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a b s t r a c t
Background: Since the introduction of pneumococcal conjugate vaccines, vaccine type pneumococcal carriage and disease has decreased world-wide. The aim was to monitor changes in the nasopharyngeal carriage of pneumococci, the distribution of serotypes and antimicrobial resistance in children before and
after initiation of the 10-valent pneumococcal vaccination in 2011, in a previously unvaccinated population.
Methods: Repeated cross-sectional study at 15 day-care centres in greater Reykjavik area.
Nasopharyngeal swabs were collected yearly in March from 2009 to 2015. The swabs were selectively
cultured for pneumococci, which were serotyped using latex agglutination and/or PCR and antimicrobial
susceptibility determined. Two independent studies were conducted.
In study 1, on total impact, isolates from children aged <4 years were included. The vaccine-eligiblecohort (birth-years: 2011–2013, sampled in 2013–2015) was compared with children at the same age
born in 2005–2010 and sampled in 2009–2012. In study 2 on herd effect, isolates from older nonvaccine-eligible children (3.5–6.3 years) were compared for the periods before and after the vaccination
(2009–2011 vs 2013–2015. Vaccine impact was determined using 1-odds-ratio.
Results: Following vaccination, the vaccine impact on vaccine type acquisition was 94% (95% CI: 91–96%)
in study 1 and 56% (95% CI: 44–65%) in study 2. The impact on serotype 6 A was 33% (95% CI: 9%; 59%) in
study 1 and 42% (95% CI: 10–63%) in study 2 with minimal effect on 19A. The non-vaccine serotypes/
groups 6C, 11, 15 and 23B were the most common serotypes/groups after vaccination. Isolates
from the vaccine-eligible-cohort had lower penicillin MICs, less resistance to erythromycin and cotrimoxazole and less multi resistance than isolates from the control-group.
Conclusions: The efficacy of the vaccination on vaccine serotypes was high, and a milder effect on
vaccine-associated-serotype 6A was observed for the vaccine-eligible-cohort. There was a significant
herd effect on vaccine types in older non-vaccine-eligible children. Overall antimicrobial nonsusceptibility was reduced.
Ó 2017 The Authors. Published by Elsevier Ltd. This is an open access article under the CC BY-NC-ND license
(http://creativecommons.org/licenses/by-nc-nd/4.0/).

1. Introduction
Streptococcus pneumoniae, is an important pathogen in respiratory tract and invasive pneumococcal infections (IPD), especially in
children [1,2]. Acute otitis media (AOM) is among the most common reasons for health care visits and the most common reason
⇑ Corresponding author at: Children’s Hospital Iceland, Landspítali – University
Hospital, 101 Reykjavík, Iceland.
E-mail address: asgeir@lsh.is (Á. Haraldsson).

for antibiotic prescriptions [3] in young children, contributing to
antimicrobial resistance [4]. Major risk factors for pneumococcal
carriage and antibiotic resistance include young age, crowding,
recent upper respiratory tract infection, day-care centre (DCC)
attendance, larger family size, passive smoking and low socioeconomic status [5–9]. In addition, recent or current antimicrobial
usage temporarily reduces the risk of carriage [7,8]. Nasopharyngeal (NP) carriage of pneumococci is a prerequisite for pneumococcal infections [10]. Therefore, it is important to monitor the
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prevalence of serotypes and antibiotic-resistance in the nasopharynx of children.
Penicillin non-susceptible pneumococci (PNSP) are of worldwide concern and the main risk factors for PNSP infections are
young age and recent antibiotic usage [4,5,7,8]. In recent years, serotype 19F has been the most common PNSP and multi-resistant
serotype in Iceland [11].
Vaccinations with pneumococcal conjugate vaccines (PCVs)
have resulted in a lower incidence of IPD [2,12–16], AOM
[2,12,17–19] and pneumonia [2,12,18,20], especially in children.
Decrease in nasopharyngeal carriage of vaccine types and replacement by non-vaccine types after implementation of vaccination in
childhood vaccinations schedules has been widely reported both in
vaccinated children [2,9,12,19,21–26] and children not vaccinated
[2,27].
The 10-valent protein conjugated pneumococcal vaccine (PHiDCV) was added to the childhood vaccination schedule in Iceland in
2011 for all children born that year without catch-up (at 3, 5 and
12 months of age). This population had previously not been routinely vaccinated against pneumococci. In this investigation, we
report the results from two analyses (referred to as study 1 and
2). The aim of the first one was to compare pneumococcal carriage
rate, serotype distribution and prevalence of antibiotic resistant
pneumococci in the nasopharynx of healthy children attending
DCC before and after the initiation of the vaccination. The second
analysis evaluated the herd effect on unvaccinated children in DCC.

two to four colonies were selected from each type for susceptibility
testing as well as serotyping.
All pneumococcal isolates were tested for antimicrobial susceptibilities using disc diffusion and the EUCAST methods and criteria
(www.eucast.org; to erythromycin, clindamycin, tetracycline and
trimethoprim/sulfamethoxazole). The isolates were screened for
penicillin non-susceptibility with oxacillin discs and penicillin
MIC measured for all oxacillin resistant isolates using the E-test
(BioMérieux, France). Isolates defined as PNSP were divided into
low MIC (0.094–0.5) and high MIC (>0.5) groups. Resistant and
intermediate resistant isolates were termed non-susceptible.
Multi-resistance was defined as non-susceptibility to at least three
different antimicrobial classes.
Serotyping was done as previously described [29] using pneumococcal Latex antisera [30] (Statens Serum Institute, Denmark)
[28]. The same senior biomedical scientist did all the agglutinations. When the latex agglutination test did not detect a specific
serotype, mono and multiplex PCR was used. The vaccine serotypes
(VT) were defined as serotypes 1, 4, 5, 6B, 7F, 9V, 14, 18C, 19F and
23F. The Vaccine associated serotypes (VaT) were defined as 6A
and 19A. Non-vaccine serotypes (NVT) are those not belonging to
VT or VaT.
Information on pneumococcal vaccinations was acquired from
The National Vaccination Registry, and the percentage of children
from each birth-cohort receiving at least two PCV doses before
the age of two, were the following: For; 2003–2007: <1%, 2008:
2.4%, 2009: 7.4%, 2010: 19.2%, 2011: 97.7%, 2012: 98.4%, 2013:
98.7%.

2. Material and methods

2.1. Statistics

The study is an ongoing, repeated cross-sectional study where
nasopharyngeal samples are collected annually (in March) from
children attending 15 DCCs in the Reykjavik capital area, from
2009 to 2015. The DCCs were selected so they would be representative both geographically and socially for the Reykjavik capital
area. The same 15 DCCs participated during the whole study period
with only two exceptions, where they were changed for neighbouring DCCs due to scheduling difficulties.
The children attending the DCCs participating in this study are
aged from 1.1 years (earliest time of entering DCC) to 6.3 years of
age (when leaving DCC and starting primary school). All children
attending the DCCs were invited to participate in this study. Signed
informed consent forms were obtained and parents were asked to
fill in questionnaires including questions on current and previous
30-day usage of antimicrobials and whether the child had been
diagnosed with acute otitis media, sinusitis or pneumonia by a
physician in the previous six months.
Single nasopharyngeal sample was obtained (COPAN transport
medium swabs, Copan, Italy) from each child attending the DCCs
on the day of sampling for which informed consent had been
obtained. Children could participate more than once if they were
still attending the DCC in the later years, at the day of sampling.
Although many children participated more than once in the study,
these events were considered independent in the main analysis. In
an analysis of carriage of 19F, individual data was examined to
search for repeated carriage of 19F. The swabs were inoculated
within six hours of sampling and selectively cultured for pneumococci on blood agar containing 5 mg/mL gentamicin. The blood agar
plates were incubated anaerobically at 35 °C for 18–20 h using
anaerobic jars with gaspak envelopes to create a reduction in O2
and an increase in CO2 concentrations [28]. Pneumococci were
identified by morphology and susceptibility to optochin. Normally,
when all colonies appeared identical two to four colonies were
selected for antimicrobial susceptibility testing and serotyping. If
there were colonies with different morphology [28], additional

Statistics were done using the statistical software R version
3.3.2. Differences between characteristics of the children, overall
carriage prevalence of pneumococci, antimicrobial resistant pneumococci and answers to questionnaires between study groups
were tested using two-sided Fisher’s exact test and z-test for categorical outcomes and t-test for continuous outcomes, using
a = 0.05 as significance level. Odds ratios and 95% confidence intervals were calculated for the risk of carrying individual and pooled
serotypes in the vaccine and non-vaccine groups. The estimation of
vaccine impact on acquisition (VEacq) was determined by 1 – OR
as elucidated by Rinta-Kokko et al. [31]. Large sample theory was
used to construct approximate confidence intervals for VEacq
and a hypothesis test for the difference between two VEacq coefficients. When testing the null hypothesis of the VEacq difference
being equal to zero the distribution of the test statistic is approximated with a standard normal distribution. For serotypes with
zero observations in either of the groups a conservative onesided 95% confidence interval for vaccine impact was found by
replacing the observed zero with one. As some children carried
two serotypes the denominator for these analyses were number
of children in that group + number of children with dual carriage
in that group.
Two independent studies were done (Table 1).
Study 1. For the estimation of the total impact of the vaccination on children eligible for the vaccination, the vaccine eligible
cohorts (VEC, children born 2011 and later, sampled in 2013–
2015) were compared to the control group (CG, children born
2010 and earlier, sampled in 2009–2012). To attain comparable
age distribution, only children <4 years of age were included. To
minimize the potential bias caused by the herd effect, CG children sampled in 2013 and later were not included.
Study 2. For the estimation of the herd effect on children not eligible for the vaccination, children born 2010 and earlier were
compared before (sampled 2009–2011, PreVac period) and after
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Table 1
Study design.
Study

Study
groups

Age inclusion
criteria

Birth cohort inclusion
criteria

Sampling year inclusion
criteria

Mean
age

Median age
(range)

Sample
size

Study 1: total
impact
Study 2: herd effect

CG
VEC
PreVac
PostVac

<4 years
<4 years
3.5–6.3 years
3.5–6.3 years

2005–2010
2011–2013
2003–2007
2007–2010

2009–2012
2013–2015
2009–2011
2013–2015

2.9
2.8
5.0
5.0

2.9
2.8
5.0
5.0

853
371
847
949

(1.2–4.0)
(1.1–4.0)
(3.6–6.3)
(3.6–6.2)

Two independent studies were conducted.
In Study 1 (Total impact), only children less than 4 years of age were included. Children born before the vaccine initiation (2010 and earlier, Control Group, CG), sampled in
2009–2012 were compared to children born after the vaccine initiation (2011 and later, Vaccine Eligible Cohort, VEC).
In Study 2 (Herd effect), only children between the ages 3.5 years and 6.3 years, born before the vaccination (birth-cohort 2010 and earlier) were included. Children sampled
in 2009–2012 were compared to those sampled in 2013–2015.

(sampled 2013–2015, PostVac period) the vaccination. To attain
comparable age distribution only children >3.5 and <6.5 years
of age were included. Isolates sampled in 2012 were excluded
as they belonged to the transition year. Sixteen children, born
in 2007 were sampled both in 2011 and 2013, were excluded
from the analysis.
In analysis of antibiotic non-susceptibility, non-typeable pneumococci were excluded, as they are not considered an important
cause of disease in immunocompetent hosts.
The study was approved by The National Bioethics Committee
(VSNb2013010015/03.07), The National Data Protection Authority
(2013010100VEL/–), The University Hospital medical director and
the appropriate directorates of the DCC’s. The study is a part of a
larger study on vaccinations in Iceland (The VIce study).

3. Results
3.1. Study on the impact on the vaccine eligible cohorts
The number of children was 853 in the CG and 371 in the VEC.
The average age in the CG was 2.89 and 2.80 in the VEC (p < 0.05),
the median age and ranges were 2.90 (1.15–4.00) and 2.80 (1.10–
4.00) (Table 1). Males were 51.4% and 53.7% (p = 0.45) of children
in CG and VEC respectively. Dual carriage was 7.5% in the CG and
4.3% in the VEC (p = 0.051). No difference was found in overall carriage prevalence of pneumococcus (69.5% vs 70.1%, p = 0.84).
Parent-reported recent antibiotic use was lower in the VEC group
than in the CG (17.8% vs 23.2%, p < 0.05), with no difference in
parent-reported respiratory tract infections (RTIs) in the previous
6 months (43.8% vs 41.8%, for the CG and VEC respectively,
p = 0.54).
The vaccine impact for VT carriage was 94% (95% CI: 91–96%),
with reduction of individual serotypes ranging from 84% to 100%.
The combined impact against the VaT (6A and 19A) was 33%
(95% CI: 1–55%), with non-significant individual impact being
33% (95% CI: 9%; 59%) and 29% (95% CI: 31%; 61%) for 6A and
19A respectively (Tables 2 and 5). Serotype replacement was noted
with non-vaccine serotypes being more common in the VEC than
CG (53% vs 18%, respectively). Serogroup 15 was the most prevalent isolate in the VEC, 9.6% compared to 3.9% in the CG. The greatest difference was noted for Serotype 23B (0.8% vs 7.8% for CG and
VEC, respectively) (Table 2).
The prevalence of PNSP isolates in CG and VEC was similar.
When comparing these groups after stratifying the MIC into low
vs high MIC a significant difference was found between the CG
and VEC, where the isolates from the VEC were mainly in the
low MIC range and the CG mainly in the high MIC range (Table 3).
The prevalence of co-trimoxazole and erythromycin resistance
was higher in the CG than VEC, 22.1% and 13.1% vs 12.1%
(p < 0.001) and 9.0% (p < 0.05) respectively. The prevalence of clin-

damycin, tetracycline, erythromycin and penicillin non-susceptible
strains did not differ between the two cohorts. Resistance to 3
antibiotic classes were more common in the CG than the VEC
9.4% vs 1.6% respectively (p = 0.003). Isolates that showed nonsusceptibility to all antibiotics tested (penicillin, erythromycin,
co-trimoxazole, tetracycline and clindamycin) were also more
common in the CG, 4.4% vs 0.3% (p < 0.001) respectively (Table 3).
Serotypes/groups non-susceptible to 3 antibiotic classes
belonged to serotypes 19F (n = 73), 6B (n = 6), 14 (n = 2) and 6C
(n = 1) in the CG and 15 (n = 8), 19F (n = 5) and 6C (n = 3) in the
VEC. Isolates non-susceptible to all five antibiotics tested belonged
to serotypes 19F (n = 30), 6B (n = 6) and 14 (n = 2) in the CG and
19F (n = 1) in the VEC.
3.2. Study on the herd effect
There were 831 children in the pre-vaccination (PreVac) period
and 933 in the post vaccination (PostVac) period. The average age
in the PreVac period was 4.97 and 4.98 in the PostVac period
(p = 0.83) and median ages (with ranges) were 4.96 (3.59–6.33)
and 5.00 (3.59–6.22) respectively (Table 1). Males were 49.4%
and 51.2% of participants in PreVac and PostVac respectively. Dual
carriage was seen in 5.8% and 5.0% respectively (p = 0.56). No difference was found in overall carriage (62.6% vs 64.4%, p = 0.42 for
PreVac period and PostVac period, respectively).
For the PostVac the vaccine impact against acquisition of VT
was 56% (95% CI: 44–65%) and 33% (95% CI: 7–51%) for 6A and
19A. A significant VEacq was found for 6A and VTs 6B, 9V, 14,
18C and 23F. (Tables 4 and 5). Further analysis of the 19F carriage
prevalence showed stable prevalence over the study-period of
study 2 with 4.2%, 2.7%, 4.7%, 4.2%, 4.5% and 3.1% of isolates being
19F for the study years 2009, 2010, 2011, 2013, 2014 and 2015
respectively. Of the 39 isolates of serotype 19F identified in the
PostVac period, seven were sampled from children that carried
19F more than once, and up to 3 years in-a-row. Vaccine serotypes
1, 5 and 7F were not isolated. Serotype replacement was noted, but
no change in total NP carriage. Non-vaccine serotypes increased
from 24.5% of all isolates in the PreVac to 42.6% in the PostVac. Serotypes 6C, 10, 21, 22, 23A, 23B, 35B and 35F/47F all differed significantly between the periods and were more common in the
PostVac period. Serotype 23B differed the most between the periods, 0% vs 4.5% in the PreVac and PostVac, respectively (Table 4).
The prevalence of PNSP was 5.0% in both study periods
(p > 0.99). The prevalence of erythromycin, clindamycin, tetracycline, combined penicillin and erythromycin and multi resistance
did not differ significantly between the PreVac and PostVac periods
(6.2% vs 4.4%, p = 0.12, 3.6% vs 2.5%, p = 0.26, 5.2% vs 5.1%, p = 0.97,
4.2% vs 3.7%, p = 0.70 and 5.0% vs 3.3%, p = 0.09, respectively). The
prevalence of co-trimoxazole non-susceptibility was significantly
higher in the PreVac than in the PostVac (13.4% vs 8.3%, p < 0.001).
19F was the dominant serotype causing penicillin nonsusceptibility and multi-resistance in both periods, causing 66.7%
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Table 2
PHiD-CV vaccine impact estimates by serotype, for vaccine eligible cohort compared to control cohort.
Serotype

Number of CG isolates (%)

Number of VEC isolates (%)

VEacq (95% CI)

p-value
<0.001
<0.001
0.26
<0.001
0.11
<0.001
<0.001

VT

VT total
6B
9V
14
18C
19F
23F

322 (35.1)
77 (8.4)
3 (0.3)
57 (6.2)
6 (0.7)
84 (9.2)
95 (10.4)

12 (3.1)
2 (0.5)
0 (0)
0 (0)
0 (0)
6 (1.6)
4 (1)

0.94
0.94
1.00
1.00
1.00
0.84
0.91

VAT

VAT total
6A
19A

122 (13.3)
76 (8.3)
46 (5)

36 (9.3)
22 (5.7)
14 (3.6)

0.33 (0.01; 0.55)
0.33 ( 0.09; 0.59)
0.29 ( 0.31; 0.61)

0.04
0.1
0.27

NVT

NVT total
3
6C
10
11
15
16F
21
22
23A
23B
29/35B
33
35F/47F
38
Other
NT
NONE

169 (18.4)
14 (1.5)
8 (0.9)
0 (0)
32 (3.5)
36 (3.9)
9 (1)
4 (0.4)
2 (0.2)
19 (2.1)
7 (0.8)
5 (0.6)
13 (1.4)
0 (0)
8 (0.9)
7 (0.8)
47 (5.1)
261 (28.5)

207 (53.5)
11 (2.8)
25 (6.5)
8 (2.1)
32 (8.3)
37 (9.6)
2 (0.5)
10 (2.6)
5 (1.3)
18 (4.7)
30 (7.8)
9 (2.3)
2 (0.5)
10 (2.6)
1 (0.3)
6 (1.6)
22 (5.7)
111 (28.7)

4.09 ( 5.53; 2.97)
0.89 ( 3.14; 0.14)
6.85 ( 14.6; 2.94)
Not calculated
1.49 ( 3.07; 0.53)
1.59 ( 3.10; 0.63)
0.48 ( 1.37; 0.88)
5.05 ( 15.9; 1.17)
4.99 ( 24.5; 0.41)
1.31 ( 3.37; 0.22)
9.92 ( 20.5; 4.56)
3.34 ( 10.9; 0.58)
0.64 ( 0.51; 0.91)
Not calculated
0.71 ( 1.09; 0.96)
1.05 ( 5.00; 0.30)
0.12 ( 0.88; 0.34)
0.01 ( 0.32; 0.22)

<0.001
0.11
<0.001

917 (100)

387 (100)

Total

(0.91; 0.96)
(0.84; 0.98)
( 6.57; 1.00)k
(0.85; 1.00)k
( 2.04; 1.00)k
(0.67; 0.93)
(0.80; 0.96)

<0.001
<0.001
0.4
<0.001
0.02
0.01
<0.001
0.004
0.16
0.22
0.19
0.68
0.94

Direct Vaccine impact on carriage prevalence. NVEC: Non-Vaccine eligible cohort, CG: Control group. Children in the CG sampled 2013 and later were excluded to prevent
possible bias caused by herd immunity. k Conservative one-sided 95% confidence interval for vaccine impact. The total number is higher than the number of children because
some children carried more than one serotype.

Table 3
Antibiotic non-susceptibility for vaccine eligible cohort compared to non-vaccine eligible cohort.
Non-susceptibility to:

Number CG isolates (%)

Number VEC isolates (%)

OR (95% CI)

p value

PNSP (all isolates)
Penicillin (Low MIC)
Penicillin (High MIC)
Erythromycin
Tetracycline
Clindamycin
Co-trimoxazole
Penicillin and Erythromycin
3 antibiotic classes
All 5 tested antibiotics
Number of isolates

97 (11.2%)
9 (1.0%)
88 (10.1%)
114 (13.1%)
95 (10.9%)
54 (6.2%)
192 (22.1%)
82 (9.4%)
82 (9.4%)
38 (4.4%)
869

38 (10.4%)
33 (9.0%)
5 (1.4%)
33 (9.0%)
31 (8.5%)
26 (7.1%)
44 (12.1%)
30 (8.2%)
16 (4.4%)
1 (0.27%)
365

0.92
9.48
0.12
0.66
0.76
1.15
0.48
0.86
0.44
0.06

0.76
<0.001
<0.001
0.05
0.22
0.61
<0.001
0.59
0.003
<0.001

(0.62; 1.38)
(4.54; 20.3)
(0.047; 0.31)
(0.44; 1.00)
(0.48; 1.16)
(0.70; 1.16)
(0.34; 0.69)
(0.55; 1.33)
(0.25; 0.77)
(0.003; 0.37)

Antimicrobial non-susceptibility in the CG and the VEC groups. For isolates with penicillin non-susceptibility non-typeable pneumococci were excluded. *PNSP penicillin nonsusceptible pneumococci. The denominator signifies the number of isolates (number of children sampled + number of children with dual carriage). CG: Control Group. VEC:
Vaccine Eligible Cohort.

(28/42) of penicillin non-susceptibility and 64.3% (27/42) of multiresistance in the PreVac period and 45.8% (22/48) of PNSP and
71.0% (22/31) of multi-resistance in the PostVac period.
The PreVac period reported 6.2% higher RTIs in the last
6 months (27.6 vs 21.4%, p = 0.003) and 3.3% more antibiotic usage
in the last 3 months than the PostVac (12.2 vs 8.9%, p = 0.02).
4. Discussion
The vaccine impact, determined as a reduction of VT pneumococci in the nasopharynx was very high and some VT serotypes
were not detected in the VEC and thus arguably eliminated from
the nasopharynx by the vaccination. This was also seen for unvaccinated children after the initiation of the vaccination – although
with lower impact, indicating an important herd effect. This is in

line with other studies on the PCVs which have showed reduction
in VT pneumococci [9,15,19,21–24,26,32]. Interestingly, despite
strong direct effect on carriage of 19F, no obvious herd effect was
observed. As 19F is the most antibiotic resistant serotype in this
study its persistence in older, unvaccinated children is of concern.
Of the 40 children carrying 19F in the PostVac period, seven carried
the serotype, at one to three sampling-occasions. Persistent, continuous low level carriage of 19F has been described in older children after initiation of PCV [33].Waning immunity in older
children [34] and longer duration of carriage may be important factors for this persistent or repeated carriage of 19F [35–37].
Carriage was similar as in earlier studies conducted in Iceland
[5,7] but higher than most other studies [9,21,22]. This high carriage can partly be due to the study design, as all isolates were plated within six hours and cultured on selective medium under
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Table 4
Indirect PHiD-CV vaccine impact estimates by serotype for PreVac compared to PostVac.
Serotype

PreVac period (%)

PostVac period (%)

VEacq (95% CI)

p value

VT

VT total
4
6B
9V
14
18C
19F
23F

219 (24.91)
2 (0.23)
51 (5.8)
13 (1.48)
26 (2.96)
28 (3.19)
34 (3.87)
65 (7.39)

125 (12.76)
0 (0)
27 (2.76)
0 (0)
14 (1.43)
10 (1.02)
39 (3.98)
35 (3.57)

0.56 (0.44; 0.65)
1.00 ( 3.65; 1.00)k
0.54 (0.27; 0.71)
1.00 (0.68; 1.00)k
0.53 (0.10; 0.75)
0.69 (0.38; 0.84)
0.03 ( 0.65; 0.36)
0.54 (0.30; 0.69)

<0.001
0.14
0.001
<0.001
0.02
<0.001
0.90
<0.001

VAT

VaT total
6A
19A

95 (10.81)
50 (5.69)
45 (5.12)

74 (7.55)
32 (3.26)
42 (4.29)

0.33 (0.07; 0.51)
0.44 (0.12; 0.64)
0.17 ( 0.28; 0.46)

0.01
0.01
0.40

NVT

NVT total
3
6C
9A/N/L
10
11
15
16F
21
22
23A
23B
33
35B
35F/47F
38
Other
NT
NONE

215 (24.46)
58 (6.60)
4 (0.46)
9 (1.02)
4 (0.46)
42 (4.78)
27 (3.07)
14 (1.59)
5 (0.57)
5 (0.57)
16 (1.82)
0 (0)
5 (0.57)
3 (0.34)
0 (0)
12 (1.37)
11 (1.25)
38 (4.32)
312 (35.50)

417 (42.55)
46 (4.69)
18 (1.84)
13 (1.33)
13 (1.33)
42 (4.28)
45 (4.60)
8 (0.82)
32 (3.27)
39 (3.98)
33 (3.37)
44 (4.49)
10 (1.02)
26 (2.65)
31 (3.16)
5 (0.51)
12 (1.2)
33 (3.37)
331 (33.78)

1.29 ( 1.79; 0.88)
0.30( 0.04; 0.53)
3.09 ( 10.17; 0.50)
0.30 ( 2.05; 0.45)
1.94 ( 7.60; 0.01)
0.11 ( 0.38; 0.42)
0.52 ( 1.46; 0.06)
0.49 ( 0.20; 0.78)
4.90 ( 12.6; 1.56)
6.25 ( 15.2; 2.25)
0.88 ( 2.41; 0.04)
Not calculated
0.80 ( 4.21; 0.38)
6.96 ( 20.1; 1.89)
Not calculated
0.63 ( 0.01; 0.87)
0.02 ( 1.23; 0.57)
0.23 ( 0.24; 0.52)
0.07 ( 0.12; 0.24)

<0.001
0.07
0.006
0.55
0.05
0.61
0.09
0.12
<0.001
<0.001
0.04

879 (100)

980 (100)

Total

0.28
<0.001
0.05
0.96
0.28
0.44

Indirect impact of the vaccination. PreVac period vs the PostVac period (study years: 2009–2011 vs 2013–2015). Only isolates from children born 2010 and earlier &
>3.5 years of age were included. k Conservative one-sided 95% confidence interval for vaccine impact. The total number is higher than the number of children due to some
children carrying more than one serotype.

Table 5
Vaccine impact of study 1 and study 2.
Study

Study 1
Study 2

Impact on overall pneumococcal carriage (95% CI)

1% ( 32; 22%)
7% ( 12; 24%)

Impact against vaccine types (95% CI)

94% (91; 96%)
56% (44; 65%)

Impact against vaccine associated types (95% CI)
Overall

6A

19A

33% (1; 55%)
33% (8; 51%)

33% ( 9; 59%)
44% (12; 64%)

29% ( 31; 61%)
17% ( 28; 46%)

Impact on carriage prevalence in study 1 and in study 2. In study 1 Vaccine Eligible Children (birth-year 2011 and later) were compared to the Control Group (birth-year 2010
and earlier) and in study 2 older, Non-Vaccine-Eligible children (born 2010 and earlier) were compared before (calendar year: 2009–2011) and after the vaccination (calendar
year: 2013–2015).

anaerobic conditions. In addition, the isolates were sampled in
March every year when carriage may be higher during and shortly
after the frequent winter infections in this age group [8,38].
The total nasopharyngeal carriage remained high throughout
our study despite the reduction of VT. This can be attributed to serotype replacement with NVTs. Serotype replacement has been
widely recognized after introduction of the pneumococcal vaccines
[9,12,21–26]. In the current study, non-vaccine serotypes/groups
most prevalent in the post vaccination years were 15, 11, 23B,
23A, 6C all with large increases in prevalence. This is similar to
other studies on PHiD-CV and PCV-13 [9,19,21,25,32], although
studies on PCV-13 generally show no difference or reduction in
the prevalence of 6C. This indicates that replacing serotypes in Iceland are similar to others using the higher valent vaccines.
For the VEC, a non-significant reduction was found for serotypes
6A and 19A, when considering each serotype individually, but with
a significant reduction in the combined prevalence. This is interesting primarily due to the magnitude of serotype replacement witnessed with other serotypes. Similar results were seen for the
PostVac period, which had significant herd effect on the carriage
of 6A but not 19A. Various studies have shown an increase in the

prevalence of 19A after the implementation of the PCV-7 vaccine,
due to serotype replacement [15,21,23,24,32,39]. The PHiD-CV
direct effectiveness against 19A IPD has been reported in recent
years [2], with data suggesting similar direct effectiveness as the
PCV-13 vaccine [40]. Similar findings, albeit milder have been
reported for 6A IPD [13,19] and carriage of both 6A and 19A
[2,19], although other studies show less or no effectiveness against
acquisition [39,41,42]. This apparent discrepancy, where more
consistent data on 19A IPD effectiveness is available than for carriage, could be explained by the fact that the protection against
IPD is more complicated than can be explained by acquisition
alone [10].
This study shows replacement of serotypes non-susceptible to
penicillin, with the replacing serotypes exhibiting lower MIC. This
has been reported after the introduction of PCV-7 [23].
Pneumococcal isolates cultured from the VEC had less erythromycin and co-trimoxazole resistance and were less often
multi-resistant as compared to CG. The reduction noted for the
VEC was mainly driven by the reduction in serotype 19F which
was the main PNSP and multi-resistant serotype in the prevaccination period.
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Due to a lack of herd effect on serotype 19F in the PostVac
cohort, as discussed above, no change in PNSP or multi resistance
was noted, but there was a reduction in co-trimoxazole resistance.
The resistant and multi-resistant NVTs, mainly of serogroup 15,
but also serotypes 6C and 23B, are emerging in the post vaccination
period. Reports on serogroup 15 have shown it to be one of the
most prevalent resistant serogroups in many parts of the world
[32,43]. Other studies have shown a decrease in non-susceptible
pneumococci after vaccination [9,22,44] or even no effect on
antibiotic resistance [45]. Many factors may influence this, the
most important being the level of antibiotic resistance in both
the vaccine serotypes and the replacing serotypes, the selective
pressure from antibiotic usage, the level of day-care attendance,
vaccine uptake in the study population in addition to study size
and design [5–9].
Different capsular types have varying invasive potential [10,46].
Replacing invasive [46], antibiotic resistant vaccine types with
more benign ones may result in a reduction in pneumococcal infections and treatment failures. Parent-reported antibiotic usage by
children in the VEC was lower than by children in the CG, yet with
no difference in RTIs. In the herd effect analysis, children in the
PostVac period had less antibiotic consumption and fewer recent
RTIs than those in the PreVac period. As this is parent-reported
and thus prone to recall bias, conclusions on vaccine impact on
RTI must be drawn with caution. The reduction noted here is however in line with other studies that show fewer infections after
PCVs [12–18,20].
The strength of this study is its size, its well-defined groups and
high vaccine uptake. All culturing and serotyping was done at the
same laboratory, using exactly the same methods and protocols
throughout the study period. The weakness is that it is a prepost analysis where the groups compared are sampled in different
years, and subject to different external factors, such as fluctuations
in serotype prevalence and incidence of viral infections that influence both pneumococcal carriage and disease. This cannot be
easily controlled in a study such as this and must be acknowledged
as a source of potential bias. However, the study periods compared
are directly adjacent to each other minimizing such differences.
Studies like this one, with monitoring of serotype prevalence,
serotype replacement and antibiotic resistance are important for
public health policies and treatment guidelines. Moreover, they
add to the important knowledge base needed for deciding which
serotypes should be included in the next generation of pneumococcal vaccines. Importantly, it shows that the vaccination has
great impact against all VT in vaccinated children in addition to
herd effect on unvaccinated children contributing to lowering
antimicrobial resistance rates.
Acknowledgements
An investigator-initiated study. Funding for this study was provided by GlaxoSmithKline Biologicals SA and a grant was received
from the Landspitali University Hospital Research Fund.
GlaxoSmithKline Biologicals SA was provided the opportunity to
review a draft version of this manuscript but the authors are solely
responsible for final content and interpretation. The authors
received no financial support or other form of compensation
related to the development of the manuscript.
References
[1] O’Brien KL, Wolfson LJ, Watt JP, et al. Burden of disease caused by Streptococcus
pneumoniae in children younger than 5 years: global estimates. Lancet
2009;374(9693):893–902.
[2] Plosker GL. 10-Valent pneumococcal non-typeable haemophilus influenzae
protein D-conjugate vaccine: a review in infants and children. Paediatr Drugs
2014;16(5):425–44.

5247

[3] Ahmed S, Shapiro NL, Bhattacharyya N. Incremental health care utilization and
costs for acute otitis media in children. The Laryngoscope 2014;124(1):301–5.
[4] Kristinsson KG. Effect of antimicrobial use and other risk factors on
antimicrobial resistance in pneumococci. Microb Drug Resist 1997;3
(2):117–23.
[5] Tomasson G, Gudnason T, Kristinsson KG. Dynamics of pneumococcal carriage
among healthy Icelandic children attending day-care centres. Scand J Infect Dis
2005;37(6–7):422–8.
[6] Huang SS, Finkelstein JA, Rifas-Shiman SL, Kleinman K, Platt R. Communitylevel predictors of pneumococcal carriage and resistance in young children.
Am J Epidemiol 2004;159(7):645–54.
[7] Gudnason T, Hrafnkelsson B, Laxdal B, Kristinsson KG. Risk factors for
nasopharyngeal carriage of Streptococcus pneumoniae and effects of a hygiene
intervention: repeated cross-sectional cohort study at day care centres. Scand J
Infect Dis 2014;46(7):493–501.
[8] Bogaert D, De Groot R, Hermans PW. Streptococcus pneumoniae colonisation:
the key to pneumococcal disease. Lancet Infect Dis 2004;4(3):144–54.
[9] Desai AP, Sharma D, Crispell EK, et al. Decline in pneumococcal nasopharyngeal
carriage of vaccine serotypes after the introduction of the 13-valent
pneumococcal conjugate vaccine in children in Atlanta Georgia. Pediatr
Infect Dis J 2015;34(11):1168–74.
[10] Simell B, Auranen K, Kayhty H, et al. The fundamental link between
pneumococcal carriage and disease. Expert Rev Vaccines 2012;11(7):841–55.
[11] Hjalmarsdottir MA, Kristinsson KG. Epidemiology of penicillin-nonsusceptible pneumococci in Iceland, 1995–2010. J Antimicrob Chemother
2014;69(4):940–6.
[12] Pavia M, Bianco A, Nobile CG, Marinelli P, Angelillo IF. Efficacy of
pneumococcal vaccination in children younger than 24 months: a metaanalysis. Pediatrics 2009;123(6):e1103–1110.
[13] Jokinen J, Rinta-Kokko H, Siira L, et al. Impact of ten-valent pneumococcal
conjugate vaccination on invasive pneumococcal disease in Finnish children–a
population-based study. PLoS One 2015;10(3):e0120290.
[14] Myint TT, Madhava H, Balmer P, et al. The impact of 7-valent pneumococcal
conjugate vaccine on invasive pneumococcal disease: a literature review. Adv
Ther 2013;30(2):127–51.
[15] Mehr S, Wood N. Streptococcus pneumoniae–a review of carriage, infection,
serotype replacement and vaccination. Paediatr Respir Rev 2012;13
(4):258–64.
[16] Erlendsdottir H, Haraldsson A, Hrafnkelsson B, Kristinsson KG. An early
reduction of invasive pneumococcal infections after PCV-10 immunisation
[abstract ISPPD-0390]. In: the 9th International Symposium on Pneumococci
and Pneumococcal Diseases (ISPPD). Hyderabad, India; 2014.
[17] Taylor S, Marchisio P, Vergison A, Harriague J, Hausdorff WP, Haggard M.
Impact of pneumococcal conjugate vaccination on otitis media: a systematic
review. Clin Infect Dis 2012;54(12):1765–73.
[18] Sigurdsson S, Kristinsson KG, Erlendsdottir H, Hrafnkelsson B, Haraldsson A.
Decreased incidence of respiratory infections in children after vaccination
with ten-valent pneumococcal vaccine. Pediatr Infect Dis J 2015;34
(12):1385–90.
[19] Vesikari T, Forsten A, Seppa I, et al. Effectiveness of the 10-Valent
pneumococcal nontypeable haemophilus influenzae protein D-conjugated
vaccine (PHiD-CV) against carriage and acute otitis media-a double-blind
randomized clinical trial in Finland. J Pediatric Infect Dis Soc 2016.
[20] Scotta MC, Veras TN, Klein PC, et al. Impact of 10-valent pneumococcal nontypeable Haemophilus influenzae protein D conjugate vaccine (PHiD-CV) on
childhood pneumonia hospitalizations in Brazil two years after introduction.
Vaccine 2014;32(35):4495–9.
[21] Bosch AA, van Houten MA, Bruin JP, et al. Nasopharyngeal carriage of
Streptococcus pneumoniae and other bacteria in the 7th year after
implementation of the pneumococcal conjugate vaccine in the Netherlands.
Vaccine 2016;34(4):531–9.
[22] Daana M, Rahav G, Hamdan A, et al. Measuring the effects of pneumococcal
conjugate vaccine (PCV7) on Streptococcus pneumoniae carriage and antibiotic
resistance: the Palestinian-Israeli Collaborative Research (PICR). Vaccine
2015;33(8):1021–6.
[23] Gounder PP, Brewster M, Bruce MG, et al. Impact of the pneumococcal
conjugate vaccine and antibiotic use on nasopharyngeal colonization by
antibiotic nonsusceptible Streptococcus pneumoniae, Alaska, 2000[FIGURE
DASH]2010. Pediatr Infect Dis J 2015;34(11):1223–9.
[24] Weil-Olivier C, van der Linden M, de Schutter I, Dagan R, Mantovani L.
Prevention of pneumococcal diseases in the post-seven valent vaccine era: a
European perspective. BMC Infect Dis 2012;12:207.
[25] Gladstone RA, Jefferies JM, Tocheva AS, et al. Five winters of pneumococcal
serotype replacement in UK carriage following PCV introduction. Vaccine
2015;33(17):2015–21.
[26] van Gils EM, Veenhoven RH, Hak E, et al. PNeumococcal conjugate vaccination
and nasopharyngeal acquisition of pneumococcal serotype 19a strains. JAMA
2010;304(10):1099–106.
[27] Davis SM, Deloria-Knoll M, Kassa HT, O’Brien KL. Impact of pneumococcal
conjugate vaccines on nasopharyngeal carriage and invasive disease among
unvaccinated people: review of evidence on indirect effects. Vaccine 2013;32
(1):133–45.
[28] Satzke C, Turner P, Virolainen-Julkunen A, et al. Standard method for detecting
upper respiratory carriage of Streptococcus pneumoniae: updated
recommendations from the World Health Organization Pneumococcal
Carriage Working Group. Vaccine 2013;32(1):165–79.

5248

S. Sigurdsson et al. / Vaccine 35 (2017) 5242–5248

[29] Hjalmarsdottir MA, Gumundsdottir PF, Erlendsdottir H, Kristinsson KG,
Haraldsson G. Cocolonization of pneumococcal serotypes in healthy children
attending day care centers: molecular versus conventional methods. Pediatr
Infect Dis J 2016;35(5):477–80.
[30] Slotved HC, Kaltoft M, Skovsted IC, Kerrn MB, Espersen F. Simple, rapid latex
agglutination test for serotyping of pneumococci (Pneumotest-Latex). J Clin
Microbiol 2004;42(6):2518–22.
[31] Rinta-Kokko H, Dagan R, Givon-Lavi N, Auranen K. Estimation of vaccine
efficacy against acquisition of pneumococcal carriage. Vaccine 2009;27
(29):3831–7.
[32] Richter SS, Diekema DJ, Heilmann KP, Dohrn CL, Riahi F, Doern GV. Changes in
pneumococcal serotypes and antimicrobial resistance after introduction of the
13-valent conjugate vaccine in the United States. Antimicrob Agents
Chemother 2014;58(11):6484–9.
[33] Althause BM, Dagan R, Givon-Lavi N, et al. Identification of latent reservoirs of
pneumococcal conjugated vaccine (PCV) serotypes after extended vaccination.
In: Paper presented at: 10th International Symposium on Pneumococci and
Pneumococcal Diseases (ISPPD). Glascow, Scotland; 2016.
[34] Prymula R, Habib A, Francois N, Borys D, Schuerman L. Immunological memory
and nasopharyngeal carriage in 4-year-old children previously primed and
boosted with 10-valent pneumococcal non-typeable Haemophilus influenzae
protein D conjugate vaccine (PHiD-CV) with or without concomitant
prophylactic paracetamol. Vaccine 2013;31(16):2080–8.
[35] Abdullahi O, Karani A, Tigoi CC, et al. Rates of acquisition and clearance of
pneumococcal serotypes in the nasopharynges of children in Kilifi District
Kenya. J Infect Dis 2012;206(7):1020–9.
[36] Hill PC, Cheung YB, Akisanya A, et al. Nasopharyngeal carriage of Streptococcus
pneumoniae in Gambian infants: a longitudinal study. Clin Infect Dis 2008;46
(6):807–14.
[37] Hogberg L, Geli P, Ringberg H, Melander E, Lipsitch M, Ekdahl K. Age- and
serogroup-related differences in observed durations of nasopharyngeal

[38]

[39]
[40]

[41]

[42]

[43]

[44]

[45]

[46]

carriage of penicillin-resistant pneumococci. J Clin Microbiol 2007;45
(3):948–52.
van den Bergh MR, Biesbroek G, Rossen JW, et al. Associations between
pathogens in the upper respiratory tract of young children: interplay between
viruses and bacteria. PLoS One 2012;7(10):e47711.
Tin Tin Htar M, Christopoulou D, Schmitt HJ. Pneumococcal serotype evolution
in Western Europe. BMC Infect Dis 2015;15:419.
Deceuninck G, De Serres G, Boulianne N, Lefebvre B, De Wals P. Effectiveness of
three pneumococcal conjugate vaccines to prevent invasive pneumococcal
disease in Quebec Canada. Vaccine 2015;33(23):2684–9.
Prymula R, Hanovcova I, Splino M, et al. Impact of the 10-valent pneumococcal
non-typeable Haemophilus influenzae Protein D conjugate vaccine (PHiD-CV)
on bacterial nasopharyngeal carriage. Vaccine 2011;29(10):1959–67.
van den Bergh MR, Spijkerman J, Swinnen KM, et al. Effects of the 10-valent
pneumococcal nontypeable Haemophilus influenzae protein D-conjugate
vaccine on nasopharyngeal bacterial colonization in young children: a
randomized controlled trial. Clin Infect Dis 2013;56(3):e30–39.
Ho PL, Chiu SS, Law PY, Chan EL, Lai EL, Chow KH. Increase in the
nasopharyngeal carriage of non-vaccine serogroup 15 Streptococcus
pneumoniae after introduction of children pneumococcal conjugate
vaccination in Hong Kong. Diagn Microbiol Infect Dis 2015;81(2):145–8.
Marom T, Avraham E, Cinamon U, Tamir SO. The effect of immunization with
pneumococcal conjugated vaccines on Streptococcus pneumoniae resistance
patterns in acute otitis media. J Microbiol Immunol Infect 2015.
Hanke CR, Grijalva CG, Chochua S, et al. Bacterial density, serotype distribution
and antibiotic resistance of pneumococcal strains from the nasopharynx of
peruvian children before and after pneumococcal conjugate vaccine 7. Pediatr
Infect Dis J 2016;35(4):432–9.
Greenberg D, Givon-Lavi N, Newman N, Bar-Ziv J, Dagan R. Nasopharyngeal
carriage of individual Streptococcus pneumoniae serotypes during pediatric
pneumonia as a means to estimate serotype disease potential. Pediatr Infect
Dis J 2011;30(3):227–33.

