0-36 HEU 0.001 HU 0.002 0-36 HEU 0.26 HU NA
15-36 HEU 0.94 HU 1 15-36 HEU 0.26 HU NA
7-15 HEU 0.21 HU 0.13 7-15 HEU 0.80 HU NA
7-36 HEU 0.06 HU 0.08 7-36 HEU 0.80 HU NA
Treg-like 0-7 HEU 0.06 HU 0.001 0-7 HEU ND HU ND
0-15 HEU 0.09 HU 0.08 0-15 HEU ND HU ND
0-36 HEU 0.002 HU 0.01 0-36 HEU ND HU ND
15-36 HEU 0.05 HU 0.89 15-36 HEU ND HU ND
7-15 HEU 1 HU 0.58 7-15 HEU ND HU ND
7-36 HEU 0.65 HU 0.95 7-36 HEU ND HU ND
P-adjusted values are post-hoc p-values following a Friedman test. Age intervals listed are in weeks. If overall

p-values for a particular marker were not significant, then values are listed as NA (not applicable). ND = Not

determined.
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Figure 7.3: Selection of birth whole blood samples for RNA Seq analyses.
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Figure 7.4: Comparison of vaccine responses by cohort. Infants for each cohort were
grouped irrespective of HIV exposure. (A) BCG, (B) Tetanus Toxoid, (C) Bordetella
Pertussis and (D) PHA responses are shown for CD4 cells. A Wilcoxon Ranked Sum test
was applied to test differences by cohort and P<0.01 were considered significant after

multiple comparisons correction.
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Figure 7.5: Comparison of COMPASS polyfunctional scores for BCG responses. Infants
for each cohort were grouped irrespective of HIV exposure. A Wilcoxon Ranked Sum test
was applied to test differences by cohort. P<0.01 were considered significant after multiple

adjustment correction using Holm’s step down method.

Table 7.3: Vaccine and whole blood assay antigen dose

In vitro antigen concentration

Cohor Vaccine dose
CT Denmark 1331 (~2 x 10° CFU) Denmark 1331(~12 x 10° CFU/mL)
Tetanus Toxoid (>40 IU) Tetanus Toxoid antigen (5 IU/mL)
Acellular Pertussis (25ug) Bordetella antigens (0.1%v/v)
Jos  Bulgaria SL 222 Sofia (~0.3 x 10> CFU) Bulgaria SL 222 Sofia (144 CFU/mL)
Tetanus Toxoid (>40 IU) Tetanus Toxoid antigen (5 IU/mL)
Whole cell Pertussis (>4.0I1U) Bordetella antigens (0.1%v/v)

Numbers represent approximate in vivo vaccine dose per infant and in vitro antigen concentration per mL of whole

blood in whole blood assay.
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Figure 7.6: BCG-Denmark induces a more differentiated T cell memory phenotype com-
pared to BCG-Russia or BCG-Bulgaria strains.
showing the memory profile of mycobacterial-specific (cytokine positive) CD4 cytokine
responses stratified by BCG immunizing strain. Axes show CD27 vs. CD45RA expression
and blue dots are cytokine+ cells responding to BCG overlaid against a background of
total CD4+ cells. CD45RA+CD27+ represent naive-like, CD45RA-CD27+ early differ-
entiated (ED), CD45RA-CD27- late differentiated (LD) and CD45RA+CD27- terminally

differentiated (TD) phenotypes.

Representative flow cytometry plots
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