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Influenza virology and epidemiology

There are three main types of influenza viruses: A, B and C. It is well known that 

influenza A and B are responsible for seasonal epidemics with a substantial public 

health impact on the human population [1]. Influenza A viruses are categorized 

into subtypes according to two proteins located on the surface of the virus: 

hemagglutinin (HA) and neuraminidase (NA). Among all different influenza A 

subtypes, A(H3N2) and A(H1N1) have been commonly circulating in humans 

over the last 10 years [1]. Since 2009, a new strain of influenza A(H1N1) known as 

2009 H1N1 or A(H1N1)pdm09 emerged which caused the 2009/2010 influenza 

pandemic [2]. Influenza B virus is not divided into subtypes, but since the 1970s 

has been diverged into two antigenically distinguishable lineages named B/

Yamagata and B/Victoria [3]. 

One of the main characteristics of human influenza viruses is their ability to 

undergo antigenic mutations of two distinct types: a) antigenic drift, in which HA 

and NA gradually evolve and cause seasonal epidemics, and b) antigenic shift, 

in which influenza type A virus with a new gene segment(s) emerges and causes 

periodic pandemics [1]. 

In general, seasonal influenza viruses cause an acute respiratory disease 

with a short incubation period of 1 to 4 days (i.e. the infection usually starts 1 

day before and infectiousness may last up to 3 days after symptom onset) with 

longer episodes if followed by a secondary bacterial infection or exacerbations of 

underlying disease. Typically, influenza infection starts with sudden onset of fever 

accompanied by systematic symptoms such as headache, myalgia and malaise as 

well as respiratory symptoms such as cough and sore throat [1]. Although, influenza 

infection occurs in all age groups, elderly people and people with chronic medical 

conditions are at higher risk of influenza and influenza-associated complications 

such as hospitalization and death [4,5]. 

Seasonal influenza vaccination

According to the World Health Organization (WHO), annual vaccination of 

high-risk populations (i.e. pregnant women, elderly, children aged 6-59 months, 
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individuals with specific chronic medical conditions and health-care workers) is 

the main strategy to prevent influenza and its severe complications [6]. Currently, 

trivalent inactivated influenza vaccines (TIV) containing two influenza A subtypes 

A(H1N1) and A(H3N2) and one influenza B virus (Victoria or Yamagata lineage) 

are commonly used worldwide. 

Due to the changing nature of influenza viruses, influenza vaccine viral 

components should be updated annually. Therefore, twice a year WHO organizes 

consultations with an advisory group of experts to analyze the influenza surveillance 

and the antigenic characteristics data of circulating viruses in order to issue 

recommendation on the composition of the influenza vaccine for the following 

influenza season. These annual recommendations of the vaccine composition are 

then being released in February and September for the Northern and Southern 

hemispheres, respectively [7].

Since the influenza vaccine compositions are reformulated every year, influenza 

vaccine effectiveness (IVE), the ability of the vaccine to protect against influenza and 

influenza-related complications in a “real-world” situation, should be monitored 

annually. Additionally, IVE varies from season to season depending on multiple 

factors such as similarity between vaccine strains and the circulating viruses (also 

referred to as vaccine match) and individual characteristics of the vaccinated groups 

according to age and presence or absence of chronic medical conditions. 

In order to monitor and estimate IVE for every influenza season, accurate and 

affordable observational assessment methods are required. Although conducting 

an experimental randomized (placebo-) controlled trial (RCT) is a preferable 

strategy, implementation of the RCT to assess IVE annually would be very costly 

and impractical. Furthermore, since the vaccination of high-risk populations 

such as elderly people is widely recommended, conducting RCT among these 

populations in many countries is not ethical [8]. Therefore, observational study 

designs, i.e. (variations on) cohort and case-control designs provide the main 

body of evidence on the IVE. Using these observational study designs a wide range 

of clinical outcomes such as influenza-like illness (ILI) as a less sever influenza-

related complication to death as the most severe one could be monitored. In both 

retrospective and prospective cohort study designs, vaccinated and non-vaccinated 

individuals are followed up and incidence of influenza-related complications in 
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the vaccinated and non-vaccinated groups are compared. In a case-control study 

design, the prevalence of vaccination among cases and controls is compared. 

Influenza vaccine effectiveness: an ongoing controversy

The largest and well-designed RCT study conducted by Govaert and colleagues 

showed 50% (95% CI 35–61%) efficacy for the inactivated influenza vaccine 

against serological influenza among elderly population during the influenza season 

1991-1992 [9]. Importantly, in the same study after stratifying by age, influenza 

vaccine efficacy reduced to 23% (95% CI -51-61%) among the subgroup of persons 

aged 70 years or older, although power was low and 95% confidence intervals were 

largely overlapping [9]. The observed reduction in the influenza vaccine efficacy 

could in part be explained by immune senescence which is a decline in immune 

responsiveness with advancing age [10, 11]. 

As mentioned earlier, due to the scarcity of RCTs, observational studies play 

an important role in addressing seasonal IVE. However, since these studies are 

susceptible to different sources of biases, notably bias by differences in risk profiles 

between vaccinated and non-vaccinated persons, estimated IVE from such studies 

should be interpreted cautiously. Several studies gave evidence for presence of 

confounding bias in the cohort studies conducted between 1980 and 2001 assessing 

IVE against all-cause mortality among the elderly population [12,13]. It has been 

shown that estimated IVE against all-cause mortality in these cohort studies was 

highly overestimated due to the presence of confounding by indication or healthy 

user effect [14]. These results indicated that healthy older adults are more likely 

to be vaccinated and therefore have a different prognosis factors compared to the 

non-vaccinated frail elderly. 

This problem was also highlighted in the 2010 Cochrane systematic review [15]. 

According to this review, due to the high level of heterogeneity between studies 

and likely presence of bias, drawing a clear conclusion about IVE among elderly 

population was stated to be implausible [5]. Furthermore, in the 2011 meta-

analysis conducted by Osterholm et al., due to the lack of statistical power, pooled 

IVE against laboratory-confirmed influenza among elderly aged 65 years or older 

could not be estimated [16]. 
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Multiple factors could contribute to the ongoing uncertainty about the IVE 

among community-dwelling elderly. Firstly, in most of the conducted cohort 

or case-control studies and meta-analyses based on such studies assessing IVE 

among community-dwelling elderly, the IVE estimates mainly pertained to non-

specific endpoints, hospitalization and all-cause mortality, and not to specific 

laboratory-confirmed influenza outcomes. Therefore, the protective effect of 

influenza vaccination could be under(over)estimated. Secondly, variations 

between observational studies included in the meta-analyses could lead to high 

level of heterogeneity. For instance, differences between studies with regard 

to the target population (i.e. individuals aged 60 years or above, or 65 years or 

above etc.), inclusion and exclusion criteria, definition of influenza cases, and 

conducted statistical analyses could partly explain the high level of heterogeneity. 

Thirdly, pooling the estimates from the included studies in the meta-analysis 

without addressing the potential biases and adjusting for them could exacerbate 

the problem. In fact, more methodological challenges arise in meta-analysis 

of observational studies since treatment effects derived from such studies are 

more prone to bias [17,18]. Finally, in addition to variations in study design and 

statistical methods that are being used to estimate IVE, the unique year-to-year 

changing characteristics of the circulating influenza viruses make estimation of 

IVE challenging. For instance, several studies have shown that IVE differs per 

virus (sub)type/lineage and could vary depending on the circulating predominant 

virus(s) [19,20]. 

Thesis objectives

The general objective of this thesis is to provide more accurate estimates of IVE, 

particularly among the high-risk group of elderly population. In order to fill the 

essential gaps in the current scientific knowledge, in this thesis results from a 

number of novel systematic reviews and meta-analyses, a simulation study, and 

test-negative design case-control studies are presented and discussed. 
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Thesis outline

In chapter 2 we present the results from two meta-analyses assessing IVE 

against laboratory-confirmed influenza, influenza-like illness, hospitalization from 

influenza and/or pneumonia and all-cause mortality among community-dwelling 

elderly. In this chapter, we first present results from a conventional meta-analysis 

of cohort studies. We then provide a novel bias-adjusted meta-analysis of the same 

studies. Finally we compare the performance of the two meta-analyses and discuss 

their advantages and disadvantages. In Chapter 3 we elaborate on test-negative 

design case-control studies (TND) as a new and accurate observational study 

design to estimate IVE. In this chapter we present results from an aggregated-

data meta-analysis of TND studies assessing IVE against laboratory-confirmed 

influenza among community-dwelling elderly. Additionally in this chapter we 

describe the applied generalized linear mixed model (GLMM), which is specifically 

adapted for TND studies. Chapter 4 presents a simulation study which aims 

to compare the performance of the GLMM used in the aggregated-data meta-

analyses with conventional meta-analysis methods such as DerSimonian and 

Laird random effects model and suggest the best method which could be applied 

to pool the estimates from TND studies. In Chapter 5 we describe the results 

from an individual participant data meta-analysis of TND studies. In this chapter 

we present IVE estimates adjusted for the potential confounders i.e. age, gender, 

chronic medical condition, and smoking status. Additionally, we provide separate 

IVE estimates among the elderly sub-populations who suffer from respiratory 

disease, cardiovascular diseases, and diabetes. In Chapter 6 we aim at estimating 

IVE over 11 influenza seasons, 2003/04 through 2013/14, using the Dutch Sentinel 

Practices of NIVEL Primary Care Database in the Netherlands. We further discuss 

the effect of circulating influenza virus type, subtype and lineages on IVE. In 

Chapter 7 we provide evidence that depending on the type of control group which 

is used in TND studies, IVE estimates could vary. Additionally in this chapter we 

discuss the potential biases that could partially contribute to this variation. Finally, 

in Chapter 8 we summarize the main findings of this thesis, discuss them in more 

details and provide suggestions for future research.



16

Chapter 1

[1]	 World Health Organization. WHO global 
influenza surveillance network. Manual 
for the laboratory diagnosis and virological 
surveillance of influenza. Accessed January 
16, 2016: http://apps.who.int/iris/bitstre
am/10665/44518/1/9789241548090_eng.
pdf

[2]	 Centers for Disease Control and Prevention. 
Types of influenza viruses. Accessed January 
16, 2016: http://www.cdc.gov/flu/about/
viruses/types.htm

[3]	 Biere B, Bauer B, Schweiger B. Differentiation 
of influenza B virus lineages Yamagata and 
Victoria by real-time PCR. J Clin Microbiol 
2010;48(4):1425-7.

[4]	 World Health Organization. Fact sheet on 
influenza. March 2014. Accessed January 
18, 2016: http://www.who.int/mediacentre/
factsheets/fs211/en/

[5]	 Mertz D, Kim TH, Johnstone J, Lam PP, 
Science M, Kuster SP, Fadel SA, Tran 
D, Fernandez E, Bhatnagar N, Loeb M. 
Populations at risk for severe or complicated 
influenza illness: systematic review and 
meta-analysis. BMJ 2013;347:f5061.

[6]	 World Health Organization. Influenza. 
Vaccine use. Accessed January 18, 2016:  
http://www.who.int/influenza/vaccines/
use/en/

[7]	 The World Health Organization. WHO 
Consultation and Information Meeting on 
the Composition of Influenza Virus Vaccines 
for the Northern Hemisphere 2013-2014. 
February 2013. Accessed January 18, 2016: 
http://www.who.int/influenza/vaccines 
/virus/recommendations/consultation 
201302/en/

[8]	 Hak E. Novel observational study designs 
with new influenza vaccines. Lancet Infect 
Dis 2015;15(3):253-4. 

[9]	 Govaert TM, Thijs CT, Masurel N, Sprenger 
MJ, Dinant GJ, Knottnerus JA. The efficacy of 
influenza vaccination in elderly individuals. A 
randomized double-blind placebo-controlled 
trial. JAMA 1994; 272: 1661-1665.

[10]	Lang PO, Govind S, Mitchell WA, Siegrist 
CA, Aspinall R. Vaccine effectiveness in older 
individuals: What has been learned from 
influenza-vaccine experience. Ageing Res 
Rev 2011;10(3):389–395. 

[11]	 Lang PO, Govind S, Mitchell WA, Kenny N, 
Lapenna A, Pitts D, Aspinall R. Influenza 
vaccine effectiveness in aged individuals: the 
role played by cell-mediated immunity. Eur 

Geriatr Med 2010;1(2):233–238. 12.
[12]	 Simonsen L, Viboud C, Taylor RJ, Miller 

MA, Jackson L. Influenza vaccination 
and mortality benefits: new insights, new 
opportunities. Vaccine 2009;27(45):6300e4. 

[13]	 Jackson LA, Jackson ML, Nelson JC, Neuzil 
KM, Weiss NS. Evidence of bias in estimates 
of influenza vaccine effectiveness in seniors. 
Int J Epidemiol 2006;35:337e44.

[14]	 Hak E, Verheij TJ, Grobbee DE, Nichol 
KL, Hoes AW. Confounding by indication 
in non-experimental evaluation of vaccine 
effectiveness: the example of prevention 
of influenza complications. J Epidemiol 
Community Health 2002;56:951e5.

[15]	 Jefferson T, Di Pietrantonj C, Al-Ansary 
LA, Ferroni E, Thorning S, Thomas RE. 
Vaccines for preventing influenza in the 
elderly. Cochrane Database Syst Rev. 
2010;(2):CD004876.

[16]	 Osterholm MT, Kelley NS, Sommer A, 
Belongia EA. Efficacy and effectiveness 
of influenza vaccines: a systematic review 
and meta-analysis. Lancet Infect Dis 
2012;12(1):36-44. 

[17]	 Stroup DF, Berlin JA, Morton SC, Olkin I, 
Williamson GD, Rennie D, Moher D, Becker 
BJ, Sipe TA, Thacker SB. Meta-analysis of 
observational studies in epidemiology: a 
proposal for reporting. Meta-analysis Of 
Observational Studies in Epidemiology 
(MOOSE) group. JAMA 2000;283(15):2008-
12.

[18]	Thompson S, Ekelund U, Jebb S, Lindroos 
AK, Mander A, Sharp S, Turner R, Wilks D. 
A proposed method of bias adjustment for 
meta-analyses of published observational 
studies. Int J Epidemiol 2011;40(3):765-77.

[19]	 Skowronski DM, Masaro C, Kwindt TL, 
Mak A, Petric M, Li Y, Sebastian R, Chong 
M, Tam T, De Serres G. Estimating vaccine 
effectiveness against laboratory-confirmed 
influenza using a sentinel physician network: 
results from the 2005-2006 season of dual A 
and B vaccine mismatch in Canada. Vaccine. 
2007;25(15):2842-51.

[20]	Bragstad K, Emborg H, Fischer TK, 
Voldstedlund M, Gubbels S, Andersen 
B, Molbak K, Krause T.Low vaccine 
effectiveness against influenza A(H3N2) 
virus among elderly people in Denmark 
in 2012/13—a rapid epidemiological and 
virological assessment. Euro Surveill. 
2013;18(6).

References



17

General introduction

C
ha

pt
er

 1




