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Abstract

Protein biomarkers are needed to deepen our understanding of cancer biology and to improve our
ability to diagnose, monitor and treat cancers. Important analytical and clinical hurdles must be
overcome to allow the most promising protein biomarker candidates to advance into clinical
validation studies. Although contemporary proteomics technologies support the measurement of
large numbers of proteins in individual clinical specimens, sample throughput remains
comparatively low. This problem is amplified in typical clinical proteomics research studies,
which routinely suffer from a lack of proper experimental design, resulting in analysis of too few
biospecimens to achieve adequate statistical power at each stage of a biomarker pipeline. To
address this critical shortcoming, a joint workshop was held by the National Cancer Institute
(NCI), National Heart, Lung and Blood Institute (NHLBI), and American Association for Clinical
Chemistry (AACC), with participation from the U.S. Food and Drug Administration (FDA). An
important output from the workshop was a statistical framework for the design of biomarker
discovery and verification studies. Herein, we describe the use of quantitative clinical judgments
to set statistical criteria for clinical relevance, and the development of an approach to calculate
biospecimen sample size for proteomic studies in discovery and verification stages prior to clinical
validation stage. This represents a first step towards building a consensus on quantitative criteria
for statistical design of proteomics biomarker discovery and verification research.
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INTRODUCTION

Current Challenges in Clinical Proteomics

Through the identification of novel plasma and tissue protein biomarkers, clinical
proteomics has the potential to enable advances in multiple clinical challenges in cancer,
including the improved detection of cancers and the prediction of efficacy for therapeutic
treatments. Clinical proteomic studies for diagnostic biomarker discovery in a multistage
biomarker pipeline typically begin with the identification and measurement of a large
number of proteins in a set of source biospecimens. Differentially expressed proteins
identified in case and control source samples form the initial protein candidate list. By
confirming differential expression in clinically useful samples such as blood, or serially
measuring fewer proteins with increasing precision on greater numbers of samples,
candidates can be progressively credentialed to yield a select few proteins that may warrant
assessment in an often time-consuming and costly large-scale clinical validation trial [1-2].

All stages of the proteomics biomarker pipeline present challenges to clinical proteomics.
These challenges include (1) measurement standardization and optimization for discovery
and verification stages; (2) development of high throughput, high precision, low cost per
sample assays for clinical validation stage; (3) understanding the analytical and clinical
validation designs acceptable to the FDA; and (4) statistical experimental design at
discovery and verification stages of the pipeline that are poorly understood in comparison to
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clinical validation. Insufficient attention to statistical design has often resulted in the
analysis of too few samples to achieve any reasonable statistical power to detect biomarkers.
Here we address the last challenge with regard to sample sizes for protein discovery and
verification, and derive statistical and clinical criteria for advancing a biomarker candidate
within the pipeline.

In collaboration with other efforts, the NCI’s Clinical Proteomic Technologies for Cancer
initiative (NCI-CPTC), launched in 2006, helped address some of these barriers, including
standardizing proteomic platform measurements, clarifying FDA requirements for analytical
validation [3] through a joint NCI-FDA workshop [4]. The introduction of “verification”
between discovery and clinical validation stages efficiently triages identified candidates for
further assessment in the clinical validation stage where a handful of verified candidates are
quantitatively measured in thousands of clinical samples reflecting the full spectrum of
biomarker heterogeneity in the target population. Verification bridges discovery and
validation using an intermediate number of candidates, precision of measurement, length of
time for assay development, and sample throughput. To achieve this, verification relies on
analytically robust, targeted proteomic platforms and well-characterized affinity reagents (if
needed) to measure relative concentrations of a moderate number of biomarker candidates in
a moderate number of patient samples.

To illustrate an example of such a proteomics biomarker pipeline, we present a proposed
scheme for discovery and verification of plasma biomarkers for differential diagnosis of
ovarian cancers. In the discovery stage, untargeted mass spectrometry analysis (“shotgun
proteomics™) of benign and malignant ovarian cyst fluids will yield a large number of
differentially expressed candidate proteins from a small number of case and control patient
samples. These proteins are ranked for differential expression by a t-test on the log-intensity
scale. The top 50 candidates are passed onto the verification stage using quantitative
targeted assays in plasma based on multiple reaction monitoring mass spectrometry (MRM-
MS). This technique, commonly used for small molecule and metabolite analysis in clinical
labs, has recently been optimized using proteotypic peptides (unique to each target protein)
as surrogates for protein concentration measurement. For some of these candidates with low
plasma concentrations (nM or less), MRM-MS assays may require the development of anti-
peptide antibodies against selected proteotypic peptides prior to MS analysis on a triple
quadrupole mass spectrometer (i.e., immuno-MRM) [5]. Using MRM-MS, plasma from a
moderate number of cases with malignant ovarian tumors and controls with benign ovarian
disease is measured for the top 50 candidates. Subsequently, a t-test of the log-concentration
ranks each candidate and 5 top-ranked, “verified” candidates are further passed to the
clinical validation stage using high throughput, reliable assays, such as ELISAs. A caveat
for developing ELISASs for “verification” is their higher cost and lead time (> 12 months)
compared to immuno-MRMs (~ 3 months). Thousands of validation samples are measured
for these top 5 protein targets in plasma from cases and controls obtained in an unbiased
way by drawing blood prior to diagnosis. This sample set may be split randomly into a
training set and a validation set. A classifier using the 5 best candidates is trained on the
training set and unbiased operating characteristics are estimated on the validation set. If the
classifier’s characteristics reach clinical utility, the biomarker pipeline has identified a
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biomarker classifier. A forebear of this example pipeline produced OVAL [6], while a more
distant forebear produced ROMA [7]; both are FDA authorized tests for differential
diagnosis of pelvic masses.

Statistical Design for a Multistage Proteomics Biomarker Pipeline

Many publications have addressed experimental design of clinical validation studies, sample
size calculations in multistage genome-wide association studies [8-9], diagnostic studies in
radiology, or comparison of medical tests [10-13]. However, sample sizes for a multistage
proteomics biomarker pipeline, such as the example described above, have not been fully
addressed. The workshop entitled “Experimental Design Considerations in Research Studies
Using Proteomic Technologies” addressed this challenge. Statistical design at each stage of
a proteomics biomarker pipeline with an intended clinical use of an assay (or medical
device) as required by the FDA [14] is vital to inform whether there is sufficient power to
justify moving candidates to the next stage. A case study for the detection of ovarian cancers
using a multistage pipeline was used to illustrate statistical design considerations involving
MS-based technologies [15-16] (Methods and Results). In addition to sample size, designs
for unbiased selection of patient cohorts [17] were proposed at this workshop that will not be
described in this manuscript. Compared to previous publications, this report is novel in three
aspects: (1) it addresses sample sizes for the discovery and verification stages of a
proteomics biomarker pipeline (not clinical validation); (2) the modeling accounts for the
marker being shed only by a subset of tumors as would be predicted by tumor heterogeneity
and as occurs with known cancer biomarkers; and (3) the selection of candidates for
successive stages of development includes clinical criteria to assess whether a candidate has
a chance to have clinical utility.

Defining Statistical Design Goals

Guided by the context of an intended clinical use, the aim is to identify experimental designs
that will achieve acceptable statistical power for a true biomarker with specified
characteristics to reach clinical validation stage from discovery and verification stages.
Verification in the ovarian case study uses MRM-MS, which has previously demonstrated
intra- and inter-laboratory precision of %CV < 20% [18]. The statistical design and sample
sizes presented here, however, apply broadly to biomarkers other than proteins and
technologies other than MS. For instance, autoantibodies are promising alternative
biomarkers, and protein arrays that detect autoantibodies in blood can be used in discovery
and verification stages to triage candidates using the approaches described herein [19].

Each stage in the pipeline winnows the candidate list. Given current MS instrumentation, the
discovery stage may detect ~1,000-10,000 proteins from clinical samples. If each stage
achieves a 10-fold winnowing, a three-stage pipeline [20-22] achieves a combined 1,000-
fold reduction in the number of candidates to approximately 1-10 validated biomarkers.
Given the current lack of standardization for statistical design, this report focuses on
designing discovery and verification stages to achieve a given power for a true biomarker to
reach clinical validation stage.
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The decision on whether a candidate proceeds from discovery to verification stage depends
on multiple factors often specific to the discovery effort, including throughput of sample
processing, and both the biological relevance and the statistical significance of the
candidate. One additional criterion advocated here but not often addressed by the
community is the potential contribution to a clinical question. If the potential contribution is
very small, one might consider not advancing such a candidate to the next stage, even if it
were statistically significant. In a clinical example of early detection of ovarian cancer
where acceptable performance is most readily defined by the positive predictive value
(PPV), we derive the specificity corresponding to the lower limit acceptable (actionable) for
the PPV, and incidence of the disease, assuming a sensitivity of 100%. Candidate
sensitivities less than 5% will not likely be significant contributors to the ultimate goal of
100% sensitivity. By applying such clinical quantitative criteria in concert with conventional
statistical criteria at each stage of biomarker development, we ensure that biomarker
candidates emerging at the end of the pipeline will have a reasonable expectation of
contributing significantly to the sensitivity of a biomarker panel while retaining clinically
actionable specificity and PPV. This approach, first introduced at this workshop and
subsequently presented at a National Institute of Diabetes and Digestive and Kidney
Diseases workshop [23], is greatly expanded in this report. Though introduced in the context
of ovarian cancer detection, it is readily generalized to other diagnostic situations.

METHODS

The Statistical Model

The statistical model aims to simulate the discovery and verification stages to estimate the
probability of detecting one biomarker whose distribution separates cases and controls
among the thousands of matrix proteins detectable in the source biospecimens whose
distribution does not separate cases from controls. The protein molecules in the sample
source (e.g., plasma or cystic fluid) except for the biomarker are referred to as the
background matrix. In addition to the biological variation between patients, the
measurement processes in discovery and verification stages add analytical variation. For the
discovery phase, the measurement CV increases as the concentration decreases from 20%
for the most abundant proteins to 60% for the least abundant, detectable proteins. Thus, a
model for the number of proteins at each decade of concentration is required. Hortin and
Anderson previously surveyed the first four decades of plasma proteins [24]. As the number
of proteins approximately doubles with each decade, the extrapolation of this trend to eight
decades provides the model for the distribution of protein concentrations for a total of
~8,000 matrix proteins. We modeled the measurement variation by the CV = 15% +
5*decade, where decade = 1,..., 8, and the proteins are distributed across the concentration
decades as described in Figure 1. The biological CV between patients is more complicated.
High abundance proteins have low biological CVs (e.g., 9% for albumin), whereas low
abundant proteins have a range of biological CVs. There are plasma proteins with low
concentration and a tight range of concentrations between people (e.g., many hormones),
while other plasma proteins with large variation at low concentrations. To derive a statistical
model for the biological CV as a function of concentration, we estimated biological CVs
from a database on normal biological variation for laboratory tests and their normal ranges
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[25]. The details of the statistical modeling are provided in the supplement but in essence
consist of increasing expected CV and increasing variation in CV with increasing decade of
concentration.

The total CV in the simulations due to measurement (e.g., 50%) and biological variation
(e.g., 60%) was then calculated as 78% = V(50%?2 + 60%?2). To first order the CV is
equivalent to the standard deviation (SD) on the log-concentration scale. Each decade of
proteins was simulated with the number of proteins given in Figure 1 (except for the last
decade in the figure) for a total of 7,899 plasma proteins. Let Y denote the log-concentration
of a (non-biomarker) protein in a discovery biospecimen if it could be measured without
error, X denote variation in log-concentration due to the measurement process, and Z denote
the log-concentration of a biomarker which has a different distribution in cases compared to
controls. The biological distribution across subjects of log-concentration for each matrix
proteini =1, ..., P, in cases (j=2) and controls (j=1), and in subjectsn=1, ..., N was
modeled by:

Yiju~N(pi,03), pi=decade=1,...,8 with probability of selecting the ith decade
proportional to the number of proteins in the decade (Figure 1), and log(o;)~N(3.60—
0.0757 * decade, 0.784—0.596 * decade).

Measurement variation for discovery stage was modeled by:

Xiin~N(0,7), 7=15%+5 = decade, decade=1,...,8

The biological variation of the biomarker’s concentration between subjects was modeled by:

Zjin~Pk N(p+A, 0)+(1—px) N(p2,0)  (j=2=case) biomarker hassignal=A=so
fors=2,3,4,or 5 in px=10%, 20%, 30%, 50% and 80% of cases, k=1, 2, 3, 4, 5.
Zjxn~N(p,0) (j=11incontrol subjects).

The over-expression of a protein in a proportion py of subjects is A = s*o, where s = 2, 3, 4,
or 5 is the number of SDs separating the mean of the log-concentration of the biomarker in
the over-expressed cases from mean for the biomarker in the control subjects. For proximal
fluids and tissue, the signal/noise ratio of the biomarker is likely to be greater than in a fluid
more remote from the disease such as plasma. Therefore, the separation was modeled as s =
2, 3, 4, or 5 for proximal fluids and tissue in the discovery stage, ands =1, 2, 3, or 4 in
plasma for the verification stage. Since it is likely that undiscovered biomarkers have low
concentration, the average concentration p for the biomarker was modeled at the lowest
decade of concentration. Based on variations in known plasma biomarkers, the biological
CV o for the as-yet-undiscovered cancer biomarker was assumed to be above average
compared to other plasma proteins at the same decade. Thus, log(o) was set at 1 SD above
its expected value. The measurements on P proteins (P ~ 7,899 discovery) were simulated in
N cases and N control subjects, and the t-statistic comparing cases to controls was calculated
for each of the P matrix proteins with log-concentration (Yij, + Xjjn) where there is no
difference in the distribution between the cases and controls. However, there will be a few
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proteins amongst 7,899 proteins where the N simulated results in the cases appear to be
significantly elevated compared to those in the controls due to chance. The one (biomarker)
protein Z with signal A in a proportion p of the N cases and no signal in a proportion (1-p) of
N cases will have results also simulated in N cases and N controls where there is likely to be
a significant difference. If the t-statistic for Z is within the top C1 results for discovery stage,
or C2 results for verification stage, then the biomarker is passed onto the next stage. C1 is
the number of targeted assays (e.g., immuno-SRMs) that the investigator is planning to
develop for the verification stage (C1 = 20, 50, and 100), and C2 is the number of high
throughput reliable assays that the investigator plans to develop or obtain for the clinical
validation stage. C2 is expected to be proportional to the number of targeted assays (C1) and
set at 10% of C1 for this simulation. The process was repeated 1,000 times and the
proportion of times that Z was successfully passed to the next stage was calculated. This
estimate was calculated for each combination of the proportion of cases over-expressing the
biomarker p (10%, 20%, 30%, 50%, 80%) with over-expression s = 2, 3, 4, or 5 SDs (or 1,
2, 3, or, 4 SDs for plasma) in the cases above the controls, and sample sizes of n = 10, 25,
50, and 100 in the discovery stage, while n = 25, 50, 100, and 250 in the verification stage.
The results are the power given in Tables 1 and 2 with a minimum Monte-Carlo accuracy of
1.5% around 50%, and 1% or less when the power is 80% or greater.

Factors affecting required sample size to achieve a specified power to identify the biomarker
include the biomarker’s amount of separation between cases and controls (Figure 3), and the
bandwidth of the pipeline. The bandwidth is measured by the number of targeted assays
planned to be developed in the verification stage, and the number of high throughput low
measurement CV assays to be developed in the clinical validation stage. The number of false
positive candidate proteins will affect power and will increase as the analytical depth of the
discovery instrument increases. Finally, between subject variation in protein log-
concentration, and variation due to the measurement process (analytical variation), increase
the required sample sizes. These factors are discussed more fully in the supplement.

Defining Quantitative Criteria Based on Clinical Judgments

In addition to requiring candidates to meet statistical criteria, a biomarker should also have
clinical utility. One reasonable approach to define quantitative criteria based on clinical
requirements for candidate biomarkers is as follows:

1. Define the intended clinical use, including a full description of the clinical
management pathway within which the diagnostic test will be applied;

2. Calculate an acceptable benefits-to-harms (B/H) ratio, that is, benefit of true
positive and true negative compared to the harm resulting from false positive and
false negative tests [38];

3. Derive the required specificity assuming 100% sensitivity to achieve an acceptable
B/H ratio within the clinical pathway;

4. Evaluate the sensitivity of biomarker at the required specificity. This sensitivity is
likely an upper limit on the contribution to a panel that aims at 100% sensitivity at
the required specificity.
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The first two steps apply generally, while the third and fourth steps focus on specificity
because in the context of early detection for ovarian cancer, harm occurs mostly when false
positive results lead to unnecessary surgery. For intended clinical uses where the greatest
harm occurs due to false negative results, step three should focus on sensitivity and step four
on evaluating specificity at the required sensitivity. This general approach is approximate
and appropriate when disease incidence is low, such as for the early detection of cancer. The
Supplemental Methods provide the exact formulae when disease incidence is not low such
as differential diagnosis of pelvic masses where incidence of malignancy is 20%. Harm due
to false negatives will be negligible if the ovarian cancers missed by screening are still
detected clinically due to symptoms at the same time as if screening did not occur. By
benefits and harms, we implicitly mean the net benefits and net harms, which assess the
difference between outcomes using the diagnostic test to outcomes under usual care without
the diagnostic test.

Defining the minimally acceptable B/H ratio draws a somewhat arbitrary boundary, namely
the maximum number of major harms that are clinically acceptable for each major benefit
provided by the test. Although specifics can be challenging to rigorously defend, such a
“line in the sand” has previously been drawn for the early detection of ovarian cancers,
where the minimally acceptable B/H ratio was determined to be no more than 10 surgeries to
find 1 screen-detected ovarian cancer [39]. Setting the discussion within the context of
clinical B/H ratio as a formative criterion has the distinct advantage of using a scale on
which physicians, patients and payers can collaborate to form judgments informed by their
respective tolerance of risk and benefit. Scales such as fold increase in average biomarker
level from controls to cases (as commonly used in proteomics), or specificity, or positive
likelihood ratio, can subsequently be derived from this B/H ratio. In contrast, setting
seemingly high but arbitrary fold increases or specificities create difficulties for most
physicians, patients and payers in forming judgments as to what is clinically relevant and
acceptable. For example, while 85% specificity may be adequate for one intended use, the
specificity may need to be 95%, or 98%, or 99.8% to achieve clinical utility in the context of
other intended uses, even with a clinically acceptable level of sensitivity.

For the initial discovery stage, it is reasonable for the B/H judgments to consider only major
effects and for the clinically motivated criteria to be estimated to first order with refinement
occurring in parallel with each stage of the pipeline. If these criteria are developed at the
outset and systematically applied throughout the biomarker pipeline, resulting candidates
will have a better chance of meeting the clinical criteria for their intended use.

For ovarian cancers, combined surgery and chemotherapy can be curative if disease is
detected early. However, disease usually presents when a patient becomes symptomatic,
most often at late stage. Currently, although multiple early detection ovarian cancer trials are
underway, no method has yet been shown to significantly reduce either the number of
cancers diagnosed at late rather than early stage, or mortality. Based on the aforementioned
approach (steps 1-4), quantitative criteria for an early detection ovarian cancer biomarker or
a panel are set as follows:
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The intended clinical use is the early detection of ovarian cancers; where a clinical
management pathway [35, 40] is:

a. annual blood test on all postmenopausal women;
b. ultrasound for women with positive blood test;
c. referral for surgery for women with positive ultrasound.

The benefit of a true positive is the earlier detection of an ovarian cancer, while the
benefit of a true negative is reassurance (small). The harm of false positive results
is surgery on women with no ovarian cancers, whereas the harm of a false negative
is to miss ovarian cancers. In this case, we do not consider a volunteer’s experience
of an ultrasound when the woman does not have the disease a major harm
compared with unnecessary surgery. With a false negative blood test, an ovarian
cancer will most likely be detected with usual clinical care at the same point in time
as when no screening is performed; therefore, the net harm of a false negative is
likely to be small compared to no screening. Taking account of only the main
contributions, the B/H ratio is the early detection of ovarian cancers compared to
the surgeries performed as a result of false positive tests. Hence, the acceptable B/H
ratio is established by determining the number of surgeries required to detect one
case of ovarian cancer, that is, a PPV of 20% [35, 40];

The required specificity, derived by assuming 100% sensitivity, is determined
through the following considerations: Since the annual incidence of ovarian cancers
in postmenopausal population in the U.S. is 1 in 2,500, a screening process needs to
increase the incidence in the test-positive population by 500-fold to achieve the
goal of 5 surgeries for 1 ovarian cancer. In screening trials, ultrasound as a second
line test reduces false positives by 10-fold, thus a plasma biomarker test needs to
reduce false positives by 50-fold to achieve an overall reduction of 500-fold. This
makes the reasonable assumption that a false positive ultrasound is statistically
independent of a false positive blood test. Hence, the required specificity (ReqSP)
for the blood test is 98%, which achieves the target false positive rate of 1 in 50
(2%). A candidate for an ovarian cancer blood test with less than 5% sensitivity at
98% specificity at either the transition from discovery stage or verification stage
would likely not be continued within the pipeline.

Discovery Stage Power

The two probabilities for discovery and verification are independent of each other due to
separate sets of samples used in these two stages. In order to achieve an overall probability
of detection of 0.8, the probability of success in each stage needs to be 0.9 (0.9 x 0.9 =
0.81). For signals where the number of SDs separating cases producing the biomarker from
controls ranges across A = 2, 3, 4 and 5, the proportion p of cases producing the marker of
ranges across 10%, 20%, 30%, 50%, and 80%, and the number of candidates being passed
from discovery to verification stage ranges across C1 = 20, 50, and 100, the probability of
success in discovery stage has been estimated through simulation and summarized in Table
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1 (n1 = number of cases = number of controls = 10, 25 and 50). For example, with only 10
cases and 10 controls and 20 candidates planned for verification, a biomarker must be
expressed in at least 80% of the cases, and cases and controls must be separated by at least 5
SDs to achieve greater than 80% probability of reaching verification. If 50 targeted assays
are planned for verification, then the power exceeds 90% with the same parameters. As the
number of biospecimens increases, the requirement for the proportion of cases shedding the
biomarker and/or the separation in SDs can relax (decrease) while retaining comparable
power. When 25 cases and 25 controls are analyzed, a marker can be expressed in only 50%
of cases at 2 SDs to achieve an 80% probability of passing through discovery to verification
(Table 1). An increase of discovery sample sets to 50 cases and 50 controls substantially
increases the probability of passing the marker to verification stage, even if the marker is
present in as few as 30% of cases.

Verification Stage Power

Due to generally lower measurement CV of targeted proteomics approaches used at the
verification stage, with all other parameters being equal, verification will yield a greater
chance than discovery of identifying the true biomarker. The more candidates assessed at the
verification stage, the greater the chance of passing the biomarker onto the clinical
validation stage. The simulations quantify the chance of a biomarker being verified, given
quantification of the above parameters and the number of non-biomarker candidates (false
positives) assessed. The probability of verification for a true biomarker has been estimated
when measurement processes have a CV = 15%, with the number of cases equal the number
of controls and ranging from 25, 50, 100, to 250, and the signal (A SDs) and proportion of
cases producing the biomarker p remaining as previously defined. For signals A =1, 2, 3 and
4 SDs of the log-scale mean for cases that produce the biomarker above the control mean; p
at 10%, 20%, 30%, 50% and 80%; and the number of candidates being passed to clinical
validation stage for measurement by targeted high throughput plasma assays (e.g., ELISAS);
C2=10% of C1 (2, 5, 10), the probability of success in the verification stage is provided in
Table 2 (ny = number of cases = number of controls = 25, 50, 100 and 250).

The determination of overall sample size and power can be accomplished by the product of
probabilities from both discovery and verification stages. For example, a biomarker pipeline
has 93% (= 93% x 100%) power, if the marker has a signal = 3.0 SDs in proximal fluids
with 50% of cases expressing the marker, a sample size of 50 cases and 50 controls in
discovery stage, and 20 candidates to be passed on for verification, followed by a reduced
signal of 2 SDs separating cases from controls in plasma in verification stage with sample
size of n = 100 cases and n=100 controls.

DISCUSSION

While previous efforts and publications have discussed the topic of statistical design in
‘omics’ studies in general [23, http://iom.edu/Reports/2012/Evolution-of-Translational-
Omics.aspx], this manuscript introduces a statistical model applicable to the NCI-CPTAC or
other multistage proteomics pipelines specifically for sample size calculation to achieve a
reasonable probability of successfully passing a biomarker through discovery and
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verification to clinical validation. An 80% probability of reaching the clinical validation
stage is attained by setting sample sizes to achieve 90% power for discovery and 90% power
for verification stages. Factors that affect the required sample size include the separation
between cases and controls, the fraction of cases producing the biomarker, and the number
of targeted assays to be developed for verification and clinical validation stages. Moreover,
we advocate the employment of quantitative criteria at each stage of the biomarker pipeline
based on the clinical B/H ratio for the intended use of a diagnostic test. The goal of this
approach is to judge whether it may be possible for the candidate to provide clinical utility
(with a recommendation to discard candidates that do not pass this test).

Our statistical model takes multiple factors into account, including the distribution of plasma
protein concentrations across a wide dynamic range, between person biological variation,
measurement variation, etc. The distribution of plasma proteins between subjects based on
results reported in the literature for the first 4 orders of magnitude of abundance in plasma
protein concentrations has been published [24]. Extrapolating this model across a greater
dynamic range provides the basis for simulating the distribution of low abundance plasma
proteins. Due to their multiplicity, some proteins will appear to have significantly different
distributions between the sample of cases and the sample of controls by chance, giving rise
to false positive results within the simulations. For a biomarker with specified separation
and proportion of cases producing it in excess, these false positive results can be overcome
with (1) a greater number of targeted assays for either verification or validation, thereby
increasing the chances the biomarker is passed to the next stage, or with (2) a greater
number of case and control samples, thereby reducing the apparent signal in the spuriously
identified candidates due to their multiplicity.

The properties of known clinical cancer biomarkers provide guidance on reasonable
parameter ranges to expect for the biomarker to be discovered, such as the separation in SDs
between cases and controls, and the proportion of cases for which a biomarker is
overexpressed. Since known clinical cancer biomarkers are likely to have been detected
because of their sufficiently strong signals (separation, % shed), it is assumed that novel
cancer biomarkers will likely have less strong signals. Therefore, the parameters from
known cancer biomarkers form upper bounds on the parameters for novel cancer
biomarkers. With these models, we have simulated discovery and verification stages of a
biomarker development pipeline, providing estimates of the probability of detecting a
biomarker with a given set of properties as a function of sample sizes in each of the two
stages.

If a true plasma biomarker exists with a specified separation of cases from controls, the
modeling results show the strong effect of the number of clinical specimens on the
probability of successfully passing the biomarker from discovery to verification stages, as
shown in Table 1. For discovery, a sample size of n; = 50 cases and 50 controls is required
to have a high chance of detecting a (true) biomarker with a reasonable combination of
attributes, expressed in a moderate fraction of cases (> 30%) and separated by = 3 SDs in
proximal fluids. The expectation is that new plasma ovarian cancer biomarkers will be
expressed in a subset of cases ranging from 25-50%, and the separation between cases and
controls will be modest -- on the order of 2—-3 SDs for the more highly expressed biomarkers
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and = 3 SDs for the less expressed biomarkers (e.g., 30% of cases). Under these plausible
circumstances, having a high chance of passing a biomarker from discovery to verification
requires sample sizes of 50 cases and 50 controls at discovery stage.

For true biomarkers separating cases from controls, the chance that they pass through
verification to clinical validation stages is high (> 90%) for most combinations of separation
(SDs between cases and controls) and fraction of cases producing the biomarker if the
sample size is 250 cases vs. 250 controls, or some additional combinations (Table 2). With
the sample size of 250/250, the chance of passing through is only < 90% for biomarkers
where cases and controls are < 2 SDs apart and the proportion of cases producing the
biomarker is < 10%; or where the cases and controls are very close (1 SD apart) and the
proportion of cases producing the biomarker is < 20%. If the separation is = 2 SDs and the
proportion of cases producing the biomarker is = 20%, the chance of passing through
verification stage exceeds 90%.

Finally, an important area not addressed in this report is replicability, i.e., repeating the
same, or similar, experiments to determine if the proposed candidates retain the same signal
across replicate measurement. The cost of repeating the same experiment is to reduce the
sample size in half, thereby reducing the power of the study. Although there is surely a need
for some replicability, it remains an open topic with respect to at which stage of the pipeline
an independent repeat of the experiment is warranted. This issue clearly requires attention
for each biomarker pipeline developed. We believe that there is a sweet spot between the
extremes of ignoring replicability and addressing it at every stage of biomarker development
with the consequent implications for workload and budget. This optimal solution is likely to
be determined only through extensive experience with successful pipelines.

As a caveat, we advocate against publishing biomarker candidates identified only in the
discovery stage with a lack of independent verification studies using an orthogonal
technology, an orthogonal biospecimen type, or most appealing, a strongly unbiased sample
set of control and case biospecimens. In such a biospecimen set, each sample is obtained
prior to its case-control status being ascertained, thereby building unbiasedness into the
sample set. However, a practical counterargument to this approach is that promising
candidates identified during discovery may not be followed up if subsequent funding first
requires publication. This balance must be left to individual investigators and journals. Our
concern over publication of candidates identified only from the discovery stage is that the
field of biomarker discovery has many published candidates, but very few verified
candidates, and a miniscule number of clinically useful biomarkers. We believe that having
the field focused on verified (not yet clinically validated) markers may lead to better
investigations and more success with identifying clinical biomarkers. Further, the vast
numerical gap between the numbers of “discovered” and clinically deployed biomarkers
indicates a naive or overly optimistic field. The proposed caveat may help correct this
imbalance. Finally, clinical validation should not be claimed without first identifying an
optimal panel, generating a classifier, locking down both panel and classifier, and applying
the classifier to a separate biospecimen set obtained from subjects distinct from those whose
biospecimens were obtained to form the classifier.
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In conclusion, this statistical approach, as presented in the ovarian cancer case study,
provides probabilities in Table 1 and Table 2, the product of which give the probability of
true biomarkers passing through from discovery to verification, and ultimately to clinical
validation. Given reasonable estimates on (1) the number of candidates examined at each
stage; (2) the separation between cases and controls (SDs ranging from 1.0 to 5.0), and (3)
the proportion of cases producing the biomarker (10%, 20%, 30%, 50%, 80%), the power of
a study design for a biomarker to reach clinical validation is the product of the probabilities
in Table 1 and Table 2. Any biomarker pipeline will have constraints on the number of
candidates passed from one stage to the next, and the number of biospecimens capable of
being interrogated at each stage. The method described herein assumes values for these
parameters reasonable for current proteomic technologies with a detection level of ~ 8,000
proteins in the discovery stage, 20, 50, or 100 candidates measured in the verification stage,
and 2, 5, or 10 candidates measured in the clinical validation stage. As technologies continue
to improve, these parameters will likely increase, and the same simulation methodologies
can be used to estimate probabilities for passing a candidate through the entire pipeline at
each stage. The ultimate goal of this approach is to identify the appropriate number of
biospecimens required to have a high probability of the biomarker reaching clinical
validation stage.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Abbreviations

NCI-CPTC NCI’s Clinical Proteomic Technologies for Cancer initiative
CPTAC Clinical Proteomic Tumor Analysis Consortium

NHLBI National Heart, Lung and Blood Institute

AACC American Association of Clinical Chemistry

FDA US Food and Drug Administration

ESI Electrospray lonization

MRM-MS Multiple Reaction Monitoring Mass Spectrometry

CID Collisionally-induced Dissociation

SISCAPA Stable Isotope Standard Capture with Anti-Peptide Antibodies
B/H Benefits-to-Harms Ratio

ELISA Enzyme-linked Immunosorbent Assay

IVD In Vitro Diagnostics

RUO Research Use Only

IUO Investigational Use Only

PTMs Post-translational Modifications
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Figure 1. Distribution of Proteinsin Blood (Plasma/Serum) by Concentration Decade
This is a discrete version of a triangular distribution of the number of plasma proteins with

increasing concentration decade (adapted from Horton and Anderson et al. [24]). Until a
human protein quantitation project is completed, the distribution of plasma proteins as a
function of concentration below 4 logs of concentration is based on an extrapolation.
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CV vs. mid point of normal concentration range
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Figure 2. Distribution of Biological CV by Concentration Decade
The biological CV, denoted by o, is plotted against the concentration decade for the table of

blood protein tests in Ricos, et al. [25]. A statistical regression model estimates the
increasing expected level (blue line) and increasing variation (red lines 1 SD and 2 SDs) for
o as a function of concentration decade on the log scale. The model provides estimates for
the variation of plasma proteins across the nine decades of concentration simulated for the
power calculations.
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Figure 3. Separation of Biomarker Distribution between Cases Shedding the Biomarker and
Controls, Crossed with Fraction of Cases Shedding Biomarker

This figure is a simulation example provided to biomarker researchers in choosing the
expected separation between cases and controls (rows) provided by the target biomarker,
and the fraction of cases shedding the biomarker (column). These two parameters are
instrumental in determining the required number of samples. The biomarker distribution in
controls is given by the blue histogram with density represented by the dashed line. Cases
are a mixture of tumors that shed the biomarker and have a distribution (light red) shifted to
the right from the biomarker distribution in controls by 5, 4, 3, and 2 SDs for the 15t, 2nd, 3rd
and 4™ rows, respectively. The proportion of cases shedding the biomarker changes by
column from 80% to 50% to 20% in the 15t, 2" and 3" column, respectively. Cases that do
not shed the biomarker have the same biomarker distribution as controls. The red histogram
represents the mixture of the cases shedding the biomarker (solid line on right, light red) and
the cases not shedding the biomarker (solid line on left under the dashed line, dark red). The
top left corner (5 SDs of separation with 80% cases shedding biomarker) illustrates the most
extreme and easy-to-discover tumor biomarker (CA125). Hence, this situation forms the
extreme of the spectrum of separation and fraction of cases shedding the biomarker with
subsequent examples of decreasing the separation, or the fraction shedding the biomarker, or
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both. Biomarker discoverers need to judge where the “to-be-discovered” biomarker lies
within this spectrum and obtain an estimate as to sample size in the discovery and
verification stages of a multistage proteomic pipeline.
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Figure 4. Distribution and Separ ation of Cases versus Controls of CA125 in Blood
For CA125, the typical median measurement in controls is 15 U/mL, while the typical

median measurement is 100 U/mL in cases at diagnosis of late stage disease, providing a 6-
fold increase, or an increase of 1.9 = 1og(100/15) on the log scale. With CA125 having an
inter-person SD of 0.50 (~CV of 50%), this difference corresponds to a signal of 3.8 SDs.
However, CA125 for ovarian cancers is one rare exception where its separation and ubiquity
of expression enable it to be detected with relatively small sample sizes. The detection of
other protein biomarker candidates would likely require an examination of the impact of
sample sizes on discovery and verification of a signal ranging from 1, 2, 3, 4 and 5 SDs.
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Table 1
Probability of Biomarkers Successfully Passing Discovery Stage

Table 1a. 20 verification stage assays planned

Biospecimen Sample u .

# controls/# cases.

“——w«

Signal (4 50) 20 30 40 sofl20 30 40 50|20 30

STATISTICALPOWER

i 09% 09% 04% 04% | 11%  13%  17% 21% | 16% 21% 4% SS% | 14%  8a%

18%  29%  33%  32% | 25%  S9% 104% 128% | 29% 180% 286% 37.6% | 16% 462% 675% 8L1%

27%  52% 62% 66% | BOX 171% 269% 332% | 84% 466% 67.0% 79.0% | 21% 852% 962% 988%

3 79% 154% 222% 290% | 326% 598% 77.6% 868% | 218% 930% 99.1% 99.8% | 43%  100%

M 319% 59.9% 752% B845% | 832% 988% 999% 100% [57.6% 100% 100% 100% | 10.1% 100% 100%  100%

Table 1b. 50 verification stage assays planned

STATISTICALPOWER Higher

Signal (4 50) 20 30 40 50|20 30 40 50|20 30 40 50|20 30 40 S0

15%  17%  16% 7% | 25% 3% 4a%  ae% | 32%  Sa% 86 117% | 29%

142% 230% 323%

50% 3% 56% | 63% 123% 174% 209% | 60% 27.0% 398% 502% | 44% S8I% 77.6% 885K

83% 106% 127% | 141% 27% 388% 502% | 141% 605% 780% 885% | 42% 918% 983% 995%

132% 244% 350% a15% | 4a6% 724% 866% 922% | 33.9% 97.1% 995% 99.9% | 76%

% Cases Producing Marker
L

434% 701% 854% 917% | 896% 99.4% 100% 100% | 716% 100% 100% 100% | 166% 100% 100% 100%

Table 1c. 100 verification stage assays planned

Biospecimen Sample u .

Lower STATISTICALPOWER Higher
# controls/# cases

Signal (4 50) 20 30 40 so |20 30 40 so |20 30

26% 30% 32% 34% | 40% s3%  68%  78% | 69% 93x% 148% 198% | 48% 208% 318% 430%

68% 80% 93% 99% |101% 181% 241% 206% | 125% 353% 502% 627% | 7.0% 682% 848K 925%

1% 159% 190% [ 212% 375% S20% 60.3% | 208% 703% 860% 927% | 76% 960% 987% 997%

187% 345% 460% 528% | 532% 80.6% 913% 954% |455% 98ax% 998% 100% | 124% 100%

% Cases Producing Marker
p-
#

258% 100% 100% 100%
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Probability of Biomarkers Successfully Passing Verification Stage

Table 2

Table 2a. Power with 100 plasma assays for verification

Biospecimen Sample -
Lower STATISTICALPOWER Higher
# controls/# cases -
Signal (A 50) 10 20 30 40 |10 20 30 40|10 20 30 40|10 20 30 40
i 212% 291% 346% 403% [ 223% 351% 475% S8.1% | 288% 494% 698% 80.9% | 43.1% 766% 936% 97.8%
275% 468% 615% 733% | 357% 644% 864% 920% | S35% 858% 97.7% 99.5% | 79.6% 99.5% 100% 100%
i 39.1% 68.4% B832% 91.0% | S13% 886% 97.7% 995% | 75.7% 99.4% 100% 100% | 97.3% 100% 100% 100%
! 654% 93.9% 99.1% 998% | 85.1% 995% 100% 100% | 97.9% 100% 100% 100% | 100% 100% 100% 100%
* 920% 99.9% 100% 100% | 98.7% 100% 100% 100% | 99.9% 100% 100% 100% | 100% 100% 100% 100%
Table 2b. Power with 50 plasma assays for verification
Biospecimen Sample -
Lower STATISTICALPOWER Higher
# controls/# cases

Signal (A 5D)

1n7%

17.2%

21%

305%

128%

5.4%

Ba%

193%

383% S65% 687% | 284% 658%

180%

35.1%

49.5%

58.3%

239%

55.2%

72.1%

am

775% 958% 986% | 67.6% 98.6%

% Cases Producing Marker

50%

S37%

7%

5%

406%

9a4%

630%

973% 999% 100% | 922% 100%

436%

86.9%

96.3%

98.5%

755%

949%

85.1%

100%

100%

Table 2c. Power with 20 plasma assays for verification

Biospecimen Sample -
Lower STATISTICALPOWER Higher
# controls/# cases -
Signal (A SD) 10 20 30 40|10 20 30 40|10 20 30 40| 10 20 30 40
i BI% % 412% 492% | 227% 90% Ses% 636% [327% ssex 747 831x [46ex 793 sasx sesn
35K SIO% 67.7% 762% | 430% 725% 856% 928% [582% 898% 97.9% 99.6% | 823% 992% 100% 100%
f Serr s T oy e
! 692% 943% 99.1% 100% | 87.6% 996% 100% 100% [97.9% 100% 100% 100% | 100% 100% 100% 100%
* S0.7% 100% 100% 100% | 99.5% 100% 100% 100% | 100% 100% 100% 100% | 100% 100% 100% 100%
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