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Thesis organization
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The research protocol, which provides the context to why we embarked on this study, the research questions,
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are supplementary materials related to the study, including supporting data and analyses, the ethics clearance

certificate, and the author submission guidelines for the targeted journal, Vaccine.

The study findings have been compiled into a journal-ready manuscript which is presented in Part A. This
manuscript details the work done, the key findings from the research work, a detailed discussion appraising our
findings against existing literature, an appropriate description of the study's limitations, and some concluding
statements drawing key recommendations for policy, practice, and future research. Part A is formatted in line

with the author guidelines of Vaccine (Appendix 6).

X



PART A

PART A: Journal ready manuscript

Hepatitis B virus infection and vaccine coverage among children living with HIV, HI'V-exposed

uninfected, and HIV-unexposed uninfected children in the Western Cape, South Africa

Targeted Journal: Vaccine'

Courteney Collins"**, Lufuno Ratshisusu®, Lorato M. Modise®, Omphile E. Simani®, Selokela G. Selabe®, Rudzani

Muloiwa**, Julie Copelyn*, Edina Amponsah-Dacosta®

1
Division of Epidemiology and Biostatistics, School of Public Health, University of Cape Town, Western

Cape, South Africa

2
Vaccines for Africa Initiative, School of Public Health, University of Cape Town, Western Cape, South Africa

SHIV and Hepatitis Research Unit, Department of Virology, Sefako Makgatho Health Sciences University,
Pretoria, South Africa

‘Department of Paediatrics and Child Health, Red Cross War Memorial Children’s Hospital, University of
Cape Town, Western Cape, South Africa

*Corresponding Author

Courteney Collins

Division of Epidemiology and Biostatistics,
School of Public Health,

University of Cape Town,

Falmouth Building, Anzio Road, Observatory,
Cape Town, 7925, South Africa

Email: CLLCOU002(@mvuct.ac.za
Telephone: (+27) 076 559 7294

' This manuscript will be submitted to the journal Vaccine. Author guidelines can be found in Appendix 6.


mailto:CLLCOU002@myuct.ac.za

PART A

Abstract

Introduction: Limited evidence on the burden of hepatitis B virus (HBV) infection among children living with
HIV (CLWH), HIV-exposed uninfected (HEU) and HIV-unexposed uninfected (HUU) children hinders progress

towards eliminating hepatitis B as a public health threat in South Africa.

Methods: This study used secondary data and archived sera (N= 671) obtained from children <13 years old
presenting at health facilities in the Western Cape, South Africa. Hepatitis B vaccine coverage was assessed
using vaccination records for doses 1 to 3 by 12 months of age. Timely uptake of the hepatitis B vaccine was
calculated as the difference between the actual and expected date of vaccine receipt, defined as 4 days before
and up to 28 days after the recommended age. The prevalence of HBV infection was determined based on the
presence of HBsAg within each subgroup. Logistic regression analysis was performed to assess factors

influencing incomplete and delayed vaccination.

Results: Coverage with all three doses by 12 months of age was 86.7% (13/15), 77.0% (57/74), and 80.9%
(263/325) for CLWH, HEU, and HUU, respectively (p=0.645). Hepatitis B vaccine coverage decreased across
all subgroups as the dosing schedule progressed from doses 1 to 3. Across the strata, the highest proportion of
participants with delayed uptake for the third dose of hepatitis B vaccine was noted among CLWH at 23.1%
(3/13), followed by 21.6% (58/269) among HUU and 15.3% (9/59) among HEU children (p= 0.540). The
median delay in vaccination for dose 3 was highest among CLWH (11.3 weeks) compared to HUU (6.7
weeks) (p= 0.368). HBV infection was detected in 1.4% (1/74) of HEU and 0.3% (1/328) of HUU children,
while no cases were observed among CLWH. Factors associated with completing the three-dose hepatitis B
vaccine series included créche attendance, low-to-middle socio-economic status (SES), timely uptake of dose
1, participant’s age (in months), and HIV exposure status. For the third dose, créche attendance reduced the
likelihood of delayed uptake by 69%, while a monthly increase in the participant’s age was associated with a

2% increase in delayed uptake in the multivariable model.

Conclusion: Our findings highlight disparities in timely hepatitis B vaccine uptake and coverage, emphasizing

the need for targeted interventions ensuring timely vaccine uptake among HIV-exposed children.

Keywords: Hepatitis B virus, Vaccine coverage, Vaccine timeliness, Children living with HIV (CLWH), HIV-
exposed uninfected (HEU), HIV-unexposed uninfected (HUU).
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Highlights

e Vaccine coverage remains below global targets, with no significant differences among HIV-exposed
versus unexposed children.

e Delays in vaccine uptake is higher among children living with HIV (CLWH), increasing their risk of
infection.

e Despite high vaccine coverage rates, CLWH have the lowest levels of immune protection.

e Prevalence of hepatitis B is low in this cohort, although high core antibody positivity may indicate

maternal antibody transfer and suggest a higher risk of exposure.
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Introduction

Hepatitis B is a significant public health threat and a major cause of morbidity and mortality globally (1).
Chronic hepatitis B virus (HBV) infection can lead to long-term complications such as cirrhosis and
hepatocellular carcinoma (HCC) (2). Globally, approximately 254 million people are chronically infected with
HBYV, with an estimated 1.1 million HBV-associated deaths reported in 2022 (3).

Hepatitis B is transmitted either vertically (intrauterine, intrapartum, or postnatal) or horizontally through direct
contact with infected blood or blood products (4). The natural history of chronic HBV infection progresses
non-linearly through several phases, including HBeAg-positive infection, HBeAg-positive disease, HBeAg-
negative infection, HBeAg-negative disease, the grey zone, and the occult hepatitis B phase (5). Markers of
HBYV infection and immunity detectable in the blood include hepatitis B surface antibody (Anti-HBs),
indicating immunity; hepatitis B core antibody (Anti-HBc), which is a marker of past infection; and hepatitis B
surface antigen (HBsAg), signifying active HBV infection (6). Diagnosis of active HBV infection depends on
the serological detection of HBsAg and HBV DNA (6, 7). This infection can either be acute or chronic. Acute
HBYV infection can persist for up to six months and remains transmissible during this time, with possible
symptoms such as fever, nausea, and jaundice (6). Recovery is confirmed by the absence of the virus in the
blood (6). Chronic HBV infection occurs when HBsAg persists in the blood for more than six months (2, 6, 8).
Chronic HBV infection may be symptomatic or asymptomatic, with symptoms including mild fever, jaundice or
abdominal pain (2). Occult hepatitis B can also occur and is characterized by the absence of HBsAg in the
blood with detectable HBV DNA in the liver, with or without detectable HBV DNA in the serum (8, 9). Its

exact pathogenesis remains unclear (10).

Sub-Saharan Africa is among the regions with the highest HBV prevalence (4). Africa accounts for
approximately 25% of the global infected population (11). Despite this high burden of chronic HBV infection,
only 13% of cases had been diagnosed, and around 3% of individuals received treatment by the end of 2022 (3).
The distribution of the disease burden across African countries highlights significant disparities (3). Nigeria has
the highest number of HBV infections, with over 14 million cases recorded in 2022, followed by Ethiopia with
approximately 7.6 million cases (3). In that same year, Ghana, Cote d'Ivoire, the Democratic Republic of
Congo, and South Africa each reported between 2.1 and 2.9 million cases (3). In South Africa, a national cross-
sectional study reported an HBsAg prevalence of 9.0% in the general population, with 6.4% classified as chronic
HBV carriers (12). The high burden of HIV within the African region further compounds the disease
epidemiology. The global prevalence of HBV/HIV co-infection has been estimated at 2.7 million (13), with the
highest burden of 5.2% reported in the African region (14). However, the distribution of HBV/HIV co-
infections within the African region is highly variable across geographies and population groups. A recent
systematic review reported a co-infection rate of 3.3% among pregnant women living with HIV in the African
region (15). Prevalence rates among this population varied by country, with Nigeria reporting a higher rate of
27.3%, compared to 4.7% in Congo and 3.2% in South Africa (16-18). In South Africa where both diseases are

endemic, a previous study conducted in the Eastern Cape reported an HBV co-infection rate of 12.2% among

3
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children living with HIV (CLWH) (1). The public health relevance of underlying HIV co-infection is the rapid
acceleration in hepatitis B disease progression due to increased viral replication and reactivation in the absence

of effective treatment (1).

Fortunately, HBV infection is vaccine preventable. In 2009, the World Health Organization (WHO)
recommended the hepatitis B birth-dose (HepB-BD) to eliminate mother-to-child transmission (eMTCT) (11).
This is an integral toolkit in the WHO’s Global Health Sector Strategy (GHSS) for the elimination of viral
hepatitis by 2030 which aims to achieve a 90% reduction in new infections and a 65% reduction in mortality
(19). In line with this strategy, the WHO recommends administering HepB-BD to all newborns, followed by 2-
3 additional doses of a hepatitis B containing vaccine during infancy (3). Globally, 115 countries have
implemented a universal HepB-BD vaccination program, with coverage reaching 45% in 2022 (3). However,
the African region lags with only 18% of newborns receiving the HepB-BD in 2022 (3). Coverage of the third
dose of the hepatitis B vaccine (HepB3) administered during infancy, also varies globally, with the African
region having the lowest coverage at 72% in 2022, while the Eastern Mediterranean (84%) and the Americas
(83%) also fall short of the WHO 90% coverage targets (3). Despite these challenges, the introduction of the
hepatitis B vaccine in infancy has led to a decline in the global HBV prevalence, with a 31.3 % reduction from
1990 to 2019 (20). The vaccine protects individuals and communities against the burden of HBV and its long-
term complications (21). Given suboptimal HepB-BD and HepB3 vaccine coverage rates, the African region
continues to experience a disproportionate burden, accounting for 63% of incident HBV cases and 25% of HBV-
related deaths (3). This highlights the urgent need to scale up vaccination coverage to extend lifesaving benefits

to populations most at need towards achieving global elimination targets.

It is important to note that vaccine coverage and timeliness are similar yet distinct concepts. Vaccine coverage
provides an indication of the performance of a vaccination program (22). It is calculated as the proportion of
children who received their vaccines by a certain age (typically <1 year or >1 year of age) (23, 24), or the total
number of doses received, regardless of timing (23). Timeliness, however, refers to whether a child received a
vaccine within specific timeframes, categorized as early, on-time, or delayed (24). Timely vaccination is critical
to ensure children receive early protection against vaccine-preventable diseases (VPDs) (24). This is especially
pertinent for the prevention of HBV infection, given that the risk of progressing to chronic disease and associated
sequelae is directly proportional to the time at infection. Regions with the highest prevalence of chronic HBV
infection typically report high rates of vertical transmission (13). Individuals who acquire chronic HBV
infection during early childhood have a higher risk of developing serious complications during adulthood (25),
whereas infections acquired during adulthood are usually symptomatic and rarely become chronic cases (26).
Furthermore, early Hepatitis B e-antigen (HBeAg) seroconversion (before the age of 3), when accompanied by
severe liver damage, significantly increases the risk of developing HCC (27). Delayed seroconversion (over the
age of 40 years) is associated with an increased risk of cirrhosis and HCC (28). Additionally, those with HCC
have a high risk of mortality if they do not receive appropriate treatment including liver transplantation in some
instances (25). It is estimated that 15-40% of those chronically infected will develop liver cirrhosis, HCC or

liver failure (29).
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In South Africa, routine infant hepatitis B vaccination has been part of the Essential Programme on
Immunization (EPI) since 1995 (30). The hepatitis B vaccine is administered as part of a hexavalent vaccine
(DTaP-IPV-Hib-HepB) at 6, 10, and 14 weeks, with an additional dose available at 18 months of age (12). Until
recently, South Africa has not had a HepB-BD vaccination program in place (31). A selective birth-dose
vaccination program was rolled out in January 2024, targeting babies born to women with a laboratory
confirmed chronic HBV infection (31). The reach of this birth-dose program in South Africa is yet to be

understood.

Global elimination of HIV eMTCT programs have achieved significant success in reducing HIV infections in
newborns. However, there has been limited success in HBV eMTCT due to gaps in universal screening of
pregnant women for hepatitis B, linkage to care, and access to the HepB-BD. This has led to a growing and
thriving population of HIV-exposed uninfected (HEU) children whose risk of HBV infection is not adequately
prioritized. Among HIV-infected pregnant women, the burden of HBV infection remains high at 8.6% (32), and
HEU children face an increased risk of infection (33). Additionally, HEU children have been reported to
demonstrate reduced vaccine-induced immunity (34-36), leaving them at increased risk of infectious diseases,
including HBV infection, compared to their HIV-uninfected counterparts. Despite this, comparable evidence on
the burden of hepatitis B among CLWH, HEU, and HIV-unexposed uninfected (HUU) children in South Africa
is scarce. This gap in knowledge limits our understanding of the need for targeted interventions, thereby
hindering national progress toward eliminating hepatitis B as a public health threat. This study aims to describe
the coverage and timely uptake of routine infant hepatitis B vaccination, and the burden of HBV infection among

CLWH, HEU, and HUU children in South Africa.
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Methods

Specific Objectives

1. To assess the coverage and timely uptake of the hepatitis B vaccine among CLWH, HEU, and HUU

children in the Western Cape province of South Africa.

2. To determine the prevalence of HBV infection among CLWH, HEU, and HUU children in Western
Cape, South Africa.

3. To explore factors associated with the completion and timely uptake of recommended hepatitis B

vaccine doses among CLWH, HEU, and HUU children in Western Cape, South Africa.

Study design

We conducted a retrospective cross-sectional study, utilising a convenient sample of sera obtained from children
participating in a parent study between 2012 and 2016 (37). The parent study, conducted in health facilities in
the Western Cape, focused on investigating the incidence of pertussis in South African children who presented
with mild to severe lower respiratory tract infections (37). From the original database containing 709 entries,
671 participants with available Case Report Forms (CRFs) were included in the current sub-study (Figure 1).
Eligibility criteria® for analysis of vaccine coverage and timeliness included the availability of Road-to-Health
Cards (RTHCs) containing participant's immunization history with a legible date and signature indicating the
administration of the hepatitis B vaccine, as well as CRFs documenting the HIV status of both the mother and
child. Socio-demographic and economic data were retrieved from the original study database. Socio-economic
status (SES) was determined based on maternal asset ownership (including type of dwelling, access to basic
amenities), employment status, and education level. HIV status was determined for both the mother and the
child based on their confirmed HIV test results, while the child’s exposure status was determined by the mother's
HIV test result. Children categorized as CLWH, HEU, or HUU all had documented HIV test results. Briefly,
HIV status was determined at the time of enrolment into the parent study by age-appropriate tests. This involved
HIV polymerase chain reaction (PCR) for participants <18 months and two ELISA tests in older children.
Participants under 18 months were categorised as HEU if they were ELISA positive but PCR negative. Older
participants (>18 months) were categorised as HEU if their mother was HIV-positive during pregnancy, but the
child tested negative for HIV (37). Where we could not confirm whether a child underwent HIV testing based
on their clinical records, these participants were only classified as either HIV-exposed or HIV-unexposed. Where
available, information on antiretroviral therapy (ART) use was collected for both mothers and children living

with HIV. Data on duration of ART were available for CLWH. We did not have data on hepatitis B

2For Objective 2 of this study, the non-availability of RTHCs and ineligibility for the hepatitis B vaccine were not
considered as exclusion criteria.
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vaccination and infection status of mothers and as such, this could not be assessed in this study. Figure 1 presents

a breakdown of study samples and assessments conducted in this study.

Parent study
N—=709

Excluded, n—38
No CRF or demographic
information available

Study population N=671

&

Excluded, n=158
Serum insullicient or consent
not provided for future testing

Excluded, n—55
no RTHC available

o

Included in coverage &
umeliness analysis,
n-616

N

Included in serological
testing,
n-513

Screened for HBV
DNA.n-6

Figure 1: Study sample stratification and laboratory testing for serological markers

Note: RTHC = Road-to-Health Card, CRF = Case Report Form.

Assessment of hepatitis B vaccine coverage and timeliness

Hepatitis B vaccine coverage and timeliness were assessed for each dose, provided participants were age-
eligible and had a RTHC available. Among the study population, 616 participants had RTHCs available. For
vaccine coverage, 606 participants were age-eligible for dose 1, 566 for dose 2, and 530 for dose 3. For vaccine
timeliness among eligible participants with appropriately documented RTHCs, 557 had received dose 1, 507
had received dose 2, and 440 had received dose 3.

Definitions

i.  Eligibility to receive the hepatitis B vaccine at 6, 10, and 14 weeks was defined as being not more than
4 days younger than the minimum age for which the vaccine is licensed, and not more than 4 days prior
to the minimum dosing interval (38).
ii.  Coverage was defined as the proportion of age eligible children who had documented evidence (date and
signature on RTHC) of receiving each scheduled dose of the hepatitis B vaccine by 12 months of age.
iii.  Complete coverage referred to receiving all three hepatitis B vaccine doses by 12 months of age.
iv.  Vaccine timeliness was defined as receiving a dose between 4 days before and up to 28 days after the

national EPI recommended age, in accordance with previous studies (39-41).
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v.  Early vaccine uptake included doses given more than 4 days before the recommended age or dosing
interval (42),
vi.  Delayed vaccine uptake referred to doses administered more than 28 days after the recommended age

(43).

Laboratory testing for HBV serological and molecular markers

Between 2023 and 2024, a total of 513 archived serum samples were tested for three key serological markers:
HBsAg, anti-HBs, and anti-HBc, using Elecsys® test kits (Roche Diagnostics, Mannheim, Germany).
Serological assays were performed on the Cobas® 6000 analyser series (Roche Diagnostics International Ltd.,
Rotkreuz, Switzerland). Following the manufacturers guidelines, samples were considered positive if the cut-
off index for HBsAg was > 1.0 COI, >10 IU/mL for anti-HBs, and < 1.0 COI for anti-HBc. To determine the
presence of HBV DNA among those testing positive for HBsAg and/or anti- HBc, we quantified viral loads
using a real-time PCR (qPCR) assay performed on the CFX96 touch real-time PCR (Bio-Rad Laboratories,
California, USA). For this purpose, HBV DNA was extracted from available sera using the High Pure Nucleic
Acid Extraction Kit (Roche Diagnostics, Mannheim, Germany). The Luna® Universal qPCR Master Mix
(New England Biolabs, Ipswich, MA, USA) which uses SYBR® Green 1 to measure DNA amplification in
real-time, was used for the in-house qPCR reactions together with Taql and Taq2 primers targeting the viral
surface gene as published previously [39]. A standard Accurun HBV positive control (SeraCare Life Sciences,
Inc., USA) with a lower limit of detection of ct=29 was included in the assay. The positive cut-off was set at

any amplification <29 ct value while anything amplified at >30 ct value was considered negative.

Data analysis

Numerical data were described using medians and interquartile ranges. Categorical variables were described
using proportions as percentages. Associations between numerical data were analysed using Kruskal-Wallis
tests and categorical variables were analysed using Chi-square or Fisher’s exact tests where appropriate. To
assess hepatitis B vaccine coverage rates, proportions of eligible participants who received age-specific hepatitis
B vaccine doses by 12 months of age were described. Timeliness for each vaccine dose was calculated as the
difference in the actual date and the expected date of receipt of the age-specific immunization. The median
duration of delay in uptake was described for vaccine doses received 28 days past the scheduled date. The
prevalence of HBV infection was determined based on the presence of HBsAg within each subgroup. Factors
influencing the incomplete and delayed uptake of hepatitis B vaccine doses were assessed by logistic regression
analyses using the binary outcomes incomplete/complete and delayed/timely administration, with complete
coverage and timely administration used as the reference categories. As a priori, HIV exposure status, SES,
maternal age, and creéche attendance were included in the multivariable model, along with variables that had a
p-value <0.15 in the univariable model. All statistical analyses were conducted in R version 4.3.0 and R Studio

version 2024.04.02+764 (45), with significance defined at a two-tailed p-value of <0.05.
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Ethical Considerations

We used secondary data and archived sera collected during a parent study approved by the University of Cape
Town (UCT) Faculty of Health Sciences (FHS) Human Research Ethics Committee (HREC) [HREC Reference
Number: 371/2011]. Ethical clearance to conduct this sub-study was granted by the UCT FHS HREC [HREC
303/2024]. Only samples from participants whose caregivers consented to future testing were included in this

sub-study.

Results

Demographic characteristics of the study population

A total of 671 participants were included in this study and of these, 20 were categorised as CLWH, 93 HEU and
398 HUU, while 9 HIV-exposed and 151 HIV-unexposed had no records of their HIV infection status and thus
could not be stratified into the three core study subgroups. Among CLWH, 40% (8/20) were on ART, with a
median ART duration of 14 months. Overall, over half of the participants (53.7%, [360/671]) were male with a
median age of 13.2 months [IQR 4.8, 40.6]. CLWH had a higher median age of 20.4 months [IQR 9.3, 65.1],
compared to HEU (10.8 months, [IQR 4.8, 20.4]) and HUU children (11.1 months, [IQR 4.8, 28.8]). Half
(50.0%, [10/20]) of CLWH had ever attended créche compared to 26.1% of HEU (24/92) and 26.3% of HUU
(104/395) children. Among the mothers in the study, 122 were HIV-positive, and only 41.8% (51/122) reported
being on ART. Data on their ART regimen and duration of treatment were unavailable. The median maternal
age was 29.1 years [IQR 24.5, 34.7]. Most mothers (90.4%, [596/659]) reported having completed secondary
education. The majority could be categorised into the upper-middle socio-economic level (39.2%, [263/671])
and this was consistent across the HIV strata, with just over half of mothers of CLWH (57.9%, [11/19]) falling
into this category. The demographic characteristics of the study population are presented in Table 1 with

further details in Appendix 3.



Table 1: Baseline characteristics of study participants and caregivers
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Characteristic Total, n= 671" CLWH, n=20 HEU, n=93 HUU, n=398
n (%) or Median [IOR]

Participant

demographics

Sex

Female 311(46.4) 9(45.0) 40(43.0) 187(47.0)

Male 360(53.7) 11(55.0) 53(57.0) 211(53.0)

Age (months) 13.2 20.4 10.8 11.1
[4.8,40.6] [9.3,65.1] [4.8,20.4] [4.8,28.8]

Race

Black 384(58.7) 18(90.0) 88(95.7) 223(57.6)

Coloured 268(41.0) 2(10.0) 4(4.4) 162(41.9)

White 1(0.1) 0 0 1(0.3)

Indian/Asian 1(0.1) 0 0 1(0.3)

Creche?

Yes 193(29.0) 10(50.0) 24(26.1) 104(26.3)

No 473(71.0) 10(50.0) 68(73.9) 291(73.7)

Maternal demographics

Age (years) 29.1 28.9 31.8 28.3
[24.5,34.7] [26.5,33.4] [26.4,34.7] [23.9,33.9]

Education

Basic education 18(2.7) 0 2(2.1) 10(2.6)

Primary 30(4.5) 0 5(5.4) 18(4.6)

Secondary 596(90.4) 20(100.0) 85(91.4) 354(90.5)

Tertiary 15(2.3) 0 1(1.1) 9(2.3)

Socio-economic

quartiles®

High 76(11.3) 2(10.5) 11(13.8) 47(13.0)

Low 120(17.9) 4(21.0) 21(26.3) 72(20.0)

Lower-middle 49(7.3) 0 3(3.8) 35(9.7)

Upper-middle 263(39.2) 11(57.9) 38(47.5) 182(50.3)

Unknown 163(24.3) 2(10.5) 7(8.8) 26(7.2)

Note: Missing data shown in this table if greater than 5% of the category total.

IThis total includes the 160 children with known HIV exposure but unknown infection status (n=9) and those who were

HIV unexposed with unknown infection status (n=151).
2Pre-school, Kindergarten, Nursery.

3Socio-economic status (SES) was categorized into quartiles based on a validated weighted composite score that included

maternal asset ownership, employment, and education.
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Coverage of the hepatitis B vaccine among HIV-exposed and unexposed children
The dose coverage for the hepatitis B vaccine within the study population is summarized in Table 2. While
vaccine coverage rates were not statistically significantly different across the subgroups, HEU children had the

highest decline in coverage from dose 1 to dose 3 (12.5%), followed by HUU children (11.1%) while CLWH

had a minimal decline of 2.2%.

Table 2: Hepatitis B vaccine coverage rates among CLWH, HEU and HUU children

Hepatitis B vaccine coverage n (%)
Hepatitis B dose Total! CLWH HEU HUU p-value

n=606 n=18 n=386 n=375

Dose 1 556(91.7) 16(88.9) 77(89.5) 345(92.0) 0.627
n=566 n=16 n=79 n=350

Dose 2 505(89.2) 14(87.5) 69(87.3) 312(89.1) 0.777
n=530 n=15 n=74 n=325

Dose 3 426(80.4) 13 (86.7) 57 (77.0) 263(80.9) 0.645

!This total includes participants whose mothers were confirmed as either HIV-infected or HIV-uninfected, but the child's
HIV status was not tested.

Across the strata, vaccination coverage decreased as the dosing schedule progresses from dose 1 to dose 3
(Figure 2).

3 HIV Strata
e CLWH
e

] -8 HEU
=

o

O HUU

Dose 1 (6 weeks Dose 2 (10 weeks Dose 3 (14 weeks

Hepatitis B dose

Figure 2: Hepatitis B vaccine coverage for doses 1, 2 and 3 among CLWH,

HEU, and HUU
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Timeliness and duration of delay of the hepatitis B vaccine

The majority of participants across all subgroups received their scheduled doses on time, as shown in Figure 3.
Delayed vaccine uptake increased over the course of the schedule with the highest proportion of delayed uptake
observed for HepB3 (Figure 3). Across the strata, the highest proportion (23.1%, [3/13]) of participants who
experienced delayed uptake for HepB3 was noted among CLWH, followed by 21.6% (58/269) among HUU,
and 15.3% (9/59) in the HEU subgroups (p= 0.540).
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S 62 52 B4
14.3 . 12.2
- 1549 15.2 28
£
w B0
=
=
=
S #8 a7 #E w2z a4 =0 me
E - ?Eiﬁ
o
20
0 238 3.4 26 22 22
— [ ] (e — [ ] [y — [ ] (e
o o o o o 1] o o i)
(] (] (] (] (] o] (] (] [}
[ [ [ [ [ =] [ [ [}
o o o o o & o o o
Hepatitis B age-specific timepoint
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Figure 3: Timeliness of uptake of hepatitis B vaccine at 6, 10, and 14 weeks by HIV strata
Hepatitis B vaccination at 6 weeks (n = 557), 10 weeks (n= 507) and 14 weeks (n= 440).

Delayed hepatitis B vaccine uptake increased for each subsequent dose. From dose 1 to dose 2, delays increased
by 8.0%, 10.8%, and 3.8% among CLWH, HEU, and HUU subgroups, respectively (Appendix 4). Delays
further increased from dose 2 to dose 3 by 8.8% and 9.9% among CLWH and HUU. The median delay in
weeks for HepB3 was highest among CLWH, at 11.3 weeks [IQR 9.6, 13.0], compared to 6.9 weeks [IQR
5.2,20.0] among HEU and 6.7 weeks [IQR 5.2, 10.0] among HUU children (p= 0.368). The median age for

completing HepB3 was 15.9 weeks, 15.6 weeks and 15.1 weeks for CLWH, HEU and HUU, respectively (p=
0.876).
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Prevalence of hepatitis B virus infection and immunity

The prevalence of serological markers of HBV infection and immunity across the study strata is presented in
Table 3. Overall, 13.5% (69/513) of the study population were non-immune to HBV infection, with CLWH
(52.6%, [10/19]) having significantly higher susceptibility rates than HEU (14.9%, [11/74]) and HUU
participants (11.6%, [38/328]) (p<0.001). Vaccine induced immunity, indicated by anti-HBs in the absence of
other markers of infection, was prevalent in 69.0% (354/513) of the study population. Among the 354
participants with protective levels of immunity, 338 had valid RTHCs. Among these, 317 (93.8%) were

confirmed to have received at least one dose of the hepatitis B vaccine.

When comparing HepB3 coverage rates and the proportion of age-eligible participants with vaccine-induced
immunity across the strata, it was observed that although 86.7% (13/15) of CLWH completed their vaccination
schedule, only 40% (6/15) had protective titres of anti-HBs (Figure 4). In contrast, 81.5% (216/265) of
participants in the HUU subgroup were fully vaccinated, with 82.6% (219/265) having protective anti-HBs
levels. Among the HEU subgroup, 80.7% (46/57) were fully vaccinated with all (80.7%, [46/57]) exhibiting a

protective immune response (Figure 4).

Coverage Protection

a0

Percentage (%)

CLWH HEU HUu
HIV Strata

Figure 4: Vaccine coverage and proportion protected (anti-HBs positive) against
hepatitis B among CLWH, HEU and HUU

In terms of vaccine non-response (participants who received all three hepatitis B vaccine doses but remained
unprotected), we found a proportion of 8.3% (27/325) in the overall population. The non-response rate was

highest among CLWH (53.8%, [7/13]), compared to HEU (6.8%, [3/44]) and HUU (5.6%, [12/213]) children.

Additionally, 0.8% (4/513) of the population tested positive for anti-HBc alone, indicating isolated total anti-
HBc positivity or past infection (Table 3). Across the strata, only one HUU participant (0.3%, [1/328]) had

markers of past infection and had received at least one vaccine dose. Another participant living with HIV was

13
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both anti-HBc and anti-HBs positive and was not on ART. Using the qPCR assay, no HBV DNA was detected

among children who tested positive for anti-HBc.

HBsAg was present in 2/513 participants (0.4%). One participant was HEU, aged 1.2 months, and had received

their first eligible dose of the hepatitis B vaccine. The other participant was HUU and concurrently tested

positive for anti-HBs despite not receiving any of their scheduled doses by 7 months of age. The simultaneous

detection of HBsAg and anti-HBs in the absence of vaccination suggests this participant was in the process of

seroconverting or transplacental transfer of anti-HBs. Among both HBsAg positive participants, HBV DNA was

not detectable by qPCR.
Table 3: Prevalence of serological markers of hepatitis B virus infection and immunity among CLWH,
HEU and HUU children
Interpretation Serological  Total CLWH, HEU, HUU, p-value
markers population
n=19 n=74 n=328
n=513!
n (%)
Not immune-Not protected Anti-HBc
HBsAg 69 (13.5) 10 (52.6) 11(14.9) 38 (11.6) <0.001
Has not been infected with HBV Anti-HBs"
Could be infected )
Anti-HBc"
Possible acute or past HBV HBsAg- 4(0.8) 0 0 1(0.3) 1
infection Anti-HBs-
Immune-Protected Anti-
. L HBs"(>10ml
Immunity from vaccination and not U/mL) 354 (69.0) 7(36.8) 46 (62.2) 233 (71.0) <0.001
infected with HBV, or a past . i
infection Anti-HBc
! ! HBsAg
Immune Controlled-Protected
Surface antibodies resulting from Anti-HBc*
natural infection, indicating Anti-HBs* 2859 1(5:3) 5(6.8) 18 (5.5) 0.842
recovery from a previous HBV HBsAg
infection.
Infected
Positive HBsAg is a marker of HBsAg" 2(04) 0 114 1(0.3) 0221

active HBV infection.

IThis total includes the 92 participants with known HIV-exposure but unknown infection status (n=8) and those who
were HIV-unexposed with unknown infection status (n=84).
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Factors associated with decreased odds of incomplete hepatitis B vaccine coverage in the univariable model

included créche attendance (OR:0.55, p= 0.021), low-middle SES (OR:0.17, p=0.024) and timely uptake of

dose 1 (OR: 0.16, p<0.001). However, in the multivariable model, the only factors to retain statistical

significance were timely uptake of dose 1 (OR: 0.08, p<0.001) and participants age in months (OR: 0.62,

p<0.001), while HIV exposure status (OR:2.92, p=0.036) was only significant in the multivariable model.

Findings from the logistic regression analysis are presented in Tables 4 and 5.

Table 4: Factors associated with incomplete coverage by 12 months of age

Variable Univariable OR (95 p-value Multivariable p-value
% CI) OR (95% CI)
HIV exposure status HIV-unexposed 1 — 1 —
[Ref]’
HIV-exposed 1.26(0.72 - 2.11) 0.402  2.92(1.06 - 8.03) 0.036
Sex Male [Ref] 1 —
Female 0.80(0.52 - 1.23) 0.307
Age (months) 0.77(0.67 - 0.87) <0.001  0.62(0.49 - 0.76) <0.001
Creéche attendance No [Ref] 1 — 1 —
Yes 0.55(0.32 - 0.90) 0.021  0.94(0.26 - 3.05) 0.922
Maternal age (years) 0.99(0.97 - 1.02) 0.684  0.99(0.93 - 1.06) 0.765
SES High /[Ref] 1 — 1 —
Low 0.56(0.25 - 1.25) 0.154  0.88(0.22 -3.49) 0.848
Low-middle 0.17(0.03 - 0.65) 0.024  0.14(0.01 - 1.26) 0.121
Upper-middle 0.97(0.51 - 1.92) 0.927  0.82(0.26 - 2.72) 0.742
Maternal age category <18 [Ref] 1 —
>18 1.47(0.25 - 27.95) 0.722
Maternal Education Basic [Ref] 1 —
Primary 1.26(0.21 - 10.13) 0.804
Secondary 1.45(0.39 - 9.44) 0.629
Tertiary 1.20(0.13 - 11.54) 0.867
Highest grade 1.04(0.90 - 1.22) 0.580
completed
Timely Dose 1 Delayed /Ref] 1 — 1 —
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Timely

0.16(0.08 - 0.31)

<0.001

0.08(0.02 - 0.25)

<0.001

IReference category

Factors found to decrease the odds of delayed uptake of HepB3 in the univariable model included créche

attendance (OR: 0.44, p=0.004). In the multivariable model, créche attendance remained a protective factor

(OR: 0.31, p= 0.005), while participants age in months (OR:1.02, p=0.014) increased the odds of delayed

vaccine uptake.

Table 5: Factors associated with delayed uptake of the 3" dose of the hepatitis B vaccine

Variable Univariable p-value  Multivariable p-value
OR (95 % C)) OR (95% CI)
HIV exposure status HIV-unexposed /Ref] | L | .
HIV-exposed 0.65(0.32 - 1.23) 0.209 0.55(0.23 - 1.21) 0.162
Sex Male /Ref] | —
Female 0.76(0.47 - 1.20) 0.243
Age (months) 1.01(1.00 - 1.01) 0.085 1.02(1.00 - 1.03) 0.014
Créche attendance No /Ref] | — 1 —
Yes 0.44(0.24 - 0.75) 0.004 0.31(0.13 - 0.67) 0.005
SES High /Ref] 1 — 1 —
Low 0.80(0.35 - 1.89) 0.609 0.69(0.26 - 1.84) 0.449
Low-middle 0.58(0.18 - 1.66) 0.319 0.44(0.12 - 1.47) 0.198
Upper-middle 0.79(0.38 - 1.72) 0.530 0.78(0.35 - 1.86) 0.564
Maternal age (years) 1.01(0.98 - 1.04) 0.634 1.01(0.97 - 1.05) 0.704
Maternal age category <18 years /Ref] 1 —
>18 years 0.54(0.10 - 3.94) 0.482
Maternal Education Basic /Ref] 1 —
Primary 1.38(0.28 - 7.94) 0.695
Secondary 0.80(0.23 - 3.69) 0.749
Tertiary 0.75(0.08 - 5.69) 0.781
Highest grade completed 0.90(0.78 - 1.04) 0.142 0.92(0.76 - 1.12) 0.421
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Discussion

This study provides important insights into hepatitis B vaccine coverage, timeliness, and the burden of HBV
infection among CLWH, HEU, and HUU children in the Western Cape province of South Africa. Previous
studies conducted in South Africa have typically focused on the hepatitis B vaccine coverage or the disease
burden in the general population and have not specifically looked at hepatitis B vaccine timeliness among HIV-
exposed children (both infected and uninfected) compared to their unexposed counterparts (39, 46, 47). To the
best of our knowledge, this study is the first of its kind to compare the hepatitis B vaccine coverage rates,
timeliness, and burden of HBV infection among a population of CLWH, HEU, and HUU children in South
Africa. Our findings highlight key disparities in vaccine uptake and immunity among these groups, emphasizing
the need for targeted interventions to improve hepatitis B prevention efforts in high-risk populations like HIV-

exposed children.
Low hepatitis B vaccine coverage and timeliness among HIV-exposed children

The overall hepatitis B vaccine coverage rate in this study was 80.4% and varied across subgroups: 86.7%
among CLWH, 77.0% among HEU and 80.9% among HUU children. These coverage rates are comparable to
the national coverage rate of 78.8% reported in 2023 (48). More specifically, the coverage rate in the years the
participants were sampled (2012-2016) ranged from 86.1% in 2012 to 84.4% in 2016 (48). The overall
coverage rate in our study aligns closely with both the national coverage rates during the sampling period and
the current 2023 estimate. However, hepatitis B vaccine coverage was suboptimal across all groups, with a
decline in coverage observed as the vaccine schedule progressed. The coverage rates for the third dose across
all subgroups fall short of the 90% coverage target set by the WHO GHSS to eliminate viral hepatitis as a public
health threat by 2030 (19).

Our study found lower hepatitis B vaccine coverage rates for the third dose compared to the first dose. This
aligns with prior studies conducted in African countries and other low- and middle-income settings,
demonstrating declining vaccine coverage rates for later doses in multi-dose vaccine series (49-51). An analysis
across 47 African countries showed a decline in HepB3 coverage compared to the first dose, with a sharp decline
observed in countries that administer the vaccine at 6, 10 and 14 weeks (49). For example, in Cote d’Ivoire,
coverage dropped from 74% to 58%, while Liberia reported a decline from 80% to 53%, highlighting challenges
in completing the vaccine schedule (49). Similarly, a study in Ethiopia (50) reported declining coverage rates
for the pentavalent (DTP-HepB-Hib) doses, although the third-dose coverage was slightly higher (92.6%)
compared to that reported in our study (80.4%). This higher coverage may be because they assessed coverage
up to 23 months of age, allowing more time for children to catch-up on missed doses, thereby increasing overall
coverage rates. In addition, a study conducted in Tanzania (51) reported a decline in coverage from the first to
the third pentavalent dose, with coverage dropping from 79.4% for dose 1 to 72.8% for dose 3. This disparity
may be due to a lack of access to immunization services, as the study included a significant proportion of

children from rural areas who experienced longer delays in vaccine uptake.
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The timeliness of vaccine administration also revealed critical gaps, particularly among CLWH, who
experienced the highest median delay for HepB3 (11.3 weeks). This aligns with previous studies (52, 53)
indicating that CLWH are more likely to experience delays in routine immunizations, potentially due to frequent
healthcare visits for HIV care that disrupt adherence to standard immunization schedules. Delayed vaccination
places children at prolonged risk of HBV infection, highlighting the need for interventions such as providing
integrated healthcare services, promoting caregiver education on the importance of timely vaccination, and

improved record keeping at créches to ensure timely vaccine uptake, particularly in high-risk populations.

Factors influencing vaccine uptake and timeliness in this study included socio-economic status, timely uptake
of dose 1, HIV-exposure status and creéche attendance. Children who attended créche had higher odds of
receiving timely vaccinations, possibly due to caregiver awareness and institutional immunization requirements.
In South Africa, school entry regulations require parents to present proof of immunization when enrolling their
children in public schools (54), which may contribute to higher third-dose coverage rates observed in our study.
However, a child will not be excluded from school enrolment if they are not fully immunized. In the Western
Cape, the education policy stipulates that in such cases, parents must write to the Head of the Education
Department to secure admission (55). These measures tend to enhance parental adherence with the EPI schedule.
This underscores the potential role of national health and educational policies, and the importance of early
childhood education centres in improving vaccine uptake and timeliness. A systematic review assessing the
impact of school vaccination policies on coverage rates reported that vaccination mandates for schoolchildren
increased coverage, with a greater effect observed in regions where baseline vaccination rates were low (56).
Strengthening the implementation of educational policies is essential to enhance adherence to the full
immunization schedule particularly for HIV-exposed children. Furthermore, to improve vaccine uptake,
interventions such as SMS reminders for caregivers has been associated with higher rates of complete coverage
(57, 58). We also found that delays in the uptake of the first dose was associated with reduced dose completion
rates by 12 months of age. This underscores the need to target at-risk populations that could benefit from
adherence monitoring to ensure timely administration of subsequent doses. Strengthening health education
during antenatal care (ANC) visits, promoting continuous use of healthcare services, and increasing community
involvement, particularly among women living with HIV, could further improve vaccine timeliness and

adherence.
Hepatitis B virus infection and immunity gaps

The prevalence of HBV infection in this study was low, with only two participants testing positive for HBsAg.
This low prevalence is consistent with findings from other studies in sub-Saharan Africa (8, 59, 60), which have
attributed the decline in childhood HBV prevalence to the widespread implementation of routine infant hepatitis
B immunization programs. However, the presence of isolated anti-HBc positivity in some participants raises
concerns about maternal exposure and risk of MTCT, occult HBV infection and the potential for underdiagnosis.

Given the age of the participants and the absence of detectable HBV DNA, it is possible that the anti-HBc
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detected among study participants was a result of transplacental transfer from an infected mother to child and

would need further investigation (61).

Despite relatively high vaccine coverage rates, immunity levels differed significantly across HIV strata.
Protective anti-HBs levels were significantly lower among CLWH (36.8%) compared to HEU (62.2%) and
HUU (71.0%). This is consistent with previous studies (34-36), indicating that individuals living with HIV
often exhibit suboptimal vaccine-induced immune responses due to immune dysregulation. Furthermore, the
waning immunity observed among HIV-exposed children suggests a need for booster doses or targeted
revaccination strategies to maintain long-term protection against HBV infection. Fortunately, the current South
African EPI schedule includes a fourth dose of the hepatitis B vaccine at 18 months as part of the hexavalent
vaccine. Given that hepatitis B immunity wanes over time and that CLWH in this study were relatively older,
increasing uptake of the fourth dose at 18 months of age could enhance long-term protection in this vulnerable
group (6, 35, 62). These findings highlight the need for comprehensive, targeted public health interventions and
guidelines. This includes enhancing antenatal screening for HBV infection (59) particularly among pregnant
women living with HIV and ensuring timely birth-dose vaccination for their exposed newborns, followed by
completion of all four doses of the hepatitis B vaccine as per the South African EPI schedule. In addition, at-
risk groups like CLWH should be screened for missed vaccinations during routine healthcare visits and caught-

up with the schedule to enhance hepatitis B immunity.
Implications for public health policy and implementation

Our findings have significant implications for public health policy and implementation. First, the observed
delays in hepatitis B vaccination among HIV-exposed children underscore the need for enhanced immunization
tracking and reminder systems. Second, the lower levels of vaccine-induced immunity among CLWH and HEU
children highlight the need for further research to enhance our understanding of the need for serological
monitoring, or targeted vaccination strategies. Finally, the introduction of the HepB-BD in South Africa presents
a critical opportunity to further reduce the burden of perinatal HBV transmission. While the selective birth-dose
strategy targeting infants born to HBV-infected mothers is a step forward, a universal birth-dose policy may be

more effective in closing immunity gaps and preventing early childhood HBV infection.
Strengths and limitations of this study

This study is the first of its kind to compare hepatitis B burden and vaccination history among CLWH, HEU
and HUU participants in South Africa, providing critical evidence for further exploration in larger prospective
studies. A key strength of this study is the availability of reliable vaccination records through participants’
RTHCs, as few studies are able to confirm vaccination history using reliable clinical records and thus often
depend on caregiver recall. The findings of this study should be considered in light of some limitations. The
reliance on secondary data may have introduced selection bias, while the retrospective nature of the study and
the absence of data on maternal HBV vaccination and infection status limits our ability to fully assess the risk

of vertical transmission. Additionally, due to the possibility of maternal HIV seroconversion during pregnancy
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or breastfeeding, some children classified as HUU may, in fact, have been HEU, particularly since maternal
HIV testing was conducted during pregnancy. The relatively small sample size of CLWH, although a reflection
of the success of HIV eMTCT programs in South Africa, may have reduced the statistical power to detect
associations within this subgroup. Lastly, we did not assess the seroprevalence of acute HBV infection based
on detection of anti-HBc IgM. Future research should explore longitudinal assessments of hepatitis B
immunity in HIV-exposed children to better understand the durability of vaccine-induced protection and the
potential need for targeted interventions, while also improving representativeness across rural and urban

populations and including healthy, HIV-unexposed children.
Conclusions

This study highlights disparities in hepatitis B vaccine uptake, timeliness and immunity among HIV-exposed
and unexposed children in South Africa. The findings underscore the need for targeted interventions to improve
vaccine coverage and timeliness, particularly among CLWH. Given the lower levels of protective immunity
observed in HIV-exposed children, enhanced vaccination strategies may be necessary to ensure long-term
protection. Additionally, the introduction of the selective HepB-BD in South Africa should be carefully
evaluated to determine its reach and impact on closing immunity gaps in high-risk populations. Strengthening
immunization programs through improved caregiver education, health system integration, and innovative

reminder systems will be crucial for achieving hepatitis B elimination targets in South Africa.
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PART B: Appendices

Appendix 1: Research Protocol

Hepatitis B virus infection and vaccine coverage among children living with HIV, HIV-exposed

uninfected, and HIV-unexposed uninfected children in the Western Cape, South Africa

Introduction

Globally, hepatitis B prevalence rates vary (Figure 1) with an estimated 245 million individuals living with HBV
infection and 1.1 million HBV-associated deaths reported in 2022 (1). Chronic HBV infection can lead to
hepatitis, cirrhosis, or hepatocellular carcinoma (2). The age at which HBV infection occurs plays a crucial role
in disease outcomes, with infections occurring during infancy or childhood carrying a higher risk of chronic
complications compared to those acquired during adulthood (3). Around one in four people with chronic
hepatitis B will develop cirrhosis or liver cancer (4). The mortality rates of HBV-related liver cirrhosis exhibit
geographical variation (5). In 2019, an estimated 331,000 deaths were attributed to HBV-related liver cirrhosis
and chronic liver disease (6). Additionally, an estimated 192,000 deaths due to HBV-related liver cancer were

recorded in the same year (6).

Region of the Americas European Region Western Pacific Region
5000000 10 600 000 96 800 000
(2230804 - 11653 311) (6 159 859 - 19 600 070) (79886 545 - 117 653 273)

Global
254 000 000
(225033 101 - 286 565 372) Eastern
Mediterranean
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15200 000
African Region (9127 828 - 24 568 703) So'uth-Ee?st
64700 000 Asia Region
(50409 261 - 81 004 410) 61400 000
(47 642474 - 77984 301)
I African Region I Region of the Americas [ Eastern Mediterranean Region
I South-East Asia Region I European Region Western Pacific Region Not applicable

Figure 1: Global distribution of chronic hepatitis B prevalence in 2022
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In 2019, the global prevalence of HBV surface antigen (HBsAg), a marker of acute or chronic HBV infection,
among infants and children under 5 years of age was 1% (5). The highest prevalence among children under 5
was observed in the African region at 2.7%, while the lowest prevalence was in the Americas at 0.1% (5). A
study conducted in South Africa, comparing pre- and post-HBV vaccine introduction in children and adults aged
1 to 25 years, demonstrated a decline of 2.8% in HBsAg prevalence and a 44% increase in HBV immunity (7).

Despite the decreasing prevalence of HBV infection in children, vertical transmission of HBV remains a concern

@®).

Globally, 7.6% of people living with HIV are co-infected with HBV (9). In South Africa, approximately 7.4%
of people are co-infected with HIV and HBV (9). This co-infection significantly elevates the risk of perinatal
HBYV transmission and contributes to a more severe progression of chronic hepatitis B (10). Despite these
significant implications, there remains a gap in understanding the prevalence of viral hepatitis among people

living with HIV.

The national HIV Vertical Transmission Prevention program recommends routine HIV testing for all pregnant
women whose HIV status is unknown or negative, along with rapid initiation of lifelong antiretroviral therapy
in all women newly diagnosed with HIV (8). This initiative has resulted in a growing population of HIV-exposed
uninfected (HEU) children. In 2018, it was reported that 21.6% of children under 15 years old were categorized
as HEU (11, 12). It has been demonstrated that children exposed to HIV show a lower antibody response to
HBY vaccination compared to children unexposed to HIV (13). This increases the susceptibility of HIV-exposed
children to HBV transmission, especially in the presence of elevated viral DNA levels in HBV/HIV co-infected
mothers not on treatment (14). However, there is limited understanding of the disease burden in HEU children

compared to children living with HIV (CLWH).

The Global Health Sector Strategy (GHSS) on viral hepatitis, introduced in 2016 by the World Health Assembly,
aims to eliminate viral hepatitis as a public health threat by 2030 (15). This includes reducing hepatitis-related
deaths by 65%, new chronic HBV and HCV infections by 90%, and achieving a hepatitis B third dose vaccine
coverage of 90% (15). To meet the targets of eliminating viral hepatitis, an expansion of interventions aimed at
preventing transmission, coupled with increased testing and treatment efforts to mitigate the consequences of

infections, are necessary (15, 16).

Hepatitis B immunization is crucial for eliminating the disease as a public health threat (17). In 2015, global
hepatitis B vaccine coverage among infants reached 84% (18), which was close to the 2022 and 2030 targets
(90% coverage), outlined in the GHSS. However, there are geographical disparities in coverage across World
Health Organization (WHO) regions (17). The Western Pacific (90%), Americas (89%), and Southeast Asia
(87%) regions reported the highest coverage in 2015, approaching the GHSS target (17). Conversely, the
European (81%), Eastern Mediterranean (80%), and African (75%) regions had the lowest coverage rates (17).

Low coverage of hepatitis B vaccine birth-dose is particularly concerning, as individuals with HBV infections

acquired at birth represent the majority of chronic liver disease cases later in life (18). Timely administration of
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the birth-dose (within 24 hours of birth) of the hepatitis B vaccine is crucial for preventing vertical transmission
of HBV (19). In the WHO African region, the limited availability of hepatitis B birth-doses is concerning, with
only 15 out of 47 countries having introduced routine hepatitis B birth-dose vaccination programs (20). In 2022,
hepatitis B birth-dose coverage in the WHO African region stood at a mere 18% (21), indicating a significant
gap in protecting newborns against this vaccine preventable disease. With GAVI support, it is anticipated that
more countries within the region will introduce the birth-dose although scaling up coverage remains a
challenge. This issue is particularly concerning in South Africa, where infants born to mothers with HBV are
at risk of vertical transmission in the absence of a universal hepatitis B birth-dose vaccination program.
Addressing the low coverage of hepatitis B birth-dose vaccination is critical to advancing progress toward the

targets set by the GHSS.

To prevent long-term complications of chronic hepatitis B and mitigate further transmission, improving HBV
diagnosis and enhancing access to care are necessary (22). Simultaneously, ongoing efforts should focus on
enhancing vaccination coverage and timeliness which are crucial to eliminating HBV infection as a public health
threat. In South Africa, the hepatitis B vaccine was incorporated into the national Essential Program on
Immunization (EPI) schedule in 1995, administered at weeks 6, 10, and 14 (23). Until recently, the country has
not had a hepatitis B birth-dose vaccination program in place. In January 2024, the National Department of
Health rolled out a selective hepatitis B birth-dose vaccination program, targeting exposed newborns. The high
burden of HBV/HIV co-infections in South Africa presents additional challenges to national viral hepatitis
elimination efforts. To the best of our knowledge, data on HBV prevalence among the growing population of
HEU compared to HIV-unexposed uninfected (HUU) children in South Africa also remains limited. Therefore,
we aim to investigate vaccine coverage and HBV infection among CLWH, HEU, and HUU children to better

inform current policy and practice in South Africa.

Problem Statement

The dearth of research on the burden of HBV infections among CLWH and HEU children in South Africa
hinders the capacity to implement effective and tailored interventions. This knowledge gap directly impacts the
goal of eliminating viral hepatitis as a public health threat, as outlined by the GHSS. To effectively reach the
targets set by the GHSS, it is essential to understand the vaccine coverage rates and burden of hepatitis B among
these high-risk populations. By addressing these knowledge gaps, public health strategies can be designed to
meet the specific needs of CLWH and HEU populations, ultimately advancing progress toward the elimination

of viral hepatitis as a significant public health concern.
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Research Questions
This study seeks to address the following research questions:

1. How do hepatitis B vaccine coverage rates and timely uptake among CLWH and HEU differ from that
among HUU children?

2. How does the burden of HBV infection among CLWH and HEU differ from that among HUU children?
3. What are the determinants of hepatitis B vaccine coverage and timely uptake among CLWH, HEU, and
HUU children?

Aim
To describe the coverage and timely uptake of routine infant hepatitis B vaccination and the burden of HBV

infection among CLWH, HEU, and HUU children in South Africa.

Objectives

1. To assess the coverage and timely uptake of the hepatitis B vaccine among CLWH, HEU, and HUU
children in Western Cape, South Africa.

2. To determine the prevalence of HBV infection among CLWH, HEU, and HUU children in Western
Cape, South Africa.

3. To explore factors associated with the completion and timely uptake of recommended hepatitis B

vaccine doses among CLWH, HEU, and HUU children in Western Cape, South Africa.

Methods

a. Study design

We will adopt a retrospective cross-sectional study design, utilising a convenient sample of sera obtained from
children during a parent study conducted between 2012 and 2016 (24). This parent study, conducted in health
facilities in the Western Cape, focused on investigating the incidence of pertussis in South African children who

presented with mild to severe lower respiratory tract infections (24).

For the purpose of the current study, clinical, demographic, and socio-economic records from 671 participants,
and 535 archival sera (serum samples) which were collected from children aged 27 days to 12 years will be

assessed.
b.  Sample size

There are 671 participant data available for this secondary data analysis, with an estimated minimum of 330

children's records expected to meet the inclusion criteria.
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The sample size of 330 was calculated using the following formula:

p(1-p)(1.96)?

n= z

where p is the expected proportion and d is the precision.

HBV:

p= 85.3 %, The 2022 national immunization coverage for the third dose of the hepatitis B vaccine in South

Africa
d=3.8%, The prevalence of hepatitis B infection in children under 5 years of age in 2019 (25).

c. Inclusion criteria:
* Secondary data (laboratory, clinical, demographic, and socio-economic records) from children under the age
of 13 who were admitted to Red Cross War Memorial Children’s Hospital for lower respiratory tract infections

between 07 September 2012 to 06 September 2013 will be included in this study.

* Only participants whose caregivers consented to having their samples undergo additional testing will be

included to address Objective 2.
Exclusion criteria’:
* Non-availability of Road-to-Health Cards (RTHCs)
* Ineligible for hepatitis B vaccine
* Non-Availability of Case Report Forms (CRFs)*

d. Data collection
Variables such as hepatitis B vaccination history, including the number of doses received and age at vaccination,
will be retrieved from RTHCs. Results from hepatitis B serological testing will be collected, encompassing three
key markers: HBsAg, anti-HBs, and anti-HBc. Briefly, serum samples were tested for these three markers using
Elecsys® test kits, and serological assays were performed on the Cobas® 6000 analyser series (Roche
Diagnostics, Germany). HBsAg serves as an indicator for acute and chronic HBV infection, anti-HBs signifies
immunity from vaccination or previous acute infection that resolved, and anti-HBc is indicative of exposure to
HBV. Additionally, socio-demographic and economic data, such as participant and maternal age, maternal

education, and socio-economic status (SES), will be extracted from the parent study research database (Table

1.

3 For Objective 2 of the study, the non-availability of RTHCs and ineligibility for the hepatitis B vaccine will not apply.
4 A template of the CRF used in data collection is provided in Appendix 2.
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Table 1: Participant and caregiver variables extracted from the parent study

Type Scale Categories/units

Participant Demographics

Age Numerical Continuous Months

Sex Categorical Binary Male, Female

Race Categorical Polytomous Black, Coloured,
Asian/Indian or White

HIV exposure status Categorical Binary Exposed, Unexposed

HIV status Categorical Polytomous Positive, negative,
unknown

Number of hepatitis B Numerical Discrete

doses

HBsAg titre Numerical Continuous mIU/mL

Anti-HBs titre Numerical Continuous mIU/mL

Anti-HBC titre Numerical Continuous mlU/mL

Caregiver Demographics

Age Numerical Continuous Years

Highest grade Numerical Discrete Grade

Education’ Categorical Binary Primary, secondary, tertiary

Socio-economic status? Categorical Polytomous High, low, upper-middle,

lower-middle, unknown

"Education was defined according to the South African school system as follows: primary (grades 1-7), secondary
(grades 8-12) and tertiary (higher education). Basic education is a combination of primary and secondary school (grades
1-12).

2Socio-economic status was categorized into quartiles based on a validated weighted composite score that included
maternal asset ownership, employment, and education.

e. QOutcomes of interests
This study aims to establish a baseline for further research on hepatitis B vaccine coverage, timely uptake, and
the burden of hepatitis B among CLWH and HEU children, comparing them to their HUU counterparts in
South Africa.

The evidence will play a crucial role in highlighting gaps in our current understanding of vaccine coverage,
timeliness, and HBV infection among high-risk populations, particularly CLWH and HEU. Our goal is to
contribute robust evidence needed to inform the prioritization of viral hepatitis elimination efforts among

CLWH and HEU children in the South African context.

f. Data analysis
Descriptive data including participant demographics will be presented in a table. Numerical data will be analysed
using either the mean (standard deviation) or median (interquartile range) depending on the distribution.
Categorical variables will be described using proportions as percentages. Statistical tests, including Kruskal-
Wallis tests, will be used to analyse associations between numerical data. For categorical variables, associations

will be assessed using Chi-square or Fisher’s exact tests, as appropriate. To assess hepatitis B vaccine coverage
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rates among CLWH, HEU and HUU children, the study will examine the proportions of participants who
received age-specific hepatitis B vaccine doses by 12 months of age. Timely uptake of the hepatitis B vaccine
will be calculated as the difference in the actual date and expected date of receipt of the age-specific
immunization. The coverage and timeliness will be assessed for participants who are age eligible for the hepatitis
B vaccine at weeks 6, 10 and 14. The prevalence of HBV infection will be determined based on the presence of
HBsAg within each subgroup. Factors influencing the (in)complete® and (un)timely® administration of HBV
vaccination will be assessed using logistic regression analyses, with binary outcomes incomplete/complete and
delayed/timely administration. All statistical analyses will be conducted using R version 4.3.0 and R studio
version 2024.04.02+764 (30). Where hypothesis testing has been done, significance level will be set at a two-
tailed P<0.05.
g.  Risks and benefits

This retrospective cross-sectional study poses no harm or threat to any participants, given that there will be no
direct human participation. The advancement of knowledge has the potential to benefit both the Western Cape
Department of Health and the national health sector at large. The findings of this study can inform policies aimed
at enhancing vaccine coverage and addressing the burden of viral hepatitis in South Africa, thereby contributing

to the overall improvement of public health initiatives.

h.  Study limitations
This study relies on data collected from health facilities in Cape town, Western Cape province, South Africa,
limiting generalisability of the study findings. Using a hospital-based population may introduce biases due to
differing risk profiles and health-seeking behaviours compared to the general population. Methodological
limitations also need to be acknowledged, including the modest sample size and the retrospective design of the
study, which relies on samples collected between 2012 and 2016. This time frame may not accurately reflect the
current South African context in terms of the burden of disease in the paediatric population or advancements in

the prevention of mother-to-child transmission of HIV and how this has impacted vertical transmission rates.

Consequently, caution is advised when interpreting the study findings. It is important to note that inaccuracies

may be introduced due to missing or incomplete data from the research database of the parent study.

SDose completion (completeness) will be defined as receiving all three scheduled doses of hepatitis B vaccine at 14
weeks (+4 weeks) of age 26.Chiabi A, Nguefack FD, Njapndounke F, Kobela M, Kenfack K, Nguefack S, et al. Vaccination of

infants aged 0 to 11 months at the Yaounde Gynaeco-obstetric and pediatric hospital in Cameroon: how complete and how timely?
BMC pediatrics. 2017;17:1-7.

Timeliness will be defined as receiving the vaccine less than 5 days before and 28 days after the recommended age
administration, as reported in previous studies 27.Blose N, Amponsah-Dacosta E, Kagina BM, Muloiwa R. Descriptive analysis
of routine childhood immunisation timeliness in the Western Cape, South Africa. Vaccine: X. 2022;10:100130, 28 Mthiyane T, Walaza
S, Cohen C, Norris S, Tempia S, Cohen A, et al. Factors associated with missed and delayed DTP3 vaccination in children aged 12-59
months in two communities in South Africa, 2012-2013. South African medical journal. 2019;109(8):562-9, 29.Laryea DO,
Abbeyquaye Parbie E, Frimpong E. Timeliness of childhood vaccine uptake among children attending a tertiary health service facility-
based immunisation clinic in Ghana. BMC public health. 2014;14:1-5. Any administration beyond this time period will be
classified as delayed.
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i. Privacy and confidentiality
To maintain confidentiality, the study will refrain from collecting any personal identifiable data, such as names.
Instead, each participant will be assigned a unique identification number. All participant data will be securely
stored and backed up in a database accessible only to the primary researcher and the supervisors overseeing this

study.

j. Dissemination
The anticipated study outcomes will be disseminated via publication in an internationally accredited journal
Vaccine. Additionally, the findings will be disseminated at various workshops and conferences, including the
Annual African Vaccinology Course hosted by the Vaccines for Africa Initiative. These dissemination efforts are
designed to actively contribute to the expansion and reinforcement of strategies aimed at eliminating viral

hepatitis in South Africa.
Expected significance of the study

The purpose of the study is to assess hepatitis B vaccine coverage rates, timely uptake, and the burden of hepatitis
B, along with describing the socio-economic and demographic determinants associated with the coverage and
timely uptake of the hepatitis B vaccine among CLWH and HEU children compared to their HUU counterparts.
This evidence can be used to inform and shape policies and interventions with a particular focus on improving
vaccine coverage rates and effectively addressing and mitigating the impact of hepatitis B within these specific

populations. This is in line with global efforts to eliminate viral hepatitis as a global public health threat by 2030.
Ethical approval

Ethics approval for the parent study has been secured from the University of Cape Town Human Research Ethics
Committee (HREC) [HREC Reference Number: 371/2011]. Ethics clearance to utilise secondary data and
archived sera collected during the parent study as part of the primary researcher's MPH degree will be sought

from the School of Public Health Departmental Research Committee (DRC), and HREC.
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Study timeline
Table 2: Timeline for proposed study

2023 2024 2025
Research activities Q1 Q1 Q2 Q3 Q4 Q1 Q2

Protocol development

DRC and HREC submission

Data extraction and entry

Data analysis

Manuscript Write-up phase

Mini-dissertation submission
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Appendix 2: Template of Case Report Form

CASE REPORT FORM

STUDY TITLE

Pertussis in children hospitalised with Lower Respiratory Tract infection (LRTI)

Study reference number: 371/2011

CLINICAL TRIAL SITE/UNIT: Red Cross War Memorial Children’s Hospital

Department of Paediatrics
University of Cape Town
Klipfontein Road
Rondebosch, 7700

PRINCIPAL INVESTIGATOR: Rudzani Muloiwa

Patient’s Name Hospital sticker

Subject Study Number:

I am confident that the information supplied in this case record form is complete and
accurate data. | confirm that the study was conducted in accordance with the protocol
and any protocol amendments and that written informed consent was obtained prior
to the study.

Investigator’s Signature:

Date of signature:
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Parent contact details& Inclusion criteria

Care giver's First and Middle Names:

Care giver's Last Name:
Home Address (If different from child’s address)

Home Telephone Number:
Work Telephone Number:
Cellular Telephone Number:

Alternate contact details

1. Name Relationship

Home Telephone Number:
Work Telephone Number:
Cellular Telephone Number:

Inclusion Criteria
1 Is the subject a child aged 13 years or younger?
2 Has the subject’s parent/legal guardian willingly given wrtten informed consent?

3 Has the subject been admitted for LRT! or apnoea?

*If any inclusion criteria are ticked ‘No’ then the patient is not eligible for the study.

Exclusion Criteria
1 Ischild too ill to be enrolled?

2 Has the child been admitted for more than 72 hours?

*If any exclusion criteria are ticked ‘Yes' then the patient is not eligible for the study.

Yes

O]

Yes

No*

]

No

PART B
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1. Parent Imterview Form

Pertussis study pumber: -
A GENEPAL: Complete all questions
1 Are you the pnmary caregiver for [ Yes Mo
this child?
2 What 13 your relationship to him or | [] Mother [] Father
her? [] Grandparent [] Other relative
[] Caregiver [] Otther:
EX During the first 4 months of life, how | [ | Breast milk [ | Breast milk and formula
was your child fed? ] Fornmila {never breastfed) [ | Unknown
4 If older than 4 months: how 13 your || Breast mulk || Breast mulk and formula
child being fed at present? (In [] Fornmla ] Ctther:
addition to solids) [ ] Unknown [ ] Mot applicable
3 What is your house made of? || Bricks [ ] Mud'traditional
[ | Tinfiron sheeting [] Otther:
Unknown
6. How many people sleep in the same
rocm as the cluld (not coumting the people ] Unknown
child)?
1. Do you uze any of the following for | [] Electnicity [] Gas
heating and‘or cooking in the [] Coal [] Paraffin
household? (check all that apply) [ Wood [] Otther:
[] Unknown
[ What is the main source of water n | ] In-door tap water [] Borehole
the household? [] River water [ Crutdoor/commmmnal tap
| Other: L | Unknown
9 What type of toilet do you have at the | [ | Flush toilet | |Fit latrine
housa? [ ]| Bucket system [ ] None’ Cutdoors
Other: Unlmown
10. Does the person who usually cares
for the child smoke inside the house? | [] Yes [ Ne [] Unknown
11. Does anyone else smoke inside the
house? [] Ves [ No [] Unknown
12 Does your child attend a mursery or
cracheTat least 2 other children for at | [] Yes O Mo ] Unknown
lsast 4 howrs per day, 3 days per week)
13. What is the highest level of education | [[] No School [] Schooling: highest grade
the mother has completed? (| Higher education completed
[] Unknown
B. MEDICAL HISTORY
14 Dhd your child have any of the followng symptoms during the current
llness?
141 | Fever [1Yes [Ne []Unknown {skip to 14.2 {f No or
14.1.1 | Fyes: Duration days [ ] Unknown  Unknown)
147 | Cough [ [Yes [Neo []Unknown (skip to 14.3 {f No ar
1421 | Fyes: Duration days [ Unknown ~ Unimown)
1422 Might time cough Yes [INo []Unknown
1423 Paroxy=ms of cough [1Yes [INoe []Unknown
1424 Wheoping cough | |Yes | |No ||Unknown
1423 /omuting after cough [ |Yes [ No [ |Unknown
1426 Facial cyanosis | |Yes | |No | |Unknown
1427 Barking cough [ |Yes [ |MNo [ |Unknown
14.2.8 Momnal state between congh Tes Mo Unknown
143 | Apnoea (siopping breathing) Tes Mo Unknown
14.4 | Loss of weight Yes Mo Unknovwm
14.5 | Fits (seizures) []Yes [[No [ ]Unknown
146 | Presence of any of these symptoms | [ | Fxmny nose [ | Wheeze [ | Fast breathing
LS 1 || Mone || Unknown
15. Did vou seek health care prior to this [[JYes [JNo L | Unknowm  akip to 16 if No or
hospitalization? Unkmrvm)
Staff mitials: Date completed: /7 /20
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1. Parent Imterview Form — (continue)
151 | I Yes, did you go to: [] Climic [ Traditional healer
[ ] General practitioner [ ] Other:
16. Did the child receive an antibiotic ] Yes, oral antibiotic || Unkmown  (skip te I7 i No or
before coming to the hospital? [] Yes, mjection [ Me Unkngwm)
Jf Yes, name of antibiotic [] Unknown
16.1 | If Yes, number of days on antibiotics?
days [ | Unknown
17. Does your child take commoxazole | [JYes [ No U] Unknown  (skip to 18 if No or
(bactrim)? Unknovm)
171 | If ¥es, for how long? months or _ weeks ] Unknown
12 Has any one at home been coughmg [[JYes [JNo [ Unknown
for more than two weeks?
If yes, how many people?
Relationship with coughing persons
19. Has your chuld been in contact with | [] Yes [ Ne [ Unknown  i=kp te 19 {f No or
an adult known to have TB in the Unimown)
past 6 months?
19.1 | Jf ¥es, is the person with TB LYes [ONo [ Unknown
currently on treatment?
20 Iz your child currently recetving INH [ [ Yes [ No O Unknown  (=kp to 19 §f No or
20.1 | I Yes, about how long has your chuld months or _ weeks
been taking it? Unknown
2 Has the child ever been admitted to (] Yes [ No [ Unknown (skp re 20 jf No or
hospital? (Before this admission) Unknown)
M1 | Fes,
212 | How long ago was the last _ months  weeks  days
admission? ] Unknown
213 | Mumber of previous hospitalizations | [] 1-2 [13-5
(not including current illness): =5 ] Unknown
214 | Were any of these previous
admissions for apnoea? [] Yes [ No ] Unknown
215 | Were any of these previcus
admissions for a chest infection? [ Ves O No ] Unknown
n Has your cluld ever been diagnesed | [] TB Disease:  Ifyes [] On treatment
with one of the following chronic [ Completed treatment
medical conditions? (hefore this [] Asthma ] Defaulted
admission) [ ] Heart problem
[] Pertussi=Whooping cough
[] Other hng problems Specify
[] Cerebral palsy
(] Malmuirition
[] Eidney problem Specify
[] Other Specify
[] Nene known
k] Dnd the child’s mother have an HIV | [] Yes HE [ Unknown  (skip 1o 22 jfNe
test during pregnancy? or Unknown)
231 | Jf Yes, what was the latest result? [ ] Positive [ |Neeative [ ]Unknown
24 Has the child ever been tested for ] Yes I No U Unknown ke to end if Ne /
HIV? Unkmowm)
241 | I Yes, What was the result? [] Positive [ | Negative [ |Unknown aI:'l-if.rtl':' bmrf if Neg
L Y
25 I: the child currently receiving [ Ves O Na [ Unknown (ckip 1o end if No /
Antiretroviral Therapy (ART)? Unmown)
251 | For how long has the child taken ARTT months [ Unknown
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1. ETHC / Vaccination History

Pertussis stody nomber: -
1. | Does the child have a road to health card
available? [ Yes (Skpto 20 []No
1.1 | If Ne, Has the clild ever recerved any
vaccines other than the vaccines he or she [ Yes O ¥o [ Unknown
received at birth?
Copy the fellowing information from the card, if no RTHC available, ask person completing inferview
2. | Date of Birth (dd/'mm/yy) I ] Unknown
2.1 | HDOB unknowm, enter age in months:
3. Is the cluld failing to thrive/crossmg centiles [] Ves e ] Unsure
4. | Birth weight ks ] Unknowmn
5. | Gestational age _ weeks [ Unknown
5.1 | If gestational age umknown ] Term ] Unknown
[] Premature (=37 weeks)
Ifthe RTHC 15 available, please complete [] No RTHC available
6. [accine Date given (dd'mm/yyyy)
6.1 | BCG M [J Mot ziven
6.2 | OPV o _ _J__fr_ [ ] Mot given
Y 1 [] Mot given
2 4 [] Mot given
3 il [] Mot given
4 / 20 [] Mot given
6.3 | PENTAXIM LOCATION GIVEN - {ie_Health facility where the child  received vaccine)
6.3 1 4 fro_ [] Mot given
A e 1 [1 ot given
O Y 1 [] Mot given
4 0 q0_ [] Mot given
OR
DTF/HIB | S 1 | S [] Mot given
T Y 1 [] Mot given
3 i o [] Mot given
DTP 4 /20 [] Not given
64 |PCV (17 Oz OUnknown 1 7 720 [] Mot given
7 [d13 JQUcknown 2 7 /20 [] Mot given
(17 [J13 []Unknown 3 20 [] Mot given
6.5 | ROTAVIRUS 1 f 20 [ Mot given
2 /20 [] Mot given
6.6 | MEASLES N [J Mot ziven
2 20 [] Mot given
7. | INFLUENZA 1 f 20 [] Mot given
2 120 [] Mot given
8. | OTHER: 7
9. | Did the child have any of the )
following within 6 weeks before or [ Steroiduse [] Measles
after any of the vaccines in 6.37 [] Enmmumoglobulin therapy (] None
[ Other: [ Unknown
If ves, which vaccines? Enter 1- 4
10. | Has the child received Vitamin A in
the previous six months? |:| Yes |:| Mo [] Unknown
Staff imitials: Date completed: _ / /20
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3. Medical Eecords

The following questions relate to the current admission. Information sheuld be obtained from clinical
records or measured (e.g. weight and temperaturg) i not available in records. Temperature, heart rate and

respiratory rate should be the maamum recorded within 24 hours of admission

Feartussis study number:

1. | Sex [] Male [] Female
2. | Date of admission A0 ddmmdond)
3. | Time of admission o Odm CPm [ Unimown
4 | Race [ AsianTndian [ ] Black [ Phite [ ] Coloured
5. | Admussion heightlength . __cm
6. | Admission weight . kg
7. | Mid upper amm circumference (MUAC) [, cm
8. | Head Circumference -
9. | Temperahmre __._
10. | Heart rate _ beais/min [ Not recorded
11. | Respiratory rate ____ breaths/min L] Not recorded
12. | Oxygen saturation &% [ Feomair_____ %[ ] Omoxygen
L] Not recorded
13. | Presence of oedema [] Fas REE [ ] Not recorded
14. [ Dnud the child receive any of
Bronchodilators [] Yas [] Mo
Anfibiotics [] Fes [] Ne
If Yes, name of antibiotic
15.| HIV Stage of the child (I [z [J3 04 [ Nor Applicable
16. | Lower chest wall indrawing: [d¥es [Ne [ Netrecorded
17. | Crackles/crepitations Qfes [QNe [ Netrecorded
18. | Wheezng d¥es [Ne [ Netrecorded
19. | Clubbing ¥es [Ne [ Netfrecorded
Outcome Summary — fo be obiaimed on all parficipants when dischargsd.
20. | Did child receive supplemental oxygen | [ [Yes [ [No [ Neot recorded
21.| Adnussion to a High Care vt or ICU | [ ICT L] High Care ] None ] Unkmown
If admitted to above, number of days | JOU days: High Care days: [ Unilmown
22, | Assisted ventilation ¥es [Ne [ Notrecorded
If Yes, Duration days L] Not recorded
Type of support CPAP [1IFFV
Number of days days days U] Mot recorded
23. | Outcome of child [ | Discharged [ |Rsfiwed Hospital Treatment (RHI)
[ Died [ Transfarrad to another hospital
24 | Date of discharge/ death/ transfer/BHT |/ /20 (ddmmipy
25. | If discharged, on what treatment was [ Antibiotics, specify:
child discharged? (mark all that apply) | ]| Bronchodilators || Inhaled steroids
|| Anfi TB freatment Other, specify
26, | Discharge diagnosis (mark all that || Bronchopmeumonia || Bronchiolitis
apply) [_| Lobar Preumania [ | Tuberculosis
|| Parfusziz L] Preumocystis pneumonia
[ Chronic lung disease [ ] Sepsis
L_| Underwaight/EwashiorkorMaorasmus
Not recorded [] Other, specify
Staff imtials: Date completed: 7/ /20
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4. Care-Giver Information

Pertussis study number:

1. | Sex [ Male [ ]Female
2. Date of birth e (ddfmmbyny)
3. | What is your relationship to child [ | Mother [ | Father
|:| Grandparent D Other relative
] Caregiver [] Other:
4 | Race [] Astan/Indian [ ] Black ] white [] Coloured
5. | Do you sleep in the same room as .
child? |:| Yes D Neo
6. | Do you smoke? [] Yes (] Ne (skip to next question if No)
If Yes, do you smoke inside the [] ¥es (] Ne
house?
Did you experience any of these symptoms before or during the course of the child’s illness?
7. Fever? |:| Yes D Neo D Unkmown
8. | Wheezing? [] Yes L] Ne L] Unkmown
9. Bunny or congested nose? |:| Fes D No D Unlmown
10. | Cough? |:| Yes D Neo D Unkmown
{zkip to 11 if No or Unlmown)
If Yes. duration? days weeks months |:| Unknown
10.1 Night time cough [1¥es [ INe []Unknown
10.2 Paroxysms of congh []Yes [|No []Unknown
10.3 Whooping cough [JYes [Ne []Unknown
104 Vomiting after congh [1Y¥es [INo []Unknown
10.5 Barking congh []Yes [|No []Unknown
10.6 Normal state between cough [1¥es [ INe []Unknown
10.7 | Did you receive any of the following:
Bronchodilators |:| Fes |:| No
Antibiotics |:| Yes |:| Ne
If Yes, Name of antibiotic
11. | Have you ever been diagnosed with [ ] TB Disease: Ifyes: [ | On treatment
cne of the following chronic medical [ Completed treatment
conditions? |:| Defanlted
|:| Asthma
[] Other lung problems
[] Pertussis/Whooping cough
[ Heart problems
|:| None
[] Other. Specify
12. | Have you ever had an HIV test? |:| Yes |:| No
13. | If Yes, what was the result of the latest [ TPositive [] Negative
test?
14. | Are you currently receiving []Ves [ Ne
Antiretroviral Therapy (ART)?
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5. Imvestigations & Results Form

Pertussis study nomber: -
Ouestions I and 2 to be completed for all parficipants
1. | HIV testing [ Not done (skip to 2J
Test Date of test Result
1.1 | [J ELISA — child e -1 [ Reactive [ ] Mon reactive
1.2 | [[J ELISA - mother I e 1 []Beactive [ ] Non reactive
13 | JPCE. - child e -1 []Positive [[] Megative
14 | [[] Most recent CD4 coume - chald 7 /20 ____ Absolute CD4
. % of lymphocytes
1.5 | [[] Most recent viral load - cbald: __ / _ /20_ copies/ml
=750 000
2. | Micro/Virology results - Obtained in the first 48 hours of admission [ Not done (zkip to 3)
Lab number Date of test Site Organism
21 Y S -1 I
22 20
23 Y S 1 I
24 i
3. | CRP (C-reactive protein) (=72 hrs of admission) [] Not done (skip to 4)
Date / /20 Tme_ _ :__ [JAm[]Pm Fesult ~ ~  mgl
[] Mot recorded
3.1 | Haematology EResult
3.1 | Haemoglobin
3.2 | Platelets
33 | White cell coumnt {Total)
4. | Dafferential count Lymphocytes  Absolute Percentage
41 Neutrophals Absclute Percentage
42 Monocytes Absolute Percentage
43 Bands Absolute Percentage
44 Other Absolute Percentage
5. | SIUDY SPECIMENS TAKEN |Date /7 /20 __
[ NP Swab for culture [ NP Swab for PCE. (Chuld)
[ Induced sputum [[1MP Swab for PCE. (Care-Giver)
6. | TBResults [ ] Not done (skip fo §)
Date Specimen FResult —AFB smear  Culture requested
61  f Jja0_ [] Induced sputum ~ [] Positive [] Yes
[ Gastric Washings [ Negative L Ne
[ Mot recorded
7. | Other {skip fo & if not done)
Test Date of test Fesult
7.1 | ] Albumin I S -1 . gdL
72 | [ Total protein I e -1 . gdL
7.3 | [] Chenustry I S -1 Ma K Urea  Creatine
8. | Radiology
8.1 | Date of chest x-ray I e -1
82 | Xray findings [] Mormal [] Interstitial infiltrate
[ Pleural effusion [ Consclidation or air bronchograms
[] Cavitations [] Lobar conselidation
L] Sub-optimal quality [ | Other
Staff imifials: Date completed: _ _ /_ _ /20__
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Appendix 3: Baseline Characteristics

Table 6: Participant and caregiver baseline characteristics for entire cohort (N = 671)

Characteristic Total, CLWH, HEU, HUU, HIV-E, HIV-U,
n= 671 n=20 n=93 n=398 n= n= 151
n(%) or Median
Participant
demographics
Sex
Female 311 9 40 187 3 72
(46.3) (45.0) (43.0) (47.0) (33.3) (47.7)
Male 360 11 53 211 6 79
(53.7) (55.0) (57.0) (53.0) (66.7) (52.3)
Age (months)
13.2 20.4 10.8 11.1 72 31.1
(4.8, 9.3, (4.8, (4.8, (3.6, 9.3,
40.6) 65.1) 20.4) 28.8) 15.6) 70.4)
Race
Black 384 18 88 223 6 49
(57.2) (90.0) (94.6) (56.0) (66.7) (32.5)
Coloured 268 2 4 162 1 99
(39.9) (10.0) 4.3) (40.7) (11.1) (65.6)
White 1(0.1) 0 0 1(0.3) 0 0
Indian/Asian 1(0.1) 0 0 1(0.3) 0 0
Unknown 17 0 1 11 2 3
(2.5) (1.1) (2.8) (22.2) (2.0)
Creéche!
Yes 193 10 24 104 4 51
(28.8) (50.0) (25.8) (26.1) (44.4) (33.8)
No 473 10 68 291 5 99
(70.5) (50.0) (73.1) (73.1) (55.6) (65.6)
Unknown 5 0 1 3 0 1

0.7) (1.1) (0.8) 0.7)



Caregiver demographics
Age (years)

Education
Basic education

Primary
Secondary
Tertiary
Unknown
Socio-economic IQR
High
Low
Lower-middle
Upper-middle

Unknown

29.1
[24.5,
34.7]

18
@.7)

(4.5)
596
(88.8)
15
2.2)
12
(1.8)

76
(11.3)
120
(17.9)
49
(7.3)
263
(39.2)
163
(24.3)

289
[26.5,
33.4]

0

0

20
(100.0)

0

0

(10.0)
(20.0)
11
(55.0)

(10.0)

31.8
[26.4,
34.7]
2.2)
(5.4)
(91.4)

(1.1)

11
(11.8)
21
(22.6)

(3.2)
38
(40.9)

(7.5)

283
[23.9,
33.9]

10
.5)
18
4.5)
354
(88.9)

2.3)

(1.8)

47
(11.8)
72
(18.1)
35
(8.8)
182
(45.7)
26
(6.5)

33.4

[28.6,
37.3]
(22.2)
(11.1)

(66.7)

(22.2)
(11.1)
(33.3)

(33.3)

29.6
[24.6,
37.6]

2.6)

(4.0)
131
(86.8)

(3.3)

(3.3)

16
(10.6)
21
(13.9)
10
(6.6)
29
(19.2)
75
(49.7)
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Appendix 4: Age-appropriate vaccine timeliness and delay by HIV strata at 6, 10, and 14 weeks

Age Total! Timeliness of vaccination
n (%)
_ 2
CLWH HEU HUU p- value
Delay in Delay in Delay in
weeks weeks weeks
n Early Timely Delayed n Early Timely Delayed n Early Timely Delayed
Median Median Median
[IQR] [IQR] [IQR]
43 1.1 6.4
5 ] 43, 73 4 [10.0, 9 307 29 [5.3,
Dosel 557 16 0 o939y (63)  43] 0 gy 52 113] 0 P e (9.0) (84 9.9] 0.618
98 116 7.9
12 2 7.5, 2 56 1 6.7, 7 267 38 [5.3,
Dose2 507 14 0 o597y a3y 1200 9 @9 @2 a59 1321 P @2 856 (122)  10.1] 0.813
113 6.9 6.7
10 3 [9.6, 2 43 9 5.2, 6 205 58 5.2,
Dose3 440 13 0 000 031y 1300 P G4 @4 a5y 200 2 02 (762  ©2le)  100] 0.727

IThis total includes participants with known HIV exposure but unknown infection status and who are HIV unexposed with unknown infection status.

The p-value represents the association between early, timely, and delayed vaccination across the exposure groups.
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Appendix 5: Ethics Approval Letter

UNIVERSITY OF CAPE TOWN
Faculty of Health Sciences i
Human Research Ethics Committee

Room 45 E-52-E-Floor- Old Main Building

Groote Schuur Hospital

Observatory 7925

Telephone [021] 406 6492

Email: hrec-submissions@uct.ac.za

Website: www.health.uct.ac.za/home/human-research-ethics

03 May 2024
HREC REF: 303/2024

Dr E Amponsah-Dacosta
Vaccines for Africa Initiative
School of Public Health-FHS

Email: edina.amponsah-dacosta@uct.ac.za
Student: CLLCOUOO2@myuct.ac.za

Dear Dr Amponsah-Dacosta

PROJECT TITLE: HEPATITIS B VIRUS INFECTION AND VACCINE COVERAGE AMONG CHILDREN
LIVING WITH HIV, HIV-EXPOSED UNINFECTED, AND HIV-UNEXPOSED UNINFECTED
CHILDREN IN THE WESTERN CAPE, SOUTH AFRICA--SUB-STUDY LINKED TO 371/2011
(MASTER OF PUBLIC HEALTH-MISS COURTENEY COLLINS)

Thank you for submitting your study to the Faculty of Health Sciences Human Research Ethics
Committee (HREC) for review,

It is a pleasure to inform you that the HREC has formally approved the above-mentioned study.
Approval is granted for one year until the 30 April 2025.

Please submit a progress form, using the standardised Annual Report Form (FHS016) or FHS017 if the
study continues beyond the approval period. Please submit a Standard Closure form if the study is

completed within the approval period.
(Forms can be found on our website: www.health.uct.ac.za/fhs/research/humanethics/forms)

The HREC acknowledge that the student: Miss Courteney Collins will also be involved in this
study.

Please quote HREC REF 303/2024 in all your correspondence.

Please note that the ongoing ethical conduct of the study remains the responsibility of the principal
investigator.

Please note that for all studies approved by the HREC, the principal investigator must obtain appropriate
institutional approval, where necessary, before the research may occur.

Yours sincerely

PROFE M BLOCKS
PERSON, F L E H SCIENCES HUMAN RESEAR MITTEE

Federal Wide Assurance Number: FWA00001637. Institutional Review Board (IRB) number:
IRBO0001938 NHREC-registration number: REC-210208-007

HREC/ref 303.2024
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Appendix 6: Vaccine journal author guidelines

Introduction

Vaccine publishes high quality science across all disciplines relevant to the field of vaccinology - all original article submissions across
basic and clinical research, vaccine manufacturing, history, public policy, behavioral science and ethics, social sciences, safety, and
many other related areas are welcomed.

Types of paper
Vaccine publishes primary research papers, review articles, short communications, conference reports and letters on the following topics:
e  Basic Science Review
e  Clinical Science Review
e  Commentary/Editorial
e  History of Vaccinology
e Human Fungal/Parasite/Other Vaccines
e Human Non-Infectious Disease Vaccines (cancer, allergy, other)
e  Human Viral Vaccines: Basic Research
e Letter to the Editor
e Novel Pathogen Vaccines (Biodefense/High Consequence Pathogens/Emerging Diseases)
e  Vaccine Acceptance/Hesitancy
e  Vaccine Basic Science (Immunology/Animal Models)
e  Vaccine Ethics
e  Vaccine Manufacturing and Bioprocessing
e Vaccine Operational Research (Evaluation/Epidemiology/Informatics/Models /Big Data and Analytics)
e  Vaccine Policy Legislation/Economics/Digital Health)
e  Vaccine Regulatory Science (Implementation/Guidelines/Public Health)
e  Vaccine Safety Science
e Vaccine Technology (Vectors/Adjuvants/Delivery Systems/Nanotechnology)
e  Veterinary Bacterial Vaccines
e  Veterinary Fungal/Parasite/Other Vaccines
e  Veterinary Viral Vaccines

e  Visual Vaccinology

For more specific guidelines for each article type please go to: Article Type - Guidelines

Vaccine also welcomes Review articles thoughtful Opinion pieces and Commentaries on topics of interest to the readership of the
journal. Authors should contact the Editor-in-Chief Dr. Gregory Poland via jvac(@elsevier.com, before preparing Opinion
pieces or Commentaries in order to solicit approval to submit.

Although Review articles do not require pre-submission approval before submission, authors who wish to discuss the topic of their
review can send their enquiry to the Managing Editor of the journal at d.beerens@elsevier.com. However, the resulting submission is
still subject to standard peer review, and the solicitation does not guarantee acceptance for publication.

Please note that ALL articles must now carry a single sentence before the article's bibliography stating: "All authors attest they meet the
ICMIE criteria for authorship" and all authors must submit written confirmation in their cover letter that "All authors attest they meet
the ICMIJE criteria for authorship".

Authors must ensure that any documentation submitted to Vaccine for review purposes may be published should their article be accepted.
Therefore, confidential and/or proprietary information contained in documentation submitted for review should be redacted or removed
prior to submission.

Contact details for submission

Papers should be submitted using the Vaccine online submission system at: https://www.editorialmanager.com/jvac
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Essentials to ensure fast handling

e Manuscript is in accordance with ARTICLE TYPE - GUIDELINES

e Manuscript-text is saved as a Word-file, line-numbers are added and text is double spaced
e (Clinical trial registry is mentioned at the end of the abstract if applicable

e Conflict of interest statement is included at the end of the manuscript

e  Figures and tables are prepared as separate files and are clearly labeled

e Cover letter is prepared, introducing your article and explaining the novelty of the research
e  Keywords are prepared

e  Contact details of 8 suggested reviewers (Name, affiliation and email address) are prepared
e  Highlights are prepared (a birds' eye view of your article in 3-5 points, 85 characters each)
e The work presented in the article has been carried in line with all relevant ethical guidelines

e  Please note that even though Vaccine is a transformative journal, certain article types are not supported by Open Access. This
concerns article types such as Correspondence, Discussion, Conference Reports. If you are in doubt whether your article type
can be published as Open Access in the journal please contact the Journal Manager at: jvac@elsevier.com

For any further information please consult this Guide For Authors or visit our Support Center.
Submission checklist

Submission checklist

Ensure that the following items are taken care of during submission:

One author has been designated as the corresponding author with contact details:

* E-mail address

* Full postal address

All necessary files have been uploaded:

Manuscript:

* Include keywords

* All figures (include relevant captions)

* All tables (including titles, description, footnotes)

* Ensure all figure and table citations in the text match the files provided

* Indicate clearly if color should be used for any figures in print

Graphical Abstracts / Highlights files (where applicable)

Supplemental files (where applicable)

Further considerations

» Manuscript has been 'spell checked' and 'grammar checked'

« All references mentioned in the Reference List are cited in the text, and vice versa

* Permission has been obtained for use of copyrighted material from other sources (including the Internet)
* A Conflict of Interest statement is provided, even if the authors have no competing interests to declare
« Journal policies detailed in this guide have been reviewed and adhered to

* Suggestions for 8 reviewers and their contact details have been provided

Before you begin

Ethics in publishing

Please see our information on Ethics in publishing.

Studies in humans and animals

If the work involves the use of human subjects, the author should ensure that the work described has been carried out in accordance
with The Code of Ethics of the World Medical Association (Declaration of Helsinki) for experiments involving humans. The manuscript
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should be in line with the Recommendations for the Conduct, Reporting, Editing and Publication of Scholarly Work in Medical
Journals and aim for the inclusion of representative human populations (sex, age and ethnicity) as per those recommendations. The
terms sex and gender should be used correctly.

The author should ensure that the manuscript contains a statement that all procedures were performed in compliance with relevant laws
and institutional guidelines and have been approved by the appropriate institutional committee(s). This statement should contain the date
and reference number of the ethical approval(s) obtained. Authors should also include a statement in the manuscript that informed
consent was obtained for experimentation with human subjects. The privacy rights of human subjects must always be observed.

The journal will not accept manuscripts that contain data derived from unethically sourced organs or tissue, including from executed
prisoners or prisoners of conscience, consistent with recommendations by Global Rights Compliance on Mitigating Human Rights Risks
in Transplantation Medicine. For all studies that use human organs or tissues authors must provide sufficient evidence that they were
procured in line with WHO Guiding Principles on Human Cell, Tissue and Organ Transplantation. The source of the organs or tissues
used in clinical research must be transparent and traceable. Authors of manuscripts describing organ transplantation must additionally
declare within the manuscript:

1. that autonomous consent free from coercion was obtained from the donor(s) or their next of kin; and
2. that organs/tissues were not sourced from executed prisoners or prisoners of conscience.

All animal experiments should comply with the ARRIVE guidelines and should be carried out in accordance with the U.K. Animals
(Scientific Procedures) Act, 1986 and associated guidelines, EU Directive 2010/63/EU for animal experiments, or the National Research
Council's Guide for the Care and Use of Laboratory Animals and the authors should clearly indicate in the manuscript that such
guidelines have been followed. The sex of animals must be indicated, and where appropriate, the influence (or association) of sex on the
results of the study.

Policy and ethics (additional information)
Informed consent

Studies on human subjects require ethics committee approval and informed consent, which should be documented in the paper. The
statement must indicate that informed consent was obtained after the nature and possible consequences of the study had been fully
explained to the subjects.

Appropriate consents, permissions and releases must be obtained where an author wishes to include case details or other personal
information or images of patients and any other individuals in an Elsevier publication. Written consents must be retained by the author
but copies do not need to be provided to the journal. Only in exceptional circumstances and when specifically requested by the journal
(for example if a legal issue arises) the author must provide copies of the consent forms or evidence that such consent has been obtained.

For more information, please review the Elsevier Policy on the Use of Images or Personal Information of Patients or other Individuals.
Unless you have written permission from the patient (or, where applicable, the next of kin), the personal details of any patient included
in any part of the article and in any supplementary materials (including all illustrations and videos) must be removed before submission.

Animal welfare

Authors using experimental animals must state that their care was in accordance with institutional guidelines. For animals subjected to
invasive procedures, the anesthetic, analgesic and tranquilizing agents used, as well as the amounts and frequency of administration,
must be stated.

Availability of Materials

Publication of an article in Vaccine is taken to imply that the authors are prepared to freely distribute materials used in the published
experiments (e.g. antibodies, cell lines) to academic researchers for their own use.

Declaration of competing interest

All authors must disclose any financial and personal relationships with other people or organizations that could inappropriately influence
(bias) their work. Examples of potential conflicts of interest include employment, consultancies, stock ownership, honoraria, paid expert
testimony, patent applications/registrations, and grants or other funding. Authors should complete the declaration of competing interest
statement using Elsevier's Declaration of Interests form and upload to the submission system at the Attach/Upload Files step. Note:
Please do not convert the .docx template to another file type. Author signatures are not required. If there are no interests to declare,
you will still need to complete the form and confirm. For further guidance on using the declaration tool, please view this short video.

Declaration of generative Al in scientific writing

The below guidance only refers to the writing process, and not to the use of Al tools to analyse and draw insights from data as part of
the research process.

Where authors use generative artificial intelligence (Al) and Al-assisted technologies in the writing process, authors should only use
these technologies to improve readability and language. Applying the technology should be done with human oversight and control, and
authors should carefully review and edit the result, as Al can generate authoritative-sounding output that can be incorrect, incomplete or
biased. Al and Al-assisted technologies should not be listed as an author or co-author, or be cited as an author. Authorship implies
responsibilities and tasks that can only be attributed to and performed by humans, as outlined in Elsevier's Al policy for authors.

49


http://www.icmje.org/recommendations/
http://www.icmje.org/recommendations/
https://www.who.int/gender-equity-rights/understanding/gender-definition/en/
https://globalrightscompliance.com/project/do-no-harm-policy-guidance-and-legal-advisory-report/
https://globalrightscompliance.com/project/do-no-harm-policy-guidance-and-legal-advisory-report/
https://www.edqm.eu/documents/52006/286852/WHO%2Bguiding%2Bprinciples%2Bon%2Bhuman%2Bcell%2C%2Btissue%2Band%2Borgan%2Btransplantation%2C%2Bas%2Bendorsed%2Bby%2Bthe%2B63rd%2BWHA%2C%2BMay%2B2010%2C%2BResolution%2BWHA63.22.pdf/623474ce-1823-ea00-8462-51a144c6a791
https://arriveguidelines.org/
https://eur-lex.europa.eu/legal-content/EN/TXT/?uri=CELEX%3A32010L0063
https://grants.nih.gov/grants/olaw/guide-for-the-care-and-use-of-laboratory-animals.pdf
https://www.elsevier.com/about/policies/patient-consent
https://declarations.elsevier.com/?journalAcronym=JVAC
https://service.elsevier.com/app/answers/detail/a_id/34594/c/10528/supporthub/publishing/
https://www.elsevier.com/about/policies-and-standards/generative-ai-policies-for-journals

PART B

Authors should disclose in their manuscript the use of Al and Al-assisted technologies in the writing process by following the instructions
below. A statement will appear in the published work. Please note that authors are ultimately responsible and accountable for the contents
of the work.

Disclosure instructions

Authors must disclose the use of generative Al and Al-assisted technologies in the writing process by adding a statement at the end of
their manuscript in the core manuscript file, before the References list. The statement should be placed in a new section entitled
'Declaration of Generative Al and Al-assisted technologies in the writing process'

Statement: During the preparation of this work the author(s) used [NAME TOOL / SERVICE] in order to [REASON]. After using this
tool/service, the author(s) reviewed and edited the content as needed and take(s) full responsibility for the content of the publication

This declaration does not apply to the use of basic tools for checking grammar, spelling, references etc. If there is nothing to disclose,
there is no need to add a statement.

Submission declaration and verification

Submission of an article implies that the work described has not been published previously (except in the form of an abstract, a published
lecture or academic thesis, see 'Multiple, redundant or concurrent publication' for more information), that it is not under consideration
for publication elsewhere, that its publication is approved by all authors and tacitly or explicitly by the responsible authorities where the
work was carried out, and that, if accepted, it will not be published elsewhere in the same form, in English or in any other language,
including electronically without the written consent of the copyright-holder. To verify compliance, your article may be checked
by Crossref Similarity Check and other originality or duplicate checking software.

Preprints

Please note that preprints can be shared anywhere at any time, in line with Elsevier's sharing policy. Sharing your preprints e.g. on a
preprint server will not count as prior publication (see 'Multiple, redundant or concurrent publication' for more information).

Preprint posting on SSRN

In support of Open Science, this journal offers its authors a free preprint posting service. Preprints provide early registration and
dissemination of your research, which facilitates early citations and collaboration.

During submission to Editorial Manager, you can choose to release your manuscript publicly as a preprint on the preprint
server SSRN once it enters peer-review with the journal. Your choice will have no effect on the editorial process or outcome with the
journal. Please note that the corresponding author is expected to seek approval from all co-authors before agreeing to release the
manuscript publicly on SSRN.

You will be notified via email when your preprint is posted online and a Digital Object Identifier (DOI) is assigned. Your preprint will
remain globally available free to read whether the journal accepts or rejects your manuscript.

For more information about posting to SSRN, please consult the SSRN Terms of Use and FAQs.

Use of inclusive language

Inclusive language acknowledges diversity, conveys respect to all people, is sensitive to differences, and promotes equal opportunities.
Content should make no assumptions about the beliefs or commitments of any reader; contain nothing which might imply that one
individual is superior to another on the grounds of age, gender, race, ethnicity, culture, sexual orientation, disability or health condition;
and use inclusive language throughout. Authors should ensure that writing is free from bias, stereotypes, slang, reference to dominant
culture and/or cultural assumptions. We advise to seek gender neutrality by using plural nouns ("clinicians, patients/clients") as
default/wherever possible to avoid using "he, she," or "he/she." We recommend avoiding the use of descriptors that refer to personal
attributes such as age, gender, race, ethnicity, culture, sexual orientation, disability or health condition unless they are relevant and valid.

"non

When coding terminology is used, we recommend to avoid offensive or exclusionary terms such as "master", "slave", "blacklist" and
"whitelist". We suggest using alternatives that are more appropriate and (self-) explanatory such as "primary", "secondary", "blocklist"
and "allowlist". These guidelines are meant as a point of reference to help identify appropriate language but are by no means exhaustive

or definitive.
Reporting sex- and gender-based analyses
Reporting guidance

For research involving or pertaining to humans, animals or eukaryotic cells, investigators should integrate sex and gender-based analyses
(SGBA) into their research design according to funder/sponsor requirements and best practices within a field. Authors should address
the sex and/or gender dimensions of their research in their article. In cases where they cannot, they should discuss this as a limitation to
their research's generalizability. Importantly, authors should explicitly state what definitions of sex and/or gender they are applying to
enhance the precision, rigor and reproducibility of their research and to avoid ambiguity or conflation of terms and the constructs to
which they refer (see Definitions section below). Authors can refer to the Sex and Gender Equity in Research (SAGER) guidelines and
the SAGER guidelines checklist. These offer systematic approaches to the use and editorial review of sex and gender information in
study design, data analysis, outcome reporting and research interpretation - however, please note there is no single, universally agreed-
upon set of guidelines for defining sex and gender.
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Definitions

Sex generally refers to a set of biological attributes that are associated with physical and physiological features (e.g., chromosomal
genotype, hormonal levels, internal and external anatomy). A binary sex categorization (male/female) is usually designated at birth ("sex
assigned at birth"), most often based solely on the visible external anatomy of a newborn. Gender generally refers to socially constructed
roles, behaviors, and identities of women, men and gender-diverse people that occur in a historical and cultural context and may vary
across societies and over time. Gender influences how people view themselves and each other, how they behave and interact and how
power is distributed in society. Sex and gender are often incorrectly portrayed as binary (female/male or woman/man) and unchanging
whereas these constructs actually exist along a spectrum and include additional sex categorizations and gender identities such as people
who are intersex/have differences of sex development (DSD) or identify as non-binary. Moreover, the terms "sex" and "gender" can be
ambiguous--thus it is important for authors to define the manner in which they are used. In addition to this definition guidance and the
SAGER guidelines, the resources on this page offer further insight around sex and gender in research studies.

Author contributions

For transparency, we require corresponding authors to provide co-author contributions to the manuscript using the relevant CRediT
roles. The CRediT taxonomy includes 14 different roles describing each contributor's specific contribution to the scholarly output. The
roles are: Conceptualization; Data curation; Formal analysis; Funding acquisition; Investigation; Methodology; Project administration;
Resources; Software; Supervision; Validation; Visualization; Roles/Writing - original draft; and Writing - review & editing. Note that
not all roles may apply to every manuscript, and authors may have contributed through multiple roles. More details and an example.

Authorship

All authors should have made substantial contributions to all of the following: (1) the conception and design of the study, or acquisition
of data, or analysis and interpretation of data, (2) drafting the article or revising it critically for important intellectual content, (3) final
approval of the version to be submitted.

Changes to authorship

Authors are expected to consider carefully the list and order of authors before submitting their manuscript and provide the definitive list
of authors at the time of the original submission. Any addition, deletion or rearrangement of author names in the authorship list should
be made only before the manuscript has been accepted and only if approved by the journal Editor. To request such a change, the Editor
must receive the following from the corresponding author: (a) the reason for the change in author list and (b) written confirmation (e-
mail, letter) from all authors that they agree with the addition, removal or rearrangement. In the case of addition or removal of authors,
this includes confirmation from the author being added or removed.

Only in exceptional circumstances will the Editor consider the addition, deletion or rearrangement of authors after the manuscript has
been accepted. While the Editor considers the request, publication of the manuscript will be suspended. If the manuscript has already
been published in an online issue, any requests approved by the Editor will result in a corrigendum.

All scientific communications describing immunogenicity, effectiveness, or efficacy of a human or veterinary vaccine must include the
following details: Vaccine characteristics: Vaccine lot number, manufacturer, dosing interval and number of doses, vaccine route of
administration, if an injection - the anatomic site of injection, technique for vaccine administration (if by injection, specify needle length),
concomitant vaccines administered, cold chain or storage effects if relevant, and a specification of what vaccine antigens and adjuvants
were administered. Subject characteristics: Age, race, ethnicity, body mass index or body weight, smoking status, gender,
medical/immunologic status, and concomitant drug use.

Statistical and analytical reporting
For further information on Vaccine guidelines for statistical and analytical reporting, please visit:

AUTHOR GUIDELINES

To consult the journal's Statistical and Analytical guidelines checklist, please go to:

STATISTICAL AND ANALYTICAL GUIDELINES CHECKLIST

Reporting clinical trials

Randomized controlled trials should be presented according to the CONSORT guidelines. At manuscript submission, authors must
provide the CONSORT checklist accompanied by a flow diagram that illustrates the progress of patients through the trial, including
recruitment, enrollment, randomization, withdrawal and completion, and a detailed description of the randomization procedure.

All scientific communications describing immunogenicity, effectiveness, or efficacy of a human or veterinary vaccine must include the
following details: Vaccine characteristics: Vaccine lot number, manufacturer, dosing interval and number of doses, vaccine route of
administration, if an injection - the anatomic site of injection, technique for vaccine administration (if by injection, specify needle length),
concomitant vaccines administered, cold chain or storage effects if relevant, and a specification of what vaccine antigens and adjuvants
were administered. Subject characteristics: Age, race, ethnicity, body mass index or body weight, smoking status, gender,
medical/immunologic status, and concomitant drug use.

Registration of clinical trials

Registration in a public trials registry is a condition for publication of clinical trials in this journal in accordance with International
Committee of Medical Journal Editors recommendations. Trials must register at or before the onset of patient enrolment. The clinical
trial registration number should be included at the end of the abstract of the article. A clinical trial is defined as any research study that
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prospectively assigns human participants or groups of humans to one or more health-related interventions to evaluate the effects of health
outcomes. Health-related interventions include any intervention used to modify a biomedical or health-related outcome (for example
drugs, surgical procedures, devices, behavioural treatments, dietary interventions, and process-of-care changes). Health outcomes
include any biomedical or health-related measures obtained in patients or participants, including pharmacokinetic measures and adverse
events. Purely observational studies (those in which the assignment of the medical intervention is not at the discretion of the investigator)
will not require registration.

Article Transfer Service

This journal uses the Elsevier Article Transfer Service to find the best home for your manuscript. This means that if an editor feels your
manuscript is more suitable for an alternative journal, you might be asked to consider transferring the manuscript to such a journal. The
recommendation might be provided by a Journal Editor, a dedicated Scientific Managing Editor, a tool assisted recommendation, or a
combination. If you agree, your manuscript will be transferred, though you will have the opportunity to make changes to the manuscript
before the submission is complete. Please note that your manuscript will be independently reviewed by the new journal. More
information.

Copyright

Upon acceptance of an article, authors will be asked to complete a 'Journal Publishing Agreement' (see more information on this). An e-
mail will be sent to the corresponding author confirming receipt of the manuscript together with a 'Journal Publishing Agreement' form
or a link to the online version of this agreement.

Subscribers may reproduce tables of contents or prepare lists of articles including abstracts for internal circulation within their
institutions. Permission of the Publisher is required for resale or distribution outside the institution and for all other derivative works,
including compilations and translations. If excerpts from other copyrighted works are included, the author(s) must obtain written
permission from the copyright owners and credit the source(s) in the article. Elsevier has preprinted forms for use by authors in these
cases.

Responsible sharing
Find out how you can share your research published in Elsevier journals.
Funding source

You are requested to identify who provided financial support for the conduct of the research and/or preparation of the article and to
briefly describe the role of the sponsor(s), if any, in study design; in the collection, analysis and interpretation of data; in the writing of
the report; and in the decision to submit the article for publication. If the funding source(s) had no such involvement, it is recommended
to state this.

Open access
Please visit our Open Access page for more information about open access publishing in this journal.
Language

Please write your text in good English (American or British usage is accepted, but not a mixture of these). Authors who feel their English
language manuscript may require editing to eliminate possible grammatical or spelling errors and to conform to correct scientific English
may wish to use the Language Editing service available from Elsevier's Language Services.

Submission

Our online submission system guides you stepwise through the process of entering your article details and uploading your files. The
system converts your article files to a single PDF file used in the peer-review process. Editable files (e.g., Word, LaTeX) are required to
typeset your article for final publication. All correspondence, including notification of the Editor's decision and requests for revision, is
sent by e-mail.

Submit your article

Please submit your article via https://www.editorialmanager.com/jvac
Referees

Suggestions for potential reviewers

Authors are requested to provide the names and institutional e-mail addresses of eight potential reviewers upon submission. It would not
be appropriate to nominate individuals that have had any input into the manuscripts submitted or any recent collaboration with the
authors or from the same department or institute. Please provide the names of suggested reviewers from countries other than that of the
authors and include their institutional email addresses. Hotmail, yahoo, gmail and/or similar addresses are not recommended. The Editors
may or may not take these suggestions into account during the reviewing process.

Review process

All contributions are read by two or more referees to ensure both accuracy and relevance, and revisions to the script may thus be required.
On acceptance, contributions are subject to editorial amendment to suit house style. When a manuscript is returned for revision prior to
final acceptance, the revised version must be submitted as soon as possible after the author's receipt of the referee's reports. Revised
manuscripts returned after four months will be considered as new submissions subject to full re-review.
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Preparation
Queries

For questions about the editorial process (including the status of manuscripts under review) or for technical support on submissions,
please visit our Support Center.

Peer review

This journal operates a single anonymized review process. All contributions will be initially assessed by the editor for suitability for the
journal. Papers deemed suitable are then typically sent to a minimum of two independent expert reviewers to assess the scientific quality
of the paper. The Editor is responsible for the final decision regarding acceptance or rejection of articles. The Editor's decision is final.
Editors are not involved in decisions about papers which they have written themselves or have been written by family members or
colleagues or which relate to products or services in which the editor has an interest. Any such submission is subject to all of the journal's
usual procedures, with peer review handled independently of the relevant editor and their research groups. More information on types

of peer review.

Use of wordprocessing software

It is important that the file be saved in the native format of the wordprocessor used. The text should be in single-column format. Keep
the layout of the text as simple as possible. Most formatting codes will be removed and replaced on processing the article. In particular,
do not use the wordprocessor's options to justify text or to hyphenate words. However, do use bold face, italics, subscripts, superscripts
etc. When preparing tables, if you are using a table grid, use only one grid for each individual table and not a grid for each row. If no
grid is used, use tabs, not spaces, to align columns. The electronic text should be prepared in a way very similar to that of conventional
manuscripts (see also the Guide to Publishing with Elsevier: https://www.elsevier.com/guidepublication). Note that source files of
figures, tables and text graphics will be required whether or not you embed your figures in the text. Source files must have "consecutive"
line numbering added by authors (this must include tables, captions, references).See also the section on Electronic artwork.

To avoid unnecessary errors you are strongly advised to use the 'spell-check' and 'grammar-check' functions of your wordprocessor.
Introduction

State the objectives of the work and provide an adequate background, avoiding a detailed literature survey or a summary of the results.
Material and methods

Provide sufficient detail to allow the work to be reproduced, with details of supplier and catalogue number when appropriate. Methods
already published should be indicated by a reference: only relevant modifications should be described.

Results
Results should be clear and concise.
Discussion

This should explore the significance of the results of the work, not repeat them. A combined Results and Discussion section is often
appropriate. Avoid extensive citations and discussion of published literature.

Conclusions

The main conclusions of the study may be presented in a short Conclusions section, which may stand alone or form a subsection of a
Discussion or Results and Discussion section.

Essential title page information

e  Title. Concise and informative. Titles are often used in information-retrieval systems. Avoid abbreviations and formulae where
possible.

e Author names and affiliations. Please clearly indicate the given name(s) and family name(s) of each author and check that all
names are accurately spelled. You can add your name between parentheses in your own script behind the English
transliteration. Present the authors' affiliation addresses (where the actual work was done) below the names. Indicate all
affiliations with a lower-case superscript letter immediately after the author's name and in front of the appropriate address.
Provide the full postal address of each affiliation, including the country name and, if available, the e-mail address of each
author.

e Corresponding author. Clearly indicate who will handle correspondence at all stages of refereeing and publication, also post-
publication. This responsibility includes answering any future queries about Methodology and Materials. Ensure that the e-
mail address is given and that contact details are kept up to date by the corresponding author.

e Present/permanent address. 1f an author has moved since the work described in the article was done, or was visiting at the
time, a 'Present address' (or 'Permanent address') may be indicated as a footnote to that author's name. The address at which
the author actually did the work must be retained as the main, affiliation address. Superscript Arabic numerals are used for
such footnotes.
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Highlights

Highlights are optional yet highly encouraged for this journal, as they increase the discoverability of your article via search engines.
They consist of a short collection of bullet points that capture the novel results of your research as well as new methods that were used
during the study (if any). Please have a look at the example Highlights.

Highlights should be submitted in a separate editable file in the online submission system. Please use 'Highlights' in the file name and
include 3 to 5 bullet points (maximum 85 characters, including spaces, per bullet point).

Abstract

A concise and factual abstract is required. The abstract should state briefly the purpose of the research, the principal results and major
conclusions. An abstract is often presented separately from the article, so it must be able to stand alone. For this reason, References
should be avoided, but if essential, then cite the author(s) and year(s). Also, non-standard or uncommon abbreviations should be avoided,
but if essential they must be defined at their first mention in the abstract itself.

Graphical abstract

Although a graphical abstract is optional, its use is encouraged as it draws more attention to the online article. The graphical abstract
should summarize the contents of the article in a concise, pictorial form designed to capture the attention of a wide readership. Graphical
abstracts should be submitted as a separate file in the online submission system. Image size: Please provide an image with a minimum
of 531 x 1328 pixels (h x w) or proportionally more. The image should be readable at a size of 5 x 13 cm using a regular screen resolution
of 96 dpi. Preferred file types: TIFF, EPS, PDF or MS Office files. You can view Example Graphical Abstracts on our information site.

Stereochemistry abstract

For each important chiral compound you are requested to supply a stereochemistry abstract detailing structure, name, formula and all
available stereochemical information for eventual incorporation into a database. An abstract for only one enantiomer per compound is
required.

Keywords

Immediately after the abstract, provide a maximum of 6 keywords, using British spelling and avoiding general and plural terms and
multiple concepts (avoid, for example, 'and', 'of'). Be sparing with abbreviations: only abbreviations firmly established in the field may
be eligible. To maximise discoverability, use terms and words that are not already in the manuscript's title and abstract as keywords.
Consider the terms that potential readers may use to search for work on this topic that do not already appear in the title and abstract.
Include synonyms and related terms to cover different variations of how readers might search for your topic. Specific keywords target
niche audiences, while broad keywords increase the chances of your article reaching a wider audience. These keywords will be used for
indexing purposes.

Abbreviations

Define abbreviations that are not standard in this field in a footnote to be placed on the first page of the article. Such abbreviations that
are unavoidable in the abstract must be defined at their first mention there, as well as in the footnote. Ensure consistency of abbreviations
throughout the article.

Acknowledgements

Collate acknowledgements in a separate section at the end of the article before the references and do not, therefore, include them on the
title page, as a footnote to the title or otherwise. List here those individuals who provided help during the research (e.g., providing
language help, writing assistance or proof reading the article, etc.).

Formatting of funding sources
List funding sources in this standard way to facilitate compliance to funder's requirements:

Funding: This work was supported by the National Institutes of Health [grant numbers xxxx, yyyy]; the Bill & Melinda Gates Foundation,
Seattle, WA [grant number zzzz]; and the United States Institutes of Peace [grant number aaaa].

It is not necessary to include detailed descriptions on the program or type of grants and awards. When funding is from a block grant or
other resources available to a university, college, or other research institution, submit the name of the institute or organization that
provided the funding.

If no funding has been provided for the research, it is recommended to include the following sentence:
This research did not receive any specific grant from funding agencies in the public, commercial, or not-for-profit sectors.
Units

Follow internationally accepted rules and conventions: use the international system of units (SI). If other units are mentioned, please
give their equivalent in SI.

Math formulae

Please submit math equations as editable text and not as images. Present simple formulae in line with normal text where possible and
use the solidus (/) instead of a horizontal line for small fractional terms, e.g., X/Y. In principle, variables are to be presented in italics.
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Powers of e are often more conveniently denoted by exp. Number consecutively any equations that have to be displayed separately from
the text (if referred to explicitly in the text).

Footnotes

Footnotes should be used sparingly. Number them consecutively throughout the article. Many word processors can build footnotes into
the text, and this feature may be used. Otherwise, please indicate the position of footnotes in the text and list the footnotes themselves
separately at the end of the article. Do not include footnotes in the Reference list.

Artwork
This section describes the artwork for this journal.
Electronic artwork
General points
e  Make sure you use uniform lettering and sizing of your original artwork.
e Embed the used fonts if the application provides that option.
e Aimto use the following fonts in your illustrations: Arial, Courier, Times New Roman, Symbol, or use fonts that look similar.
e Number the illustrations according to their sequence in the text.
e  Use alogical naming convention for your artwork files.
e Provide captions to illustrations separately.
e  Size the illustrations close to the desired dimensions of the published version.
e Submit each illustration as a separate file.

e  Ensure that color images are accessible to all, including those with impaired color vision.

A detailed guide on electronic artwork is available.

You are urged to visit this site; some excerpts from the detailed information are given here.
Formats

If your electronic artwork is created in a Microsoft Office application (Word, PowerPoint, Excel) then please supply 'as is' in the native
document format.

Regardless of the application used other than Microsoft Office, when your electronic artwork is finalized, please 'Save as' or convert the
images to one of the following formats (note the resolution requirements for line drawings, halftones, and line/halftone combinations
given below):

EPS (or PDF): Vector drawings, embed all used fonts.

TIFF (or JPEG): Color or grayscale photographs (halftones), keep to a minimum of 300 dpi.

TIFF (or JPEG): Bitmapped (pure black &amp; white pixels) line drawings, keep to a minimum of 1000 dpi.
TIFF (or JPEG): Combinations bitmapped line/half-tone (color or grayscale), keep to a minimum of 500 dpi.

Please do not:

e Supply files that are optimized for screen use (e.g., GIF, BMP, PICT, WPQG); these typically have a low number of pixels and
limited set of colors;

e Supply files that are too low in resolution;

e Submit graphics that are disproportionately large for the content.
Color artwork

Please make sure that artwork files are in an acceptable format (TIFF (or JPEG), EPS (or PDF), or MS Office files) and with the correct
resolution. If, together with your accepted article, you submit usable color figures then Elsevier will ensure, at no additional charge, that
these figures will appear in color online (e.g., ScienceDirect and other sites) regardless of whether or not these illustrations are reproduced
in color in the printed version. For color reproduction in print, you will receive information regarding the costs from Elsevier after
receipt of your accepted article. Please indicate your preference for color: in print or online only. Further information on the preparation
of electronic artwork.

55


https://www.elsevier.com/about/policies-and-standards/author/artwork-and-media-instructions
https://www.elsevier.com/about/policies-and-standards/author/artwork-and-media-instructions
https://www.elsevier.com/about/policies-and-standards/author/artwork-and-media-instructions

PART B

Figure captions

Ensure that each illustration has a caption. Supply captions separately, not attached to the figure. A caption should comprise a brief title
(not on the figure itself) and a description of the illustration. Keep text in the illustrations themselves to a minimum but explain all
symbols and abbreviations used.

Tables

Please submit tables as editable text and not as images. Tables can be placed either next to the relevant text in the article, or on separate
page(s) at the end. Number tables consecutively in accordance with their appearance in the text and place any table notes below the table
body. Be sparing in the use of tables and ensure that the data presented in them do not duplicate results described elsewhere in the article.
Please avoid using vertical rules and shading in table cells.

References
This section describes the references for this journal.
Citation in text

Please ensure that every reference cited in the text is also present in the reference list (and vice versa). Any references cited in the abstract
must be given in full. Unpublished results and personal communications are not recommended in the reference list, but may be mentioned
in the text. If these references are included in the reference list they should follow the standard reference style of the journal and should
include a substitution of the publication date with either 'Unpublished results' or 'Personal communication'. Citation of a reference as 'in
press' implies that the item has been accepted for publication.

Reference links

Increased discoverability of research and high quality peer review are ensured by online links to the sources cited. In order to allow us
to create links to abstracting and indexing services, such as Scopus, Crossref and PubMed, please ensure that data provided in the
references are correct. Please note that incorrect surnames, journal/book titles, publication year and pagination may prevent link creation.
When copying references, please be careful as they may already contain errors. Use of the DOI is highly encouraged.

A DOI is guaranteed never to change, so you can use it as a permanent link to any electronic article. An example of a citation using DOI
for an article not yet in an issue is: VanDecar J.C., Russo R.M., James D.E., Ambeh W.B., Franke M. (2003). Aseismic continuation of
the Lesser Antilles slab beneath northeastern Venezuela. Journal of Geophysical Research, https://doi.org/10.1029/2001JB000884.
Please note the format of such citations should be in the same style as all other references in the paper.

Web references

As a minimum, the full URL should be given and the date when the reference was last accessed. Any further information, if known
(DOI, author names, dates, reference to a source publication, etc.), should also be given. Web references can be listed separately (e.g.,
after the reference list) under a different heading if desired, or can be included in the reference list.

Data references

This journal encourages you to cite underlying or relevant datasets in your manuscript by citing them in your text and including a data
reference in your Reference List. Data references should include the following elements: author name(s), dataset title, data repository,
version (where available), year, and global persistent identifier. Add [dataset] immediately before the reference so we can properly
identify it as a data reference. The [dataset] identifier will not appear in your published article.

Preprint references

Where a preprint has subsequently become available as a peer-reviewed publication, the formal publication should be used as the
reference. If there are preprints that are central to your work or that cover crucial developments in the topic, but are not yet formally
published, these may be referenced. Preprints should be clearly marked as such, for example by including the word preprint, or the name
of the preprint server, as part of the reference. The preprint DOI should also be provided.

Reference management software

Most Elsevier journals have their reference template available in many of the most popular reference management software products.
These include all products that support Citation Style Language styles, such as Mendeley. Using citation plug-ins from these products,
authors only need to select the appropriate journal template when preparing their article, after which citations and bibliographies will be
automatically formatted in the journal's style. If no template is yet available for this journal, please follow the format of the sample
references and citations as shown in this Guide. If you use reference management software, please ensure that you remove all field codes

before submitting the electronic manuscript. More information on how to remove field codes from different reference management
software.

Reference formatting

There are no strict requirements on reference formatting at submission. References can be in any style or format as long as the style is
consistent. Where applicable, author(s) name(s), journal title/book title, chapter title/article title, year of publication, volume
number/book chapter and the article number or pagination must be present. Use of DOI is highly encouraged. The reference style used
by the journal will be applied to the accepted article by Elsevier at the proof stage. Note that missing data will be highlighted at proof
stage for the author to correct. If you do wish to format the references yourself they should be arranged according to the following
examples:
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Reference style

Text: Indicate references by number(s) in square brackets in line with the text. The actual authors can be referred to, but the reference
number(s) must always be given.

List: Number the references (numbers in square brackets) in the list in the order in which they appear in the text.
Examples:
Reference to a journal publication:

[1] Van der Geer J, Hanraads JAJ, Lupton RA. The art of writing a scientific article. J Sci Commun 2010;163:51-9.
https://doi.org/10.1016/j.S¢.2010.00372.

Reference to a journal publication with an article number:

[2] Van der Geer J, Hanraads JAJ, Lupton RA. The art of writing a scientific article. Heliyon. 2018;19:¢00205.
https://doi.org/10.1016/j.heliyon.2018.00205

Reference to a book:
[3] Strunk Jr W, White EB. The elements of style. 4th ed. New York: Longman; 2000.
Reference to a chapter in an edited book:

[4] Mettam GR, Adams LB. How to prepare an electronic version of your article. In: Jones BS, Smith RZ, editors. Introduction to the
electronic age, New York: E-Publishing Inc; 2009, p. 281-304.

Reference to a website:

[5] Cancer Research UK. Cancer statistics reports for the UK, http://www.cancerresearchuk.org/aboutcancer/statistics/cancerstatsreport/;
2003 [accessed 13 March 2003].

Reference to a dataset:

[dataset] [6] Oguro M, Imahiro S, Saito S, Nakashizuka T. Mortality data for Japanese oak wilt disease and surrounding forest
compositions, Mendeley Data, v1; 2015. https://doi.org/10.17632/xwj98nb39r.1.

Note shortened form for last page number. e.g., 51-9, and that for more than 6 authors the first 6 should be listed followed by 'et al.' For
further details you are referred to 'Uniform Requirements for Manuscripts submitted to Biomedical Journals' (J Am Med Assoc
1997;277:927-34) (see also Samples of Formatted References).

Journal abbreviations

Journal names should be abbreviated according to the List of Title Word Abbreviations.

Supplementary material

Supplementary material such as applications, images and sound clips, can be published with your article to enhance it. Submitted
supplementary items are published exactly as they are received (Excel or PowerPoint files will appear as such online). Please submit
your material together with the article and supply a concise, descriptive caption for each supplementary file. If you wish to make changes
to supplementary material during any stage of the process, please make sure to provide an updated file. Do not annotate any corrections
on a previous version. Please switch off the '"Track Changes' option in Microsoft Office files as these will appear in the published version.

Each supplementary material file should have a short caption which will be placed at the bottom of the article, where it can assist the
reader and also be used by search engines.

Research data

This journal requires and enables you to share data that supports your research publication where appropriate and enables you to interlink
the data with your published articles. Research data refers to the results of observations or experimentation that validate research findings,
which may also include software, code, models, algorithms, protocols, methods and other useful materials related to the project.

Below are a number of ways in which you can associate data with your article or make a statement about the availability of your data
when submitting your manuscript. When sharing data in one of these ways, you are expected to cite the data in your manuscript and
reference list. Please refer to the "References" section for more information about data citation. For more information on depositing,
sharing and using research data and other relevant research materials, visit the research data page.

Data linking

If you have made your research data available in a data repository, you can link your article directly to the dataset. Elsevier collaborates
with a number of repositories to link articles on ScienceDirect with relevant repositories, giving readers access to underlying data that
gives them a better understanding of the research described.

There are different ways to link your datasets to your article. When available, you can directly link your dataset to your article by
providing the relevant information in the submission system. For more information, visit the database linking page.

For supported data repositories a repository banner will automatically appear next to your published article on ScienceDirect.
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PART B

In addition, you can link to relevant data or entities through identifiers within the text of your manuscript, using the following format:
Database: xxxx (e.g., TAIR: AT1G01020; CCDC: 734053; PDB: 1XFN).

Data statement
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unsuitable to post. This may also be a requirement of your funding body or institution. You will have the opportunity to provide a data
statement during the submission process. The statement will appear with your published article on ScienceDirect. For more information,
visit the Data Statement page.
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