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Abstract

Background

About 90% of drugs fail in clinical development. The question is whether trials fail because

of insufficient efficacy of the new treatment, or rather because of poor trial design that is

unable to detect the true efficacy. The variance of the measured endpoints is a major,

largely underestimated source of uncertainty in clinical trial design, particularly in acute viral

infections. We use a clinical trial simulator to demonstrate how a thorough consideration

of the variability inherent in clinical trials of novel therapies for acute viral infections can

improve trial design.

Methods and Findings

We developed a clinical trial simulator to analyse the impact of three different types of varia-

tion on the outcome of a challenge study of influenza treatments for infected patients,

including individual patient variability in the response to the drug, the variance of the mea-

surement procedure, and the variance of the lower limit of quantification of endpoint mea-

surements. In addition, we investigated the impact of protocol variation on clinical trial

outcome. We found that the greatest source of variance was inter-individual variability in the

natural course of infection. Running a larger phase II study can save up to $38 million, if an

unlikely to succeed phase III trial is avoided. In addition, low-sensitivity viral load assays

can lead to falsely negative trial outcomes.

Conclusions

Due to high inter-individual variability in natural infection, the most important variable in clini-

cal trial design for challenge studies of potential novel influenza treatments is the number of

participants. 100 participants are preferable over 50. Using more sensitive viral load assays

increases the probability of a positive trial outcome, but may in some circumstances lead to
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false positive outcomes. Clinical trial simulations are powerful tools to identify the most

important sources of variance in clinical trials and thereby help improve trial design.

1. Introduction
The cost of drug development has increased steadily over the past twenty years. It has been esti-
mated that the total cost of developing a new small molecule drug in North America and West-
ern Europe is now running at an average of $2.558 billion [1, 2]. At the same time, the number
of drugs approved per year has declined [3]. Consequently, the cost efficiency of pharmaceuti-
cal development has today reached an all-time low [4]. The major part of the total cost is
incurred on projects that fail in clinical development [5]. Therefore, reducing the failure rate of
clinical trials is arguably the most important step in lowering the cost of drug development [6].

The highest failure rate occurs in phase III clinical trials. The main reason for failure is that
the efficacy of a potential novel treatment cannot be demonstrated [3]. It is therefore very
important to ascertain if clinical trials fail because the tested treatment is not effective, or
because of poor trial design that makes it very difficult to detect the true efficacy of a treatment.

To shed light on these issues, clinical trial simulators can be employed prior to the imple-
mentation of a trial, to ascertain what factors in trial design, endpoint definition and variability
in measurements might prevent the detection of the true effect. They are rarely used at present,
but the cost savings generated by such an approach can be very large, since developing a simu-
lator is relatively cheap by comparison with the recruitment of patients and trial execution.

A successful trial outcome is defined as detecting a statistically significant difference in end-
point measurements between the treatment and the placebo group, in favour of the treatment
group. Possible reasons for trial failure (in phase II and III) include too small sample sizes,
inadequate endpoints that are unable to detect the impact of a potential treatment, underesti-
mation of individual variation among patients (this includes genetic and environmental varia-
tion, and additional demographic factors such as age), underestimation of the complexity of a
disease, and measurement variance or experimental error [7, 8]. The concept of variance both
in patient characteristics and in endpoint measurements is important to understand why clini-
cal trials fail. There are many sources of variance in clinical trials, and some of them are often
unappreciated (Table 1).

Measurement and patient variation always reduces the power of the trial and diminishes the
reproducibility of results. If there was an unlimited supply of identical patients and measure-
ment techniques were perfect, detecting the true efficacy of a potential treatment would not be
a problem. Considering the major sources of variance when planning a clinical trial can obvi-
ously increase the robustness of trial design. Robust trial design should allow investigators to
reliably reproduce the outcome of a trial [8]. It should also reduce the incidence of false positive
or false negative results. Simulating virtual clinical trials before running them in the real world
can be used as a tool to assess the robustness of trial design. The variability of different aspects
of a clinical trial can be represented as probability functions in the simulation.

Table 1. Sources of variances in clinical trials of potential novel therapies for influenza A. Applicable to all acute viral infections.

Individual variability among patients Measurement variability of viral load assay Protocol variability

In natural course of infection, In response to treatment Measurement error, Sensitivity Number of Measurements, Day of treatment

doi:10.1371/journal.pone.0156622.t001
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In this study, we use a clinical trial simulator to show how the consideration of different
sources of variance inherent in clinical trials of possible therapies for acute viral infections can
improve trial design and the chances of trial success. We use the example of a phase II clinical
trial of a putative new influenza treatment. The setup of challenge studies is less complex than
that of phase II and III trials. Consequently, they offer the opportunity to assess several com-
mon sources of variance that affect all clinical trials. We investigate the impact of three differ-
ent types of variance on trial outcome: i) individual patient variability in the natural course of
infection and in the response to treatment, ii) the variance of the measurement procedure, and
iii) variability of the lower limit of quantification of the endpoint measurements. In addition,
we consider how variation in the protocol of the endpoint measurement affects trial outcome.

Although our simulation model and the conclusions we draw from our analysis are specific
to infectious disease-related trials, the types of variance we analyse play a role in all clinical tri-
als. Their impact on trial outcome should be analysed using appropriate disease and measure-
ment models prior to trial implementation. The framework of our simulator is adaptable to
trials of other diseases by exchanging the disease and measurement models.

2. Methods

Ethics Committee Approval
Written informed consent was obtained from each participant in a form approved by the insti-
tutional review boards of the University of Virginia, Charlottesville, and the University of
Rochester, Rochester, NY, and subjects were compensated for participation.

2.1. Trial simulator design
We have developed a clinical trial simulator (CTS) for challenge studies of novel treatments
against influenza A. The purpose of the simulator is to evaluate the probability of running a
successful trial, given a specified trial design and varying assumptions about the mode of action
and efficacy of the novel treatment. We examine in detail varying assumptions on the error dis-
tribution of clinical endpoint measurements. Here we will briefly outline the design and func-
tionality of the simulator. For full details please refer to S1 File.

The trial simulator itself is based on a stochastic, individual-based model of a clinical trial.
Each patient in the trial is simulated as an individual entity (object) and runs his/her own
instance of the within-host model of influenza A infection. At the same time each patient is
part of the overall patient population participating in the trial and the trial group to which he/
she has been randomised. For a short description of the within-host model see 2.2. The within-
host model is deterministic and the same for all patients. However, the model parameters for
each patient are drawn individually from random number distributions, derived based on data
from real volunteer challenge studies (for details see 2.3).

During each simulation run the simulated viral load curve over time post infection and post
treatment for each patient can be recorded as a reference. In addition, viral load measurements
at time points specified by the trial protocol are recorded for each patient. We simulate viral
load measurements with qPCR and TCID50 assays. As our viral load data consisted only of
TCID50 measurements and did not include qPCR measurements, we assume the same viral
dynamics for qPCR and TCID50 curves. This is an oversimplification, and in reality qPCR and
TCID50 dynamics differ, as [9] have shown. However, here our main purpose is to compare the
error distributions of the two assays, rather than their dynamics, and these should not be
affected by the dynamics. We explain in the Discussion how this oversimplification may affect
our results. We also simulate patient temperature measurements (as a reliable quantifiable
symptom measurement) taken at the same time points as viral load measurements. The viral
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load and temperature measurements can then be used to calculate relevant quantities, such as
the area under the viral load curve or reductions in patient temperature, to statistically compare
different trial groups.

(The source code of the simulator is included as S3 File CTSCode.zip under the GNU
GPLv3 license.)

2.2. Within-host model
The within-host model of influenza A infection is a deterministic ordinary differential equation
model and has been discussed in depth and validated against patient data in [10].

dT
dt

¼ �bTV

dV
dt

¼ rbTV � gV

Here, T is the number of susceptible target cells at time t, and V is the amount of free virus
at time t. The parameter β is the infection rate of target cells by free virus, r is the rate at which
infected cells produce virus, and γ is the virus clearance rate. In this model, γ subsumes both
clearance by the host immune response and non-specific virus decay. Treatment can be incor-
porated into this model in the following way:

dT
dt

¼ �ð1� ε1ÞbTV

dV
dt

ð1� ε1Þð1� ε2ÞrbTV � ðg� lnð1� ε3ÞÞV

Here εi (i = 1, 2, 3) is the efficacy of the treatment acting on different stages of the viral life
cycle. The efficacy here is defined as the fraction by which a parameter is increased/decreased
by the therapy/treatment. Thus, it can be interpreted as the reduction/increase in the rate of
the transition in the viral life cycle that the treatment acts on. In particular, efficacy ε1 describes
the strength with which a potential treatment reduces the infection rate of target cells. Efficacy
ε2 quantifies the strength with which a potential treatment reduces the virus production rate.
Efficacy ε3 captures by how much a potential treatment increases the virus clearance rate.

The efficacy in the model is not to be confused with the clinical efficacy of the treatment,
defined as the reduction in viral load or the overall reduction in symptoms, that may be mea-
sured as an outcome of the trial. In the equations above, the treatment acts on all parts of the
virus life-cycle (a realistic assumption for e.g. monoclonal antibodies targeting viral antigens
[11, 12]). We assume that the strength with which the treatment acts on each model parameter
is the same (ε1 = ε2 = ε3). If the treatment only acts on one model parameter, only the relevant
efficacy term is added to the model. This should also approximate the scenario where one
mode of action of the treatment is considerably stronger than others. (For example, the treat-
ment mainly acts on the infection rate, but also has minor effects on the virus production and
clearance rates). We assume that the efficacy of the treatment is constant, i.e. the half-life of the
treatment is longer than the duration of infection (again a realistic assumption for monoclonal
antibodies or daily antiviral drug therapy where drug concentrations remains at a high thera-
peutic level [11]). Treatment can be introduced at different time points post infection in the
simulation.
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2.3. Data used to inform the simulator
The distributions of the within-host model parameters have been estimated from placebo-
group data of volunteer challenge studies by Roche using Markov Chain Monte Carlo methods
(Table 2). The data were viral load measurements (TCID50/ml) of individual participants
infected with human influenza A (strain A/Texas/36/91), taken twice daily from day 1 to 3 post
infection and once daily thereafter up to day 9. All volunteers in the study were young healthy
adults aged 18–27 years (non-smokers). Volunteers were screened for HAI titre against the
challenge strain. The parameter estimation methods are described in detail in [13]. We assume
a linear relationship between the log10 of the viral load (V) and body temperature values, as sug-
gested by patient data analyses and previous publications [14]. A linear regression model for
temperature dependent on log10 viral load values was fitted to the data using the lm() function
of the R package [15]:

Temperature ¼ 36:44�C þ 0:133�C � log10ðVÞ

We also assume that body temperature does not fall below the baseline of 36.44°C. Based on
dilution series data provided by the Janssen Prevention Center (formerly Crucell), we assume
the error of the real-time qPCR assay to be Poisson-distributed. For the TCID50 assay we
assumed a log-normal distribution of the data points, with a standard deviation offfiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi

lnðDf Þln2
n

s

where Df is the dilution factor used in the assay (10 in our analyses) and n is the number of
wells examined at each dilution step (8 in our analyses) [16].

2.4. Simulations
We ran five series of simulations (labelled Experiments 1 to 5 in Table 3) to assess the impact
of the following five factors on the probability of trial success: 1) variability among patients in
the natural course of infection—assuming that the efficacy of the treatment is the same for all
patients; 2) variability among patients in the response to treatment—assuming that the natural
course of infection is the same for all patients; 3) variability among patients in the natural
course of infection and the response to treatment combined; 4) measurement error of the
TCID50 and qPCR viral load assays; 5) sensitivity of the different viral load assays.

In each simulation the trial was set up following a protocol adapted from the original oselta-
mivir challenge studies conducted by Roche [17]. Volunteers were distributed randomly into
the treatment or placebo group. All patients were infected with the same amount of influenza
A virus on day 0 and received treatment from day 1 post infection (initial viral load 0.01
TCID50/ml). Viral load was measured on days 1, 1.5, 2.0, 2.5, 3, 4, 5, 6, 7, 8 and 9, using qPCR

Table 2. Distribution of within-host model parameters in simulation studies based on estimated
parameters from challenge studies. IQR: inter-quartile range.

Infection rate β Virus production rate r Virus clearance rate γ

Beta distribution: Shape
parameter 1: 0.4858007, Shape
parameter 2:862.77162

Beta distribution: Shape parameter
1: 0.3585313, Shape parameter 2:
312.1007775

Gamma distribution: Shape
parameter: 1.886947, Rate
parameter: 0.5037087

Median: 6.476 x 10–5, IQR: 8.317
x 10–4

Median: 4.1 x 10–4, IQR: 4.543 x
10–4

Median: 2.443, IQR: 2.404

doi:10.1371/journal.pone.0156622.t002
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and TCID50 assays. Body temperature was measured at the same time points as viral load. In
addition, we tested if the day of treatment and the frequency of measurements affected trial
outcome (see Experiments 6 and 7).

From these data the area under the curve (AUC) for each patient was calculated from differ-
ent viral load assays (qPCR, TCID50), for the entire simulated viral load curve and for the tem-
perature measurements, using the trapezoid method. The AUCs between the treated and the
placebo group were then compared with a Wilcoxon-Mann-Whitney test [18, 19]. Individuals
in which the infection did not take off (basic reproductive number for viral replication in host
cells R0 < 1, R0 = βrT0/γ) were not excluded from the statistical analysis. In order to examine
how the number of volunteers in the study influences the outcome, each experiment was
repeated for a total of 50 and 100 participants. Each simulation experiment was repeated 100
times with different random number seeds, to determine the probability that a trial was suc-
cessful, given the setup and assumptions specified for each experiment. A summary of all
experimental setups can be found in Table 2.

Experiment 1: Individual variability in natural infection (patient parameters). For each
patient the parameters of the within-host model were drawn from random number distribu-
tions as specified in Table 2. The parameter combinations were restricted to values that gave a
basic reproductive number R0 of less than 40 [20]. We restricted the upper boundary of R0 to
avoid numerical errors that very high values of R0 caused in the integration of the within-host
model equation system. These errors occurred when the value of R0 was very (and probably
unrealistically) high. We chose 40 as an upper limit, because in our analysis and in most previ-
ous studies, e.g. [20], the value of R0 values was not greater than 40. The assumed efficacy of
the treatment was fixed in each simulation setup. However, we varied the efficacy in a series of
different simulations from 0 to 95%, to see how likely the trial is to be successful over a range of
possible efficacies. This consideration is especially relevant to novel immunotherapies that may
not be 100% effective, but still cause a significant reduction in AUC compared to placebo.

We tested different assumptions on the mode of action of the novel treatment in different
simulation setups. We assumed that the treatment would act exclusively either on the infection
rate of susceptible cells (β), the virus production rate (r), or the virus clearance rate (γ), or on
all model parameters. We assume a lower limit of quantification (LLOQ) of 3.33 log10 viral
cDNA copies/ml for the qPCR assay [21], and 2.0 log10 units for the TCID50 assay.

Experiment 2: Individual variability in response to treatment (efficacy of treatment).
The within-host model parameters were the same for each patient (median of estimates). The
efficacy of the treatment was individual-dependent, i.e. it was drawn from a truncated normal
distribution (ranging from 0–1) for each patient. We varied the mean efficacy from 0–95%
(0.0, 0.1, 0.2, 0.3, 0.4, 0.5, 0.6, 0.7, 0.8, 0.9, and 0.95) and used different standard deviations in

Table 3. Summary of experiments to investigate different sources of variance in clinical trials of novel treatments for influenza A.

Experiment Source of variance Simulation setup

1 Individual variability in natural infection Vary patient parameters of within-host model (see Table 1)

2 Individual variability in response to treatment Vary efficacy for each patient (draw from normal distribution)

3 Individual variability in natural infection and in
response to treatment

Vary patient parameters and efficacy for each patient

4 Distribution of measurement error Compare error distributions of qPCR and TCID50 assay (Poisson vs. lognormal)

5 Sensitivity of viral load assay Vary lower limit of quantification of viral load assays

6 Day of treatment Vary day of treatment (day 1, 2, 3)

7 Frequency of measurements Vary frequency of viral load measurements (1x, 2x, 3x per day, 2x per day from day
1–3, 1x per day from day 3–9)

doi:10.1371/journal.pone.0156622.t003
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different simulation runs (0.001, 0.01, 0.1, 0.2, 0.5, and 1.0). As in Experiment 1, we varied the
mode of action of the new treatment in different simulation runs. We set the LLOQ of the
qPCR assay to 3.33 log10 units and that of the TCID50 assay to 2.0 log10 units.

Experiment 3: Individual variability in natural infection and response to treatment.
Here we drew both the model parameters and the treatment efficacy for each patient from ran-
dom number distributions, as detailed for Experiments 1 and 2, respectively. The error distri-
butions and LLOQs of the viral load assays stayed the same as in Experiment 1.

Experiment 4: Measurement error (TCID50, qPCR). In this set of experiments we drew
the parameters of the within-host model from random number distributions for each patient
and kept the efficacy constant for all patients within the same simulation run (as in Experiment
1). The error distributions and sensitivities of the viral load assays were set as in Experiment 1.

Experiment 5: Assay sensitivity (lower limit of quantification). The protocol for Experi-
ment 5 was the same as for Experiment 1, but here we examined different values for the LLOQ
of the qPCR and the TCID50 assays (assumed LLOQs for qPCR: 2.0 log10 units, 2.5 log10, 3.33
log10, 4.3 log10 units; assumed LLOQs for TCID50: 0.0 log10, 1.0 log10, 2.0 log10, 2.5 log10).

Experiment 6: Day of treatment. We followed the same setup as in Experiment 1, but
simulated treatment from day 2 and day 3, instead of day 1.

Experiment 7: Frequency of measurements. We followed the same setup as in Experi-
ment 1, but used different measurement protocols for viral load and symptoms: one measure-
ment per day, two measurements per day, or three measurements per day.

3. Results

3.1. Individual variability (Experiments 1, 2 and 3)
Experiment 1: Individual variability in natural infection. The variability in the course of

natural infection is high, even though the individual patient parameters on which the simula-
tions were based were estimated from a very homogenous demographic sample (Fig 1). The
range of variability in the simulated course of natural infection is similar to predictions found
in earlier modelling studies [22]. The variability among patients is large, compared to the vari-
ance of the measurement error of the viral load assays (Figs 2 and 3). The duration of infection
ranged from 0 days (infection did not take off, R0<1) to more than 8 days (duration of mea-
surement period). Peak viral load varied between 0 (infection did not take off, R0<1) to 3 x 106.
Moreover, the timing of peak viral load varied considerably from less than 1 day after infection
to day 7.

We found that the assumed mechanism of action of the tested treatment had a great impact
on trial outcome. For treatments that act on viral growth parameters (infection rate, virus pro-
duction rate), both viral load assays and body temperature tend to overestimate the efficacy of
the treatment. They may indicate that the difference in AUC between the treated and untreated
groups is statistically significant, when the difference in AUC between the treated and placebo
groups of the simulated viral load curves is not (Fig 4). By simulated viral load curves we mean
the entire simulated course of infection of each patient from which measurements are taken.
These curves cannot be known in reality, as only measured values can be observed.

For treatments that act on the virus clearance rate, both qPCR and TCID50 assays tend to
underestimate the efficacy of the tested treatment and give false negatives, compared to the out-
come of the simulated viral load curves (Fig 4). Contrarily, if body temperature AUC is used as
a clinical end point, the efficacy of the tested treatment tends to be overestimated. Treatments
that act on all aspects of the viral life cycle, have the highest probability of leading to a success-
ful trial outcome. They also have the highest agreement on outcome between viral load assays,
symptom measurements and simulated viral load curves (Fig 4).

Clinical Trial Simulators to Analyse the Sources of Variance in Trials for Acute Viral Infections
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As expected, the probability of running a successful trial (power of the trial) is higher with
100 participants than with only 50 (Fig 4). Even with a treatment efficacy of 95%, no trial with
only 50 patients in Experiment 1 had a power of 80% or more according to viral load measure-
ments (Fig 4). In contrast, with 100 patients and assuming a high efficacy of the treatment
(at least 90%), almost all trials had a power of 80% or greater (even if these include some false
positive results). The only exceptions were trials of treatments that act on the virus clearance
rate, which never reached a power of 80%. This indicates that the impact of potential novel

Fig 1. Viral load curves over time of 50 (a) and 100 (b) patients. If there are less curves than simulated patients, the infection did not take
off in the remaining number of patients (R0 < 1) (curve is a flat line across the x-axis). x-axis: time in days, y-axis: viral load in particles per ml.

doi:10.1371/journal.pone.0156622.g001
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Fig 2. Variance of viral load measurements. For this figure we simulated influenza virus infection in 1000 patients that all had the same
natural course of infection. For each of the patients, viral load measurements were generated, simulating qPCR (upper row) and TCID50

assays (lower row). The variance of the TCID50 assay (lognormal distribution) is greater than that of the qPCR assay (Poisson distribution).
The variance of the viral load assays is small compared to the variation in natural infection among patients. Upper row: qPCRmeasurements,
unit: viral cDNA/ml. Lower row: TCID50 measurements, unit TCID50/ml. a, c: True (simulated) viral load curves of 1000 patients with same
course of natural infection. b, d: simulated measurements of 1000 patients with the same natural course of infection. b: lower limit of
quantification of the PCR assay was 3.33 log10 cDNA/ml (2137 cDNA/ml), d: lower limit of quantification of TCID50 assay was 2 log10 TCID50/
ml (100 TCID50/ml).

doi:10.1371/journal.pone.0156622.g002
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treatments acting only or mainly on the virus clearance rate may be difficult to detect with this
phase II trial protocol. More detailed within-host models of influenza infection may be better
able to confirm this prediction [23].

Experiment 2: Individual variability in response to treatment. Compared to the impact
of individual patient variability in the natural course of infection, patient variability in the
response to treatment had a negligible effect on trial outcome (Figures A-D in S2 File).

Fig 3. Experiment 1: Individual variability in natural infection. The plots show the number of successful trials out of 100 simulated trial runs (y-axis) for
different assumed efficacies of the treatment (x-axis). All 100 iterations for each assumed efficacy value had exactly the same setup and differed only in
the random number seed. The number of successful trials out of 100 runs can be interpreted as the power of the trial. The power of the trial depends on
the mechanism of action of the treatment and the number of patients in the trial. As individual variability in natural infection is large, trials with 50 patients
do not reach a power of 80%, even if the assumed efficacy of the treatment is high (90+%). Coloured lines show the number of successful trials out of 100
runs depending on efficacy for different endpoint measurements (PCR: viral load AUCmeasured with qPCR; Symptom: temperature AUC; TCID: viral
load AUCmeasured with TCID50; Simulated: viral load AUC of the simulated viral load AUC). Upper row: trials with 50 patients. Lower row: trials with 100
patients. a, e: treatment acts on all stages of the virus life cycle/model parameters. b, f: treatment acts on the infection rate. c, g: treatment acts on the
virus production rate. d, h: treatment acts on the virus clearance rate.

doi:10.1371/journal.pone.0156622.g003
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However, the setup of Experiment 2 was highly artificial (assuming that all patients had exactly
the same natural course of infection and only differed in their response to treatment). There-
fore, we considered a more realistic scenario (patients varied in the natural course of infection
and in their response to treatment) in Experiment 3.

Experiment 3: Individual variability in natural infection and response to treatment. If
individual variability in response to treatment was low (10% of the population mean of the effi-
cacy or less), compared to individual variability in the course of natural infection, it did not
affect trial outcome (Figures E-H in S2 File). Contrarily, if individual variability in response to
treatment was similar to or greater than individual variability in the course of natural infection,
the power of a clinical trial could be greatly reduced (to less than 50%) (Figures E-H in S2 File).
The explanation is that even if the mean efficacy of the treatment was high, there were many
patients who would not respond as well to treatment, so that the measureable impact on infec-
tion in these patients was lower. Apart from these additional results, the same observations as
in Experiment 1 apply to Experiment 3.

3.2. Variance of viral load measurements
Experiment 4: Measurement error (TCID50, qPCR). Although the qPCR and TCID50

assays had different error distributions, they had almost the same ability to detect a statistically
significant difference between treated and untreated groups. They also had the same tendency
to detect false positive or negative outcomes (Fig 4). The impact on clinical trial outcome of the
measurement error of the viral load assay may not have been as great as that of the sensitivity
of the assay.

Fig 4. Experiment 5: Sensitivity of viral load assay (qPCR). Plots show the number of successful trials out of 100 runs (y-axis) over the
assumedmean efficacy of treatment (x-axis). The probability of success corresponds to the power of the trial. The parameters determining the
course of natural infection were drawn from the same random number distributions for each patient as explained in the main text. The efficacy for
each patient (response) was fixed to the same value for each patient in each run. Thin coloured lines show the power of the trial dependent on the
efficacy of the treatment for qPCR viral load assays assuming different lower limits of quantification. The bold red line shows the power of the trial
dependent on the efficacy of the treatment, if the simulated viral load curve is considered. Very insensitive assays can greatly reduce the power of
a trial, especially in potent drugs that act on several stages of the virus life cycle (a). Conversely, if the treatment acts on the infection rate (b) or the
virus production rate (c), very sensitive viral load assays tend to give false positive results. Trials with 100 patients. a: treatment acts on all model
parameters. b: treatment acts on the infection rate. c: treatment acts on the virus production rate. d: treatment acts on the virus clearance rate.

doi:10.1371/journal.pone.0156622.g004
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3.3. Sensitivity of the viral load assay
Experiment 5: Assay sensitivity (lower limit of quantification, LLOQ). Low-sensitivity

assays can reduce the ability of a trial to detect a statistically significant difference between
treated and untreated groups. When the treatment acted on the viral clearance rate or on all
model parameters, a very insensitive assay (qPCR, LLOQ 4.3 log10 units) considerably reduced
the power of the trial (Fig 5). When the treatment acted on the infection rate or the virus pro-
duction rate, however, more sensitive qPCR assays resulted in more false positive trial out-
comes at high efficacy, compared to differences in simulated viral load AUCs.

TCID50 assays tend to be more sensitive than most frequently used qPCR assays when it
comes to influenza virus quantification [24, 25]. Consequently, variability in the lower limit of
quantification only had little effect on trial outcome in our analysis (Figures I-J in S2 File).

3.4. Trial design
Experiment 6: Day of treatment. When treatment was given after the time of peak viral

load (day 2 or day 3), the probability to detect a statistically significant difference between
treated and untreated groups was considerably reduced, compared to when treatment was
given before the peak (day 1) (Fig 5). Both viral load assays and symptom (temperature) mea-
surements tended to give false positive trial outcomes for all modes of action of treatments,
apart from those acting only on the virus clearance rate (Figures K-N in S2 File).

Experiment 7: Frequency of measurements. Increasing the frequency of viral load mea-
surements beyond 1 per day did not improve the power of the trial. In other words, it did not
increase the probability to find a statistically significant difference between treated and
untreated groups in viral load or symptom AUCs (Figures O-R in S2 File).

Fig 5. Experiment 6: Day of Treatment. Treatment acts on all model parameters. Plots show the number of successful trials out of 100 runs
(y-axis) over the assumedmean efficacy of treatment (x-axis). The probability of success corresponds to the power of the trial. The parameters
determining the course of natural infection were drawn from the same random number distributions for each patient as explained in the main
text. The efficacy for each patient (response) was fixed to the same value for each patient in each run. The later treatment is given, the lower the
power of the trial. a: treatment on day 1; b: treatment on day 2; c: treatment on day 3. Coloured lines show power of the trial depending on
efficacy for different endpoint measurements (PCR: viral load AUCmeasured with qPCR; Symptom: temperature AUC; TCID: viral load AUC
measured with TCID50; True: viral load AUC of the simulated viral load AUC).

doi:10.1371/journal.pone.0156622.g005
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4. Discussion
Our analysis demonstrates that the biggest source of variance in a challenge study of treatments
for influenza A infection is the individual patient variability in the natural course of infection,
as measured by changes in viral load over time. This implies that underestimating the popula-
tion variability in the course of natural infection may be the main reason for trial failure. Trial
failure here is defined as failure to detect a statistically significant difference in endpoint mea-
surements between treatment and placebo groups, when the treatment is actually effective.

Including more participants in a trial will reduce the probability of chance effects leading to
trial failure or false positive trial outcomes. Running a phase II trial with 100 rather than 50
Patients can lead to considerable cost savings. Assuming an average cost per patient per trial of
$40,000 for phase II trials and $42,000 for phase III trials and an average number of 1,000
patients in a phase III trial for potential novel influenza treatments [26], the cost for an unsuc-
cessful phase III trial after a falsely positive phase II trial are $42 million. The cost of a phase II
trial with 100 patients are $4 million. So the potential savings allowing for greater variation
among patients are $38 million.

In the artificial scenario where all patients had exactly the same course of natural infection
(Experiment 2), the power of the trial to detect a statistically significant difference between
groups was almost always 100%. This was observed regardless of trial size and other variables.
In contrast, when patient variability as estimated from a demographically homogenous sample
of volunteers infected with influenza A was considered (Experiment 1), the power of the trial
was greatly reduced.

Individual variability in the response to treatment can further reduce the power of the trial
(Experiment 3). Although reliable information on population variation in the response to treat-
ment is unlikely to be available at the beginning of a phase II trial for a novel treatment, gener-
ating this information should be one of the goals of the trial. This can be done by assessing the
variability in infection in the treated group and comparing it with the variability in the placebo
group. Overall our results suggest that any novel influenza treatment will need a high efficacy
to achieve a statistically significant difference in viral load AUC compared to placebo. High
efficacy of the novel treatment may also prevent the emergence of resistance, which has been
shown to be a problem for existing anti-influenza treatments [27, 28].

In our simulations, the assumed mechanism of action of the treatment had a major impact
on the power of the trial. Unsurprisingly, trials of treatments that act on all stages of the virus
life cycle tend to have the highest power. Trials of treatments that act on the virus clearance
rate tended to have the lowest power in our analysis. The reason is that in our analysis such
treatments mainly increased the viral load decay slope without greatly affecting the area under
the viral load curve. Using a multilevel model, Heldt et al. [23] found that treatments that act
on virus production are most effective in reducing viral load, whereas treatments that reduce
the infection rate primarily delayed the course of infection. In our simulations, trials of treat-
ments acting on virus production vs. those of treatments acting on the infection rate tended to
have similar power, although the success rate of trials for treatments reducing virus production
may be slightly higher.

As all participants in volunteer challenge studies are routinely tested for pre-existing HI-
titres against the challenge strain, pre-existing humoral immunity cannot be the cause of the
high observed population variability in the course of natural infection [29]. Several recent stud-
ies have found a correlation between pre-existing cellular immunity to influenza A and disease
protection [29–31]. Following these observations and our analyses, it may be advisable to
incorporate screening for pre-existing cellular immunity against influenza A into the selection
process of participants in challenge studies, to increase the chance of detecting a statistically
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significant difference between treatment and placebo groups and to better be able to character-
ise the treatment effect under controlled conditions [11, 32].

On the other hand, a highly selected sample of the population, screened for both pre-exist-
ing humoral and cellular immunity, may not be representative of the eventual target popula-
tion of the treatment [33]. Larger and more inclusive trials need to be run subsequently to
assess the effectiveness of the treatment in the general population. Our analyses indicate that
detecting the effect of the treatment may be difficult even in a very demographically homoge-
neous population.

Besides differences in infection history, genetic differences among patients play an impor-
tant role in overall population variability in natural infection and response to treatment [34].
[11, 32]. More broadly, it is well known that the course of viral infections within mammalian
hosts is strongly influenced by the genetic background of the host and this is very difficult to
control for at present in human volunteer studies given limited knowledge of the genetic deter-
minants of the severity of influenza A infection [35].

Efforts to uncover human genetic variation that underlies severe influenza infection are
ongoing [36, 37]. Additionally, inbred mouse strains can be used to assess the impact of host
genetic variability on variation in infection and to identify genetic variants that influence the
course and severity of infection [38]. Genetic markers that are known to affect the course and
severity of influenza infection can be used in screening of volunteers in challenge studies or for
post-hoc analysis of clinical trial data. But at present, patient variability in infection must be
recognised and its impact must guide trial design.

Our results imply that both qPCR and TCID50 assays perform equally well at detecting sta-
tistically significant differences between treated and untreated groups, when viral load AUC is
used as an endpoint. However, we also found that the sensitivity of the viral load assay can
greatly influence trial outcome, and the effect may depend on the mechanism of action of the
tested treatment. While small differences in assay sensitivity did not change trial outcome (e.g.
lower limit of quantification 2.0 vs. 2.5 log10 units), a very high lower limit of quantification
may greatly reduce the power of a trial (LLOQ 4.3 log10 units). Conversely, for some treat-
ments, a more sensitive viral load assay may increase the probability of falsely detecting a posi-
tive trial outcome. The choice of the viral load assay should, therefore, be based on knowledge
about the mechanism of action of the tested treatment.

Petrie et al. [9] showed that viral titre dynamics differ when measured with RT-PCR or the
TCID50 assay, because RT-PCR measures all viral RNA, including non-functional virus,
whereas TCID50 only measures infectious virus. Therefore investigators should choose the
assay depending on whether they are more interested in the clearance of infectious virus or
total virus.

We found that the later a treatment is given, the lower the probability to detect a statistically
significant effect on infection. Our results agree with those from [28], where the authors found
that treatment efficacy declines right from the time of inoculation. This may prove problematic
for intention-to-treat trials, because patients usually present at clinics when the time of peak
viral load has already passed [33]. Moreover, subjects will start treatment at different time
points after infection. In these cases, viral load or symptom AUC may not be a suitable end-
point measurement. Changes in the slope of viral load and symptom decline or time to resolu-
tion of illness/first negative viral load measurement may be more sensitive endpoints in
studies, where treatment is given late in the course of infection [39, 40].

Increasing the frequency of viral load measurements to more than one per day did not
improve the power of the trial in our analysis. The reason is that, although more measured
data points provide more accurate information on the shape of the viral load curve and hence
the AUC, the measurement protocol equally affects both the treatment and placebo group.
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Moreover, we used a non-parametric statistical test to compare the two groups. Consequently,
more accurate information on the magnitude of the AUC may not affect the outcome of the
test, as long as the ranking of AUCs across patients stays the same. Alternatively, this finding
may be an artefact of the simple model used to generate the viral load curves. Additional sam-
pling points could be important if the viral load curve, and therefore the shape of the AUC,
were simulated with more complex models that include, for example, explicit representations
of the immune response or resistant virus.

To summarise, our results suggest that the following aspects are the most crucial in the
design of volunteer challenge studies to test potential novel treatments of influenza A:

1. The population variability in the course of natural infection is large and should not be
underestimated. Additional screening steps may be introduced to make sure that partici-
pants in a volunteer challenge study form as homogenous a sample as possible, to increase
the chance of detecting a statistically significant difference between treatment and placebo
in a challenge study. As the variability in the eventual target population will be much larger,
one cannot simply extrapolate results concerning trial success from a challenge study to a
phase III trial. However, well controlled conditions in challenge studies can help in the
learning phase to better characterise the effect of a novel treatment. This will also help in the
planning of more robust phase IIb/III trials.

2. A trial with 100 participants is preferable over a trial with only 50 participants, if—assuming
a high efficacy of the treatment—the trial should have a power of at least 80%. For treat-
ments with a lower efficacy, even more participants would be required.

3. The mechanism of action of the potential novel treatment determines how it will affect the
shape of the viral load curve over time and hence the course of infection. Ideally the precise
mechanism of action of the novel treatment should be known prior to the start of a clinical
trial.

4. If the treatment acts on the virus clearance rate or on several stages of the influenza virus
life cycle, a sensitive viral load assay should be used. If the treatment acts primarily on the
infection rate or the virus production rate, a less sensitive assay may avoid false positive trial
outcomes.

5. For some types of treatments, we observed a tendency of both measured viral load and
symptom endpoints to signal a statistically significant difference between treated and pla-
cebo groups, even if the simulated viral load AUCs between the groups did not differ signifi-
cantly. This may indicate a tendency for phase II trials to overestimate the efficacy of a
novel influenza treatment, which may lead to disappointment in phase III studies.

5. Conclusion
A quantitative approach to biological and clinical endpoint measurements based on data analy-
sis and clinical trial simulators can help to identify the major sources of variance in clinical trial
design. Thus, it opens the possibility to make trial design more robust by controlling for varia-
tion and minimizing uncertainty at all stages of the trial. Although our analysis here specifically
considered a phase II trial of potential new influenza A treatments, the same sources of variance
affect any clinical trial (individual variation, measurement error, measurement sensitivity, and
protocol variation). Clinical trial simulators are valuable tools for analysing and improving trial
design prior to trial implementation. The cost of constructing the simulator is many orders of
magnitude less than the cost of running a trail. Simulators help to minimise the likelihood of
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failure due to poor design, poor measurement choice or inadequate sample size. Trial simulators
can help to maximise the chances of trial success and to reduce the costs of drug development.

Supporting Information
S1 File.
(DOCX)

S2 File.
(DOCX)

S3 File. Clinical Trial Simulator code files. S3 does not contain any information that would
allow the identification of human subjects.
(ZIP)

Acknowledgments
We would like to thank Hoffman La Roche for providing access to their data for this analysis
and the Janssen Prevention Center for funding this research.

Author Contributions
Conceived and designed the experiments: RMA CV. Performed the experiments: CV EC CH
EL. Analyzed the data: CV EC CH EL. Wrote the paper: CV. Approved the final manuscript:
GJW FDW.

References
1. Mullard A. New drugs cost US$2.6 billion to develop. Nature Reviews Drug Discovery. 2014; 13

(12):877-.

2. TCSDD TCftSoDD. Cost to Develop andWin Marketing Approval for a New Drug Is $2.6 Billion. 2014.

3. Hay M, Thomas DW, Craighead JL, Economides C, Rosenthal J. Clinical development success rates
for investigational drugs. Nature Biotechnology. 2014; 32(1):40–51. doi: 10.1038/nbt.2786 PMID:
24406927

4. Scannell JW, Blanckley A, Boldon H, Warrington B. Diagnosing the decline in pharmaceutical R&D effi-
ciency. Nat Rev Drug Discov. 2012; 11(3):191–200. doi: 10.1038/nrd3681 PMID: 22378269.

5. Paul SM, Mytelka DS, Dunwiddie CT, Persinger CC, Munos BH, Lindborg SR, et al. How to improve
R&D productivity: the pharmaceutical industry's grand challenge. Nat Rev Drug Discov. 2010; 9
(3):203–14. doi: 10.1038/nrd3078 PMID: 20168317.

6. Economist T. The price of failure. The Economist. 2014.

7. Rubenfeld GD. Confronting the frustrations of negative clinical trials in acute respiratory distress syn-
drome. Ann Am Thorac Soc. 2015; 12 Suppl 1:S58–63. doi: 10.1513/AnnalsATS.201409-414MG
PMID: 25830838.

8. Lowenstein PR, Castro MG. Uncertainty in the Translation of Preclinical Experiments to Clinical Trials.
Why do Most Phase III Clinical Trials Fail? Current Gene Therapy. 2009; 9(5):368–74. PMID:
19860651

9. Petrie SM, Guarnaccia T, Laurie KL, Hurt AC, McVernon J, McCaw JM. Reducing uncertainty in within-
host parameter estimates of influenza infection by measuring both infectious and total viral load. PLOS
ONE. 2013; 8(5):e64098. doi: 10.1371/journal.pone.0064098 PMID: 23691157; PubMed Central
PMCID: PMCPMC3655064.

10. Hadjichrysanthou C, Cauët E, Lawrence E, Vegvari C, DeWolf F, Anderson R. The Use of Mathemati-
cal Models to Understand theWithin-Host Dynamics of Influenza A Virus Infection and the Impact of
Candidate Therapies: From Theory to Clinical Application. PLoS computational biology. submitted.

11. Ekiert DC,Wilson IA. Broadly neutralizing antibodies against influenza virus and prospects for universal
therapies. Current opinion in virology. 2012; 2(2):134–41. doi: 10.1016/j.coviro.2012.02.005 PMID:
22482710; PubMed Central PMCID: PMC3368890.

Clinical Trial Simulators to Analyse the Sources of Variance in Trials for Acute Viral Infections

PLOS ONE | DOI:10.1371/journal.pone.0156622 June 22, 2016 16 / 18

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0156622.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0156622.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0156622.s003
http://dx.doi.org/10.1038/nbt.2786
http://www.ncbi.nlm.nih.gov/pubmed/24406927
http://dx.doi.org/10.1038/nrd3681
http://www.ncbi.nlm.nih.gov/pubmed/22378269
http://dx.doi.org/10.1038/nrd3078
http://www.ncbi.nlm.nih.gov/pubmed/20168317
http://dx.doi.org/10.1513/AnnalsATS.201409-414MG
http://www.ncbi.nlm.nih.gov/pubmed/25830838
http://www.ncbi.nlm.nih.gov/pubmed/19860651
http://dx.doi.org/10.1371/journal.pone.0064098
http://www.ncbi.nlm.nih.gov/pubmed/23691157
http://dx.doi.org/10.1016/j.coviro.2012.02.005
http://www.ncbi.nlm.nih.gov/pubmed/22482710


12. Ekiert DC, Bhabha G, Elsliger M-A, Friesen RHE, Jongeneelen M, Throsby M, et al. Antibody Recogni-
tion of a Highly Conserved Influenza Virus Epitope. Science. 2009; 324(5924):246–51. doi: 10.1126/
science.1171491 PMID: 19251591

13. Vegvari C, Hadjichrysanthou C, Cauët E, Lawrence E, Wolf FD, Anderson R. Measuring the impact of
novel therapies for acute viral infections. EBioMedicine. in review.

14. Hayden FG, Fritz R, Lobo MC, AlvordW, Strober W, Straus SE. Local and systemic cytokine responses
during experimental human influenza A virus infection. Relation to symptom formation and host
defense. The Journal of clinical investigation. 1998; 101(3):643–9. Epub 1998/03/21. doi: 10.1172/
jci1355 PMID: 9449698; PubMed Central PMCID: PMCPMC508608.

15. R-Core-Team. R: a language and environement for statistical computing. 2014. Available: http://www.
R-project.org/.

16. Wulff NH, Tzatzaris M, Young PJ. Monte Carlo simulation of the Spearman-Kaerber TCID50. Journal of
clinical bioinformatics. 2012; 2(1):5. doi: 10.1186/2043-9113-2-5 PMID: 22330733; PubMed Central
PMCID: PMC3331834.

17. Hayden FG, Treanor JJ, Fritz RS, Lobo M, Betts RF, Miller M, et al. Use of the oral neuraminidase inhib-
itor oseltamivir in experimental human influenza: randomized controlled trials for prevention and treat-
ment. JAMA: the journal of the American Medical Association. 1999; 282(13):1240–6. Epub 1999/10/
12. PMID: 10517426.

18. Wilcoxon F. Individual comparisons by Ranking Methods. Biometrics Bulletin. 1945; 1:80–3.

19. Mann HB, Whitney DR. On a Test of Whether One of Two Random Variables is Stochastically Larger
Than the Other. Annals of Mathematical Statistics. 1947; 18:50–60.

20. Baccam P, Beauchemin C, Macken CA, Hayden FG, Perelson AS. Kinetics of influenza A virus infec-
tion in humans. Journal of virology. 2006; 80(15):7590–9. Epub 2006/07/15. doi: 10.1128/jvi.01623-05
PMID: 16840338; PubMed Central PMCID: PMCPMC1563736.

21. Ward C. Design and performance testing of quantitative real time PCR assays for influenza A and B
viral load measurement. Journal of Clinical Virology. 2004; 29(3):179–88. doi: 10.1016/s1386-6532(03)
00122-7 PMID: 14962787

22. Canini L, Carrat F. Population modeling of influenza A/H1N1 virus kinetics and symptom dynamics.
Journal of virology. 2011; 85(6):2764–70. Epub 2010/12/31. doi: 10.1128/jvi.01318-10 PMID:
21191031; PubMed Central PMCID: PMCPMC3067928.

23. Heldt FS, Frensing T, Pflugmacher A, Gropler R, Peschel B, Reichl U. Multiscale modeling of influenza
A virus infection supports the development of direct-acting antivirals. PLoS computational biology.
2013; 9(11):e1003372. doi: 10.1371/journal.pcbi.1003372 PMID: 24278009; PubMed Central PMCID:
PMC3836700.

24. Atmar RL, Baxter BD, Dominguez EA, Taber LH. Comparison of Reverse Transcription-PCR with Tis-
sue Culture and Other Rapid Diagnostic Assays for Detection of Type A Influenza Virus. Journal of clini-
cal microbiology. 1996; 34(10):2604–6. PMID: 8880531

25. Hurt AC, Baas C, Deng YM, Roberts S, Kelso A, Barr IG. Performance of influenza rapid point-of-care
tests in the detection of swine lineage A(H1N1) influenza viruses. Influenza and other respiratory
viruses. 2009; 3(4):171–6. doi: 10.1111/j.1750-2659.2009.00086.x PMID: 19627374.

26. Practice BTP. Biopharmaceutical industry-sponsored clinical trials: impact on state economies. 2015.

27. Handel A, Longini IM Jr., Antia R. Antiviral resistance and the control of pandemic influenza: the roles of
stochasticity, evolution and model details. Journal of theoretical biology. 2009; 256(1):117–25. doi: 10.
1016/j.jtbi.2008.09.021 PMID: 18952105; PubMed Central PMCID: PMCPMC2624577.

28. Canini L, Conway JM, Perelson AS, Carrat F. Impact of Different Oseltamivir Regimens on Treating
Influenza A Virus Infection and Resistance Emergence: Insights from a Modelling Study. PLoS compu-
tational biology. 2014; 10(4):e1003568. doi: 10.1371/journal.pcbi.1003568 PMID: 24743564

29. Pleguezuelos O, Robinson S, Fernandez A, Stoloff GA, Caparros-WanderleyW. Variations in disease
severity outcomes for Influenza live viral challenges in man: Meta-analysis and potential role of pre-
existing heterosubtypic cellular immunity. Clinical and vaccine immunology: CVI. 2015.

30. Wilkinson TM, Li CK, Chui CS, Huang AK, Perkins M, Liebner JC, et al. Preexisting influenza-specific
CD4+ T cells correlate with disease protection against influenza challenge in humans. Nature medicine.
2012; 18(2):274–80. Epub 2012/01/31. doi: 10.1038/nm.2612 PMID: 22286307.

31. Quinones-Parra S, Grant E, Loh L, Nguyen TH, Campbell KA, Tong SY, et al. Preexisting CD8+ T-cell
immunity to the H7N9 influenza A virus varies across ethnicities. Proceedings of the National Academy
of Sciences of the United States of America. 2014; 111(3):1049–54. doi: 10.1073/pnas.1322229111
PMID: 24395804; PubMed Central PMCID: PMC3903243.

32. Air GM. Influenza virus antigenicity and broadly neutralizing epitopes. Current opinion in virology. 2015;
11:113–21. doi: 10.1016/j.coviro.2015.03.006 PMID: 25846699; PubMedCentral PMCID: PMC4456283.

Clinical Trial Simulators to Analyse the Sources of Variance in Trials for Acute Viral Infections

PLOS ONE | DOI:10.1371/journal.pone.0156622 June 22, 2016 17 / 18

http://dx.doi.org/10.1126/science.1171491
http://dx.doi.org/10.1126/science.1171491
http://www.ncbi.nlm.nih.gov/pubmed/19251591
http://dx.doi.org/10.1172/jci1355
http://dx.doi.org/10.1172/jci1355
http://www.ncbi.nlm.nih.gov/pubmed/9449698
http://www.R-project.org/
http://www.R-project.org/
http://dx.doi.org/10.1186/2043-9113-2-5
http://www.ncbi.nlm.nih.gov/pubmed/22330733
http://www.ncbi.nlm.nih.gov/pubmed/10517426
http://dx.doi.org/10.1128/jvi.01623-05
http://www.ncbi.nlm.nih.gov/pubmed/16840338
http://dx.doi.org/10.1016/s1386-6532(03)00122-7
http://dx.doi.org/10.1016/s1386-6532(03)00122-7
http://www.ncbi.nlm.nih.gov/pubmed/14962787
http://dx.doi.org/10.1128/jvi.01318-10
http://www.ncbi.nlm.nih.gov/pubmed/21191031
http://dx.doi.org/10.1371/journal.pcbi.1003372
http://www.ncbi.nlm.nih.gov/pubmed/24278009
http://www.ncbi.nlm.nih.gov/pubmed/8880531
http://dx.doi.org/10.1111/j.1750-2659.2009.00086.x
http://www.ncbi.nlm.nih.gov/pubmed/19627374
http://dx.doi.org/10.1016/j.jtbi.2008.09.021
http://dx.doi.org/10.1016/j.jtbi.2008.09.021
http://www.ncbi.nlm.nih.gov/pubmed/18952105
http://dx.doi.org/10.1371/journal.pcbi.1003568
http://www.ncbi.nlm.nih.gov/pubmed/24743564
http://dx.doi.org/10.1038/nm.2612
http://www.ncbi.nlm.nih.gov/pubmed/22286307
http://dx.doi.org/10.1073/pnas.1322229111
http://www.ncbi.nlm.nih.gov/pubmed/24395804
http://dx.doi.org/10.1016/j.coviro.2015.03.006
http://www.ncbi.nlm.nih.gov/pubmed/25846699


33. Carrat F, Vergu E, Ferguson NM, Lemaitre M, Cauchemez S, Leach S, et al. Time lines of infection and
disease in human influenza: a review of volunteer challenge studies. American journal of epidemiology.
2008; 167(7):775–85. doi: 10.1093/aje/kwm375 PMID: 18230677.

34. Everitt AR, Clare S, Pertel T, John SP, Wash RS, Smith SE, et al. IFITM3 restricts the morbidity and
mortality associated with influenza. Nature. 2012; 484(7395):519–23. http://www.nature.com/nature/
journal/v484/n7395/abs/nature10921.html#supplementary-information. doi: 10.1038/nature10921
PMID: 22446628

35. Zinkernagel RM. Thymus and lymphohemopoietic cells: their role in T cell maturation in selection of T
cells' H-2-restriction-specificity and in H-2 linked Ir Gene Control. Immunological Reviews. 1978; 42
(1):224–70.

36. To KK, Zhou J, Chan JF, Yuen KY. Host genes and influenza pathogenesis in humans: an emerging
paradigm. Current opinion in virology. 2015; 14:7–15. doi: 10.1016/j.coviro.2015.04.010 PMID:
26079652.

37. Horby P, Nguyen NY, Dunstan SJ, Baillie JK. The role of host genetics in susceptibility to influenza: a
systematic review. PLOSONE. 2012; 7(3):e33180. doi: 10.1371/journal.pone.0033180 PMID:
22438897; PubMed Central PMCID: PMC3305291.

38. Trammell RA, Liberati TA, Toth LA. Host genetic background and the innate inflammatory response of
lung to influenza virus. Microbes and infection / Institut Pasteur. 2012; 14(1):50–8. doi: 10.1016/j.micinf.
2011.08.008 PMID: 21920449.

39. Nicholson KG, Aoki FY, Osterhaus A, Trottier S, Carewicz O, Mercier CH, et al. Efficacy and safety of
oseltamivir in treatment of acute influenza: a randomised controlled trial. The Lancet. 2000; 355
(9218):1845–50. doi: 10.1016/s0140-6736(00)02288-1

40. Ison MG, de Jong MD, Gilligan KJ, Higgs ES, Pavia AT, Pierson J, et al. End points for testing influenza
antiviral treatments for patients at high risk of severe and life-threatening disease. The Journal of infec-
tious diseases. 2010; 201(11):1654–62. Epub 2010/04/29. doi: 10.1086/652498 PMID: 20423224.

Clinical Trial Simulators to Analyse the Sources of Variance in Trials for Acute Viral Infections

PLOS ONE | DOI:10.1371/journal.pone.0156622 June 22, 2016 18 / 18

http://dx.doi.org/10.1093/aje/kwm375
http://www.ncbi.nlm.nih.gov/pubmed/18230677
http://www.nature.com/nature/journal/v484/n7395/abs/nature10921.html#supplementary-information
http://www.nature.com/nature/journal/v484/n7395/abs/nature10921.html#supplementary-information
http://dx.doi.org/10.1038/nature10921
http://www.ncbi.nlm.nih.gov/pubmed/22446628
http://dx.doi.org/10.1016/j.coviro.2015.04.010
http://www.ncbi.nlm.nih.gov/pubmed/26079652
http://dx.doi.org/10.1371/journal.pone.0033180
http://www.ncbi.nlm.nih.gov/pubmed/22438897
http://dx.doi.org/10.1016/j.micinf.2011.08.008
http://dx.doi.org/10.1016/j.micinf.2011.08.008
http://www.ncbi.nlm.nih.gov/pubmed/21920449
http://dx.doi.org/10.1016/s0140-6736(00)02288-1
http://dx.doi.org/10.1086/652498
http://www.ncbi.nlm.nih.gov/pubmed/20423224

