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ABSTRACT

ARTICLE HISTORY

Background: Older people (=60 years old) are particularly vulnerable to influenza virus infection, and
vaccine is effective in reducing the disease burden in this population. However, it remains obscure
whether their antibody response is lower than those of younger adults (18-60 years old). Thus, this
meta-analysis was performed to compare the immunogenicity of influenza vaccines and understand
their association with real-world vaccine effectiveness (VE) between these two age groups.

Methods: A systematic literature search was conducted to identify relevant studies from Jan 01, 2008 to
Nov 10, 2018. These are randomized controlled trials that included older adult samples, which assessed
the immunogenicity of inactivated quadrivalent influenza vaccines produced in embryonated eggs. We
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excluded the studies focused only in children or adults. The outcomes were seroprotecton rate (SPR) and
assay; vaccine effectiveness

seroconversion rate (SCR).

Results: Six studies were eventually included in the present meta-analysis (7,976 participants). For the
SPR, the pooled risk ratio (RR) was 0.92 (95% Cl: 0.90-0.94, I = 66%, P < .0001) for A/HIN1 and 0.94 (95%
Cl: 0.90-0.98, I = 91%, P = .002) for B/Victoria, and the antibody responses of A/H3N2 and B/Yamagata
were similar in the two age groups. For the SCR, the pooled RR was 0.85 (95% Cl: 0.76-0.94, I = 93%,
P = .003), 0.77 (95% Cl: 0.66-0.91, > = 94%, P = .002), and 0.83 (95% Cl: 0.71-0.96, I* = 94%, P = .02) for A/
H1N1, B/Victoria and B/Yamagata, respectively, and the antibody responses of A/H3N2 were similar in
the two groups. Some variations were found in the antibody responses across virus types and subtypes
after influenza vaccination.

Conclusion: The SPR and SCR of older adults were lower than those in younger adults for A/HIN1 and
B/Victoria, while the two age groups had similar antibody responses for A/H3N2. The antibody responses
to vaccines were not significantly associated with real-world VE, indicating that antibody response might
not fully reflect the vaccine effectiveness of A/H3N2.

vaccine effectiveness.” Accumulating evidence suggests that
substantial variation does exist in VE across virus types and
subtypes. The subtype with highest VE is A/HIN1, whereas
the lowest VE is A/H3N2 in adults (aged >18). For the A/
H3N2 strains, the VE of older adults is confirmed to be 7%
lower than adults. For A/HIN1 or B strains, there are no
significant differences between older adults and adults.*'* A
meta-analysis has reported that QIV has similar antibody
responses for the three common strains of A/HIN1, A/
H3N2 and B lineage included in the TIV." Thus, there is an
intriguing question how antibody response is associated with
the real-world VE, and how this is affected by aging.
Standard-dose quadrivalent influenza vaccine (QIV) is the
only available vaccine that could cover all four seasonal influ-
enza strains in circulation (A/HIN1, A/H3N2, B/Victoria and
B/Yamagata). Various advisory bodies have suggested that
high-dose vaccines or adjuvant vaccines may provide better
protection for the elderly age group, when compared to a
standard-dose of influenza vaccine, but these two types of

Introduction

The elderly are disproportionately affected by influenza-related
diseases and complications, and influenza vaccines are effective
in reducing disease burden even in this population."” Frailty is
one of the main factors attenuating antibody titer and avidity
upon vaccination.” However, whether older adults produce
lower antibody responses than younger adults with seasonal
influenza virus strains after vaccination remains largely obscure.

In order to assess the efficacy of influenza vaccines, hemag-
glutination inhibition (HAI) assay has been employed as a
surrogate to evaluate whether an influenza vaccine could be
approved, utilizing standardized reagents (e.g.: standard sera)
to quantify influenza-specific antibody titers, which is solely
based on antibody responses.* However, the results of anti-
body response (HAI) are not always able to accurately predict
the vaccine effectiveness (VE) in subsequent seasons or con-
tinuous seasons. The test-negative design (TND) case-control
study emerged as a valid approach to estimate influenza
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vaccines are not always available in some countries such as
China.'*"Recent data showed that cell-cultured QIV was
significantly more effective than egg-based QIV, high-dose
and adjuvanted trivalent vaccines in preventing influenza-
related office visits.”® Since increasing number of countries
and regions have recently gained access to quadrivalent inac-
tivated influenza vaccines, it becomes feasible to assess the
differences between these two age groups in response to
vaccination of QIV. Remarkably, the subjects of standard-
dose TIV regarded as control group in randomized controlled
trials (RCTs) of QIV would be compared to estimate the
differences of antibody responses between the two age groups.
In this study, based on meta-analysis of RCTs of QIV, we have
comparatively investigated antibody responses and their asso-
ciation with real-world VE between older and adults.
Although there are different definitions of old age across
various studies, in order to ensure the rigor of age grouping
of subjects included in this study, we defined people aged =60
as older adults and people aged 18-60 as younger adults.

Methods
Search strategy, selection criteria and data extraction

The present study was reported in accordance with the
Preferred Reporting Items for Systematic Reviews and Meta-
Analyses (PRISMA) criteria, >' and the study protocol was
registered in the PROSPERO international prospective regis-
ter of systematic reviews (CRD42018117088).

A systematic literature search was conducted on electronic
databases (Medline, Cochrane Library [Wiley], Web of
Science) to identify relevant studies between January 01,
2008 and November 10, 2018. ClinicalTrials.gov was manually
searched for the relevant registered clinical trials. The key-
words we searched included “influenza vaccine,” “quadriva-
lent influenza vaccine,” “randomized control trial,” “frail
elderly.” Studies included in the aggregate data meta-analysis
are RCTs, which included older adults, assessed the immuno-
genicity of inactivated QIV produced in embryonated eggs,
and all vaccines used in the study were standard-dose vac-
cines. Studies only focused on children or younger adults were
excluded. The Cochrane Collaboration’s Risk of Bias Tool
built in RevMan software was employed to assess the quality
of the included studies.”

Two reviewers (JR Shi and W Zhao) independently per-
formed data extraction and assessment of potential risk of
bias. Disagreements between the two reviewers were settled
by discussion, and a third reviewer (ZY Meng) would arbi-
trate when the discussion did not resolve the disputed points.
Extracted data included demographics of the participant
population, interventions and vaccine strains, type of study,
and vaccine manufacturers.

Definitions and outcomes

The seroprotection rate (SPR) and seroconversion rate (SCR)
were employed to measure the immunogenicity of A/HINI,
A/H3N2, B/Victoria and B/Yamagata in both the quadrivalent
and trivalent influenza vaccine groups. However, the primary
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outcome in this meta-analysis was the different pooled anti-
body responses (SPR and SCR) between the two groups. The
secondary outcome was the association of pooled immuno-
genicity data (SPR and SCR) to real-world VE, and this was
used to determine whether the trend of antibody response of
virus types and subtypes was similar to VE (highest in A/
HIN1 and lowest in A/H3N2).57*

The experimental group and the control group were also
different according to the exploration factors. When compar-
ing the differences of antibody differences between older
adults and adults, the SPR/SCR data of immunogenicity of
adults were the references group. When comparing the differ-
ences between different subtypes after vaccination, for exam-
ple, to explore the differences between A/HINI and A/H3N2,
the data of A/H3N2 strains were the references group.

Statistical analysis

Chi-square tests were first performed on each of the included
studies to determine how far these different studies differed in
the responses to the same virus types. The pooled data are
expressed by risk ratios (RRs) that can be quantified as sig-
nificant (RR value: <0.5 or >2.0).2% Then, the pooled RRs were
conducted for SPR and SCR, and their corresponding 95%
confidence intervals (95% CI). A random-effects model
(DerSimonian-Laird method) was used when there was high
heterogeneity in the data.®* Otherwise, fixed-effects model
was chosen.

The heterogeneity between studies was assessed by using I*
statistics, and be quantified as low (<25%), moderate (25%-
50%), and high (>50%), **** and subgroup analyses were
performed by region (Europe, Asia, and USA), manufacturer
(Sanofi Pasteur, Jiangsu GDK, Abbott Biologicals B.V and M/s
Cadila Healthcare Limited, India) and study time (2013, 2017,
and 2018). A sensitivity analysis was performed by the time of
collecting blood samples. A study that collected blood samples
at 28 days after the inoculation, *” with all the other included
studies collected blood samples at 21 days after the vaccina-
tion. P < .05 was set as the threshold for statistical signifi-
cance. Chi-square tests were performed using IBM SPSS 22.0,
and all meta-analysis were conducted using the RevMan 5.3
software by the Cochrane Collaboration.*®

Results

Risk assessment, literature search and characteristics of
the eligible studies

The flow diagram for the selection of studies and the quality
of the included literatures are summarized in Figure 1 and
supplement data (figure S1), and all of them are controlled
high-quality clinical study. A total of 309 unduplicated pub-
lications were identified, and eight studies®>*°> met the pre-
determined inclusion criteria, namely those RCTs studies
assessed the antibody responses of inactivated standard-dose
QIV produced in embryonated eggs, and the research objects
included older adults. Regretfully, there were two studies that
the required information was not included in their original
publications. But we did not receive responses after contacting
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Figure 1. The risk of bias summary for each included study.

the authors.’>** Hence, these studies were eventually excluded
from the aggregate data meta-analysis. Furthermore, one
study lacks the data of TIV.>> All the six studies (7,976
participants) include in this meta-analysis were conducted in
the northern hemisphere: three studies originated from
Europe, two studies came from Asia (China and India), and
one study hailed from North America (Table 1).

Meta-analysis of immunogenicity

The results for the pooled RRs of SPR and SCR for the four
strains in the two age groups are presented in Figures 2a
and 2b. For the SPR of the A/HINI1 strain, the pooled SPR
RR was 0.92 (95% CI: 0.90-0.94, I = 66%, P < .0001). For
the B/Victoria lineage, the pooled SPR RR was 0.94 (95%
CI: 0.90-0.98, I’ = 91%, P = .002). For the A/H3N2 strain
and B/Yamagata lineages, the SPR (P = .07 and 0.14,
respectively) was similar in the two age groups. For SCR
of the comparison between older (260 years old) and
younger adults (18-60 years old), the pooled SCR RRs
was 0.85 (95% CI: 0.76-0.94, I’ = 93%, P = .003) for the
A/HINI strain, 0.77 (95% CI: 0.66-0.91, I’ = 94%,
P = .002) for the B/Victoria lineage, and 0.83 (95% CI:
0.71-0.96, I? = 94%, P = .02) for the B/Yamagata lineage.
For the A/H3N2 strain, the pooled data in the two groups
were similar (p = .07). Interestingly, the RRs ranged from
0.77 to 0.94, indicating that there was no significant asso-
ciation between aging and antibody responses.

The association between antibody responses and real-
world vaccine effectiveness

Interestingly, mild variations were found in SPR and SCR
across virus types and subtypes after influenza vaccination,
which was different to the real-world VE.® Especially for the
A/H3N2 strain, compared to the A/HINI strain, the pooled
SPR RR was 1.04 (95% CI: 1.02-1.06, I = 84%, P < .0001) in

Other bias

Random sequence generation (selection bias)

Allocation concealment (selection bias)

Blinding of participants and personnel (performance bias)
Blinding of outcome assessment (detection bias)
Incomplete outcome data (attrition bias)

Selective reporting (reporting bias)

the overall population (all subjects), and 1.07 (95% CI: 1.04-
1.11, P = 84%, P < .0001) in the elderly population (Figure 3),
indicating that the SPR of the A/H3N2 strain was slightly
higher, when compared to that of the A/HIN1 strain, which
mismatch with the real-world VE. Furthermore, the P-values
of the antibody responses (SPR and SCR) of all other compar-
isons (such as the SPR and SCR of A/HINI1 vs. B and A/H3N2
vs. B, and the SCR of A/H3N2 vs. A/HIN1) were greater than
0.05. Hence, these had similar antibody responses (data not
shown).

Subgroup analysis and sensitivity analysis

Chi-square test revealed that after vaccination, the antibody
responses (SPR and SCR) in elderly people were not always
the same as those produced by younger adults in different
studies. For example, for A/H3N2 strains, no significant dif-
ferences were found in the SPR reported by Greenberg® and
Wang, *® which hints that the titer of antibody produced by
the older adults group was similar to that produced by the
younger adults group. Furthermore, there was a significant
difference in the results of Pepin, 30 Sesay, 3! Sharma,*® and
Witte*? (Table S1).

Subgroup analyses revealed that the differences of regions,
manufactures or study time are likely not the factors causing
heterogeneity (data not shown). As shown in table S1, there
were always differences for the same virus strains among
different studies. Remarkably, similar to data in table S1, the
antibody responses also vary for the same strains among
different studies with different vaccine manufacturers (table
S2). However, the sensitivity analysis revealed that the sam-
pling time was a heterogeneity source. For the SPR of the A/
H3N2 strain, after removing a study, *° I’ decreased from 66%
to 0%, and the P-value decreased from 0.15 to <0.001, becom-
ing statistically significant. For SCR, the change in A/H3N2
was similar to SPR, and there were few effects on the other
comparison.
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Elderly group Adult group

Study or Subgrou Events Total Events Total Weight
2.1.1 SPR for H1IN1

Greenberg 2013 244 284 273 281 4.0%
Pépin 2013 705 782 749 779 4.3%
Sesay 2018 1014 1107 1088 1111 4.4%
Sharma2018 109 115 216 223 41%
Wang 2017 792 897 835 859 4.4%
Witte 2018 656 769 727 769 4.3%
Subtotal (95% CI) 3954 4022 25.5%
Total events 3520 3888

Heterogeneity: Tau? = 0.00; Chi? = 14.64, df =5 (P = 0.01); I = 66%
Test for overall effect: Z =7.03 (P < 0.00001)

2.1.2 SPR for H3N2

Greenberg 2013 267 284 267 281 4.2%
Pépin 2013 735 782 756 779 4.4%
Sesay 2018 1067 1105 1089 1110 4.4%
Sharma2018 109 115 220 223 41%
Wang 2017 887 897 841 859 4.4%
Witte 2018 736 769 752 769 4.4%
Subtotal (95% CI) 3952 4021 26.0%
Total events 3801 3925

Heterogeneity: Tau? = 0.00; Chi? = 20.62, df = 5 (P = 0.0010); I* = 76%
Test for overall effect: Z = 1.82 (P = 0.07)

2.1.3 SPR for B/Victoria

Greenberg 2013 157 190 173 187 3.6%
Pépin 2013 651 669 665 669  4.4%
Sesay 2018 934 969 970 972 4.4%
Sharma2018 55 59 111 111 3.7%
Wang 2017 481 670 463 639 3.8%
Witte 2018 621 769 714 769  4.2%
Subtotal (95% CI) 3326 3347  24.2%
Total events 2899 3096

Heterogeneity: Tau? = 0.00; Chi? = 57.06, df = 5 (P < 0.00001); I* = 91%
Test for overall effect: Z = 3.07 (P = 0.002)

2.1.4 SPR for B/Yamagata

Greenberg 2013 169 190 180 188 3.9%
Pépin 2013 668 669 663 666 4.5%
Sesay 2018 968 968 970 970 4.5%
Sharma2018 88 115 204 223 3.0%
Wang 2017 638 676 599 645 4.3%
Witte 2018 564 769 704 769 4.1%
Subtotal (95% CI) 3387 3461 24.3%
Total events 3095 3320

Heterogeneity: Tau? = 0.01; Chi? = 2878.42, df = 5 (P < 0.00001); I> = 100%
Test for overall effect: Z = 1.47 (P = 0.14)

Total (95% ClI) 14851
Total events 13315 14229
Heterogeneity: Tau? = 0.01; Chi? = 2994.80, df = 23 (P < 0.00001); 1> = 99%
Test for overall effect: Z = 3.35 (P = 0.0008)

Test for subaroup differences: Chi?2 = 21.40. df = 3 (P < 0.0001). 12 = 86.0%

14619 100.0%

Risk Ratio
M-H. Random. 95% Cl

Risk
M-H. Ran

0.88 [0.84, 0.93]
0.94 [0.91, 0.96]
0.94 [0.92, 0.95]
0.98 [0.93, 1.03]
0.91[0.88, 0.93]
0.90 [0.87, 0.93]
0.92 [0.90, 0.94]

0.99 [0.95, 1.03]
0.97 [0.95, 0.99]
0.98 [0.97, 1.00]
0.96 [0.92, 1.01]
1.01[1.00, 1.02]
0.98 [0.96, 1.00]
0.98 [0.97, 1.00]

0.89 [0.83, 0.96]
0.98 [0.97, 0.99]
0.97 [0.95, 0.98]
0.93 [0.86, 1.00]
0.99 [0.93, 1.06]
0.87 [0.84, 0.90]
0.94 [0.90, 0.98]

0.93 [0.88, 0.98]
1.00 [1.00, 1.01]
1.00 [1.00, 1.00]
0.84[0.75, 0.93]
1.02[0.99, 1.05]
0.80 [0.76, 0.84]
0.93 [0.85, 1.02]

0.94[0.91, 0.98]

Ratio
om. 95% Cl

—_—
—_—

S

>

'S {HJ

0.85 0.9 1 1.1

Favours [Elderly group]

1.2
Favours [Adult group]

Figure 2. (a) The seroprotection rate (SPR) of older vs. younger adults for the four virus strains after vaccination (SPR was defined as the percentage of participants
with a HAI titer of >40). (b) The seroconversion rate (SCR) of older vs. younger adults for the four strains after vaccination (SCR was defined as the percentage of
those with either a pre-vaccination HAI titer of <10 and a post-vaccination HAI titer of >40, or a pre-vaccination HAI titer of >10 and a > fourfold increase in HAI titer

after vaccination).

Discussion

There were three important findings in the present meta-
analysis. Firstly, the antibody responses (SPR and SCR) of
older adults were found to be lower than those of younger
adults after influenza vaccination for A/HINI strains and B/
Victoria lineages. Furthermore, the elderly had a lower SCR
for B/Yamagata lineages, and the two age groups had similar
antibody responses for the A/H3N2 strain. Secondly, limited
varjations were found in antibody responses across virus types
and subtypes after influenza vaccination, which was a

different trend compared to that of real-world VE. Finally,
in the present meta-analysis, the pooled RRs ranged from 0.77
to 0.94, revealing no significant association between aging and
antibody responses. This might explain the inevitability of
why different studies often have different results for the
same virus in the four virus strains.

The antibody responses of the A/H3N2 strain were found
to be not below or even above the A/HINI strain and B
lineage (B/Victoria and B/Yamagata), but the real-world VE
of A/H3N2 was the lowest.””"*'®!” These different trends hint



Elderly group Adult group

2.2.1 SCR for H1N1

Greenberg 2013 133 284 179 281 3.8%
Pépin 2013 468 782 558 779  4.3%
Sesay 2018 517 1107 715 1111 4.3%
Sharma2018 105 115 203 223 4.4%
Wang 2017 754 897 777 859  4.5%
Witte 2018 387 769 457 769  4.2%
Subtotal (95% CI) 3954 4022 25.6%
Total events 2364 2889

Heterogeneity: Tau? = 0.02; Chi? = 74.08, df =5 (P < 0.00001); I* = 93%
Test for overall effect: Z = 2.95 (P = 0.003)

2.2.2 SCR for H3N2

Greenberg 2013 162 284 204 281 4.0%
Pépin 2013 456 782 586 779 4.3%
Sesay 2018 528 1105 755 1110 4.3%
Sharma2018 105 115 198 223 4.3%
Wang 2017 780 897 707 859 4.5%
Witte 2018 302 769 394 769 4.1%
Subtotal (95% CI) 3952 4021 25.6%
Total events 2333 2844

Heterogeneity: Tau? = 0.05; Chi? = 186.44, df = 5 (P < 0.00001); I> = 97%
Test for overall effect: Z = 1.84 (P = 0.07)

2.2.3 SCR for B/Victoria

Greenberg 2013 83 190 122 187 3.5%
Pépin 2013 304 669 454 669 4.2%
Sesay 2018 436 969 688 972 4.3%
Sharma2018 49 59 92 111 3.9%
Wang 2017 436 670 426 639 4.3%
Witte 2018 412 769 540 769 4.3%
Subtotal (95% CI) 3326 3347 24.4%
Total events 1720 2322

Heterogeneity: Tau? = 0.04; Chi? = 82.79, df = 5 (P < 0.00001); I* = 94%
Test for overall effect: Z = 3.05 (P = 0.002)

2.2.4 SCR for B/Yamagata

Greenberg 2013 85 190 108 188 3.4%
Pépin 2013 404 669 494 666 4.3%
Sesay 2018 408 968 614 970 4.3%
Sharma2018 73 115 168 223 3.7%
Wang 2017 537 676 495 645 4.4%
Witte 2018 384 769 455 769 4.2%
Subtotal (95% CI) 3387 3461 24.4%
Total events 1891 2334

Heterogeneity: Tau? = 0.03; Chi? = 82.43, df = 5 (P < 0.00001); I* = 94%
Test for overall effect: Z = 2.43 (P = 0.02)

Total (95% Cl) 14619 14851
Total events 8308 10389
Heterogeneity: Tau? = 0.03; Chi? = 487.89, df = 23 (P < 0.00001); I = 95%
Test for overall effect: Z = 5.26 (P < 0.00001)

Test for subaroup differences: Chi2=0.82. df =3 (P =0.84). 12=0%

100.0%

Figure 2. (Continued).

that antibody responses to vaccine were not significantly
associated with real-world VE, which is consistent with pre-
vious studies.’**® In addition, studies that revealed that vac-
cinated elderly subjects, who developed laboratory-confirmed
influenza illness due to A/H3N2 strain infection, had similar
A/H3N2-specific antibody titers following vaccination, when
compared to subjects who did not develop laboratory-con-
firmed influenza illness.**™*' Furthermore, a meta-analysis
included 5,210 participants showed that there were markedly
different VE between A/HINI and B lineage.'> However, the
antibody responses between A/HIN1 and B lineage were
similar in our findings. Those indicate that the antibody
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responses measured by antibody responses only might not
fully reflect the real-world VE of A/H3N2 strains. Some
studies have reported that the immune function gradually
declined with age, including the reduction in antibody
response after immunization and more reliance on T-cell
mediated response.*”** However, this did not conflict with
the present findings that no significant association between
aging and antibody responses were derived from the overall
population of studies.

A high heterogeneity was observed in the meta-analysis.
Hence, a random effects model was used. The reason for the
heterogeneity in the present meta-analysis may be that the
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Figure 3. Comparison of seroprotection rates (SPRs) across virus types and subtypes after influenza vaccine vaccination (SPR was defined as the percentage of

participants with a HAI titer of >4.

vaccines had different virus strains with different production
processes, and there were variations in the HAI assay
responses of subjects due to the different historical exposures
to natural infection or vaccination. For the sensitivity analysis,
after carefully reviewing the study”® and its chi-square test
results, it was found that the antibody responses (SPR and
SCR) of A/H3N2 in elderly people might be enhanced over
time. Furthermore, the plateau for antibody responses in older
adults may occur later, when compared to younger adults,
which indicates that the postponement sampling time from
day 21 to day 28 might be a useful tip to increase the odds of

success in clinical trials for influenza vaccines in older adults.
Nevertheless, the major findings of the present meta-analysis
are unlikely as a result of the heterogeneity and bias, since the
magnitude and direction of any bias would be similar for each
virus strain, permitting valid comparisons to be conducted
among them.

A few potential limitations of the present meta-analysis
should be noted. First, the reporting bias was not conducted
due to the insufficient number of studies included.
Furthermore, to our knowledge, some companies did not
publish the relevant data for reasons of confidentiality or



being unknown reasons, and not all potential data contribu-
tors shared their complete data. That is, the investigators
consider that a reporting bias exists. Furthermore, all the
included studies were conducted in the northern hemisphere
in the present aggregate data meta-analysis, and this insuffi-
cient coverage might limit the universality of the present
findings. Finally, the source of the samples was volunteers,
instead of the natural population. This means that there was a
certain selection bias.

Seasonal influenza vaccination is associated with a signifi-
cant reduction in influenza-specific hospitalizations, especially
in elderly people with underlying chronic diseases, *> and
improving the influenza vaccine coverage rates remains a
very important goal for this age group. At present, the vaccine
coverage for a population of over 65 years old was still below
the 75-80% target, *° even in some highly developed countries
or regions.”’ > Furthermore, egg-based influenza vaccine
production cannot simply satisfy the global demand.
Although high-dose and adjuvant influenza vaccines have
been preferentially recommended, '~ the contents of antigen
in high-dose vaccines were 4-folds of a standard-dose vaccine,
and the MF-59 adjuvant had patent restrictions, which would
inevitably limit their coverage. A meta-analysis of five RCT's
concluded that QIV has equivalent efficacy against the shared
three strains in TIV."> Therefore, the QIV may be the best
option for many regions, and the present meta-analysis pro-
vides significant references for many advisory bodies and drug
evaluation and approval agencies.

Further studies are needed to determine whether the post-
ponement of sampling time from 21 to 28 days could increase
the antibody responses in the elderly people. This might be
helpful to increase the odds of success in clinical trials for
influenza vaccines in the elderly population. Furthermore, it
was found that the antibody responses only measured by HAI
assay (antibody response) might not fully reflect the VE of A/
H3N2 strains. Therefore, adding valuable additional informa-
tion, such as virus neutralization assay’' or the ratio of inter-
feron (IFN)-y (pro-inflammatory) to interleukin (IL)-10 (anti-
inflammatory) of peripheral blood mononuclear cells, **°
may be practical to further improve the accuracy of the HAI
assay.
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