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a b s t r a c t
Background: In the US, influenza vaccination is recommended annually to everyone 6 months. Prior
receipt of influenza vaccine can dampen antibody responses to subsequent vaccination. This may have
implications for pregnant women and their newborns, groups at high risk for complications from influenza infection.
Objective: This study examined effects of prior vaccination on maternal and cord blood antibody levels in
a cohort of pregnant women in the US.
Study design: Influenza antibody titers were measured in 141 pregnant women via the hemagglutination
inhibition (HAI) assay prior to receipt of quadrivalent influenza vaccine, 30 days post-vaccination, and at
delivery (maternal and cord blood). Logistic regression analyses adjusting for age, BMI, parity, gestational
age at vaccination, and year of vaccination compared HAI titers, seroprotection, and seroconversion in
women with versus without vaccination in the prior year.
Results: Compared to those without vaccination in the previous year (n = 50), women with prior vaccination (n = 91) exhibited higher baseline antibody titers and/or seroprotection rates against all four strains
after controlling for covariates. Prior vaccination also predicted lower antibody responses and seroconversion rates at one month post-vaccination. However, at delivery, there were no significant differences
in antibody titers or seroprotection rates in women or newborns, and no meaningful differences in the
efficiency of antibody transfer, as indicated by the ratio of cord blood to maternal antibody titers at
the time of delivery.
Conclusion: In this cohort of pregnant women, receipt of influenza vaccine the previous year predicted
higher baseline antibody titers and decreased antibody responses at one month post-vaccination against
all influenza strains. However, prior maternal vaccination did not significantly affect either maternal antibody levels at delivery or antibody levels transferred to the neonate. This study is registered with the NIH
as a clinical trial (NCT02148874).
Ó 2017 Elsevier Ltd. All rights reserved.

1. Introduction
Seasonal influenza virus vaccination is recommended by the
Centers for Disease Control (CDC) and the American Congress of
⇑ Corresponding author at: The Ohio State University Wexner Medical Center,
Institute for Behavioral Medicine Research, Room 112, 460 Medical Center Drive,
Columbus, OH 43210, USA.
E-mail address: Lisa.Christian@osumc.edu (L.M. Christian).

Obstetricians and Gynecologists (ACOG) to all women without contraindications who are pregnant or will be pregnant during influenza season [1,2]. This recommendation reflects recognition that
pregnant women are at high risk for complications, hospitalization,
and death due to influenza infection [3–7]. It is now established that
influenza immunization during pregnancy reduces risk of influenza
infection in pregnant women [8,9]. Studies show no adverse effects
of vaccination in relation to outcomes including, but not limited to,
risk of preterm labor, C-section, or fetal malformation [10–13].

http://dx.doi.org/10.1016/j.vaccine.2017.05.050
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Via transplacental antibody transfer, maternal vaccination also
confers protection against influenza virus to the neonate [8,9,14–
20]. Infants from 0–6 months have among the highest rates of
influenza-associated complications with >1000 hospitalizations
per 100,000 infants in the US [21]. Influenza vaccine is not
approved for infants <6 months. Thus, maternal vaccination in
pregnancy is the only currently recommended effective strategy
for protecting infants younger than 6 months. Prospective studies
of laboratory-confirmed influenza show that maternal vaccination
can reduce risk of influenza infection in infants by up to 63% and
reduce influenza severity in infected infants [8,9,14–20].
Of clinical relevance, prior receipt of influenza vaccine can lower
antibody responses to subsequent vaccination. In a study of 796
children and adolescents (6–17 years), receipt of seasonal trivalent
inactivated influenza vaccine in the prior year predicted lower antibody responses against A/H1N1 and A/H3N2 strains [22]. Data from
animal and human studies suggest that these blunting effects of
prior vaccination are linked with higher basal antibody titers
among previously vaccinated individuals, which may interfere with
B-cell signaling [23,24]. However, lower antibody responses among
those with prior vaccination have also been observed among those
who did not exhibit elevated baseline titers [25,26].
Given the consistently observed effects of prior vaccination on
subsequent antibody responses, concern has been raised that
annual vaccination may interfere with development of protective
immunity in the context of a lethal pandemic subtype [27]. In relation to this concern, a study of 150 pregnant women who received
monovalent 2009 influenza A (H1N1) vaccine during the flu pandemic found that those who had already received trivalent seasonal vaccine in the same year exhibited less robust antibody
responses to the monovalent H1N1 vaccine [28]. However, overall,
data on effects of prior vaccination on maternal antibody responses
are limited. Moreover, data on how prior maternal vaccination may
affect antibody levels in the neonate is unknown.
Addressing gaps in the literature, the current study examined
effects of prior vaccine receipt on antibody responses to seasonal
influenza vaccine in a cohort of pregnant women in the US. This
study included 141 women who were assessed prior to and following receipt of seasonal influenza vaccine during the 2013–2014 and
2014–2015 influenza seasons. We examined potential differences
in maternal antibody status at baseline (i.e., prior to vaccination),
antibody responses at 30 days post-vaccination, antibody maintenance to the time of delivery, and cord blood antibody levels,
as a function of maternal vaccination in the previous year.

final analytic sample). Women were also recruited from the
OSUWMC Prenatal Clinic and surrounding community of Columbus, Ohio. All participants in the study were informed that they
could discontinue participation at any time with no penalty and
no change in their future relationship with The Ohio State University. Data collection occurred from October 2013 to September
2015, vaccinations occurred between late August and late April
each vaccination year. Participants received an influenza vaccine
at the first study visit, and provided blood samples at all three
study visits (baseline, 30 days post-vaccination, and delivery).
Cord blood was also collected at delivery. This study is registered
with the NIH as a clinical trial (NCT02148874).
2.2. Participants
Exclusion criteria included, chronic conditions (e.g., cancer, systemic lupus erythematosus) with implications for immune function. To ensure adequate time for follow-up assessment prior to
delivery, women were excluded if they were beyond 30 weeks
completed gestation; women were eligible to enroll at any other
stage of gestation. Women were excluded if they reported weight
and measured height consistent with a pre-pregnancy body mass
index (BMI) > 50, or did not intend to deliver at OSUWMC. Women
reporting acute illness, such as cold- or influenza-like symptoms,
or antibiotic use within ten days of a study visit were rescheduled.
The current analyses focused on the effects of prior receipt of influenza vaccination per self-report. A total of 145 women were
recruited. Four women were excluded from analyses because they
were uncertain about influenza vaccination status in the prior year,
resulting in an analytic sample of 141. Cord blood samples were
unavailable from 25 participants in this analytic sample. Written
informed consent and Health Insurance Portability and Accountability Act (HIPAA) authorizations were obtained from all participants and each received modest compensation. The study was
approved by the OSU Biomedical Institutional Review Board.
2.3. Demographics
Age, race/ethnicity, marital status, education level, annual
household income, employment status, and number of prior births
(parity) were collected by self-report. Pre-pregnancy body mass
index (BMI; kg/m2) was calculated using self-reported prepregnancy weight and measured height at the first visit.
2.4. Influenza virus vaccine

2. Materials and methods
2.1. Study design
Pregnant women were recruited largely from faculty, staff, and
students at the Ohio State University (OSU) and OSU Wexner Medical Center (OSUWMC) based on voluntary response to advertisements placed in online campus newsletters (n = 73, 51.8% of the

Women received the 2013–2014 or 2014–2015 seasonal influenza vaccination, depending on the year recruited. Strains present
in the seasonal influenza vaccine during the two study years, and
one year preceding are presented in Table 1. Quadrivalent inactivated influenza vaccine (IIV4) which includes an A/H1N1,
A/H3N2, and two B strains was introduced during the 2013–2014
season. The first 15 women vaccinated in this study year received

Table 1
Influenza virus vaccine strains by year.
Influenza season
2012–2013

2013–2014

2014–2015

A/California/7/2009 (H1N1)-like virus
A/Victoria/361/2011 (H3N2)-like virus
B/Wisconsin/1/2010-like virus
N/A

A/California/7/2009 (H1N1)-like virus
A/Victoria/361/2011 (H3N2)-like virus
B/Massachusetts/2/2012-like virus
B/Brisbane/60/2008-like virus

A/California/7/2009 (H1N1)-like virus
A/Texas/50/2012 (H3N2)-like virus
B/Massachusetts/2/2012-like virus
B/Brisbane/60/2008-like virus

Women were vaccinated during the 2013–2014 and 2014–2015 flu seasons. The first 15 women vaccinated received trivalent vaccine which did not include B/Brisbane.
Information on the 2012–2013 vaccine is provided for comparison to strains present in the subsequent year.
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trivalent vaccine and were thus excluded from analyses related to
the B/Brisbane strain.

Table 2
Demographic characteristics.
No vaccine in
prior year
(n = 50)

Vaccine in
prior year
(n = 91)

Body Mass Index (BMI)
Normal (18.5–<25)
Overweight (25–<30)
Obese (30)

18 (36.0)
14 (28.0)
18 (36.0)

52 (57.1)
18 (19.8)
21 (23.1)

Age [Mean (SD)]

27.7 (5.4)

30.0 (4.4)

2.5. Hemagglutination inhibition assay (HAI)
HAI assays were performed with specific viruses relating to vaccine year. A/California/04/2009 (CA/09, pdmH1N1), viral stocks
were propagated in the allantoic cavity of 10-day-old specific
pathogen-free embryonated chicken eggs at 37 °C. Allantoic fluid
was harvested, cleared by centrifugation, and stored at 80 °C. A/
Texas/50/2012 (H3N2) and A/Victoria/361/2011 (H3N2) were
propagated in MDCK cells. HAI titer was blindly determined based
on vaccine year in accordance with World Health Organization
guidelines [29]. Briefly, women and infant serum were treated with
receptor destroying enzyme (RDE; Denka Seiken, Tokyo, Japan),
followed by inactivation. RDE-treated sera were then incubated
in duplicate with virus for 15 min at room temperature followed
by incubation at 4 °C with 0.5% Turkey red blood cells. HAI titer
was determined by reciprocal dilution of the last well.
2.6. Seroconversion and seroprotection rates
Serum samples from baseline, 30 days post-vaccination, and
delivery were assayed using the hemagglutination inhibition
(HAI) assay against vaccine strains from the corresponding year.
HAI antibody titers reported as <1:10 were valued at 1:5 for statistical purposes. Consistent with prior studies [30], seroconversion
was defined as a 4-fold increase in antibody titers or a titer of
40 if the starting value was <10 at the one month follow-up visit.
Maternal seroprotection rates were determined at each study visit,
as defined by an antibody titer 1:40 [31]. Seroprotection cut-offs
of both 1:40 and 1:110 were examined in relation to cord blood
titers, as prior data in children (6 months to 6 years of age) indicate
that the more conservative 1:110 antibody level is necessary in
children to achieve similar rates of protection as observed with a
titer of 1:40 in adults [32].
2.7. Statistical analyses
Women were categorized into two groups: receipt of seasonal
influenza virus vaccine in the prior year or not. To examine differences between these groups on demographic characteristics, ttests and chi-square tests were conducted. Because HAI titers were
not normally distributed even after log-transformation, nontransformed data were examined using proportional odds ordinal
logistic regression to compare HAI titers for each influenza strain
at each timepoint between women with and without prior vaccination. Logistic regression analyses were conducted to examine the
effects of prior vaccination receipt on rates of seroconversion and
seroprotection. All analyses adjusted for maternal age, prepregnancy BMI, parity, gestational age at the time of vaccination,
and year of vaccination. Analyses were conducted in SPSS 24.0
and SAS 9.4.
3. Results
3.1. Sample characteristics
Study visits occurred at baseline (mean gestational age = 18.3 weeks, SD ± 7.1 weeks), 30 days later (mean gestational
age = 22.7 weeks, SD ± 7.2 weeks), and delivery (mean gestational
age = 39.0 weeks, SD ± 1.7 weeks). Overall, 62.0% of women were
White (n = 88), with a mean age of 29.2 years (SD ± 4.9). In this
sample, 64.5% (n = 91) reported receiving an influenza vaccination
in the previous year, while 35.5% (n = 50) did not. Women report-

0.055

Race [n (%)]
White
Black
Asian
Multiracial

25 (50.0)
20 (40.0)
1 (2.0)
4 (8.0)

63 (69.2)
24 (26.4)
2 (2.2)
2 (2.2)

Ethnicity [n (%)]
Hispanic
Non-Hispanic

2 (4.1)
47 (95.9)

2 (2.2)
89 (96.7)

Marital Status [n (%)]
Married
In a relationship
Single

20 (40.8)
19 (38.0)
11 (22.0)

65 (71.4)
18 (19.8)
8 (8.8)

Education [n (%)]
High School Graduate or Less
Some College
College Degree
Graduate School

14 (28.0)
19 (38.0)
9 (18.0)
8 (16.0)

8 (8.8)
19 (20.9)
28 (30.8)
36 (39.6)

Income [n (%)]
<$29,999
$30,000–74,999
$ > 75,000

34 (68.0)
9 (18.0)
7 (14.0)

20 (22.0)
28 (30.8)
43 (47.3)

Employment Status [n (%)]
Employed outside the home
Not employed outside the home

22 (44.0)
28 (56.0)

71 (78.0)
20 (22.0)

Parity [n (%)]
0
1
2

22 (44.0)
10 (20.0)
18 (36.0)

28 (30.8)
40 (44.0)
23 (25.3)

Trimester of Vaccination [n (%)]
First
Second
Third

18 (36.0)
29 (58.0)
3 (6.0)

28 (30.8)
52 (57.1)
11 (12.1)

21.0 (7.2)

20.6 (7.5)

Weeks between Vaccination and
Delivery [Mean (SD)]

p-value

0.007
0.021

0.327

0.001

<0.001

<0.001

<0.001

0.860

0.296

0.73

ing vaccination in the previous year were older, with lower average
BMI, higher education, higher income levels, and were more likely
to be White, married, and employed (Table 2). Groups did not differ
in parity or length of time from vaccination to delivery (Table 2).

3.2. Effects of prior vaccination on baseline antibody levels
Proportional odds ordinal logistic regression was used to compare HAI titers, adjusting for maternal age, pre-pregnancy BMI,
parity, gestational age at time of vaccination, and year of vaccination. At baseline, women vaccinated the previous year had greater
odds of having a higher HAI titer for A/H1N1 (p = 0.001), A/H3N2
(p = 0.04), and B/Massachusetts (p = 0.01), with a similar but
non-significant trend for B/Brisbane (p = 0.12) compared to women
not vaccinated the previous year (Fig. 1; Table 3). Per logistic
regression utilizing the same covariates, women with prior vaccination had higher seroprotection rates (i.e., titer 1:40) at baseline
for A/H1N1 (50.5% vs 32.0%, B = 1.00, SE = 0.42, p = 0.02), B/Massachusetts (40.7% vs 22.0%, B = 1.16, SE = 0.46, p = 0.01), and B/Brisbane strains (25.3% vs 6%, B = 2.67, SE = 1.10, p = 0.02). A similar,
but non-significant trend was observed in relation to A/H3N2
(49.5% vs 38.0%, B = 0.63, SE = 0.40, p = 0.12).
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Fig. 1. Hemagglutination inhibition (HAI) titers for each influenza strain at each timepoint (Median; Interquartile Range). * p < 0.05, ** p < 0.01; y p  0.08; analyses were
conducted using proportional odds ordinal logistic regression controlling for maternal age, pre-pregnancy BMI, parity, gestational age at time of vaccination, and year of
vaccination.

Table 3
Prior vaccination and proportional odds ratio for higher HAI titers.
Strain

Timepoint

Odds Ratio (95% CI)a

p-value

A/H1N1

Baseline
After 30 Days
Delivery
Cord Blood
Neonate:Maternal Ratio

3.46
0.29
0.57
0.67
2.11

(1.65, 7.27)
(0.14, 0.60)
(0.28, 1.13)
(0.31, 1.45)
(0.99, 4.52)

0.001
0.001
0.11
0.31
0.053

A/H3N2

Baseline
After 30 Days
Delivery
Cord Blood
Neonate:Maternal Ratio

2.11
0.38
0.52
0.55
1.49

(1.03, 4.30)
(0.19, 0.78)
(0.26, 1.05)
(0.25, 1.20)
(0.71, 3.17)

0.04
0.01
0.07
0.13
0.29

B/Massachusetts

Baseline
After 30 Days
Delivery
Cord Blood
Neonate:Maternal Ratio

2.97 (1.32, 6.70)
0.33 (0.16, 0.69)
0.71 (0.34, 1.48)
0.50 (0.23, 1.09)
1.00 (0.45, 2.22)

0.01
0.003
0.36
0.08
0.99

B/Brisbane

Baseline
After 30 Days
Delivery
Cord Blood
Neonate:Maternal Ratio

2.16
0.43
1.05
0.77
0.57

0.12
0.02
0.91
0.50
0.17

(0.83, 5.65)
(0.21, 0.89)
(0.47, 2.35)
(0.36, 1.65)
(0.25, 1.27)

Analyses control for maternal age, pre-pregnancy BMI, parity, gestational age at
vaccination, and year of vaccination.
The bold numbers are all statistically significant at p < 0.05.
a
Odds ratio >1 indicates that prior vaccination predicted greater odds of higher
HAI titer/higher neonate:maternal ratio. Odds ratio <1 indicates that prior vaccination predicted lower odds of a higher HAI titer/higher neonate:maternal ratio.

3.3. Effects of prior vaccination on maternal antibody responses
Proportional odds ordinal logistic regression adjusting for specified covariates demonstrated that at one month post-vaccination,

women with prior vaccination had lower odds of having a higher
HAI titer for all four strains: A/H1N1 (p = 0.001), A/H3N2 (p = 0.01),
B/Massachusetts (p = 0.003), B/Brisbane (p = 0.02) (Fig. 1, Table 3).
Similarly, prior vaccination was associated with lower rates of seroconversion across all four strains: A/H1N1 (16.1% vs 78.3%,
B = 2.99, SE = 0.52, p < 0.001), A/H3N2 (31.0% vs 71.7%, B = 1.79,
SE = 0.46, p < 0.001), B/Massachusetts (14.9% vs 60.9%, B = 2.17,
SE = 0.47, p < 0.001), and B/Brisbane (25.3% vs 65.2%, B = 2.11,
SE = 0.52, p < 0.001) (Table 4). Finally, prior vaccination predicted
lower seroprotection rates for A/H3N2 (74.7% vs 93.5%, B = 1.46,
SE = 0.67, p = 0.03), B/Massachusetts (52.9% vs 73.9%, B = 1.02,
SE = 0.48, p = 0.03), and B/Brisbane (52.0% vs 69.6%, B = 1.09,
SE = 0.50, p = 0.03) at 30 days post-vaccination (Table 4). A similar
trend was observed for A/H1N1 which was not statistically significant (71.3% vs 91.3%, B = 1.13, SE = 0.61, p = 0.07).

3.4. Effects of prior vaccination on maternal antibody maintenance at
delivery
Proportional odds ordinal logistic regression adjusting for
specified covariates demonstrated that at the time of delivery,
prior vaccination did not affect HAI antibody titers against any
strain (Fig. 1, Table 3), although a trend toward such an effect
was observed for A/H3N2 (p = 0.07). Moreover, adjusting for specified covariates, seroprotection at delivery did not differ significantly among women with versus without prior vaccination for
all four strains (Table 4): A/H1N1 (51.1% vs 72.3%, B = 0.53,
SE = 0.42, p = 0.21), A/H3N2 (60.2% vs 72.3%, B = 0.48, SE = 0.44,
p = 0.27), B/Massachusetts (39.8% vs 46.8%, B = 0.11, SE = 0.43,
p = 0.80), or B/Brisbane (25.0% vs 29.8%, B = 0.10, SE – 0.50,
p = 0.85).
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Table 4
Maternal seroconversion and seroprotection in relation to prior vaccination.
No vaccine in prior
year (n = 50)

Vaccine in prior
year (n = 91)

p-value

A/H1N1
Seroconversion [n (%)]

36/46 (78.3)

14/87 (16.1)

<0.001

Seroprotection [n (%)]
Baseline
After 30 days
At delivery

16/50 (32.0)
42/46 (91.3)
34/47 (72.3)

46/91 (50.5)
62/87 (71.3)
45/88 (51.1)

H3N2
Seroconversion [n (%)]

33/46 (71.7)

Seroprotection [n (%)]
Baseline
After 30 days
At delivery

Table 6
Prior Vaccination and Cord Blood Antibody Titers.
No vaccine in
prior year (n = 38)

Vaccine in
prior year (n = 78)

p-value

A/H1N1
1:40 [n (%)]
1:110 [n (%)]

37/38 (97.4)
25/38 (65.8)

76/78 (97.4)
33/78 (42.3)

0.983
0.11

0.02
0.07
0.21

A/H3N2
1:40 [n (%)]
1:110 [n (%)]

38/38 (100.0)
35/38 (92.1)

78/78 (100.0)
73/78 (93.6)

n/a
0.43

27/87 (31.0)

<0.001

B/Massachusetts
1:40 [n (%)]
1:110 [n (%)]

36/38 (94.7)
35/38 (92.1)

78/78 (100.0)
75/78 (96.2)

0.105
0.39

19/50 (38.0)
43/46 (93.5)
34/47 (72.3)

45/91 (49.5)
65/87 (74.7)
53/88 (60.2)

0.12
0.03
0.27

B/Brisbane
1:40 [n (%)]
1:110 [n (%)]

35/38 (92.1)
22/38 (57.9)

68/70 (97.1)
58/70 (82.9)

0.234
0.79

B/Massachusetts
Seroconversion [n (%)]

28/46 (60.9)

13/87 (14.9)

<0.001

Seroprotection [n (%)]
Baseline
After 30 days
At delivery

11/50 (22.0)
34/46 (73.9)
22/47 (46.8)

37/91 (40.7)
46/87 (52.9)
35/88 (39.8)

0.01
0.03
0.80

B/Brisbane
Seroconversion [n (%)]

30/46 (65.2)

18/75 (25.3)

<0.001

Seroprotection [n (%)]
Baseline
After 30 days
At delivery

3/50 (6.0)
32/46 (69.6)
14/47 (29.8)

20/79 (25.3)
39/75 (52.0)
19/76 (25.0)

0.02
0.03
0.85

Analyses control for maternal age, pre-pregnancy BMI, parity, gestational age at
vaccination, and year of vaccination.

Table 5
Ratio of log-transformed HAI titers in infant cord blood to mother at delivery.
Strain

No vaccine in prior year

A/H1N1
A/H2N3
B/Massachusetts
B/Brisbane

1.17
1.31
1.66
2.26

(1.06,
(1.14,
(1.31,
(1.47,

1.58)a
1.90)a
2.84)b
3.06)b

Vaccine in prior year
1.37
1.38
1.82
2.56

(1.18,
(1.23,
(1.47,
(1.57,

2.07)c
2.56)c
2.84)d
2.84)d

Median and interquartile range.
a
n = 38.
b
n = 36.
c
n = 76.
d
n = 68.

3.5. Effects of prior vaccination on cord blood antibody titers
Proportional odds ordinal logistic regression adjusting for specified covariates demonstrated that prior vaccination did not affect
cord blood antibody titers against any strain (Fig. 1; Table 3)
although there was a trend for B/Massachussets, with lower titers
among those with prior vaccination (p = 0.08). The ratio of infant:maternal antibody titers at the time of delivery are shown in
Table 5. Proportional odds logistic regression adjusting for specified covariates also showed no significant differences in the
infant:maternal antibody ratio among women with versus without
vaccination in the prior year (Table 3), although a trend was
observed for a higher ratio among women with prior vaccination
for A/H1N1 (p = 0.052).
Overall, 95–100% of infants achieved a cord blood titer of 1:40
against each strain (Table 6), thus no statistical analyses were conducted in relation to achieving this titer. Utilizing the more conservative clinical cut-off of 1:110 titer, no significant effects of prior
vaccination were observed (Table 6): A/H1N1 (42.3% vs 65.8%,
B = 0.75, SE = 0.47, p = 0.11), A/H3N2 (93.6% vs 92.1%, B = 0.72,
SE = 0.91, p = 0.43), B/Massachusetts (96.2% vs 92.1%, B = 0.78,

Analyses control for maternal age, pre-pregnancy BMI, parity, gestational age at
vaccination, and year of vaccination; cord blood data were unavailable for 25
women; in addition, among those with cord blood samples, 8 did not receive the
vaccine for B/Brisbane and were not included in related analyses.

SE = 0.91, p = 0.39), and B/Brisbane strain (82.9% vs 57.9%,
B = 0.21, SE = 0.79, p = 0.79).
3.6. Comment
These data show that pregnant women who received influenza
vaccination in the previous year exhibited higher baseline antibody
titers as well as diminished antibody responses to influenza vaccination in comparison to pregnant women without prior vaccination. This effect was observed across all four virus strains. These
findings are consistent with studies in other populations that
demonstrated higher baseline titers and lower antibody responses
as a function of prior vaccination. For instance, among 61 healthy
adults 22–49 years of age, those who received seasonal influenza
virus vaccine in the prior year had higher baseline HAI titers as
well as lower antibody responses [23]. Similarly, in a study of
158 elderly frail adults who were examined across sequential vaccination years, prior vaccination predicted both higher basal HAI
titers in the subsequent year as well as slight impairment in
post-vaccination responses [24]. Further, in a study of 57 hospital
workers, prior vaccination predicted poorer antibody responses
across strains, although elevations in baseline antibody titers were
only observed for some strains [25]. Overall, existing data, including that from the present study, suggest that elevations in baseline
antibody titers as a result of prior exposures to influenza antigens
dampen the B-cell response to vaccination.
Interestingly, despite these baseline and one month postvaccination differences between ‘‘naïve” subjects and women with
prior vaccination history, HAI antibody titers or rates of seroprotection were not significantly different at the time of delivery. Furthermore, the percentage of infants achieving cord blood titer of
either 1:40 or the more conservative clinical cut-off of 1:110 did
not differ based on maternal vaccination the previous year. Moreover, no statistically significant differences were observed in the
ratio of infant to maternal antibody levels at the time of delivery.
Of note, the efficiency of antibody transfer was greater for B strains,
as shown in Table 5. While previous studies have shown that antibody levels decline progressively within the first few months after
vaccination [33], it is unclear why antibody levels appear to decline
faster in the women receiving a primary compared to repeated
vaccination course. It could be possible that the differences in rate
of antibody decline may represent an immunological ‘‘baseline” for
the pregnant host. Following the short-lived response, the total
possible number of long-lived plasma B cells have reached survival
niches in the bone marrow and may dictate antibody persistence
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[34]. However, these questions are outside the scope of this work
and will be the focus of future studies in pregnant women and
other high-risk populations.
The current study provides novel evidence that, despite these
observed differences in baseline and one month post-vaccination
antibody titers, by the time of delivery, maternal antibody titers
do not differ significantly and infants do not differ in attaining a
protective antibody titer against any influenza strain. In these analyses, in addition to a titer of 1:40, a titer of 1:110 was examined as a
more conservative clinical cut-off for antibody protection in neonates. Evidence suggests that in children a titer of 1:110 is required
to achieve 50% clinical protection against infection, while the conventional adult cut-off of 1:40 is associated with only 22% protection [32]. Across strains, 95–100% of infants achieved a titer of
1:40 while 50–93% achieved a titer of 1:110. These comparatively
high titer values in cord blood versus maternal serum reflect active
transport mechanisms; cord blood antibodies including influenzaspecific IgG typically considerably exceed maternal levels [35–
37], as observed in the current study. However, there are a number
of factors that can impede transfer of antibody, and thus higher
titers in neonates versus mothers is not observed in all studies [9].
Although infants can also acquire anti-influenza antibody via
breast milk [38], breastfeeding rates in the US are low. It is estimated that only 41.7% of women breastfeed for 6 months or
greater, including those who supplement with formula, with significantly lower rates among Black (26.6%) versus non-Hispanic
White women (43.2%) [39]. For this reason, adequate transplacental antibody transfer is of primary clinical value. Thus, it is of clinical importance that the current data indicate that prior maternal
vaccination does not impair antibody protection conferred to the
neonate by maternal vaccination during the current pregnancy.
One interesting observation from this study is that overall level
of influenza antibody appears to return to the maternal ‘‘baseline”
between vaccination and delivery. Since placental antibody transfer is maximal in the third trimester, the decline to maternal baseline could suggest that the infant may receive less influenza
antibodies due to vaccinating the mother in the first trimester.
However, placental transfer occurs as an active transport process
throughout pregnancy and transfer of antibodies from maternal
to fetal blood increases with the duration after vaccination [40–
43]. Several studies have also shown that vaccination late in pregnancy (15–28 days before delivery) does not increase antibody
titers in the newborn [42,43]. In addition to maximal antibody
transfer, vaccinating against influenza early in pregnancy is equally
important for protection of both the mother and the fetus against
currently circulating seasonal strains. Indeed, influenza vaccination during the first trimester has been shown to reduce the rate
of stillbirth, premature delivery, and neonatal death [44,45]. Therefore, maternal influenza vaccination within the first trimester is
vitally important not only for maximal antibody transfer but also
for protection of the newborn and mother. If the mother were
not vaccinated during pregnancy, not only would this increase
chance of influenza infection and complications with birth but it
may also result in decreased antibody transfer.
Demographic differences were observed between groups as
would be expected. Specifically, women with prior vaccination
had higher household incomes and lower BMI. These findings correspond with epidemiological data on vaccine uptake showing that
adults of higher socioeconomic status (SES) with better health
behaviors are more likely to receive seasonal influenza vaccines
[46]. With regard to age, women with prior vaccination were older,
reflecting the association between higher SES with later childbearing [47]. However, all women in the study were between 19 and
42 years old. With a mean age of 30.0 versus 27.7 years among
those with versus without prior vaccination, the age difference
between groups was minimal. Although aging is associated with

impaired antibody responses to influenza vaccines, such effects
are observable in the context of studies in elderly adults [48–50].
Moreover, all analyses accounted for effects of key covariates
including maternal age, pre-pregnancy BMI, parity, gestational
age at the time of vaccination, and year of vaccination.
Our study has limitations. Vaccination history was based on
self-report rather than medical record. This introduces possible
error. However, reporting of prior vaccination among medical center employees, who made up a large portion of this sample, is
likely accurate given that vaccination is a requirement of employment. This study did not capture whether women with prior vaccination received inactivated or live-attenuated form at the time
of prior vaccination. In this study, we determined vaccination in
the prior year only. Repeated annual vaccination is common in
certain groups, including the medical center faculty and staff
who comprised a large part of our recruitment pool. It is unknown
if the effects observed in the current study are due predominately
to vaccine received in the immediate year preceding, or if this
effect may be magnified by receipt over multiple years. As such,
this study suggests that, even in the context of repeated prior vaccination, antibody protection conferred to the neonate is likely
unaffected.
This study was conducted in central Ohio in a predominately
White and African American sample. It is possible effects would differ in other contexts or populations. Relatedly, this study was conducted in generally healthy women. Prior data demonstrate that
among women with human immunodeficiency virus (HIV) infection, lower maternal antibody titers are observed at one month
post-vaccination as well as lower cord blood antibody titers in
infants at delivery [43]. The effects of prior vaccination within
women with chronic health conditions may differ from results
observed in the current healthy cohort.
Available data clearly demonstrate that the clinical protection
provided by influenza vaccines is closely associated with their
immunogenicity [51]. Thus, for influenza vaccines, vaccineinduced HAI antibody titers are widely recognized a good surrogate indicator of clinical efficacy in healthy adults [51]. However,
rates of clinically confirmed influenza infection were not examined
in this study. As reviewed, attenuated immunological responses
have been demonstrated in several studies in relation to repeated
vaccination [23,52,53]. Corresponding impairment in vaccine efficacy (as defined by rates of clinical infection), while observed in
some studies [54], have not consistently been reported [55,56].
Thus, the ultimate clinical implications of the attenuated immune
responses among women with prior vaccination for disease susceptibility and severity are unknown. Given their high risk status,
this question should be addressed empirically in a larger prospective cohort of pregnant women.
In sum, this investigation confirms prior findings showing that
previous receipt of influenza virus vaccine is associated with
higher baseline antibody titers and less robust antibody responses
to subsequent vaccination in various populations. Our data also
extend prior literature by showing that, differences at baseline
and one month post-vaccination, prior vaccination does not significantly affect maternal antibody levels by the time of delivery or
antibody levels in neonate (per cord blood). Thus, the current study
indicates that prior vaccination does not significantly affect the
antibody protection conferred to neonates by maternal vaccination
in the current pregnancy.
Role of funding sources
This study was supported by NINR (R01NR013661, LMC). The
project described was also supported by Award Number
UL1R001070 from the National Center For Research Resources.
The content is solely the responsibility of the authors and does

Please cite this article in press as: Christian LM et al. Effects of prior influenza virus vaccination on maternal antibody responses: Implications for achieving
protection in the newborns. Vaccine (2017), http://dx.doi.org/10.1016/j.vaccine.2017.05.050

L.M. Christian et al. / Vaccine xxx (2017) xxx–xxx

not necessarily represent the official views of the National Institutes of Health.

[21]

Conflicts of interest

[22]

The authors report no potential conflicts of interest. Octavio
Ramilo, reports personal fees from HuMabs, Abbvie, Janssen, Medimmune and Regeneron, and grants from Janssen. All these fees
and grants are not related to the current work.

[23]

[24]

Acknowledgments
We appreciate the contributions of our Clinical Research Assistants and students to data collection. We would like to thank our
study participants and the staff at the OSU Clinical Research Center
and Wexner Medical Center Prenatal Clinic.

[25]

[26]

[27]

References
[1] The American College of Obstetricians and Gynecologists. Committee opinion
number 468: influenza vaccination during pregnancy. Obstet Gynecol
2010;116:1006–7.
[2] Advisory Committee on Immunization Practices (ACIP). Prevention and control
of influenza with vaccines: recommendations of the advisory committee on
immunization practices (ACIP) – United States, 2012-13 influenza season.
Morbidity Mortal Weekly Report (MMWR) 2012; 61: p. 613-8.
[3] Mak TK, Mangtani P, Leese J, Watson JM, Pfeifer D. Influenza vaccination in
pregnancy: current evidence and selected national policies. Lancet Infect Dis
2008;8:44–52.
[4] Tamma PD, Ault KA, del Rio C, Steinhoff MC, Halsey NA, Omer SB. Safety of
influenza vaccination during pregnancy. Am J Obstet Gynecol
2009;201:547–52.
[5] Siston AM, Rasmussen SA, Honein MA, Fry AM, Seib K, Callaghan WM, et al.
Pandemic 2009 influenza A(H1N1) virus illness among pregnant women in the
United States. Jama-J Am Med Assoc 2010;303:1517–25.
[6] Dodds L, McNeil SA, Fell DB, Allen VM, Coombs A, Scott J, et al. Impact of
influenza exposure on rates of hospital admissions and physician visits
because of respiratory illness among pregnant women. CMAJ 2007;176:463–8.
[7] Varner MW, Rice MM, Anderson B, Tolosa JE, Sheffield J, Spong CY, et al.
Influenza-like illness in hospitalized pregnant and postpartum women during
the 2009–2010 H1N1 pandemic. Obstet Gynecol 2011;118:593–600.
[8] Zaman K, Roy E, Arifeen SE, Rahman M, Raqib R, Wilson E, et al. Effectiveness of
maternal influenza immunization in mothers and infants. N Engl J Med
2008;359:1555–64.
[9] Madhi SA, Cutland CL, Kuwanda L, Weinberg A, Hugo A, Jones S, et al. Influenza
vaccination of pregnant women and protection of their infants. New Engl J Med
2014;371:918–31.
[10] Nunes MC, Aqil AR, Omer SB, Madhi SA. The effects of influenza vaccination
during pregnancy on birth outcomes: a systematic review and meta-analysis.
Am J Perinatol 2016;33:1104–14.
[11] McMillan M, Porritt K, Kralik D, Costi L, Marshall H. Influenza vaccination
during pregnancy: A systematic review of fetal death, spontaneous abortion,
and congenital malformation safety outcomes. Vaccine 2015;33:2108–17.
[12] Bratton KN, Wardle MT, Orenstein WA, Omer SB. Maternal influenza
immunization and birth outcomes of stillbirth and spontaneous abortion: a
systematic review and meta-analysis. Clin Infect Dis 2015;60:e11–9.
[13] Fell DB, Platt RW, Lanes A, Wilson K, Kaufman JS, Basso O, et al. Fetal death and
preterm birth associated with maternal influenza vaccination: systematic
review. Bjog-Int J Obstet Gy 2015;122:17–26.
[14] Reuman PD, Ayoub EM, Small PA. Effect of passive maternal antibody on
influenza illness in children - a prospective-study of influenza-a in motherinfant pairs. Pediatr Infect Dis J 1987;6:398–403.
[15] Puck JM, Glezen WP, Frank AL, Six HR. Protection of infants from infection with
influenza-a virus by transplacentally acquired antibody. J Infect Dis
1980;142:844–9.
[16] Eick AA, Uyeki TM, Klimov A, Hall H, Reid R, Santosham M, et al. Maternal
influenza vaccination and effect on influenza virus infection in young infants.
Arch Pediatr Adolesc Med 2011;165:104–11.
[17] Poehling KA, Szilagyi PG, Staat MA, Snively BM, Payne DC, Bridges CB, et al.
Impact of maternal immunization on influenza hospitalizations in infants. Am
J Obstet Gynecol 2011;204:S141–8.
[18] Vazquez M, Benowitz I, Esposito DB, Gracey KD, Shapiro ED. Influenza vaccine
given to pregnant women reduces hospitalization due to influenza in their
infants. Clin Infect Dis 2010;51:1355–61.
[19] Englund JA, Mbawuike IN, Hammill H, Holleman MC, Baxter BD, Glezen WP.
Maternal immunization with influenza or tetanus toxoid vaccine for passive
antibody protection in young infants. J Infect Dis 1993;168:647–56.
[20] Tapia MD, Sow SO, Tamboura B, Teguete I, Pasetti MF, Kodio M, et al. Maternal
immunisation with trivalent inactivated influenza vaccine for prevention of

[28]

[29]

[30]

[31]
[32]

[33]

[34]
[35]

[36]
[37]

[38]
[39]

[40]

[41]

[42]

[43]

[44]
[45]

[46]

[47]

[48]

7

influenza in infants in Mali: a prospective, active-controlled, observer-blind,
randomised phase 4 trial. Lancet Infect Dis 2016;16:1026–35.
Poehling KA, Edwards KM, Weinberg GA, Szilagyi P, Staat MA, Iwane MK, et al.
The underrecognized burden of influenza in young children. New Engl J Med
2006;355:31–40.
Ng S, Ip DKM, Fang VJ, Chan KH, Chiu SS, Leung GM, et al. The effect of age and
recent influenza vaccination history on the immunogenicity and efficacy of
2009-10 seasonal trivalent inactivated influenza vaccination in children. Plos
One 2013; 8.
Sasaki S, He XS, Holmes TH, Dekker CL, Kemble GW, Arvin AM, et al. Influence
of prior influenza vaccination on antibody and B-cell responses. Plos One
2008; 3.
Iorio AM, Camilloni B, Basileo M, Neri M, Lepri E, Spighi M. Effects of repeated
annual influenza vaccination on antibody responses against unchanged
vaccine antigens in elderly frail institutionalized volunteers. Gerontology
2007;53:411–8.
Nabeshima S, Kashiwagi K, Murata M, Kanamoto Y, Furusyo N, Hayashi J.
Antibody response to influenza vaccine in adults vaccinated with identical
vaccine strains in consecutive years. J Med Virol 2007;79:320–5.
McLean HQ, Thompson MG, Sundaram ME, Meece JK, McClure DL, Friedrich TC,
et al. Impact of repeated vaccination on vaccine effectiveness against influenza
A(H3N2) and B during 8 seasons. Clin Infect Dis 2014;59:1375–85.
Bodewes R, Kreijtz JHCM, Rimmelzwaan GF. Yearly influenza vaccinations: a
double-edged sword? Lancet Infect Dis 2009;9:784–8.
Ohfuji S, Fukushima W, Deguchi M, Kawabata K, Yoshida H, Hatayama H, et al.
Immunogenicity of a monovalent 2009 influenza A (H1N1) vaccine among
pregnant women: lowered antibody response by prior seasonal vaccination. J
Infect Dis 2011;203:1301–8.
World Health Organization. WHO manual on animal influenza diagnosis and
surveillance. WHO/CDS/CSR/NCS/2002.5 Rev. 1:http://www.who.int/csr/
resources/publications/influenza/en/whocdscsrncs20025rev.pdf.
Steinhoff MC, Omer SB, Roy E, Arifeen SE, Raqib R, Altaye M, et al. Influenza
immunization in pregnancy - antibody responses in mothers and infants. New
Engl J Med 2010;362:1644–6.
Reber A, Katz J. Immunological assessment of influenza vaccines and immune
correlates of protection. Expert Rev Vaccines 2013;12:519–36.
Black S, Nicolay U, Vesikari T, Knuf M, Del Giudice G, Della Cioppa G, et al.
Hemagglutination inhibition antibody titers as a correlate of protection for
inactivated influenza vaccines in children. Pediatr Infect Dis J 2011;30:1081–5.
Song JY, Cheong HJ, Hwang IS, Choi WS, Jo YM, Park DW, et al. Long-term
immunogenicity of influenza vaccine among the elderly: Risk factors for poor
immune response and persistence. Vaccine 2010;28:3929–35.
Siegrist CA. Vaccine immunology. Elsevier; 2008. p. 17–6.
Griffiths PD, Berney SI, Argent S, Heath RB. Antibody against viruses in
maternal and cord sera: specific antibody is concentrated on the fetal side of
the circulation. J Hyg (Lond) 1982;89:303–10.
Kohler PF, Farr RS. Elevation of cord over maternal IgG immunoglobulin:
evidence for an active placental IgG transport. Nature 1966;210:1070–1.
Horiya M, Hisano Y, Iwasaki M Hanaoka N.W, Ito Y, et al. Efficacy of double
vaccination with the 2009 pandemic influenza A (H1N1) vaccine during
pregnancy. Obstet Gynecol 2011; 118: p. 887–94.
Katona P, Katona-Apte J. The interaction between nutrition and infection. Clin
Infect Dis 2008;46:1582–8.
Centers for Disease Control and Prevention. Racial and ethnic differences in
breastfeeding initiation and duration, by state - National Immunization
Survey, United States, 2004–2008. MMWR Morb Mortal Wkly Rep
2010;59:327–34.
Jackson LA, Patel SM, Swamy GK, Frey SE, Creech CB, Munoz FM, et al.
Immunogenicity of an inactivated monovalent 2009 H1N1 influenza vaccine in
pregnant women. J Infect Dis 2011;204:854–63.
Yamaguchi K, Hisano M, Isojima S, Irie S, Arata N, Watanabe N, et al.
Relationship of Th1/Th2 cell balance with the immune response to influenza
vaccine during pregnancy. J Med Virol 2009;81:1923–8.
Blanchard-Rohner G, Meier S, Bel M, Combescure C, Othenin-Girard V, Swali
RA, et al. Influenza vaccination given at least 2 weeks before delivery to
pregnant women facilitates transmission of seroprotective influenza-specific
antibodies to the newborn. Pediatr Infect Dis J 2013;32:1374–80.
Nunes MC, Cutland CL, Dighero B, Bate J, Jones S, Hugo A, et al. Kinetics of
hemagglutination-inhibiting antibodies following maternal influenza
vaccination among mothers with and those without HIV infection and their
infants. J Infect Dis 2015;212:1976–87.
Raj RS, Bonney EA, Phillippe M. Influenza, immune system, and pregnancy.
Reprod Sci 2014;21:1434–51.
Sheffield JS, Greer LG, Rogers VL, Roberts SW, Lytle H, McIntire DD, et al. Effect
of influenza vaccination in the first trimester of pregnancy. Obstet Gynecol
2012;120:532–7.
Lu PJ, O’Halloran A, Williams WW, Lindley MC, Farrall S, Bridges CB. Racial and
ethnic disparities in vaccination coverage among adult populations in the US.
Am J Prev Med 2015;49:S412–25.
Matthews TJ, Hamilton BE. Mean age of mothers is on the rise: United States,
2000-2014. NCHS Data Brief. Hyattsville, MD: National Center for Health
Statistics; 2016.
Haralambieva IH, Painter SD, Kennedy RB, Ovsyannikova IG, Lambert ND,
Goergen KM, et al. The Impact of Immunosenescence on Humoral Immune
Response Variation after Influenza A/H1N1 Vaccination in Older Subjects. Plos
One 2015; 10.

Please cite this article in press as: Christian LM et al. Effects of prior influenza virus vaccination on maternal antibody responses: Implications for achieving
protection in the newborns. Vaccine (2017), http://dx.doi.org/10.1016/j.vaccine.2017.05.050

8

L.M. Christian et al. / Vaccine xxx (2017) xxx–xxx

[49] Yang WH, Dionne M, Kyle M, Aggarwal N, Li P, Madariaga M, et al. Long-term
immunogenicity of an AS03-adjuvanted influenza A(H1N1)pdm09 vaccine in
young and elderly adults: an observer-blind, randomized trial. Vaccine
2013;31:4389–97.
[50] Goodwin K, Viboud C, Simonsen L. Antibody response to influenza vaccination
in the elderly: A quantitative review. Vaccine 2006;24:1159–69.
[51] Hannoun C, Megas F, Piercy J. Immunogenicity and protective efficacy of
influenza vaccination. Virus Res 2004;103:133–8.
[52] Beyer WEP, Palache AM, Sprenger MJW, Hendriksen E, Tukker JJ, Darioli R,
et al. Effects of repeated annual influenza vaccination on vaccine seroresponse in young and elderly adults. Vaccine 1996;14:1331–9.
[53] Huijskens E, Rossen J, Mulder P, van Beek R, van Vugt H, Verbakel J, et al.
Immunogenicity, boostability, and sustainability of the immune response after

vaccination against influenza A virus (H1N1) 2009 in a healthy population.
Clin Vaccine Immunol 2011;18:1401–5.
[54] Ohmit SE, Thompson MG, Petrie JG, Thaker SN, Jackson ML, Belongia EA, et al.
Influenza Vaccine effectiveness in the 2011–2012 season: protection against
each circulating virus and the effect of prior vaccination on estimates. Clin
Infect Dis 2014;58:319–27.
[55] Beyer WEP, de Bruijn IA, Palache AM, Westendorp RGJ, Osterhaus ADME.
Protection against influenza after annually repeated vaccination - A metaanalysis of serologic and field studies. Arch Intern Med 1999;159:182–8.
[56] Keitel WA, Cate TR, Couch RB, Huggins LL, Hess KR. Efficacy of repeated annual
immunization with inactivated influenza virus vaccines over a five year
period. Vaccine 1997;15:1114–22.

Please cite this article in press as: Christian LM et al. Effects of prior influenza virus vaccination on maternal antibody responses: Implications for achieving
protection in the newborns. Vaccine (2017), http://dx.doi.org/10.1016/j.vaccine.2017.05.050

