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Abstract

Background: High-quality expression data are required to investigate the biological effects of microRNAs (miRNAS).
The goal of this study was, first, to assess the quality of miRNA expression data based on microarray technologies
and, second, to consolidate it by applying a novel normalization method. Indeed, because of significant differences
in platform designs, miRNA raw data cannot be normalized blindly with standard methods developed for gene
expression. This fundamental observation motivated the development of a novel multi-array normalization method
based on controllable assumptions, which uses the spike-in control probes to adjust the measured intensities across
arrays.

Results: Raw expression data were obtained with the Exigon dual-channel miRCURY LNA™ platform in the “common
reference design” and processed as “pseudo-single-channel”. They were used to apply several quality metrics based
on the coefficient of variation and to test the novel spike-in controls based normalization method. Most of the considerations
presented here could be applied to raw data obtained with other platforms. To assess the normalization method, it
was compared with 13 other available approaches from both data quality and biological outcome perspectives.
The results showed that the novel multi-array normalization method reduced the data variability in the most
consistent way. Further, the reliability of the obtained differential expression values was confirmed based on a
quantitative reverse transcription—polymerase chain reaction experiment performed for a subset of miRNAs. The
results reported here support the applicability of the novel normalization method, in particular to datasets that display
global decreases in miRNA expression similarly to the cigarette smoke-exposed mouse lung dataset considered
in this study.

Conclusions: Quality metrics to assess between-array variability were used to confirm that the novel spike-in
controls based normalization method provided high-quality miRNA expression data suitable for reliable
downstream analysis. The multi-array miRNA raw data normalization method was implemented in an R software
package called ExiMiR and deposited in the Bioconductor repository.
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Background

MicroRNAs (miRNAs) are short (on average 22 nucleo-
tides long) non-coding RNA molecules that are expressed
in almost all eukaryotes. They post-transcriptionally re-
press the expression of their target genes using the cellular
RNA interference mechanism [1]. The latest release (Re-
lease 20: June 2013) of the miRBase database contains
1,872 and 1,186 precursor miRNAs for human and mouse,
respectively [2]. Although this number will grow because
of advances in sequencing technologies, it will almost
certainly remain significantly lower than the estimated
number of protein-coding genes, which is currently ap-
proximately 20,000 in both these species [3]. This differ-
ence between the numbers of miRNA and protein-coding
genes is a major reason for the broad interest in these
small regulatory miRNAs: they can be used as biological
process markers that are easier to study than the ten times
more numerous messenger RNAs (mRNAs) generated by
transcriptomics [4]. Furthermore, many functional studies
have revealed that miRNAs play crucial roles in funda-
mental biological processes, particularly in disease-related
processes such as cancer [5,6]. These two factors explain
the growing interest and importance of miRNA research
and the wide perspectives it offers for the near future.

Expression profiling frequently serves as the basis of
investigations involving miRNAs. In recent years, high-
density oligonucleotide arrays have become the most
popular profiling technology because they allow the sim-
ultaneous quantification of hundreds of miRNAs, similar
to the way mRNAs are quantified in transcriptomics.
This technology is currently less expensive than high-
throughput sequencing and faster than quantitative
reverse transcription—polymerase chain reaction (RT-
qPCR); however, it is also noisier than RT-qPCR because
of the high-throughput approach [7]. Commercial
miRNA arrays are available, and comparative studies
have revealed considerable inter-platform discrepancies
among them [8-11]. The dual-channel Exiqon miRCURY
LNA™, which was included in these studies, was reported
to yield good-quality results. Affymetrix also has miRNA
versions of its GeneChip® arrays, which have the advan-
tage of being genuinely single-channel platforms.

The raw data generated by all of these miRNA profil-
ing platforms must be normalized before the results
from any single hybridized array can be compared with
the results from another. The normalization step in-
volves correcting for the experimentally unavoidable
biases associated with each hybridized array, which
would otherwise compromise the reliability of the subse-
quent comparisons. Several computational approaches
to address this task have been developed. These ap-
proaches differ in various aspects such as the signal
intensity dependence of the correction, or the single- or
multiple-array design [12-14]. In recent years, one
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approach has been to apply normalization algorithms
developed for transcriptomics directly to miRNA raw
data, for example, LOWESS or quantile normalization
[15]. As pointed out recently [16,17], this approach is
questionable because of fundamental differences be-
tween the miRNA and mRNA arrays. Indeed, the num-
ber of probes on a miRNA array is significantly smaller
than the number of probes on an mRNA array; typically
46,228 probes on the GeneChip® miRNA and 1,300,000
probes on the U133 Plus 2.0 Affymetrix array. Further-
more, the 22-nucleotide-long mature miRNAs are hy-
bridized directly and integrally on the array, whereas
mRNAs are probed in several loci distributed over their
full length, which might span several kilobases. Because
of these differences, the summarization step [18] be-
comes merely a “within-array” technical replication in
the case of miRNAs. It is important, therefore, to give
due consideration to these features when normalizing
miRNA raw data.

Because of the challenges associated with the normal-
ization of raw data from miRNA arrays, particularly
when there is a global decrease in expression, a limited
number of satisfactory approaches have been proposed
[12,16,17,19]. The basic principles and procedures of
these approaches are very similar. First, calibration
quantities are extracted from each array and compared
between arrays. The raw data from each array are then
corrected to ensure optimal alignment of the calibration
quantities across all arrays. In their study [16], Sarkar
et al. used the signal intensities of the control probes
that targeted the spike-in RNA as the calibration quan-
tities. These molecules constitute an ideal calibration
means because they are designed to exhibit the same
concentration in all the samples that are hybridized on
the arrays. A further feature is the hybridization strategy
of the RNA samples, which follows the single- or dual-
channel design inherent in the profiling technology. The
dual-channel Exiqon platform that was used in the
present study can lead to complications in the case of
multi-factorial experimental designs. A simplifying strat-
egy is the “common reference design”, which hybridizes
the same reference sample on the first channel across
the whole experiment and, at the same time, hybridizes
the actual samples on the second channel. In this case, a
“pseudo-single-channel” normalization approach is pos-
sible, as it has already been tested for mRNA array data
[20]. This strategy, however, has never been assessed
explicitly for miRNAs by comparing it with genuinely
single-channel data.

The above considerations show that some fundamen-
tal issues still exist in the preprocessing of miRNA
expression data. To obtain high-quality, reliable miRNA
expression values for the investigation of relevant bio-
logical processes, appropriate normalization methods
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need to be developed, tested, and applied. The results of
the present study contribute to addressing these issues
in the following ways:

e First, a novel multi-array normalization method
was developed, which uses the intensities of
spike-in control probes and is based on a set of
controllable assumptions. The method is an
alternative multi-array and intensity-dependent
correcting procedure to the one proposed by
Sarkar et al. [16]. Here, “multi-array” means that
the normalization corrections for a given array
are calculated from the intensities of the spike-in
control probes in all the arrays contained in the
experimental data. The normalization method
was applied to raw data obtained with the
Exigon miRCURY LNA™ platform, but it can
also be used with other platforms as long as
suitable spike-in controls are available.

e Second, multiple pipelines for generating normalized
miRNA expression data were run on the same raw
data. To assess the “pseudo-single-channel”
hybridization strategy used with the dual-channel
Exiqon platform, single-channel Affymetrix raw data
were also considered. The results of these prepro-
cessing pipelines were compared, which revealed
useful information on the performance of each of
their components.

e Third, a dataset generated in an experiment with a
quantitative treatment versus control design was
used to measure explicitly the various contributions
to the variability in the miRNA expression data.
This allowed us to develop several quality control
metrics based on the coefficient of variation (CV),
which were used to compare the pipelines.

e Fourth, the differential expression of the miRNAs
was computed for all the pipelines and compared
with the corresponding RT-qPCR values for a repre-
sentative miRNA subset. The results suggested that
the considered dataset contained a global decrease
of miRNA expression and that the spike-in controls
based normalization (SCN) method was appropriate
in this situation.

Together, the results showed that the Exiqon platform
provided high-quality “pseudo-single-channel” raw data
and that the novel normalization method based on
spike-in controls globally produced the most consistent
normalized data. The SCN method was implemented in
an R software package called ExiMiR that accepts raw
data formats obtained with the widely used bioinfor-
matics packages limma and affy. ExiMiR has been
deposited in the Bioconductor repository [21].
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Results

Assessment strategy for the spike-in controls based
normalization method

To assess the novel SCN method, a careful analysis of the
quality of miRNA expression data obtained with the Exiqon
miRCURY LNA™ microarray technology was performed.
Lung and blood samples were taken from a mouse cigarette
smoke inhalation experiment and processed according to
the preprocessing pipelines described in Additional file 1:
Table S1. The pipelines include the generation of raw
expression data as well as the subsequent normalization
procedure. Raw data obtained on the single-channel Affy-
metrix platform were used as benchmarks for the raw data
obtained on the dual-channel Exiqon platform using
the “common reference design” data and the resulting
“pseudo-single-channel”  hybridization  strategy  (see
“Methods” for details of the design and Additional file 2
“Supplementary Results” for a comparison of the raw data
and detection calls obtained on the Exiqon and Affymetrix
platforms). To take the specificity of miRNA arrays into ac-
count, the SCN method was applied and compared with a
collection of other methods, such as the LOWESS and
quantile normalizations (see Addtional file 1: Table S1). An
alternative method based on spike-in controls was also in-
cluded (SCVSN). It was chosen as the representative of sev-
eral closely related approaches [19,22,23], all of which use
spike-in controls and are expected to differ only in a few
specific aspects, as turned out to be the case for SCN and
SCVSN. The final outcome of the expression data process-
ing generated the miRNA differential expressions induced
by the smoke treatment. The values obtained using the vari-
ous pipelines in Addtional file 1: Table S1 were compared
with one another and with RT-qPCR measurements. To
identify the factors that affected the final results, several data
quality control metrics were introduced during the inter-
mediate steps of processing.

Main elements of the spike-in controls based
normalization method

The SCN method was developed to address the specific-
ities of miRNA arrays compared with mRNA arrays, as
mentioned in the “Background”. As explained in detail
in “Methods”, SCN uses a multi-array approach and
spike-in control probes to construct an intensity-
dependent normalization correction function (AE). It is
based on the idea that in the absence of sample-specific
biases, the intensities measured by a given spike-in con-
trol probe in one array will be very close to the inten-
sities measured by the same spike-in control probe in
the other arrays, because the concentrations of the cor-
responding spiked-in RNA molecules are the same for
all the samples. As a consequence, the measured inten-
sities of the spike-in control probes allow the sample-
specific biases to be quantified. The results can be then
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used to calculate the corrections that should be applied
to the intensities measured by the miRNA probes to
remove the sample-specific biases, which is precisely the
goal of the raw data normalization.

The validity of the SCN method relies on four assump-
tions, labeled A0—A3:

AQ: The deviations that affect the spike-in control
probes are the same as the deviations that affect the
miRNA probes.

A1l: A substantial part of the individual variance of a
spike-in control probe is “shared” with the other spike-in
control probes.

A2: The intensity range covered by the spike-in control
probes that map to the same probe set is small enough
that the intensity value of the resulting spike-in probe
sets is well-defined.

A3: The coverage of the intensity range of all the
miRNA probe sets by the intensities of the spike-in
control probe sets is sufficient.

As explained in detail in the “Methods” subsection
“The spike-in controls based normalization method”, the
raw data normalization is performed in two steps. First,
the intensity corrections for the spike-in control probe
sets are calculated using the “shared” variance guaran-
teed by assumption Al. As a consequence of this genu-
inely multi-array approach, the intensity corrections of
the spike-in control probe sets display consistency across
both spike-in control probe sets and experimental sam-
ples. Second, the intensity corrections for the miRNA
probe sets are calculated based on the results obtained
for the spike-in control probe sets in the first step, as
implied by assumption AO. This step includes the con-
struction of a normalization correction function AE, for
which assumptions A2 and A3 are essential. The multi-
array and intensity-dependent normalization correction
function AE has to be constructed carefully to ensure its
stable extrapolation at high intensities where coverage
by the spike-in control probes can be sparse.

Application of the spike-in controls based normalization
method

The successful application of the SCN method to the Exi-
qon raw lung data processed as “pseudo-single-channel”,
which corresponds to the SCN processing pipeline in
Additional file 1: Table S1, is illustrated in Figure 1. The
intensity curves of the spike-in control probe sets were
found to deviate from the expected horizontal lines
(Figure 1A), indicating the presence of array-specific
biases in the hybridized RNA. The possible origins of these
biases are examined in the “Discussion”, together with
the related assumption A0. However, as indicated by the
high mean value, 0.71, of the Pearson correlations in the
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heat map (Figure 1B), a large fraction of this variability

“w_»

was “shared” among the spike-in control probe sets “a
to “/”, as required by assumption Al. The intensity plot
in Figure 1A shows that assumptions A2 and A3 were
fulfilled for the spike-in control probe sets “a” to “/” avail-
able on the Exigon miRCURY LNA™ platform. The probe
sets “a” to “/” mapped to well-defined intensity values,
and the total intensity range measured on the array was
covered sufficiently by the spike-in control probe inten-
sities (see also Figure 1D). The magnitude of the “shared”
variance was checked and found to be clearly above the
noise level. Indeed, the “coherent deviations” corre-
sponded to approximately 5% of the signal log intensity
(Figure 1A), whereas the intrinsic intensity error of the
probe sets corresponded to approximately 0.5% of the
signal log intensity, as shown by the CVwithin values in
Figure 2A. Consequently, all the prerequisites were ful-
filled for a suitable application of the SCN method to the
lung raw data. Following the approach described in
“Methods”, the correction function AE was calculated
successfully and its features are displayed in Figure 1C
and 1D. Figure 1C shows the variance ratio between the
corrected and raw intensities of the spike-in control

«_»

probe sets. Except for the low-intensity “a” and the some-
what noisier “f’ and “j” probe sets, the other probe sets
exhibited a substantial variance reduction of at least
70%, suggesting that the curves of the corrected inten-
sities of the spike-in control probe sets will be much
flatter than in Figure 1A. The intensity and array de-
pendencies of the reconstructed correction function AE
are shown in Figure 1D. Despite the noisy probe set “f’
at intensities ~7.5, the AE curves were smooth and
stable and so was the extrapolation at high intensity
values (>12). Although other curves might be possible
in the high-intensity region by a using slightly different
extrapolation parameters (see “Methods”), the expected
differences between them and the chosen curve would
never exceed 15%. Therefore, the chosen AE curve is
reasonably representative, and can be applied safely to
correct the raw intensities of all miRNA probes.

Because the SCN method proved to be successful, the
results were compared with results obtained with a var-
iety of alternative normalization methods using the same
raw data. These methods included two approaches that
were designed specifically for miRNA expression data
(SCVSN and LVS) and more “standard” methods used
for gene expression data (see Additional file 1: Table S1).
For completeness, quantile normalization was applied
to the corresponding Affymetrix raw data (AQN) so
that it could be used at the normalized data level (see
Additional file 1: Table S1, Figure 3, and Additional file 2:
Figures S1, S3, S4, and S5). Note that the Affymetrix raw
data were not suitable for use in the SCN method (see
Additional file 2: Figure S2).
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Metrics for quality control

For the comparison, all the preprocessing pipelines listed
in Additional file 1: Table S1 were considered. Before ana-
lyzing the final biological results, several quality control
metrics that measure the ratio between the background
noise and the exploitable signal at various levels of the ex-
periment based on the coefficient of variation (CV) were
first compared (see “Methods”). These metrics allow bet-
ter identification of the origin of observed differences
between the various pipelines in Additional file 1: Table S1.
The main results of the various CV computations for the
“present” miRNA probe sets for the lung dataset are
shown in Figure 2; more exhaustive results are shown in
Additional file 2: Figures S3 and S4 for the lung and blood
datasets, respectively. The order in which the various
normalization methods are displayed in the figures follows
the rule of increasing distribution medians with the
intention of making it easier to identify similarly behaving
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normalization methods. CVwithin captures the within-
array coherence between the four replicated probes that
map to each of the 595 common miRNA probe sets on all
the 16 arrays (see Additional file 2 “Supplementary Re-
sults”). Because low CVs indicate high signal-to-noise ra-
tios, it can be seen clearly in Figure 2A that the Exiqon
raw data displayed a very good within-array coherence
compared with the corresponding Affymetrix raw data
and published results [8]. These findings confirmed the
good quality of the Exiqon raw data already observed in
the comparisons shown in Additional file 2: Figure SI.
CVbetween captures the “between-array” coherence be-
tween the four biological replicates in each of the four
sample groups (“sham”, “low”, “medium”, “high”) in the
lung and blood experiments (see “Methods”), thus imply-
ing the direct comparison of expression data between dif-
ferent arrays, the results of which strongly depend upon
the choice of the raw data normalization methods from
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Additional file 1: Table S1. It is important to note that
even if CVbetween has been labeled as a “quality metric”,
its lowest values can reflect an artificial reduction of the
biological variability, which is not necessarily advanta-
geous for the corresponding normalization methods. The
CVbetween distributions in Figure 2B show that the nine
representative normalization methods applied to the Exi-
qon raw data can be divided into two groups depending
on how efficiently they reduced the biological variability:
the “stronger” methods (IS, LRIN, QN, and LVS), and the
remaining “moderate” methods (VSN, MEDIAN, SCVSN,
SCN, and LOWESS). The SCN and closely related SCVSN
methods described in the previous section belonged to the
“moderate” methods group. Both these methods are based
on the spike-in controls, but SCVSN uses the variance
stabilization method to compute the correction function
AE [16,25]. CVtreat measures the magnitude of the
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treatment-induced signal with respect to the background
noise, which is defined by the residual intensity values ob-
tained after the subtraction of the treatment-induced sig-
nal (see “Methods”). CVireat constitutes an extension of
CVbetween to differentially treated samples and is also
strongly dependent on the normalization method. Because
it corresponds roughly to the inverse of a ¢ statistic,
CVireat provides similar information as the number of
differentially expressed miRNAs. However, it is not a
measure of sensitivity because the RT-qPCR measure-
ments are not used for comparison. Figure 2C shows that
the CVtreat results were quite different from the CVbetw-
een results. The SCN and SCVSN approaches clearly out-
performed all the other approaches in terms of CVtreat,
in particular the members of the “stronger” methods
group as shown in Figure 2B. Although the preprocessing
pipelines exhibited global signals with variable strengths,
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the 5th percentiles of all of them were very close; all were
situated below 0.25. This finding suggests that the miR-
NAs with the strongest differential expressions were very
likely to have been captured equally well by all approaches
(see Figure 3 for more details). The results obtained up to
this point show that the SCN and SCVSN approaches per-
formed well: they were the best when measured
by CVtreat and intermediate when measured by CVbetw-
een, which is exactly the inverse of the quantile
normalization (QN) method. To further characterize the
performances of the normalization methods applied to the
Exiqon raw data, relativeCVspike was computed to quan-
tify the between-array noise of the spike-in control probes
and to compare it with the between-array noise of all
probes, as captured by CVbetween and shown in Figure 2B
(see “Methods”). Because CVbetween tests biological repli-
cation on miRNA probes and relativeCVspike tests tech-
nical replication on spike-in control probes, the
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distribution of relativeCVspike is expected to extend pref-
erentially over the lower part of the [0,1] interval. Because
SCN and SCVSN both use the intensities of spike-in con-
trol probes to perform the raw data normalization, relati-
veCVspike is expected to be more advantageous for them.
Figure 2D shows that the interquartile ranges (IQRs) of
the relativeCVspike distributions need to be considered to-
gether with the relative medians to describe the results
properly. The lowest relative medians of SCVSN, least-
variant set (LVS), and invariant set (IS) were indeed ac-
companied by large IQRs. Inversely, SCN displayed a low
relative median and the overall smallest IQR value. Rank-
invariant normalization from the LUMI package (LRIN),
median normalization (MEDIAN), and QN displayed lar-
ger relative medians and intermediate IQR values com-
pared with LVS and IS, the other two members of the
“stronger” group (Figure 2B). Variance stabilization
normalization (VSN) and LOWESS performed the least
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from the SCN pipeline. The error bars show the 95% confidence intervals calculated as tyo756 % (SCN differential expression/SCN t-statistic) and
the solid circles represent statistically significant -AACT values (t-test p-value < 0.05). The horizontal axes of Panels B and D are identical, so that
the points of the two plots can be matched.




Sewer et al. BVIC Research Notes 2014, 7:302
http://www.biomedcentral.com/1756-0500/7/302

well as measured by relativeCVspike, with a large IQR
value or a relative median close to 1. An interpretation of
these results is presented in the “Discussion” section.

Treatment-induced response and comparison with
RT-qPCR results

In addition to the quality control metrics based on the
CV, the novel SCN method and the alternative prepro-
cessing pipelines from Additional file 1: Table S1 were
assessed based on the specific biological question ad-
dressed in the experiments. Here, the aim was to identify
miRNAs that were differentially expressed in response to
exposure to different doses of cigarette smoke. A linear
model approach was used to calculate differential ex-
pression of the miRNAs in the samples and a subset of
the obtained results was compared with data obtained
by RT-qPCR (see “Methods”). Figure 3 and Additional
file 2: Figure S5 show the final results for the lung ex-
periment (five-month exposure). The results from the
blood experiment (one-day exposure) were not used for
the RT-qPCR comparisons, because the treatment-
induced signal was rather weak, as can be seen by com-
paring the results shown in Additional file 1: Figure S3B
(lung) and Additional file 2: Figure S4B (blood). Figure 3A
shows a heat map for the miRNA dose responses
obtained from the nine representative Exiqon-based
normalization methods considered in Figure 2 (the
comprehensive results are displayed in Additional file 2:
Figure S5A). These results are supplemented by the
Affymetrix-based AQN pipeline to examine the impact
of the normalization step on the differences observed at
the raw data level (see Figure 2A and Additional file 2:
Figure S1). The dose responses are expressed as the
moderated t-statistics obtained for a linear model of the
dose-dependent response implemented in the limma
Bioconductor package (see “Methods”). Overall, the
results shown in Figure 3A revealed several groups of
similarly behaving preprocessing pipelines, as indicated
by the superimposed dendrogram based on the Euclid-
ean distance. This pattern is remarkably consistent with
the results presented in Figure 2, because these groups
of pipelines agree with the best performing pipelines
appearing in Figure 2B and 2C: the four methods that
most strongly reduce the biological variability (IS, LRIN,
QN, and LVS, referred to as the “stronger” group), and
the two spike-in controls based approaches (SCN and
SCVSN). Among the “stronger” group, QN was the most
distant, essentially as a result of non-shared positive
values. SCN and SCVSN yielded the largest number of
negatively differentially expressed miRNAs, whereas
AQN displayed the most balanced distribution between
negative and positive differential expression values.
AQN, however, remained far from all the pipelines based
on the Exiqon raw data including QN, which also uses
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quantile normalization. The miRNAs selected for com-
parison with the RT-qPCR results are shown in Figure 3B
on a SCN vs. AQN scatter plot of log2 differential ex-
pressions between the “high” and “sham” sample groups.
One goal of the RT-qPCR experiment was to confirm the
differences between AQN and SCN, the two most
“distant” preprocessing pipelines in Figure 3A. As a con-
sequence, all the “intermediate” preprocessing pipelines
between AQN and SCN in Figure 3A could be meaning-
fully included in the comparison. However, because the
number of miRNAs measured by RT-qPCR represents
only a small fraction of the total number of detected
miRNAs, the RT-qPCR results cannot be used to draw
definitive conclusions from a comparison of every single
preprocessing pipeline with another. Rather, the RT-
qPCR results will indicate global similarities between the
pipelines, similar to the CV-based metrics shown in
Figure 2. A second goal of the RT-qPCR measurements
was to confirm (at least partly) the global decrease in
miRNA expression that appeared very clearly in Figure 3A
for most of the preprocessing pipelines. For these
purposes, a subset of 24 miRNAs was selected to best
cover the similarities and differences between the differ-
ential expression values obtained with SCN and AQN,
as shown in Figure 3B. The region (SCN >0, AQN <0)
was poorly populated so it was not possible to find a reli-
able representative from this region. For the pairwise
comparison between the “high” and “sham” exposure
treatment groups (see “Methods”), the log2 differential
expressions obtained for 10 representative pipelines from
Additional file 1: Table S1 and from the RT-qPCR experi-
ment are presented in Figure 3C. Spearman’s rank correl-
ation coefficient (r) was used to quantify the similarity of
the values obtained for the 24 selected miRNAs, because
this statistic is appropriate when comparing values ob-
tained with different technologies that are related in a
non-linear manner. The results supported the global de-
crease in miRNA expression observed in Figure 3A. Fur-
ther, the results clearly confirmed the higher quality of
the approaches based on the Exiqon raw data with an
average r value of approximately 0.8 compared with the
Affymetrix-based AQN approach, which achieved an r
value of approximately 0.5. To compare the Exiqon-
based pipelines in a meaningful way, the robustness of
Spearman’s coefficient was assessed by estimating the
95% confidence intervals using a simple leave-one-out re-
sampling approach. The results confirmed the results
that QN was slightly separate from the other Exiqon-
based approaches (Figure 3A), which were, in turn, diffi-
cult to order in a definitive manner, as indicated by the
error bars resulting from the moderate size of the subset
of 24 miRNAs selected for the RT-qPCR measurements
(Figure 3C). The performance of the SCN method is
shown in a scatter plot of the “high” vs. “sham” log2
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differential expressions obtained with the SCN pipeline
and from the RT-qPCR measurements (Figure 3D). Over-
all, the agreement was good, with an r value of 0.81 +
0.04. Differences in the magnitude of the differential ex-
pressions were visible particularly for the positive
changes and, as expected, the RT-qPCR values provided a
clearer signal than the array-based pipelines listed in
Additional file 1: Table S1. For instance, four “intermedi-
ate” miRNAs mmu-miR-31/146a/221/342-3p exhibited
positive RT-qPCR differential expression values of ap-
proximately one, whereas the corresponding values ob-
tained from the SCN pipeline were not significantly
different from zero, as suggested by the error bars
showing the 95% confidence intervals (Figure 3D). In
the lower left corner of Figure 3D, the global negative
changes observed in both the microarray data and in
the RT-qPCR results can be seen, even though some
the RT-qPCR differential expression values were not
statistically significant when considered on an individ-
ual basis.

Discussion

The well-designed experimental set-up on which this
study was based included a quantitative single-factor
treatment, sample groups of biological quadruplicates,
and high-quality spike-in controls on the microarray.
This set-up achieved results that were sufficiently robust
from a statistical point of view, thereby substantiating
the conclusions. The novel SCN method and the quanti-
tative comparisons of the miRNA expression profiling
pipelines are discussed below.

The spike-in controls based normalization method

The normalization of raw microarray data is essential to
allow unbiased comparisons between different arrays.
Usually, features that are invariant across all the
arrays are identified and used to calibrate each indivi-
dual microarray. For instance, quantile normalization
methods such as robust multi-array (RMA) and GC
content RMA (GCRMA), which are widely used for gene
expression analysis, assume that the distribution of the
probe intensities is the same across all the arrays. The
normalized intensity values for each probe are then ob-
tained using this common distribution. For miRNA arrays,
other invariant features have been used to normalize the
data - for example, the “nonchanging” or “least-variant”
probes [12,17]. In the present study, the spike-in control
probes available on the Exiqon miRCURY LNA™ arrays
were employed to derive an intensity- and array-
dependent correction function AE that was used to cor-
rect the raw intensity values, as recently attempted using
the variance stabilization method [16,25]. A similar spike-
in controls based strategy has been developed successfully
for low-density gene expression arrays [28], which, like
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miRNA arrays, contain a relatively “small” number of
array probes, as explained in the “Background”.

Array-specific biases

Various types of array-specific biases that can affect the
raw data should be considered before examining the val-
idity of the four assumptions AO—A3 that were applied
in developing the SCN approach. The biases can be
grouped under the following three categories based on
their source:

1. Biases that originate from the “biological” RNA,
which affect only the miRNA probes. These biases
arise from both biological variability, as observed in
biologically replicated samples, and treatment-
induced effects, as observed in differentially treated
samples.

2. Biases that originate from the “synthetic” spiked-in
RNA, which affect only the spike-in control probes.

3. Biases that appear only after the “biological” and
“synthetic” RNAs are mixed, which affect both
the spike-in control probes and the miRNA
probes.

Simply stated, assumption AOQ affirms that, in the
context of normalization, the effect of bias (3) dominates
the effects of biases (1) and (2), which indicates that the
correction function AE from Figure 1D can be used to
adequately normalize the miRNA probes. The detailed
reasoning is as follows: as a consequence of A0, the
array-specific biases observed on the spike-in control
probes (Figure 1A) are assumed to reflect mainly the
effect of bias (3). Hence, the correction function AE
(shown in Figure 1D), which is based on these deviations
in the spike-in control probes, can be applied to the
miRNA probes to remove the effect of bias (3). Because
the biological variability from the effect of bias (1) can
be disregarded as a consequence of AO0, it is expected
that AE will reliably correct the main array-specific
biases on the miRNA probes, while preserving the
treatment-induced variability contained in the effect of
bias (1).

Validity of assumption A0

That biological variability from the effect of bias (1)
could be disregarded was confirmed a posteriori by the
results shown in Figure 2B. As measured by CVbetween,
the variability in probe set intensities observed over bio-
logical replicates with the SCN approach was similar to
the variability in intensities with alternative approaches,
except for the methods (IS, LRIN, QN, and LVS) that
formed the “stronger” group, which, however, performed
less well on the other metrics (see Figure 2C and 2D).
Thus, neglecting the biological variability from the effect
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of bias (1) did not seem to be a significant problem in
this dataset. However, it should be noted that this find-
ing may not hold true for other datasets. It is, therefore,
crucial that the underlying experiments are carried out
in a controlled manner, as was the case here. The same
requirement also applies to the generation of the syn-
thetic spiked-in RNAs. The manufacturer (Exiqon) expli-
citly guaranteed that this was indeed the case; therefore,
the effect of bias (2) could be also regarded as minor
compared with the effect of bias (3). Consequently,
assumption AO can reasonably be considered as valid in
this study, confirming that the deviations from the hori-
zontal lines shown in Figure 1A can be considered a dir-
ect measure of the effect of bias (3). Finally, it is useful
to note that the technically replicated arrays provide
ideal conditions for testing assumption AO specifically,
because the effect of bias (1) will be constant in this
case. Further, if effect of bias (2) is considered as minor,
then both the spike-in controls and the miRNA probes
should reflect the effect of bias (3). Unfortunately, these
considerations could not be applied here, because there
were no technical replications in the experimental data.

Validity of assumptions A1-A3

Assumptions A1-A3 are aimed at the possibility of pro-
viding a practical correction for effect of bias (3). Unlike
assumption AQ, these three assumptions can be verified
explicitly based on the raw data. The features tested,
such as the concentrations of the synthetic spiked-in
RNAs, depend more on the experimental procedures
than on the actual array technology. Assumption Al ex-
plicitly tests the coherence of the deviations across in-
tensities and arrays shown in Figure 1A. This
assumption is a step further than previous studies, which
did not consider the “multi-array” aspect explicitly
[16,22,23,28]. Assumption A2 ensures that the signal
carried by the spike-in control probes is not excessively
noisy, and assumption A3 guarantees that the spiked in-
tensities provide a good coverage of the dynamic range
of miRNA expression. When A2 and/or A3 are not ful-
filled, the intensity dependence of the correction func-
tion AE illustrated in Figure 1D will be difficult to
reconstruct. In such a case, the result will be very similar
to an intensity-independent correction, which is almost
equivalent to MEDIAN. In this study, A1-A3 were ful-
filled in the Exiqon datasets (Figure 1) but not in the
Affymetrix datasets (Additional file 2: Figure S2).

The variance ratios in Figure 1C provide a good indi-
cator of the efficiency of the bias correction, on which
the SCN method is based. These ratios were already ob-
served to be at least 70%, except for the low-intensity
“a” and the noisier “f" and “j” probe sets. The residuals
below 30%, as well as the variability among probe sets,
can be attributed to uncontrolled factors such as the
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partial hybridization of the spike-in control probes with
the “biological” RNA. The extent of this partial
hybridization depends on the specific spike-in control
probe sequences and on the variable abundances of the
expressed miRNA sequences.

Implementation of SCN

Because the validity of the SCN method for the “common
reference design” strategy for dual-channel Exiqon arrays
has been established, its practical implementation could be
addressed. Therefore, for the implementation of SCN, a soft-
ware tool called ExiMiR was developed as an R package and
deposited in the Bioconductor repository. ExiMiR executes
the SCN pipeline for input raw data in various formats and
compliant with assumption A0, and tests assumptions Al—
A3 to ensure the applicability of the method. If the assump-
tions are not met, the MEDIAN is used instead of SCN, as
discussed above. The “pseudo single-channel” preprocessing
approach based on the “common reference design” is fully
exploited in ExiMiR. For example, both raw and normalized
data from the dual-channel Exiqon arrays are stored as
single-channel “AffyBatch” and “ExpressionSet” R objects, so
that the data processing is almost the same as for single-
channel Affymetrix arrays.

Comparison of the normalization methods

The outcomes of the SCN preprocessing pipeline were
compared with the outcomes from the alternative ap-
proaches for normalizing miRNA microarray data that are
listed in Additional file 1: Table S1. The results presented
in Figures 2 and 3 show that the choice of the intensities of
the spike-in control probes as the “invariant features” for
the raw data normalization was judicious. The approaches
in Additional file 1: Table S1 can also be characterized by
the specific “invariant features” used: array-based probe in-
tensity medians for MEDIAN, array-based probe intensity
quantiles for QN/AQN, intensity-independent variances
for VSN/SCVSN, the Hy5 “common reference” channel
for LOWESS, invariant/least-variant set of probes/probe
sets for IS/LVS, and the rank of probe set intensities for
LRIN. The different invariant features that are used should
be considered in interpreting the results of the compari-
sons between the different methods.

Spike-in controls based methods (SCN and SCVSN)

The results of the extensive comparisons between the
SCN method and the alternative approaches showed that
SCN performed very well, except when measured using
CVbetween, where it was intermediate (see Figures 2 and
3 and Additional file 2: Figures S3, S4, and S5). First,
SCN produced the best combined performance on rela-
tiveCVspike (third lowest relative median and smallest
interquartile range values), in perfect agreement with its
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design. The relativeCVspike distributions of the SCVSN
method produced interquartile ranges that were signifi-
cantly larger than the distributions observed for SCN.
The second steps of SCVSN and SCN are very similar
(see “Methods” and [16]), which implies that the differ-
ences in the relativeCVspike distributions arise in their
first steps. Consequently, it can be concluded that SCN
corrects the intensities of the spike-in control probes
better than SCVSN, which further confirms the value of
the multi-array approach presented in this work. Second,
the SCN results measured by CVireat were better than
any of the other approaches tested, which can be ex-
plained by the observation that the treatment-induced
changes contained in the effect of bias (1) were not
altered by the normalization procedure. Therefore, al-
though the RT-qPCR results for the selected differen-
tially expressed miRNAs (Figure 3) showed that the
performances of all the approaches except QN (and
AQN) were similar, the quality control metrics pri-
marily favored SCN (Figure 2). The only exceptions
were the CVbetween distributions, where the “stron-
ger” methods (IS, LRIN, QN, and LVS) yielded dis-
tributions that were lower overall than the SCN
distributions. These results apparently suggest that
the other methods produced better results than SCN.
This finding is examined in more detail in the next
two paragraphs.

Methods from the “stronger” group

First, it should be noted that the normalization methods
used in the “stronger” methods group generated similar
CVbetween distributions, and also yielded comparable
treatment-induced responses (see Figures 2B and 3A). A
closer examination of the “stronger” methods group
revealed two categories of approaches: rank-invariant
approaches (LRIN and QN) and invariant-set based
approaches (IS and LVS). That these two categories
manifested themselves with the normalized data is not
surprising because these results reflect the algorithmic
resemblance within each category. A more intriguing as-
pect is the observation that the invariant-set based cat-
egory and the rank-invariant category behaved in similar
ways. It might have been expected that the rank-
invariant category would resemble the SCN and SCVSN
approaches more closely, because these two approaches
are based on a set of “invariant” spike-in control probes.
A careful examination of the executions of IS and LVS
revealed that the invariant sets generated during the cal-
culations were, in fact, much larger than the 10 spike-in
controls. Indeed, the invariant sets constituted a signifi-
cant fraction of the probes measured on the chip; close
to 10% (850/9360) of the probes for IS, and 70% (1387/
1981) of the probes for LVS. These “dense” sets of in-
variant probes induced a global realignment of the
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intensity values across the arrays, which may have
caused them to become quite similar to the constraints
of the invariant quantiles imposed by the QN method.
Thus, the resemblance in the CVbetween distributions
generated by the invariant-set based category and the
rank-invariant based QN method is not very surprising
for very large invariant sets.

Quantile normalization

Because quantile normalization implemented in QN
(and AQN) is used extensively in gene expression ana-
lyses, it is worth examining its performance in some
detail. The underlying assumption of an invariant distri-
bution of the probe intensities between arrays is not
guaranteed to be fulfilled for miRNA arrays, as ex-
plained in the “Background”. The effects of this on the
results are now examined. First, although quantile
normalization preserves the relative ranks of the miRNA
differential expression values, their signs were strongly
affected, as shown by the results in Figure 3A. Further,
these sign changes were not always consistent with the
RT-qPCR results (Figure 3C), which decreased the
overall performance of the QN methods. Second, QN
belonged to the “stronger” methods group that yielded
the best results for the variability between biological rep-
licates, as captured by CVbetween. However, a compari-
son of CVbetween and relativeCVspike (Figure 2D)
reveals inconsistencies: many biologically replicated
miRNA intensities had a lower CV than the technically
replicated spike-in control probe intensities. One conse-
quence of these inconsistencies is the possibility that
spike-in control probe sets will be found among the top
differentially expressed miRNAs when two sample
groups are compared. Furthermore, QN yielded an
intermediate treatment-induced signal compared with
the other tested pipelines, as captured by CVtreat
(Figure 2C). These observations indicated that the
between-array variability reduction induced by QN was
too strong when used with miRNA data. This finding is
clearly a consequence of the unfulfilled assumption of
identical probe intensity distributions across all arrays,
as mentioned above. It should be highlighted, however,
that for the limited number of miRNAs with the stron-
gest differential expressions, the QN results might still
be correct, as illustrated by the converging positions of
the 5th percentile distributions of CVireat (Figure 2C)
and by the entirely red top rows of positively differen-
tially expressed miRNAs in the dose—response heat map
in Figure 3A.

Other normalization methods

The results for the other normalization methods
(Figures 2 and 3, and Additional file 2: Figures S3, S4,
and S5) are discussed below. MEDIAN consistently
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performed slightly better than the non-normalizing
(NN) approach, showing that MEDIAN, which is closely
related to SCN, applies a weak but accurate correction
to the raw data. As discussed above in connection with
assumptions A2 and A3, the correction function AE
used in SCN can become, at worst, an intensity-
independent constant (Figure 1D). If assumption AQ
holds, the implication is that deviations of the spike-in
controls are the same as deviations of the miRNA
probes, then SCN exactly becomes MEDIAN for a con-
stant correction function AE. Although the variance
stabilization normalization (VSN) method uses a more
sophisticated non-linear transformation of the raw data,
its performance is very similarly to MEDIAN, except
when measured by relativeCVspike. The low number of
measured probes on a miRNA array compared with the
number on an mRNA array, may make it difficult for
VSN to work efficiently. A similar result was observed
for SCVSN, where the variance stabilization produced a
broad relativeCVspike distribution when applied only to
the spike-in controls (Figure 2D). The LUMI-based ap-
proaches (LRIN, LRS, and LVSN) displayed comparable
performances, which were mainly optimal on CVbetween
and intermediate on CVtreat [27]. As discussed, this was
typical of the behavior of the methods in the “stronger”
group, which is represented by the quantile normalization
approaches. Finally, the effect of including probes that
target miRNAs from species other than mouse in the
normalization was tested by calculating QNm, where only
mouse probes were retained. Although the numerous
non-mouse probes generated a different and denser in-
tensity distribution for QN, no significant differences
were observed between QN and QNm based on the
quality control metrics.

Summary

The main challenge for the normalization methods
appeared to be in achieving the best balance between
a reduction in the between-array variability and
optimization of the treatment-induced signal. The SCN
method presented in this study demonstrated the high-
est ability, together with SCVSN, in optimizing the
treatment-induced signals. SCN also produced the best
distinction between the technical and biological variabil-
ities. Nevertheless, SCN was outperformed by QN and
the other similarly behaving methods in terms of reduc-
tion of the between-array variability. However, the
reduction also implied a transformation of the raw data
that strongly affected its internal structure. As a result,
some of the features were lost, as was observed for QN
and the other similar methods where the treatment-
induced signals and the distinction between the tech-
nical and biological variabilities were affected. A few
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methods, for example MEDIAN and VSN, displayed
more balanced performances, even though the correc-
tions that were made to the raw data were small. LOW-
ESS was found to be unsuitable for use with a “common
reference design”. Clearly, the normalization method
should be chosen keeping the above considerations in
mind, although the topmost differentially expressed
miRNAs are likely to be detected by all the methods
tested. However, it is possible that the different specific-
ities of each method might “dilute” these miRNAs
among false positives.

Biological aspects

Although a consideration of the biological aspects of
these methods was not the purpose of this study, some
aspects of the functional biology revealed by this experi-
ment are discussed briefly. This discussion will help
reveal the value of using an appropriate preprocessing
pipeline for miRNA array data analysis. It was observed
that the exposure of mice to cigarette smoke resulted in
a notable dysregulation of miRNA expression in the lung
(Figure 3A). The four miRNAs mmu-miR-21/135b/
146b/147, which were found to be positively differen-
tially expressed by all the pipelines, albeit with unequal
statistical significance, are considered. These miRNAs
correspond to the thin red stripe at the top of the heat
map in Figure 3A and to the four highest RT-qPCR
-AACT values in Figure 3D. mmu-miR-21 has been char-
acterized as an oncogenic miRNA (“oncomiR”) in many
tumors, including lung cancer [29]. mmu-miR-147 was
found to be activated during the inflammatory response
in mice where it functions as a negative regulator of
toll-like receptor (TLR)-associated signaling events [30].
A powerful way to determine miRNA function was pro-
vided by the mirBridge approach [31], which indicated
that mmu-miR-135b and mmu-miR-146b regulate the
transforming growth factor-beta (TGF beta) and the
NFKB signaling pathways, respectively. Another interest-
ing role for mmu-miR-21 has been suggested [32]: its
negative action on the Dicer promoter p63, which might
help explain the global decrease in miRNA expression
that appeared in response to the smoke treatment
(Figure 3A). A similar “miRNAome-wide” phenomenon
was reported recently in cancer samples (and also led to
the development of a novel normalization method for
the last generation of the Affymetrix GeneChip® miRNA
arrays) [19]. Therefore, a valuable biological outcome of
the present study may be the observation of a global
decrease in miRNA expression in a cellular stage that
may precede the development of tumors. In the present
study, the global decrease in miRNA expression came
after a five-month long exposure to cigarette smoke (see
“Methods”). The A/] mouse that was used in this study
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is an animal model for lung cancer, which will develop
lung tumors after a long enough exposure, typically
18 months [33].

Conclusions

A novel multi-array method for normalizing miRNA raw
data called the SCN method was assessed in this study.
This method uses spike-in control probes to adjust the
intensity values across arrays. It is implemented in an R
software package called ExiMiR, which has been depos-
ited in the Bioconductor repository. Because the SCN
method is based on four controllable assumptions
(AO-A3), it constitutes a priori a sounder choice than
approaches such as the quantile normalization that were
originally developed for gene expression arrays. To
characterize its features concretely and to compare it
with alternative normalization methods, several quality
metrics were introduced to measure the variability of the
raw and normalized expression data at different levels
(within-array for probes mapping to the same probe set,
between-array for biological replication, between treat-
ment groups, and between-array for spike-in control
probes). These metrics showed that compared with the
other tested approaches, the novel SCN method best
preserved the treatment-induced signal and reduced
the variability between replicated measurements in a
consistent and stable manner. The metrics also led to a
deeper understanding of the features and relationships
among the tested preprocessing pipelines for miRNA ex-
pression data. These findings have provided important
information that will help researchers make informed
choices regarding the best miRNA preprocessing pipe-
line to use in a particular study. The array-based results
were supported by RT-qPCR measurements, which
confirmed the value of the novel SCN method and the
suboptimal performance of a quantile normalization
approach. The RT-qPCR results also revealed a global
decrease of miRNA expression in response to cigarette
smoke exposure for which the novel SCN method is an
appropriate approach. Further, the biological interpret-
ation of the observed differential expression of four miR-
NAs revealed the possible relevance of the identified
miRNAs.

Methods

Sample preparation and hybridization

Cigarette smoke exposure

Male A/] mice (Jackson Laboratory Bar Harbor, ME), 9 to
13 weeks of age, were exposed in whole-body exposure
chambers to conditioned fresh air (“sham”) or to diluted
cigarette mainstream smoke from the reference cigarette
3R4F (University of Kentucky, Lexington, KY) at a target
concentration of 75 (“low”), 150 (“medium”), or 300
(“high”) pg total particulate matter (TPM)/liter for

Page 13 of 18

6 hours/day, 5 days/week. For the medium and high
groups, exposure was started with a dose adaptation
period of 2 hours/day on day 1, and gradually increased
to reach the target concentrations by day 17.

These exposure experiments were part of a larger
study [33], which was approved in accordance with the
Belgium Law on Animal Protection. Animal experiments
were performed in an AAALAC-accredited facility [34],
where care and use of the mice were in accordance with
the American Association for Laboratory Animal Sci-
ence (AALAS) Policy on the Humane Care and Use of
Laboratory Animals (http://www.aalas.org).

Sample collection

Blood samples and lung tissue from mice exposed for
either 1 day or 5 months were collected between 1 and
3.5 hours after the last exposure or after 24 hours (1 day
post-exposure) from four mice per group. Lung tissue
was snap frozen in liquid N2 immediately after dissec-
tion and stored at -70°C. Blood was collected directly
upon dissection using the Mouse RiboPure™-Blood RNA
Isolation Kit (Ambion, Austin, TX).

RNA preparation

Total RNA (including miRNA) was extracted from
frozen left lung lobes and from whole blood using a mir-
Vana™ miRNA Isolation Kit (Ambion, Austin, TX). The
quality and quantity of the extracted RNA were analyzed
using an Agilent 2100 BioAnalyzer (Agilent Technologies,
Inc., Santa Clara, CA) and a NanoDrop ND-1000 (PeqLab,
Erlangen, Germany), respectively.

Microarray procedures

In this study, the Exiqon (Vedbaek, Denmark) and
Affymetrix (High Wycombe, UK) miRNA platforms
were used.

Exiqon

The experiments using the Exiqon platform were per-
formed by Exiqon (Vedbaek, Denmark). Briefly, total
RNA samples (0.75 pg) and reference RNA samples
were labeled with Hy3™ and Hy5™ fluorescent labels,
respectively, using the miRCURY LNA™ Array power
labeling kit (Exiqon), following the procedures de-
scribed by the manufacturer. No dye swap experiments
were performed. Each Hy3™-labeled sample was mixed
with the Hy5™-labeled reference RNA sample and then
hybridized on the miRCURY LNA™ miRNA Arrays
(v.11.0) following the “common reference design” [35].
For each tissue type (lung and blood), the reference
RNA consisted in a mixture of RNA extracted from all
the samples in the experiment. The miRCURY array
contains a number of capture probes for hybridization
of a range of synthetic spike-in controls. The spike-in
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controls “a”, “b”, “c”, “d”, “e”, “f’, “g”, “h”, “i”, and “j”
were spiked into the labeling reaction at various
concentrations. Hybridization was performed accord-
ing to the miRCURY LNA™ array manual. Following
hybridization and processing, the arrays were scanned
using the Agilent G2565BA Microarray Scanner Sys-
tem (Agilent Technologies, Inc., Santa Clara, CA) and
image analysis was performed using the ImaGene 8.0
software (BioDiscovery, Inc., Santa Clara, CA) to quan-
tify the signals. The raw data were provided by Exiqon
as ImaGene text files.

Affymetrix

Total RNA (1 pg) was labeled using the FlashTag™ Biotin
RNA Labeling kit (Genisphere, Hatfield, PA) according
to the supplier’s manual. The RNA of spike-in controls
(oligos 2, 23, 29, 31, 36) were processed along with each
sample RNA. The biotin-labeled RNA was hybridized on
GeneChip® miRNA Arrays (Affymetrix). The wash and
stain procedures were performed according to Geni-
sphere’s suggestions on Affymetrix protocols (Gene-
Chip® Expression Wash, Stain and ScanUser Manual,
Affymetrix). The arrays were processed using the auto-
mated washing and staining protocol specified in the
Fluidics Script FS450_03 (Affymetrix). After washing,
the array was scanned using the GeneChip Scanner 3000
7G and the raw image data were saved in DAT files.
Command Console Software (Affymetrix) was used to
automatically grid the DAT files and to create the CEL
files (probe cell intensity data).

Microarray normalization

Normalization of the Exiqon raw data was performed
in various ways, as detailed in Additional file 1: Table S1,
always following the basic “background correction —
normalization — summarization” structure inherited from
RMA [36]. The LOWESS normalization was performed by
Exiqon and consisted of a normexp background correction,
a within-array Jowess normalization and a median
summarization [24]. The other approaches were imple-
mented in both R and Matlab environments using stand-
ard functions available in the Bioconductor limma and vsn
packages, and in the Matlab Bioinformatics toolbox.
Normalization of the Affymetrix raw data was performed
either using the default workflow of the Affymetrix software
miRNAQCtool (http://www.affymetrix.com/Auth/products_-
services/software/download/mirnaqc/mirnaqc_terms.affx?
v=Release_1_1_1) or, in the R environment, using functions
from the Bioconductor packages affy and makecdfeny.
These raw datasets and normalized datasets have been
deposited in the ArrayExpress database (http://www.ebi.ac.
uk/arrayexpress/) under accession numbers E-MTAB-876
(Exigon miRCURY LNA™ platform, lung, and blood
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samples) and E-MTAB-875 (Affymetrix GeneChip®
miRNA platform, lung, and blood samples).

Spike-in controls based normalization method

This normalization method was developed to take into
account the specificities of a miRNA array (compared
with an mRNA array) and to exploit the information
captured by the spike-in control probes.

The raw data are represented by a matrix Ej; contain-
ing the log2 of the measured intensities (“Intensity” col-
umn from an Affymetrix CEL file and “Signal Median”
column from an ImaGene text file) and are labeled by
the probe index i and the sample index k. The sub-
matrix £ containing only the spike-in control probes
is considered first. After median summarization the
matrix E(Sf»k is obtained, and labeled by the spike-in
control probe set index j.

Ideally, all the columns of £/ should be equal, be-
cause the concentrations of the spiked-in RNA mole-
cules j are the same across all samples k. In practice,
this is rarely the case and correcting for these devia-
tions is the goal of the normalization method described
here. These relationships can be expressed by the gen-
eral equation:

E(S)}-k = E(S,mean)j + AE(S),'/( + &k,

where E(S’mea")j is the mean of E(S)jk over all samples k.
Thus, ES™ean) ; is the estimate of the actual spike-in
control probe set intensities, independent of the sam-
ple k. The normalization corrections for the spike-in
control probe set intensity values are captured by AE® ik
and g contains the residual errors. The goal is to
construct a correction function AE based on AE® % that
can be applied subsequently to all values of Ej. It is
assumed here that the deviations that affect the spike-in
control probes are the same as the deviations that affect
the experimental miRNA probes (assumption A0).

The main factors expected to affect AE(S)jk are the
sample k, the measured intensity E(S)jk, and the channel
color (when applicable). These dependences are imple-
mented in the correction function AE based on the
correlation matrix Cj; of the rows of the spike-in con-
trol probe set intensities matrix E(S)jk. If the off-
diagonal values in Cj; are all close to 0 (below 0.5), this
means that the differences E(S),»k - E(Smean) ; have differ-
ent dependences in k for different j. In this case, it is
not possible to extract a k-dependence common to all
the spike-in control probe sets j, which would capture
the common sample-specific deviations that need to
be corrected by the normalization process. If, on the
other hand, the off-diagonal values in Cj; are all rea-
sonably close to 1 (above 0.5), this means that the dif-
ferences E(S)jk - E(s’mea")j display significant similarities
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in their dependences in k for different j. In other words, a
substantial part of the individual variance of any spike-in
control probe set j is “shared” with other probe sets j’ = j
(assumption A1l). In this case, the observed coherence of
the intensities of the spike-in control probe sets allows the
separation of the signal AE® & from the noise g in the dif-
ferences E¥ k- [E(Smean) ; (see First step below). The result-
ing correction function AE is then appropriate for
performing a multi-array and intensity-dependent
normalization of the raw data E;. Compared with the
single-array approaches, such as calculating a LOWESS
curve from the spike-in control probe intensities E(S),»k
for each array k, the approach outlined above is ex-
pected to be more robust because of its multi-array
characteristic. This characteristic will be particularly
important for guaranteeing a stable extrapolation at
high intensities where the coverage by the spike-in
controls can be quite sparse (see Second step below,
and Figure 1D).

First step

The first step in constructing the correction function AE is
to calculate the normalization corrections AE®; for the
spike-in control probe sets. Following the approach used to
compute the correlation matrix Cj a centering and norm-
ing transformation is first applied to every spike-in control
probe set intensity E(S)jk:

E(S)jk_)E(S)jk_E(S,mean)j
—Ujy= (E(S)],k_E(S,mean)j)/ |E(S)jk—E(S’mean)j}

The inclusion of an average taken over all samples k in
the above transformation shows the multi-array nature
of this method. Then U{™*" is computed as the mean
over all the spike-in control probe sets j of L.

uijU(mean)k .

This step actually defines the “shared” variance present
in the correlation matrix C;z which is purposely the same
for all the spike-in control probe sets j. U™, is then
transformed back to the original scale using the inverse
of the above centering-norming transformation defined
for each spike-in control probe set j and sample k as:

L[(mean)k_)AE(S)jkE ‘E(S)jk _E(S,mean)j| " u(mean)k-

This equation defines the normalization corrections for
the spike-in control probe set intensity values AE(S),'k. The
transformation of /™", introduces the intensity depend-
ence of the correction because the scaling factor |E®¥ - E®
mean)) - depends on the spike-in control probe set j and
thereby on the corresponding intensity range. The exten-
sion AE® to the corresponding spike-in control probes i
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is performed simply by assigning the value of the corre-
sponding probe set j to each probe i. The choice of per-
forming the correction at the probe set level (j) rather
than at the probe level (i) is expected to bring more sta-
bility in constructing the correction function AE and to
allow clearer displays. However, constructing AE® ex-
clusively at the probe level would also have been possible
and would have produced similar results.

Second step

The second step in constructing the correction function
AE is to determine its value on all probe intensity values
from the raw data matrix E;. Keeping the discrete sam-
ple (k) dependence for AE and extending the spike-in
control probe (i) dependence in a continuous intensity
(x) dependence yields:

AE®) jkdefined for the intensity values in E (5) ik
—AE(x, k) defined for all x in Ejy.

Because spike-in control probes are expected to map
to well-defined intensity ranges, this assumption appears
reasonable for the current technologies (assumption A2).
However, it is important to confirm that this is indeed the
case. Typically, this is done by checking in E¥™ that the
intensity standard deviations of single spike-in control probe
sets are smaller than the intensity difference between dis-
tinct spike-in control probe sets. A further important elem-
ent for the above extension is the coverage of the intensity
range contained in the raw data matrix Ey, by the intensities
provided by the limited set of spiked-in control RNA tran-
scripts (assumption A3). If this coverage is too sparse, inter-
polations and extrapolations based on the values contained
in AE®; might become critical. If the coverage is satisfac-
tory, then this extension step can be performed safely. Even
a limited extrapolation is possible, as long as the uncertain-
ties on the extrapolated values lie within the values ob-
served on the reference spike-in control probe sets. The
following strategy is used for the extension step:

e Stabilization at low intensities (if needed): the
intensity values in E®, are completed by the
minimum of Ey, with a AE value given by the
closest spike-in control probe.

e Linear extrapolation at high intensities (if needed): the
intensity values in £ are completed by the integer
values from the interval between the maximum of E
© 4 and the maximum of E;. The corresponding AE
values are obtained from a linear regression based on
the AE® values of the two spike-in control probes
with the highest intensities in E(S)jk.

e Smoothing the data: the (possibly extended) E®, and
AE®; values are smoothed using a LOWESS
procedure with a smoothing parameter of 0.4.
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e Interpolation: the resulting transformed E® and AE
(Ssmooth) ) yalues are used in a simple interpolation
procedure to generate AEj, the values of AE for all
elements of Ej.

Once the correction values AE; are available, the
normalized data can be computed readily as:

Eik _)E(corr) ik EEik —AEik .

Determination of the miRNA probe set detection calls
The Affymetrix miRNAQCtool software compares the four
probes testing a given miRNA with the corresponding
background probes, which are selected on the basis of an
identical sequence length and identical GC-nucleotide con-
tent. The Wilcoxon test is performed to compare the two
intensity distributions and the detection call is “present”
when the resulting p-value is smaller than 0.06.

Exiqon defines a miRNA probe set as “present” if at least
two of the four corresponding probes satisfy two condi-
tions. First, their measured signal is not flagged as “bad
quality” by the ImaGene scanning software. Second, their
value must be larger than 1.5 times the median of all mea-
sured probe intensities on the array.

Coefficients of variation

The “within-array” coefficient of variation measures
the dispersion of the raw intensities E; between all
the probes i corresponding to the probe set j in sam-
ple k as:

CVwi thi}’ljk _ std devprobe i mapping to probeset j Eik

meanyrobe i mapping to probeset j Eik

The “between-array” coefficient of variation measures
the dispersion of the normalized intensities Ej of the
probe set j between all the samples k belonging to the
same sample group / (i.e., the samples k are biological
replicates) as:

std devsamples k belonging to sample group [ Ejk

CVbetween;; =
medansamples k belonging to sample group [ Ejk

The CVbetween values of all the sample groups [ are
used to generate the distributions displayed in the box-
plots in some of the figures.

The “treatment-induced coefficient of variation” extends
the above measures of dispersion to the differential

CVireaty =
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expression values obtained by comparing treated sample
groups / with the control sample group. For a sample k in
sample group / of size N;, the “residual variation” of the
probe set j is taken as Ry = Ej — mean gmples m belonging to
sample group ¢ Ejm- The “treatment-induced coefficient of vari-
ation” is then defined by the following equation (similar to
the inverse of the ¢ statistic associated to the treatment / vs.
control pairwise comparison):

The CVtreat values of all the sample groups / = control
are used to generate the distributions displayed in the
boxplots in some of the figures.

The “spike-in” coefficient of variation measures the
dispersion of the normalized intensities E(ka of the
spike-in control probe set j between all samples k in
the dataset (in this context the samples k are technical
replicates) as:

std devsamples k E<S)jk

CVspike; =
P meansamples kE(S)jk

The “relative spike-in” coefficient of variation relati-
veCVspike is obtained by applying CVspike values to the
above the linear transformation that maps the range of
the CVbetween distribution to the interval [0,1]. The
range of the CVbetween distribution is taken as the two
extreme values within the interval [Q1-1.5*(Q3-Q1), Q3
+ 1.5%(Q3-Q1)], where Q1 and Q3 are the first and third
quartiles. This interval corresponds to the black whiskers
in the boxplots used in the figures. Because it is not
necessary equal to the interval given by the smallest and
the largest values of the CVbetween distributions, relati-
veCVspike may have values outside the [0,1] interval.

Calculation of treatment-induced differential miRNA
expression

Given the matrix Ej; of normalized expression defined
over all samples k and the corresponding normalized
dose vector Dy, a simple linear model is used to deter-
mine the treatment-induced differential expression for
each probe set j. The corresponding (moderated) t-
statistics were calculated with the Bioconductor limma
package [24].

Reverse transcriptase quantitative PCR (RT-qPCR)

Applied Biosystems TagMan® miRNA assays were used
for RT-qPCR. Because of its very high sensitivity (only
1-10 ng total RNA is required) and specificity, RT-qPCR

1 E 2
T Sqrt R;
Ni+N control 9 ( samples k belonging to sample group [ or to control group jk

MedaNsamples k belonging to sample group lEjk_meﬂnsamples k belonging to control groupEjk
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is commonly used to confirm the results obtained with other
platforms. TagMan®™ MiRNA Assays use a stem-looped
primer for reverse transcription and a sequence-specific
TagMan® assay. miRNA-specific cDNA was generated
by reverse transcription with a Thermal Cycler (Applied
Biosystems, Foster City, CA). The qPCR reaction and signal
detection were performed with an Applied Biosystems
7900HT instrument according to the manufacturer’s
instructions. The relative expression of the miRNAs was
determined by the comparative Ct-method. First, the aver-
age of the Ct values, which were determined in triplicate,
were calculated and the ACt values were calculated as ACt
= Ct(target miRNA) — Ct(endogenous control; i.e., sno135).
The ACT data were used to calculate the relative miRNA
differential expression in the samples from the smoke-
exposed animals as -AACT = ACT(*high”) — ACT(“sham”).
The following Applied Biosystems TagMan® miRNA assays
were used: mmu-miR-146a (ID 000468), mmu-miR-342-3p
(ID 002260), mmu-let-7i (ID 002221), mmu-miR-31
(ID 000185), mmu-miR-221 (ID 000524), mmu-miR-135b
(ID 002261), mmu-miR-147 (ID 002262), mmu-miR-146b
(ID 002453), mmu-miR-21 (ID 002493), mmu-miR-144
(197375_mat), mmu-let-7b (ID 002619), mmu-let-7c
(ID 000379), mmu-miR-30a (ID 000417), mmu-miR-26a
(ID 000405), mmu-let-7a (ID 002478), mmu-miR-30c
(ID 000419), mmu-let-7f (ID 000382), mmu-let-7d
(ID 001178), mmu-let-7 g (ID 002492), mmu-miR-34c
(ID 002584), mmu-miR-99a (ID 000435), mmu-miR-195
(ID 000494), mmu-miR-125b-5p (ID 000449), and
mmu-miR-99b (ID 000436). snoRNA135 (ID 001230)
was used as the internal control RNA. Pre-experiments
revealed that the linear range of the RT-qPCR was at 5 ng
RNA per reaction. However, for one assay (mmu-miR-99b),
2.5 ng RNA was determined to be in the linear range of the
RT-qPCR.

Additional file

Additional file 1: Table S1. miRNA raw data preprocessing pipelines
used in this study.

Additional file 2: Supplementary results. Figure S1. Comparison of
the raw intensities and of the “present’/"absent” calls. Figure S2.
Inapplicability of the spike-in control based normalization for the
Affymetrix lung dataset. Figure S3. Quality control metrics for the lung
samples and all preprocessing pipelines. Figure S4. Quality control
metrics for the blood samples and all preprocessing pipelines. Figure S5.
Differential miRNA expression for the lung samples and all preprocessing
pipelines.
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