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Abstract

Trial design

In an earlier trial, Papua New Guinean (PNG) children at high risk of pneumococcal disease
were randomized to receive 0 or 3 doses of 7-valent pneumococcal conjugate vaccine
(PCV7), followed by a single dose of 23-valent pneumococcal polysaccharide vaccine
(PPV23) at 9 months of age. We here studied in a non-randomized follow-up trial the persis-
tence of pneumococcal immunity in these children at 3-5 years of age (n = 132), and in 121
community controls of a similar age with no prior pneumococcal vaccination.

Methods

Circulating IgG antibody titers to all PCV7 and PPV23-only serotypes 2, 5 and 7F were mea-
sured before and after challenge with 1/5' of a normal PPV23 dose. Serotype-specific
memory B-cells were enumerated at 10 months and 3-5 years of age for a subgroup of
study children.

Results

Serotype-specific IgG antibody titers before and after challenge were similar for children

who received PCV7/PPV23, PPV23 only, or no pneumococcal vaccines. Before challenge,
at least 89% and 59% of children in all groups had serotype-specific titers > 0.35ug/ml and
> 1.0 ug/ml, respectively. Post-challenge antibody titers were higher or similar to pre-chal-
lenge titers for most children independent of pneumococcal vaccination history. The rise in
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antibody titers was significantly lower when pre-challenge titers were higher. Overall the rel-
ative number of serotype-specific memory B-cells remained the same or increased between
10 months and 3-5 years of age, and there were no differences in serotype-specific memory
B-cell numbers at 3-5 years of age between the three groups.

Conclusions

Immunity induced by PCV7 and/or PPV23 immunization in infancy does not exceed that of
naturally acquired immunity in 3-5-year-old children living in a highly endemic area. Also,
there was no evidence that PPV23 immunization in the first year of life following PCV7 prim-
ing induces longer-term hypo-responsiveness.

Trial registration
Clinicaltrials.gov NCT01414504 and NCT00219401.

Introduction

Streptococcus pneumoniae remains a leading cause of death in children under 5 years of age,
causing over 500,000 deaths and nearly 14 million episodes of disease annually [1]. Most cases
occur in low-income countries in children younger than 6 months of age [1, 2]. In high-risk
settings, infants are subject to pneumococcal colonization and disease at a younger age than
children in low-risk settings [2], and the spectrum of pneumococcal serotypes carried and
causing invasive disease is much broader [3, 4]. Preventing pneumococcal disease in children
in high-risk settings therefore requires strategies that induce the earliest possible protection
against the broadest spectrum of invasive pneumococcal serotypes possible.

More than 90 pneumococcal serotypes have been defined on the basis of the composition
of the pneumococcal polysaccharide capsule. The capsular polysaccharide is the main viru-
lence factor of the bacterium and immune responses to the capsule are serotype-specific. A
licensed pneumococcal polysaccharide vaccine including 23 different pneumococcal serotypes
(PPV23) is known to be effective in adults; however, PPV23 does not induce immunologic
memory and its immunogenicity in young infants in general is believed to be limited [5]
although PPV was shown to be efficacious against death due to pneumonia in young children
in a high-risk setting, namely the Papua New Guinea (PNG) highlands. A 7-valent pneumo-
coccal conjugate vaccine (PCV7) was licensed in 2000. PCV's are highly immunogenic in
infants, induce immunological memory and serum antibodies with a strong opsonophagocytic
(bacterial killing) capacity [6, 7]. Although the spectrum of serotypes against which PCVs can
protect has improved with the licensure of higher valency vaccines (PCV10 and PCV13) in
2010, overall coverage is still limited in high-risk settings. For example, in a longitudinal cohort
of newborns in a highly endemic setting in PNG we identified no less than 63 different pneu-
mococcal serotypes in 1761 nasopharyngeal swabs, and only 43% of the pneumococcal isolates
were of serotypes present in PCV13 [3].

This neonatal cohort study was part of a randomized controlled vaccination trial to deter-
mine the safety and immunogenicity of a neonatal (0-1-2 months) versus infant (1-2-3
months) immunization schedule of PCV7 [8]. The trial included a control arm not receiving
PCV7. All children in the trial received a single dose of PPV23 at 9 months of age. In an earlier
trial, a 45% protective effect of PPV against moderate/severe acute lower respiratory infections
(ALRI) was found in young children in PNG at the time of an epidemic [9]; a 50-59% efficacy
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against ALRI mortality [10]; and an age-related induction of antibody responses against some
serotypes frequently causing invasive disease consistent with efficacy trial results [11]. We have
reported that PCV7 was safe in our neonatal cohort and that pneumococcal serotype-specific
IgG antibody titers and T-cell responses measured shortly after completion of the 3 priming
doses were similar for the neonatal and infant schedules [12, 13]. In PCV7-vaccinated infants,
PPV23 induced significantly higher PCV7 serotype-specific antibody responses than in
PCV7-unvaccinated infants, with no differences between neonatal and infant groups [13]. At
completion of the trial when infants were 18 months of age, antibody concentrations had
returned to pre-PPV23 levels in the PCV7-vaccinated groups and were comparable to those
vaccinated with PPV23 only [13].

We now aimed to study the longer term immune protection induced by vaccination with
PCV7 followed by PPV23 in these Papua New Guinean children. Since the circulation of pneu-
mococci, including PCV7 and non-PCV7 serotypes, in this endemic setting is high [3], chil-
dren are expected to develop naturally acquired immunity to a broad spectrum of serotypes.
We therefore recruited a group of community controls of a similar age who had not received
any pneumococcal vaccination and lived in the same area as the vaccinated study children in
order to assess and compare levels of pneumococcal immunity. Since long-term individual
protection against Streptococcus pneumoniae may depend on persisting antibody as well as B-
cell memory recall responses, we measured serotype-specific antibody responses before and
after a challenge with a low dose of PPV23, and assessed the number of serotype-specific mem-
ory B-cells when children were 10 months and 3-5 years old. Based on the capacity of PCVs to
induce memory immune responses, we hypothesized that responses would be higher in chil-
dren previously vaccinated with PCV7.

Methods
Study participants and previous vaccination trial

Recruitment for this study (NCT01414504) was conducted between May 25, 2010 and June 9,
2011, with follow-up of study participants taking place between June 23, 2010 and July 8, 2011.
Study participants were children aged 3 to 5 years of age who had previously participated in an
open randomized controlled neonatal PCV7 vaccination trial (2004-2009) (NCT00219401) con-
ducted in the Asaro Valley in the Eastern Highlands Province of PNG, and community controls
in the same age range who had not received any pneumococcal vaccination (pneumococcal vac-
cines were not routinely available at the time of the neonatal PCV7 trial and this follow-up study).

Inclusion criteria for children previously participating in the neonatal PCV7 study were:
receipt of 0 or 3 doses of PCV7 according to protocol at 0, 1 and 2 months (neonatal schedule),
or at 1, 2 and 3 months of age (infant schedule), and one dose of PPV23 between 9 and 12
months of age; and re-consent obtained from parents/guardians. Eligibility criteria for com-
munity controls were: age between 3 and 5 years at the time of interview; children from same
communities as PCV7 trial participants; had not received any pneumococcal vaccines; and
informed consent obtained. Children were excluded if they were known to be HIV positive or
had other immunosuppressive conditions or treatments. Where possible, local village reporters
re-established contact with families of eligible children who had previously participated in the
PCV7 study, identified new places of residence if families had relocated, and provided initial
information and pamphlets about the study. With the help of study families and other commu-
nity members, local reports identified children aged 3-5 years in the community who would
be eligible for recruitment as community controls. Next, study nurses visited eligible families
to provide further information about the study, obtain assent and arrange a date for potential
participants to visit the study clinic to complete informed consent and enrolment.
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A detailed description of the earlier neonatal PCV7 vaccination trial can be found elsewhere
(http://clinicaltrials.gov/ct2/show/NCT00219401) [8]. Briefly, a total of 318 newborns were
enrolled and randomised to receive PCV7 (Prevnar7®), Wyeth, including pneumococcal sero-
types 4, 6B, 9V, 14, 18C, 19F, 23F) within 3 days of birth, 1 and 2 months (neonatal group,

n =104), at 1, 2 and 3 months (infant group, n = 105), or no PCV7 (control group, n = 109).
At 9 months of age all children received a single dose of PPV23 (Pneumovax®23, Merck &
Co, containing capsular polysaccharides of serotypes 1, 2, 3, 4, 5, 6B, 7F, 8, 9N, 9V, 104, 11A,
12F, 14, 15B, 17F, 18C, 19F, 19A, 20, 22F, 23F and 33). In addition, all children received rou-
tine childhood immunizations according to the PNG national immunization program. At 4
and 10 months of age venous blood samples were collected from all children to measure serum
pneumococcal serotype-specific IgG antibody levels and isolate and cryopreserve peripheral
blood mononuclear cells (PBMCs) for later cellular immunological experiments. Children
were followed up until they were 18 months old.

The follow-up study presented here is registered under NCT01414504 (http://clinicaltrials.
gov). The Trend Statement Checklist can be found in S1 Text.

Ethical considerations

Ethical approvals for the follow-up study were obtained from the Institutional Review Board
of the PNG Institute of Medical Research (reference number 0927) and PNG Medical Research
Advisory Committee (MRAC, reference number 10.10). Written informed consent for partici-
pation in this follow-up study was obtained from all parents or guardians. This trial was con-
ducted in compliance with the ICH principles of Good Clinical Practice (GCP) and the
PNGIMR and NHMRC guidelines for clinical trials.

Objectives

The aim of this study is to determine whether PPV23 given at 9 months of age (Protocol in
S2 Text):

1. provides enhanced persistence of antibody levels associated with protection from invasive
disease at 3 to 5 years of age compared to unvaccinated controls;

2. has an impact on the development of serotype -specific B-cell memory at age 3 to 5 years;
and

3. enhances antibody persistence and B-cell memory for those serotypes included in PCV7
among children who received PCV7 in early infancy.

Outcomes

The primary outcomes of this study were to determine the serotype-specific serum IgG anti-
body geometric mean concentrations (GMC) pre- and 1month post-challenge with a 0.1mL
dose of PPV23 at 3-5 years of age for serotypes contained in PCV7 (4, 6B, 9V, 14, 18C, 19F,
23F) and PPV23 serotypes 1, 2, 3, 5, 7F, 19A; and the proportion of children with serotype-spe-
cific serum IgG antibody levels > 0.35 pug/ml and > 1.0 ug/ml before and after a PPV23 low-
dose challenge for the above serotypes.

Study procedures

During the first study visit, venous blood (up to 9 ml) was collected from all children prior to
receiving a 0.1mL dose (1/ 5" the normal dose) of PPV23 (Pneumovax®)23, Merck & Co) as a
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single intramuscular dose into the deltoid muscle, equating to 5 ug of polysaccharide of each of
the following serotypes: 1, 2, 3,4, 5, 6B, 7F, 8, 9N, 9V, 10A,11A,12F, 14, 15B, 17F, 18C, 19A,
19F, 20, 22F, 23F, 33F. A second blood sample (up to 9 ml) was collected 1 month (21-56

days) post-challenge. All procedures were conducted by qualified research nurses during
scheduled visits of study participants at the research clinic of the Papua New Guinea Institute
of Medical Research (IMR) in Goroka, Papua New Guinea.

Serum collection and isolation of peripheral mononuclear cells (PBMC)

Venous blood samples were collected into sterile 2 ml empty tubes (serum) and 10 ml tubes
containing 100 IU preservative-free heparin (PBMC). Samples were centrifuged within 2
hours after collection to separate serum/plasma and aliquots were stored at -20°C. Where suf-
ficient blood volume was available, PBMCs were isolated from the remaining heparin tube cell
pellet by centrifugation over a Ficoll-Hypaque gradient (Lymphoprep, Axis-Shield, Oslo, Nor-
way) and cryo-preserved in 50% heat-inactivated (HI) foetal calf serum (FCS) and 7.5%
DMSO. Cells were kept under liquid nitrogen vapour phase conditions during storage at IMR,
transport to and storage at the Telethon Kids Institute (formerly Telethon Institute of Child
Health Research, ICHR) in Perth, Western Australia.

Measurements of antibody concentrations

Serotype-specific antibody to PCV7/PPV23 serotypes 4, 6B, 9V, 14, 18C, 19F and 23F and
PPV23 serotypes 2, 5 and 7F were measured using a standardized WHO ELISA with 22F
adsorption in serum samples collected before and after challenge [13]. Data are available in S1
Data. Geometric mean antibody concentrations were calculated, as well as proportions of chil-
dren with antibody titers above >0.35 pg/ml and >1.0 pug/ml: 0.35 pug/ml is considered the
serologic correlate of protection against invasive pneumococcal disease following PCV immu-
nization [14], while >1.0 ug/ml is a more conservative cut-off.

Measurement of memory B-cells

Serotype-specific memory B-cells were measured by ELISPOT as described elsewhere [15, 16].
Briefly, PBMCs (2 x 10°) were cultured with polyclonal stimuli for 6 days to enable differentia-
tion of memory B-cells into antibody forming cells (AFC). After culture, cells were seeded
onto plates pre-coated with polysaccharides (10 pg/mL) for serotypes 1, 2, 5, 6B, 7F, 14, 19A,
19F and 23F which commonly cause invasive pneumococcal disease [4]. Antigen-specific
memory B-cells were detected by spot formation that indicated AFC and these were expressed
as number of AFC/1x10° PBMCs.

Sample size

The sample size for follow-up of children who previously participated in the neonatal PCV7
trial and received PPV23 at 9 months of age was limited by the number of children available
for follow-up: it was estimated that approximately 75 children for each study arm in the earlier
trial (i.e. Neonatal PCV7; Infant PCV; Controls) could be re-enrolled. It was calculated that
this number provided the study 80% power to detect a 64% difference (2-sided test at p<<0.05)
in pneumococcal serotype-specific IgG antibody GMCs between either of the vaccinated
groups (N = 75) and the control group (N = 150). This between-group-difference is applicable
to either pre- or post- challenge data. A standard deviation in log GMC concentration of 1.25
(based on 18-month antibody data from the neonatal PCV study) was used in this calculation.
The proposed sample sizes provided for a range of between group detectable differences
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(2-sided test at p<0.05) in seroprotection rate (IgG > 1 pug/ml). For a serotype with a 10% sero-
protection rate in the controls either pre- or post-challenge, the study was powered to detect
an increase to 26% seroprotection in either vaccinated group. For a 50% seroprotection rate in
controls the study was powered to detect an increase to 70% seroprotection in either vacci-
nated group.

Statistical analysis

Geometric mean concentrations (GMCs) and 95% confidence intervals were calculated for
serotype-specific IgG titers (S1 Data). Using IBM SPSS Statistics 23.0, differences in GMCs
between groups were analyzed using Mann-Whitney U t-test, and Wilcoxon signed ranked
test was used to test for differences in GMCs between time points within groups. Differences
in proportions between groups were tested using Chi-square test or Fisher’s Exact-test. Using
R 3.0.1 [17], the R package ‘gee’ [18] was used for implementation of generalised estimating
equations (GEE) to estimate generalized linear model coefficient estimates of the association
between (a) logged pre-challenge antibody titers and pneumococcal vaccine history; and (b)
the logged difference of post-challenge minus pre-challenge responses and pneumococcal vac-
cine history and pre-challenge antibody titers. Models were adjusted for age, gender and clus-
tering of children within the same household (8 pairs of children). Differences and
associations were considered statistically significant if p < 0.05.

Results
Population characteristics

Follow-up of children who had participated in the original neonatal PCV7 trial resulted in the
inclusion of 100 children into the ‘PCV7 and PPV23’ group’ who as part of the neonatal trial
had received 3 doses of PCV7 (50 vaccinated with PCV7 according to a neonatal 0-1-2- month
schedule and 50 according to an infant 1-2-3 month schedule) and a single dose of PPV23 at 9
months of age (PCV7 and PPV23’ group), and 32 children into the ‘PPV23 only” group who
as part of the neonatal trial had received a single dose of PPV23 at 9 months of age but no
prior PCV7 (Fig 1). In addition, 121 controls who had never received pneumococcal vaccine
were enrolled from the same communities as the children who had participated in the earlier
trial. There were thus three groups in the final analysis: PCV7 and PPV23; PPV23 only; and no
pneumococcal vaccine.

Children in the three groups were of comparable age at the time of enrolment, with a mean
age of 4 years and 1 month (standard deviation (sd) 1.3 months) in the group with no pneumo-
coccal vaccines, 4 years (sd 6.7 months) in the PCV7 and PPV23 group, and 4 years and 1
month (sd 8.1 months) in the PPV23-only group. While the gender distribution was com-
parable between community controls (no pneumococcal vaccines) (67/121, 55% boys) and
children who participated previously in the neonatal PCV7 trial (74/132, 56%) (Chi-square
test, p = 0.912), there were significantly more boys in the PPV23-only group (23/32, 72%) than
in the group vaccinated with PCV7 and PPV23 (51/100, 51%) (Chi-square test, p = 0.038).
This is consistent with the overall enrolment into the neonatal PCV7 trial [13].

Serum pneumococcal antibody responses at 3-5 years of age prior to
challenge
At 3-5 years of age, circulating IgG antibody titers against all tested serotypes were similar for

children in the three groups (Fig 2A). Generalised estimating equations (GEE) analysis that
accounted for clustering of 8 pairs of children within the same household and adjusted for

PLOS ONE | https://doi.org/10.1371/journal.pone.0185877 October 13, 2017 6/18


https://doi.org/10.1371/journal.pone.0185877

@° PLOS | ONE

PPV in infancy does not impair pneumococcal immune memory responses in early childhood

Neonatal PCV7
(Neonatal, N)
PCV7 at birth-1m-2m

Infant PCV7 No PCV7
(Infant, 1)
PCV7 at 1m-2m-3m

(Control, C)

| PPV23,9Imonths || PPV2

5
E
]
a s, 9months | [ PPv2s 9 months |
5 I I
s | n =81 [ n=92 [ n=86 |
N~
©
'g 127 excluded after 9 month PPV23/not
9 re-enrolled (37N; 42 I; 54C)
4 4 protocol violations (7/; 3C)
2 1 death (C)
.g 19 migrations (6N; 51; 8C)
[ 5 over age (1/; 4C)
a 30 refusals (12N; 101; 8C)
1 sick (C)
67 not located (713N, 251; 29C)
I Re-enrolled at age 3-5 years I
| ] 1
n=>50 n=>50 n=32 |

PPV23 low dose-challenge |

1
“PCV7/PPV23”

T
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n-32 | | ne '1 1 | 41 excluded after low-dose PPV23 challenge
(14 PCV7/PPV23; 4 PPV23; 23 controls)
8 protocol violations
(3 PCV7/PPV23; 2 PPV23; 3 controls)
21 refusals
(7 PCV/PPV; 1 PPV23; 13 controls)
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(3 PCV7/PPV23; 1 PPV23; 4 controls)
4 other
(1 PCV7/PPV23; 3 controls)

(no pneumococcal vaccines)
| n=100
| Follow up 1-month post-challenge |
T 1 1
n=_86

n=28 | | n=98 |

Fig 1. Flowchart for children in the study. A flowchart of the completed preceding neonatal PCV?7 trial is published elsewhere [8]. A total of 132 of 259
children who participated in the previous PCV7 study and who were vaccinated with PPV23 at 9 months of age were included in this study. One hundred and
twenty seven children could not be enrolled for reasons summarized in Fig 1, including death; being too old according to pre-defined inclusion criteria; iliness;
migration to an area outside the study’s reach capacities; not located; and refusal. A total of 121 of 136 potential community controls who were assented to
participate in the study were included in the final analysis: of the 15 not included, three children were over age; three did not consent; three could not be
relocated and blood collection pre-challenge was not successful for six children. Post-challenge data were not available for 41 children for reasons
summarized. Nis Neonatal PCV7 group; /is Infant PCV7 group; Cis control group (no PCV?7).

https://doi.org/10.1371/journal.pone.0185877.9001

potential confounding by age and gender confirmed that there was no significant association
of prior PPV23 (S1 Table) and PCV7 vaccination (S2 Table) with pre-challenge serotype-spe-
cific antibody titers. Increasing age was found to be significantly associated with increasing
pre-challenge serotype-specific antibody concentrations for most serotypes.

For each measured serotype at least 88% of children in each treatment group had titers of
>0.35 pug/ml and at least 59% had titers of >1.0 ug/ml (Table 1). In all three treatment groups
more than 75% of the children had titers of >1.0 ug/ml for six out of the ten tested serotypes.
There were no significant differences in the proportions of children with serotype-specific IgG
antibody titers of >0.35 pg/ml or >1.0 pg/ml, with the exception of serotype 4 for which the
proportion of children with titers >1 ug/ml was significantly higher in children previously vac-

cinated with PPV23-only than in those who had not received any pneumococcal vaccines
(p =0.043) (Table 1).
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Fig 2. Pneumococcal serotype-specific IgG antibody titers before and after challenge. Serum antibody titers were assessed in 3-5-year-old children
who had received PCV7 and PPV23 as infants (white bars; n = 100 /n = 86), who had received only PPV23 as infants (grey bars; n = 32 /n = 28), or who had
not received pneumococcal vaccines (striped bars; n = 121 pre-challenge/ n = 98 post-challenge) (A) before and (B) after challenge with a low dose of PPV23.
Data are presented as geometric mean titers and 95% confidence intervals. Serotype-specific geometric mean titers before or after challenge were compared
between each group using Mann-Whitney U test. * p <0.05.

https://doi.org/10.1371/journal.pone.0185877.9002

Post-challenge serum pneumococcal antibody responses

Children were challenged with a low dose of PPV23 and serum IgG antibodies were measured
one month later. Post-challenge (geometric mean) antibody titers were generally comparable
between the three groups (Fig 2B), with the exception of serotypes 2, 6B and 18C: children pre-
viously vaccinated with PCV7 and PPV23 showed lower titers to serotype 2 (p = 0.010) and
higher titers to serotype 6B (p = 0.006) than children with no prior pneumococcal vaccination;
and titers to serotype 18C were higher in children vaccinated with PPV23 only than in children

Table 1. Proportion of 3-5-year-old children with pneumococcal serotype IgG antibody titers > 0.35 pg/ml and > 1 ug/ml before challenge.

> 0.35 pg/ml >1 pg/mi

No vaccine PCV7/PPV23 PPV23 No vaccine PCV7/PPV23 PPV23

(n=121) (n=100) (n=32) (n=121) (n=100) (n=32)
2* 114 (94%) 97 (97%) 30 (94%) 92 (76%) 73 (73%) 27 (84%)
5* 119 (98%) 98 (98%) 31 (97%) 102 (84%) 87 (87%) 30 (94%)
7F* 114 (94%) 97 (97%) 30 (94%) 97 (80%) 80 (80%) 30 (94%)
4 109 (90%) 95 (95%) 30 (94%) 71 (59%) 69 (69%) 25 (78%) #
6B 119 (98%) 100 (100%) 32 (100%) 111 (92%) 96 (96%) 30 (94%)
9V 109 (90%) 97 (97%) 30 (94%) 84 (69%) 77 (77%) 26 (81%)
14 117 (97%) 99 (99%) 31 (97%) 103 (85%) 87 (87%) 25 (78%)
18C 106 (88%) 94 (94%) 30 (94%) 77 (64%) 63 (63%) 25 (78%)
19F 119 (98%) 100 (100%) 32 (100%) 118 (98%) 98 (98%) 32 (100%)
23F 110 (91%) 92 (92%) 30 (94%) 77 (64%) 59 (59%) 21 (66%)

*) Serotypes included in PPV23 but not PCV7.

Differences in proportions of children with serotype-specific IgG titers > 0.35 pg/ml and > 1 ug/ml between groups were tested using Chi-square test or
Fisher's Exact-test.

#) For serotype 4, more children previously vaccinated with PPV23-only had titers > 1 ug/ml than children with no prior pneumococcal vaccination
(p =0.043).

https://doi.org/10.1371/journal.pone.0185877.t001
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vaccinated with both PCV7 and PPV23 (p = 0.030). As found before challenge, the proportions
of children with serotype-specific IgG antibody titers > 0.35 pug/ml or > 1 pug/ml were similar
in the three treatment groups after challenge, with the exception of serotype 2 for which the
proportion of children with titers >1ug/ml was significantly higher in the previously unvacci-
nated group than in the group vaccinated with PCV7 and PPV23 (p = 0.047) and in the group
vaccinated with PPV23 alone (p = 0.072) (Table 2).

When individual pre- and post-challenge titers were compared, the majority of children
previously vaccinated with PCV7 and PPV23 showed significantly higher post-challenge anti-
body titers than pre-challenge titers to all tested vaccine serotypes (Fig 3). The same was found
for unvaccinated children, except for response to serotype 6B for which the increase was not
statistically significant. In children vaccinated with PPV23 only, antibody titers to serotypes
7F, 9V and 23F did not show a significant change, but increased significantly for the other
seven tested serotypes.

Using generalised estimating equations (GEE) (Table 3), increased pre-challenge serotype-
specific antibody concentrations were found to be associated with a decreased response to
challenge. The geometric mean response to challenge was between 2% (95% CI: 1-3%; Sero-
type 19F) and 5% (95% CI: 4-6%; Serotype 2) lower for a 10% increase in pre-challenge sero-
type-specific antibody concentrations. An increase in age was found to be associated with an
increased response to challenge for serotypes 14, 18C and 23F: for a 1 year increase in age, geo-
metric mean responses to challenge were found to increase by 32% (95% CI: 12-57%) for sero-
type 14, 17% (95% CI: 1-35%) for serotype 18C, and 18% (95% CI: 1-36%) for serotype 23F.
Boys showed a 19% (95% CI: 2-23%) lower geometric mean response to challenge for serotype
19F than girls, and a 23% (95% CI: 5-38%) lower response to challenge for serotype 23F.

Antibody responses following PPV immunization versus responses to
low-dose challenge

We next compared children’s antibody titers 1 month after challenge with a low dose of

PPV23 with their titers at 10 months of age, 1 month after PPV23 vaccination.

Table 2. Proportion of 3-5-year-old children with pneumococcal serotype IgG antibody titers > 0.35 pg/ml and > 1 pg/ml one month after low-dose
PPV23 challenge.

> 0.35 pg/ml >1 ug/mi

No vaccine (n = 98) PCV7/PPV23(n = 86) PPV23(n =28) No vaccine (n = 98) PCV7/PPV23(n = 86) PPV23(n =28)
2 98 (100%) 86 (100%) 28 (100%) 96 (98%) 78 (91%) 25 (89%) #
5% 98 (100%) 86 (100%) 8 (100%) 89 (91%) 82 (95%) 8 (100%)
7F* 97 (99%) 85 (99%) 8 (100%) 87 (89%) 80 (93%) 5 (89%)
4 96 (98%) 85 (99%) 7 (96%) 83 (85%) 77 (90%) 4 (86%)
6B 8 (100%) 86 (100%) 8 (100%) 91 (93%) 85 (99%) 8 (100%)
9V 6 (98%) 85 (99%) 28 (100%) 83 (85%) 79 (92%) 26 (93%)
14 7 (99%) 86 (100%) 8 (100%) 92 (94%) 84 (98%) 8 (100%)
18C 93 (95%) 84 (98%) 8 (100%) 79 (81%) 9 (80%) 5 (89%)
19F 8 (100%) 86 (100%) 8 (100%) 95 (97%) 85 (99%) 8 (100%)
23F 6 (98%) 83 (97%) 7 (96%) 76 (78%) 2 (72%) 4 (86%)

*) Serotypes included in PPV23 but not in PCV7.

Differences in proportions of children with serotype-specific IgG titers > 0.35 pg/ml and > 1 pg/ml between groups were tested using Chi-square test or
Fisher's Exact-test.

#) For serotype 2, more children not previously vaccinated with pneumococcal vaccines had titers > 1 pg/ml than children previously vaccinated with PCV7
and PPV23 (p = 0.047).

https://doi.org/10.1371/journal.pone.0185877.t1002
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As reported previously [13] and illustrated in Fig 4, antibody titers against PCV7/PPV23
serotypes were higher in the PCV7-primed group than in the unprimed group one month
after PPV23 vaccination in infancy. Following a low dose PPV23 challenge at 3-5 years of age,
IgG titers were higher than (for serotypes 5, 6B, 14, 18C, 19F and 23F) or similar to (for sero-
types 2, 4, 7F and 9V) titers one month after PPV23 vaccination in infancy in most children
vaccinated with PPV23 only (Fig 4), while in the PCV7-primed group most children had
higher titers against serotypes 7F and 19F, similar titers against serotypes 2, 5, 6B and 14, and
lower titers against serotypes 4, 9V, 18C and 23F.

Memory B-cells

Serotype-specific memory B-cells were assessed for a subset of children at 10 months of age
and before challenge at 3-5 years of age. As illustrated in Fig 5, there were no differences in the
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Fig 3. Individual pneumococcal serotype-specific IgG antibody titers before and after challenge. Graphs present scatterplots of pneumococcal
serotype-specific IgG antibody titers pre- and 1 month post-challenge with a low dose of PPV23 for individual children in the groups not vaccinated with any
pneumococcal vaccines (grey triangles), vaccinated with PCV7 and PPV23 (black circles), and vaccinated with PPV23 only (open squares). Serotypes with
an asterisk (*) are included in PPV23 only, while other serotypes are included in both PCV7 and PPV23. For children whose antibody titers are higher post-
than pre-challenge (increase in antibody titer) data points lie above the line; for children with similar titers before and after challenge data points cluster around
the reference line; and for children whose antibody titers were lower 1month after challenge than before data points lie under the reference line. The p-values
included in the graphs correspond with non-parametric analysis of paired pre- and post-challenge responses within the treatment groups (Wilcoxon Signed
Rank Test).

https://doi.org/10.1371/journal.pone.0185877.9g003
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Table 3. Generalised estimating equations studying associations between change in serotype-specific antibody titers in response to challenge
and pneumococcal vaccine history and pre-challenge antibody titers.

Serotype S2 sS4 S5 S6B S7F X\ s14 s18C S19F S23F
B(95%Cl) |B(95%Cl) |B(95%Cl) |B(95%Cl) |B(95%Cl) |B(95%Cl) |B(95%Cl) |B(95%Cl) B(95%Cl) |B(95% Cl)
Pre-challenge | 0.95(0.94- | 0.96(0.95- | 0.97(0.95- | 0.97(0.96— | 0.96(0.95— | 0.97(0.96— | 0.97(0.95— | 0.96(0.95— | 0.98(0.97— | 0.97(0.96—

1gG 0.96) 0.97) 0.98) 0.98) 0.97) 0.98) 0.98) 0.97) 0.99) 0.98)
Vaccination
None 1 1 1 1 1 1 1 1 1 1
PPV23 0.90(0.64— | 1.13(0.91— | 1.20(0.93— | 1.18(0.85— | 0.88(0.65— | 0.75(0.58— | 1.22(0.82— | 1.18(0.88— | 1.28(1.01— | 0.93(0.67—
1.28) 1.41) 1.55) 1.64) 1.18) 0.97) 1.80) 1.57) 1.63) 1.31)
PCV7/PPV23 | 0.66(0.53— | 1.06(0.86— | 1.09(0.89— | 1.42(1.13— | 0.85(0.67— | 0.97 (0.77— | 0.97(0.72— | 0.76(0.62— | 1.18(0.96— | 0.85(0.67—
0.82) 1.29) 1.34) 1.80) 1.08) 1.21) 1.30) 0.94) 1.46) 1.08)
Gender
Female 1 1 1 1 1 1 1 1 1 1
Male 0.98 0.86 0.89 1.00 0.91 0.94 1.07 0.83 0.81 0.77

(0.81-1.20) | (0.72-1.03) | (0.74—1.08) | (0.81—1.24) | (0.73—1.14) | (0.77-1.14) | (0.81—1.42) | (0.68-1.01) | (0.67—0.98) | (0.62—0.95)
Age (years) 0.95(0.84— | 1.06(0.93— | 1.14(1.00— | 1.08(0.94— | 1.15(0.99— | 1.04(0.91— | 1.32(1.12— | 1.17(1.01— | 1.14(1.00- | 1.18(1.01—

1.09) 1.20) 1.29) 1.25) 1.33) 1.19) 1.57) 1.35) 1.29) 1.36)
Interval(days) | 1.00(0.99— | 1.00(0.98— | 1.00(1.00— | 0.99(0.98— | 0.99(0.98— | 1.00(0.99— | 0.99(0.97— | 1.00(0.99— | 1.00(0.99— | 0.99(0.98—
1.01) 1.01) 1.01) 1.01) 1.01) 1.01) 1.00) 1.00) 1.01) 1.01)

Generalised estimating equations (GEE) were applied to study correlations between (log-transformed) differences in serotype-specific antibody
concentrations after and before challenge (IgG post-challenge—IgG pre-chailenge) @and (log-transformed) pre-challenge serotype-specific antibody
concentrations (I9G pre-chalienge), PNEUMOCOCcal vaccination status, gender, age prior to challenge, and number of days between venous blood collection for
assessment of pre- and post-challenge antibody titers (‘interval’). Generalized linear model coefficient estimates /3 are expressed as 1.10” for 19G pre-challenge
antibody titers and as e” for all other parameters.

https://doi.org/10.1371/journal.pone.0185877.t003

relative numbers of memory B-cells at 3-5 years of age between children who had never
received any pneumococcal vaccines, those who had received PCV7 and PPV23 in the first
year of life, or those who had received PPV23 alone. Also, at 10 months of age, one month
after PPV23 vaccination, there was no difference in the frequency of serotype-specific memory
B cells between children who had been vaccinated with PCV7 or not.

Opverall the relative number of memory B-cells remained the same or increased between 10
months and 3-5 years of age, although the increase was only significant for serotype 2 in both
groups, and for serotypes 6B and 19F in the group vaccinated with PCV7 and PPV23.

Discussion

It has been suggested that long-term protection against encapsulated bacteria requires sus-
tained antibody levels in addition to persistence of memory B-cells [19]. How long-term pro-
duction of antibodies is maintained in humans is not clear, but one suggestion is a continuous
turn-over of memory B-cells to replace plasma cells. We found that, regardless of prior pneu-
mococcal vaccination, levels of circulating IgG antibodies against PCV7 and selected PPV23
serotypes were high in all studied 3-5-year-old Papua New Guinean children, with nearly all
children having titers >0.35 pug/ml and the majority having titers of >1.0 ug/ml. Accordingly,
numbers of circulating serotype-specific memory B-cells were similar in prior pneumococcal
vaccine recipients and control children. At the time of our study, no PCVs had yet been intro-
duced in PNG. We have previously reported that PCV7 vaccination in early infancy has lim-
ited impact on overall and PCV7-specific pneumococcal carriage [3]. Pneumococcal carriage
in the vaccinated and unvaccinated population is therefore expected to be high. Indeed, we
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Fig 4. Individual pneumococcal serotype-specific IgG antibody titers following PPV23 vaccination at 9 months versus low-dose challenge at 3-5
years of age. Graphs present scatterplots of pneumococcal serotype-specific IgG antibody titers measured in individual children 1 month after PPV23
vaccination (vaccinated at 9 months of age) (x axis) and 1 month after challenge with a low dose of PPV23 at 3-5 years of age (y axis), in those who had
received 3 doses of PCV7 before the PPV23 vaccine (primed; grey circles), or only received PPV23 (unprimed; black diamonds). Serotypes with an asterisk
(*) are included in PPV23 only, while the other serotypes are included in both PCV7 and PPV23. The p-values included in the graphs correspond with non-
parametric analysis of paired responses within the treatment groups (Wilcoxon Signed Rank Test).

https://doi.org/10.1371/journal.pone.0185877.9004

found that 80% of the 3-5-year-old children carried pneumococci at the time of the challenge,
18-35% of which were PCV7 serotypes, with no differences between groups [20]. High natural
pneumococcal exposure is likely to have induced and maintained pneumococcal immune
responses in our study population, with no evidence that prior pneumococcal vaccination con-
tributed to higher antibody responses at 3-5 years of age. This is in line with findings of a
study in Native American children reporting that PCV7 immunization in infancy did not
result in persisting immune memory 4 years post-vaccination [21]; in contrast to our study, in
this community PCV7 introduction had resulted in a significant reduction of circulating
PCV7 serotypes and antibody titers were consequently low in both PCV7-vaccinated and
unvaccinated children.

It is important to note that most pneumococcal disease and deaths occur in the first two
years of life. In line with other studies, in our neonatal PCV7 trial we have shown that three
doses of PCV7 administered in early infancy followed by PPV23 at 9 months of age induce
protective antibody responses against vaccine serotypes in most children for at least the first 18
months of life [13]. While our current study indicates that these pneumococcal vaccinations
do not result in higher levels of protection at 3-5 years of age compared to children who have
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Fig 5. Pneumococcal serotype-specific memory B-cell responses. Serotype-specific Antibody Forming Cells (AFCs) per 1x10° cultured PBMCs were
measured at 10 months of age (1 month after PPV23 vaccination) and pre-challenge at 3-5 years of age in a subset of children vaccinated with PCV7 and
PPV23 (white bars) or PPV23-only (grey bars), and pre-challenge at 3-5 years of age in a subset of children not vaccinated with any pneumococcal vaccines
(striped pattern). Serotypes with an asterisk (*) are included in PPV23 only, while other serotypes are included in both PCV7 and PPV23. Data are presented
as means and 95% confidence intervals. No significant differences were found between groups at 10 months or 3-5 years of age (tested using Mann-Whitney
U test). Differences in responses at 10 months versus 3-5 years of age within a group were tested using Wilcoxon Signed Rank Test, and where significant
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https://doi.org/10.1371/journal.pone.0185877.9005

acquired natural immunity, vaccinated children will have been better protected against pneu-
mococcal infections than unvaccinated children at least during the first two years of life when
the burden of pneumococcal disease is the highest and protection is most critical.

In this study, we measured anamnestic responses by challenging study subjects with a low
dose of PPV23. While this may not induce a similar immune response as a pneumococcal
infection, its advantage is that immune responses to 23 different pneumococcal serotypes can
be measured. In line with our conclusion that PCVs do not induce long-lasting immune mem-
ory, we found that responses to challenge with PPV23 were similar in PCV7-vaccinated and
unvaccinated children, with the majority showing similar or higher antibody titers post-chal-
lenge to all tested serotypes compared to pre-challenge titers. Since pre-challenge antibody
titers were high in most children, increases in antibody responses were modest, and were
inversely related to pre-challenge titers. This phenomenon that the relative increase in anti-
body titers in response to a booster (or challenge) is lower when pre-existing titers are high,
has been reported for other vaccines, including meningococcal conjugate vaccine [19], a can-
didate Escherichia coli conjugate vaccine [22], and tetanus and diphtheria vaccines [23, 24].
Although the underlying mechanism is unclear, a feedback mechanism appears to be in place
that prevents unlimited activation of B cells above a certain antibody level, which is consistent
with other regulatory mechanisms built into the immune system. What this means from a clin-
ical perspective is unclear, and for our study children we can only hypothesize that their high
circulating antibody titers will protect them against invasive pneumococcal disease.
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PCVs are effective in preventing the most serious forms of vaccine serotype pneumococcal
disease in young children [25]; however, the number of serotypes covered by current PCVs is
limited, leaving young infants in highly endemic settings at risk of infections by non-PCV sero-
types [4, 26]. Administration of one dose of PPV23 after priming with three doses of one of the
currently available PCVs in early infancy, may provide young children in high-risk settings with
additional protection against infections due to serotypes not included in the used PCV, as has
been demonstrated in earlier studies in PNG [9-11]. This would be particularly important in the
first 2 years of life when the burden of severe pneumococcal infections is highest. However, there
are concerns that polysaccharide vaccines may lead to immune hypo-responsiveness by trigger-
ing the activation and recruitment of memory B-cells to differentiate into antibody-secreting
plasma cells and hence resulting in depletion of the memory B-cell compartment [27, 28].

A study in Fiji reported that children who received 0 to 3 doses of PCV7 and were random-
ized to receive PPV23 at 12 months, failed to further boost their antibody responses when chal-
lenged 5 months later with a low dose of PPV23 [29]. While responses after the challenge were
not lower but similar to responses 1 month after PPV23 immunization, children who had not
received PPV23 showed higher antibody levels to PCV7 and additional serotypes in response
to the challenge. While this may indicate that PPV23 immunization following PCV priming
may affect anamnestic responses in the short term, it should be noted that children maintained
high protective antibody titers that often exceeded 1.0 ug/ml after the challenge. Moreover,
when these children were followed five years later and given a booster vaccination with
PCV13, there was no immunologic evidence of hypo-responsiveness [30]. A study conducted
in Iceland reported that children primed with 2 or 3 doses of PCV9 before the age of 1 year,
followed by a dose of PCV9 or PPV23 at 12 months of age, produced lower antibody responses
to PCV13 booster vaccination at 7.5 years of age if they had received PPV23 than if they had
received PCV9 at 12 months of age [31]. Whereas the investigators concluded that PPV23
after priming with PCVs had a detrimental impact on the ability of children to respond to sub-
sequent vaccination with PCV13, the observed difference in the immune responses to PCV13
at 7.5 years of age could also be the result of the additional dose of PCV9 at 12 months enhanc-
ing immune memory in the non-PPV23 group. Of note, PCV13 booster vaccination was
immunogenic in all children, regardless of prior vaccination with PCV-only or PCV followed
by PPV23, and most children had antibody titers > 0.35 pg/ml against all tested serotypes at
7.5 years of age.

In our study we found that most children vaccinated with PPV23-only produced higher
antibody titers in response to the low dose PPV23 challenge at 3-5 years of age than to PPV23
vaccination at 9 months of age. This indicates firstly the development of immune memory in
the intermediate period as a result of natural exposure; and secondly that PPV23 vaccination
without prior PCV priming did not result in long-term hypo-responsiveness. In contrast, in
most children vaccinated with PCV7 and PPV23, antibody titers for five PCV7 serotypes were
lower after the low-dose PPV23 challenge than after PPV23 immunization at 9 months of age.
However, antibody responses against all PCV7 serotypes were significantly higher following
the 9-month PPV23 vaccination in the PCV7-primed group than in the non-PCV7 (PPV23
only) group [13]. Questioning as to whether it is biologically plausible to find similarly high
antibody responses 24 years later in response to 1/5™ of the vaccine dose, we believe that the
relatively lower response to a low dose PPV23 challenge at 3-5 years of age in the
PCV7-primed group does not signify hypo-responsiveness, but relates to the high antibody
responses that these children produce in response to PPV23 vaccination at 9 months of age
that is unlikely to be matched by a similar or higher response to 1/5™ of the normal dose.

Use of pneumococcal vaccines in high-risk settings has rightfully focused on early infant
immunization protecting the most susceptible age group against severe infections. Yet,
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boosting of the immune response with PCVs in later infancy may improve long-term persis-
tence of immune memory as shown by a study in France where children vaccinated with 3
doses of PCV7 or PCV13 in infancy followed by a toddler booster dose produced increased
antibody titers to a subsequent dose of PCV13 administered at least 2 years after the toddler
dose [32]. However, introduction of an extra dose of PCV may not be achievable in low-income
settings. Alternatively, a study in Nepal demonstrated that a two-dose prime with a booster at
age 9 months (2+1) compared with a three-dose primary PCV10 schedule (3+0) improved anti-
body persistence through early childhood without compromising antibody responses in early
infancy [33]. While this could be a promising approach that would need further evidence from
highly endemic settings, higher valency PCVs or species-wide pneumococcal vaccines are
needed to provide broader protection to children in highly endemic settings like PNG [4].
PPV23 in later infancy could provide a certain level of additional protection that children in
high-risk settings currently lack. The Fijian and our study show that antibody titers remain high
following PPV23 immunization and that there is no evidence for lasting hypo-responsiveness.

A limitation of our study is that our initial neonatal PCV7 trial did not include a study
group that did not receive PPV23 at 9 months of age, i.e. was vaccinated with PCV7 only. We
are currently analysing data from a second, recently completed open randomised controlled
trial in PNG comparing the immunogenicity of 3 doses of PCV10 or PCV13 at 1,2 and 3
months of age, followed by PPV23 or no PPV23 at 9 months of age (ClinicalTrials.gov identi-
fier NCT01619462). Children were then challenged with a low dose of PPV23 at 2 years of age
to assess potential intermediate-term effects of PPV23 on the immune response. This will pro-
vide additional information on the immunological effect of PPV23 in children primed with
PCVs in a high-risk setting. Another limitation of our study is the lower number of children in
the PPV23-only group that could be recruited for the low-dose PPV23 challenge follow-up
study; while we cannot identify a reason for the lower recruitment, the relatively low number
of children in this group has meant low statistical power for certain analyses such as comparing
antibody responses at the different time points.

In summary, we found that in a highly endemic setting like PNG natural pneumococcal
exposure leads to the induction of naturally acquired immunity that is as high at age 3-5 years
as in children vaccinated in infancy with pneumococcal vaccines. Finally, we found no evi-
dence that immunization with PPV23 after PCV priming in the first year of life results in
hypo-responsiveness.
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