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REVIEW ARTICLE
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Yvan Devauxh� and David de Gonzalo-Calvod,e� ; On behalf of EU-CardioRNA COST Action CA17129
(https://cardiorna.eu/)
aMinerva Foundation Institute for Medical Research, Helsinki, Finland; bDepartment of Clinical Chemistry, University of Helsinki and
Helsinki University Hospital, Helsinki, Finland; cDepartment of Science and Environment, Roskilde University, Roskilde, Denmark;
dTranslational Research in Respiratory Medicine, University Hospital Arnau de Vilanova and Santa Maria, IRBLleida, Lleida, Spain;
eCIBER of Respiratory Diseases (CIBERES), Institute of Health Carlos III, Madrid, Spain; fDepartment of Vascular Medicine, Amsterdam
Cardiovascular Sciences, Amsterdam University Medical Centers, Amsterdam, The Netherlands; gDepartment of Clinical Epidemiology,
Biostatistics and Bio-informatics, Amsterdam University Medical Centers, Amsterdam, The Netherlands; hCardiovascular Research Unit,
Department of Population Health, Luxembourg Institute of Health, Strassen, Luxembourg

ABSTRACT
Circulating cell-free microRNAs (miRNAs) represent a major reservoir for biomarker discovery.
Unfortunately, their implementation in clinical practice is limited due to a profound lack of reproduci-
bility. The great technical variability linked to major pre-analytical and analytical caveats makes the
interpretation of circulating cell-free miRNA data challenging and leads to inconsistent findings.
Additional efforts directed to standardization are fundamental. Several well-established protocols are
currently used by independent groups worldwide. Nonetheless, there are some specific aspects in
specimen collection and processing, sample handling, miRNA quantification, and data analysis that
should be considered to ensure reproducibility of results. Here, we have addressed this challenge
using an alternative approach. We have highlighted and discussed common pitfalls that negatively
impact the robustness of circulating miRNA quantification and their application for clinical decision-
making. Furthermore, we provide a checklist usable by investigators to facilitate and ensure the con-
trol of the whole miRNA quantification and analytical process. We expect that these recommenda-
tions improve the reproducibility of findings, and ultimately, facilitate the incorporation of circulating
miRNA profiles into clinical practice as the next generation of disease biomarkers.

Abbreviations: Cq: quantification cycle; DEPC: diethylpyrocarbonate; ddPCR: digital PCR; miRNA:
microRNAs; NTC: no template control; PPP: platelet poor plasma; RIN: RNA integrity number;
RNAses: ribonucleases
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Introduction

In the last decade, circulating cell-free microRNAs
(miRNAs) have emerged as a novel tool with potential
translation to the clinic [1–6]. The availability of sam-
ples, the accessibility to the technology and the relative
conceptual simplicity of miRNA quantification have
allowed the publication of thousands of studies that
propose these small non-coding transcripts as useful
tools for medical decision-making. Strikingly, despite
the significant efforts invested in the development of
innovative circulating miRNA-based biomarkers, their
translation to routine clinical practice in the short- or
medium-term is far from being a reality [7].

The incorporation of any biomarker to the clinical
laboratory requires the standardization and reproducibility
of its laboratory measurements. Currently, this is not the
case for circulating miRNAs. The low concentration of RNA
in plasma/serum, the presence of inhibitors in clinical sam-
ples, and factors such as sample quality and storage,
among others, have a strong influence on miRNA profiling.
Furthermore, the clinical setting constitutes an additional
source of variability, since methodological differences in
sample processing and miRNA quantification among dif-
ferent centers or departments are expected.

The clinical application of miRNAs requires additional
efforts to reduce the technical variability. Improved
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standardization of quantification is imperative.
Unfortunately, we believe that it is not possible to provide
a widely accepted standard protocol. Different laborato-
ries use divergent protocols for all the steps of miRNA
quantification, from blood collection to data analysis.
Nevertheless, there are some crucial and common pitfalls,
which unfortunately add variability to assays and overall
results, that should be avoided. Here, we have addressed
what NOT to do in quantification of circulating miRNAs
(Figure 1) and highlighted all aspects that directly impact
the reproducibility of miRNA analysis. In particular, we
have focused on the gold standard and most widely used
technique in the field: RT-qPCR.

Pre-analytical variables

Pre-analytical variables are known to comprise the
majority (�60–70%) of laboratory errors in routine diag-
nostic testing [8]. Accordingly, this phase has a major
influence on miRNA quantification.

What NOT to do

� Use heparinized samples
� Use hemolyzed samples
� Use different sample types within a study
� Use samples that are processed and stored

differently.

Do NOT use heparinized samples

Additives present in serum and plasma can interfere
with circulating miRNA quantification. Samples should
be collected using an anticoagulant that is compatible
with RT-qPCR. Heparin is known to inhibit the reverse
transcriptase and polymerase enzymes used in RT-qPCR
[9]. As a general recommendation, heparin tubes should
not be used for sample collection. If heparin is required
for other biomarker measurements or samples have
already been collected in heparin tubes, heparinase
treatment should be included in the quantification
protocol. Several protocols using different heparinases
at different concentrations have been reported [10–13].
It is recommended to test the optimal performance of
the chosen heparinase treatment before analyzing
study samples.

It is noteworthy that heparin is commonly adminis-
tered in clinical settings, for example, during myocardial
infarction or cardiovascular procedures and surgeries to
prevent blood clotting, and may thus be present in the
circulation [10,14]. Consequently, confounding by hep-
arin may affect miRNA quantification in some patient

cohorts even though samples are appropriately col-
lected in serum or EDTA plasma tubes. Heparinase
treatment should also be included in the RT-qPCR
protocol in these patient cohorts.

Do NOT use hemolyzed samples

The levels of numerous miRNAs, proposed as potential
biomarkers, are altered in hemolyzed samples due to
their release from erythrocytes. For example, the levels
of miRNAs, such as miR-15b-5p, miR-16-5p, miR-92a-3p,
and miR-451a are elevated in hemolyzed plasma sam-
ples when compared to non-hemolyzed specimens [15].
Furthermore, hemolysis is frequently reported as the
most prevalent pre-analytical error in clinical laborato-
ries (up to 70%) [16]. Therefore, quantification of hem-
olysis and exclusion of hemolyzed samples is
fundamental as part of the quality control protocol in
miRNA biomarker studies.

Mere visual detection of samples (pink or red color-
ation) is not sufficiently sensitive [17]. Hemolysis can be
estimated by measuring the absorbance of plasma or
serum samples at 414 nm, which is the absorbance
peak of free hemoglobin [18]. Alternatively, the extent
of hemolysis can be determined measuring specific
erythrocyte enriched miRNAs, such as miR-16-5p and
miR-451a [18]. The relative expression of miR-451a and
the stable miR-23a-3p have also been proposed as indi-
cators of hemolysis in RNA samples or miRNA profiling
data [19]. However, both miRNAs can be dysregulated
in some pathological conditions, such as myocardial
infarction and acute kidney injury, and may thus be
unsuitable as universal hemolysis indicators [20]. It has
also been proposed to include all samples in miRNA
detection after evaluation of hemolysis, independently
of the approach used, but use only non-hemolyzed
samples in initial biomarker screening. After this initial
screening, miRNAs of interest could be measured in the
previously identified hemolyzed samples, in order to
check whether their expression is affected by hemoly-
sis [21].

Some strategies could be implemented to reduced
hemolysis. For example, the use of small diameter nee-
dles (23 gauge or above) [22]. Prolonged centrifugation
at high speed should be avoided. The use of standard
operating procedures for the collection and preparation
of plasma and serum is recommended [23].

Do NOT use different sample types within a study

Sample matrix can significantly affect miRNA levels
even in the same individuals due to different
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Figure 1. What should NOT be done in the development of circulating microRNA-based biomarkers.
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anticoagulants and blood stabilizers as well as the dif-
ferential release of miRNAs during the coagulation of
serum samples or from residual cellular components
during processing [24–27]. Serum is obtained from
blood after coagulation whereas plasma is obtained
when clotting is prevented with the addition of an anti-
coagulant. These different sample processing proce-
dures significantly affect miRNA levels. Mompe�on et al.
[28] have recently illustrated the differences between
plasma and serum miRNA expression. The authors
reported that plasma and serum exhibit different pro-
files of circulating miRNAs, with some transcripts specif-
ically associated with the outcome when analyzed in
plasma or serum and even opposite associations in
both matrixes. Thus, it is essential to use the same sam-
ple type consistently within a study.

Do NOT use samples that are processed and
stored differently

Multiple steps in sample processing and storage condi-
tions can influence miRNA levels. Centrifugation time,
speed, and use of one-step or two-step centrifugation or
filtration have a significant effect on the removal of cellu-
lar components, especially platelets, and thus miRNA lev-
els [24,29–31]. Additional centrifugation has been
suggested to remove platelet contamination from
archived thawed samples [30], but even a single freeze-
thaw cycle was shown to significantly increase the num-
ber of platelet derived microparticles and affect miRNA
levels. As such, it is strongly recommended to minimize
freeze-thaw cycles [32]. It should be noted that there is
marked difference in expression levels of specific
miRNAs enriched in thrombocytes, such as miR-27b and
miR-425, depending on whether these are quantified in
standard plasma or platelet poor plasma (PPP) [32]. As
there is a considerable heterogeneity regarding the
preparation of PPP, it is important to standardize centri-
fugation speed and time, as increases in these will
deplete the plasma of thrombocytes to a higher degree
[31]. Currently, there are no consensus guidelines for the
preparation of PPP for miRNA quantification, with regard
to centrifugation force, time, and temperature.

Different storage times and temperatures, both
before sample processing and over the long-term,
affect miRNA levels. It is recommended to process
blood samples as quickly as possible or store samples
at 4 �C when immediate sample preparation is not feas-
ible [27,33,34]. Clinical laboratory guidelines generally
recommend processing of samples within 2 h of blood
draw, which is feasible in a clinical routine [35]. The
same guideline could be applicable to miRNA analysis,

as Page et al. [33] have shown that a delay in sample
processing for >2 h significantly affected miRNA pro-
files. Several studies have suggested that miRNAs
remain stable in separated plasma or serum samples at
least 24 h at room temperature or 4 �C [29,36,37].
However, Faraldi et al. [38] recently reported that stor-
age at room temperature or 4 �C for 24 h altered miRNA
profile depending on sample matrix, which supports
rapid freezing of samples for long-term storage. For
long-term storage, samples are recommended to be
frozen at �20 �C or preferably at �80 �C [33,37,39,40].
Indeed, Grasedieck et al. [39] have shown that miRNA
expression remains stable after sample storage at
�20 �C for 2–4 years but levels significantly decrease
after 6 years at this temperature. Conversely, miRNA
expression profiles remained stable in plasma samples
stored at �80 �C for over 12 years [33].

Glinge et al. [40] have studied the effect of physical
disturbance of blood samples on miRNA stability in dif-
ferent sample types mimicking transportation (1 and 8h
of shaking at 30 rpm) from one center to another. They
found that 1 h of physical disturbance had no effect on
miRNA levels, while 8 h of disturbance decreased miR-1-
3p and miR-21-5p levels in separated plasma and miR-
21-5p level in serum, suggesting that long-term physical
disturbance of blood samples should be avoided.

Taken together, consistency in sample processing
and storage is crucial for minimizing technical variation
and obtaining unbiased results.

Circulating microRNA isolation

Reliable quantitative miRNA analysis requires high-qual-
ity RNA. Unfortunately, the isolation of small RNA from
plasma or serum samples remains challenging, mainly
due to the low concentrations reported in these types
of matrixes, which requires special considerations.

What NOT to do

� Use different RNA-isolation methods for samples
meant to be compared with each other

� Estimate the quantity and quality of RNAs from bio-
fluids based on non-sensitive methods for RNA

Do NOT use different RNA-isolation methods for
samples meant to be compared with each other

Conceptually, two different types of RNA isolation
methods exist: Column-based [41] and phenol-chloro-
form-guanidine thiocyanate [42]. Column-based meth-
ods lyse cells or tissue using a guanidine thiocyanate
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buffer with mercaptoethanol, followed by washes on a
silica membrane, which binds nucleic acids, and elution
using water or a dilute tris-buffer. Phenol-chloroform-
guanidine thiocyanate (the method of Chomczynski)
[42] lyse the cells and inactivate ribonucleases (RNases)
immediately, using differential precipitation of RNA,
DNA, and proteins. The two different methodologies
have their advantages and drawbacks. RNA from silica-
gel based column methods may be pure and free from
most contaminants. Other benefits of this method
include the lack of a phase-separation step, allowing
simplification of the isolation process. However, column
formulation and wash buffers impact short RNA bind-
ing. Phenol-chloroform-guanidine thiocyanate RNA iso-
lation gives high yields but isolates less pure RNA with
some contaminants often remaining. Purity of RNA iso-
lated using phenol-chloroform-guanidine thiocyanate is
very dependent on efficient phase-separation and man-
ual aspiration of the RNA phase following centrifuga-
tion: avoid mix phases after the centrifugation step as
this will result in an impure RNA preparation. The purity
of RNA may be improved by increasing the number of
ethanol washes following the precipitation step; how-
ever, this can also decrease yields. Concerns related to
inefficient recovery of specific small RNA species have
also been raised [43]. Thus, within a study, sample com-
parison cannot be made if samples are extracted using
different methods. Of note, it is recommended to use
an RNA carrier, such as glycogen, yeast RNA, or bac-
teriophage RNA, to increase yields of small RNAs in the
isolation process.

Do NOT estimate quantity and quality of RNAs
from biofluids based on non-sensitive methods
for RNA

The absolute amount of RNA isolated from serum or
plasma is quite low (nanogram scale per milliliter) [44]
and to spectrophotometrically detect the RNA, for
example, using NanoDropTM (Thermo Fisher Scientific,
Waltham, MA, USA) or other spectrophotometers, is
inappropriate. The presence of contaminants, such as
phenol, from RNA isolation and the presence of an RNA
carrier, if added, can also confound the readings when
measuring samples with low levels of RNA.

Fragment analyzers, such as Experion (Bio-Rad
Laboratories, Hercules, CA, USA) or Bioanalyzer (Agilent
Technologies, Santa Clara, CA, USA), constitute a useful
tool to estimate size distribution of nucleic acid prepa-
rations using only minute amounts of sample in a con-
trolled electrophoresis environment. The RNA integrity
number (RIN) value developed by Agilent Technologies

(Bioanalyzer) is based on the electrophoretic profile of
RNA isolated from cells or tissue, which contain specific
classes of RNA species of different lengths, such as 18 s
and 28 s rRNA peaks, whose areas are used for the RIN
algorithm [45]. Biofluids from plasma, serum, urine, or
cerebrospinal fluid contain mostly small RNA species
[46,47], such as miRNA, and only low amounts of 18 s
rRNA and 28 s rRNA. Therefore, RNA samples from bio-
fluids will have inherently low RIN values, and manual
inspection of electropherograms is necessary.

Wright et al. [48] compared Bioanalyzer, QubitTM

(Thermo Fisher Scientific, Waltham, MA, USA), and
NanoDrop measurements of RNA isolated from plasma.
While small RNA fluorometric measurement using an
RNA binding dye with preferential binding to smaller
RNA species (<1000), as in Qubit small RNA kit, pro-
vided much lower yields of RNA than NanoDrop, the
variability of measurement was very low, indicating that
this method is indeed more specific for small RNAs [48].

An alternative quality control relies on the use of
spike-in synthetic standards, mainly derived from
Caenorhabditis elegans. The spike-ins go through the
entire RNA isolation process and constitute a reliable
method to monitor quantification. Therefore, most
commonly, the quality and quantity of isolated RNA is
established based on RT-qPCR of selected positive con-
trols and spike-ins [49,50].

Circulating microRNA quantification

The short length, small differences in nucleotide sequen-
ces, and unequal melting temperatures [51], in addition
to the data normalization method, constitute the main
barriers in quantification of miRNAs. Although some min-
imal considerations should be taken into account in
order to perform a robust quantification, RT-qPCR consti-
tutes a useful tool to reliably assess miRNA levels.

What NOT to do

� Work with degraded RNA.
� Use different RT kits, PCR master mixes, or qPCR

platforms for samples meant to be compared with
each other.

� Omit controls to save space and reagents.
� Use reference genes from other studies without

critical evaluation.

Do NOT work with degraded RNA

Measuring gene expression in partially degraded RNA
samples will introduce another source of variability to
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the clinical or experimental data, which can bias results
and lead to faulty conclusions. Decreased RNA integrity
reduces the performance of RT-qPCR in miRNA quantifi-
cation [52]. Thus, a high-quality RNA is considered a
pre-requisite for high-throughput analysis.

Correct storage of RNA is crucial to avoid RNA deg-
radation, for example, keeping the RNA aliquot on ice
and the lid closed when working on the bench.
Avoidance of unnecessary freeze-thaw cycles may also
result in reduced degradation.

Do NOT use different RT kits, qPCR master mixes,
or qPCR platforms for samples meant to be
compared with each other

There are numerous RT kits and qPCR master mixes
from different manufacturers on the market, as well as
different qPCR platforms. The performance of different
RT kits, PCR master mixes, and qPCR instruments can
vary significantly in terms of reproducibility and sensi-
tivity [53–56]. Thus, it is important to use the same
reagents and qPCR platform for all samples that will be
directly compared with each other. It may also be bene-
ficial to test different kits to identify the best perform-
ing procedure for the specific miRNA assays to be used.

Do NOT omit controls to save space and reagents

It is indispensable to include appropriate controls on
each PCR plate or batch of samples to evaluate the
quality and reliability of data [57]. No template control
(NTC) is a negative control including all PCR reagents
except the template. The NTC control is essential for
detecting set-up contamination of the PCR assays and
primer-dimer product amplification in SYBR Green
assays. Another negative control required for miRNA
quantification is the no-reverse transcription RT(–) con-
trol obtained by omitting RT enzyme in cDNA synthe-
sis-reaction. RT(–) control is used to identify DNA
contamination present in RNA samples. If a carrier is
added during the RNA isolation, an RT reaction with
carrier RNA only is important to discard the possibility
of the presence of contaminants. When comparing data
from multiple plates, an inter-plate calibrator or refer-
ence sample should be included in each plate to nor-
malize differences in baseline and threshold settings.

Do NOT use reference genes from other studies
without critical evaluation

Normalization of RT-qPCR data is one of the most para-
mount steps in miRNA quantification to obtain reliable

and reproducible results. Different normalization strat-
egies can give very different results on miRNA expres-
sion [31,58,59]. However, there is no consensus on an
optimal normalization strategy [60]. Small nucleolar
RNAs, such as U6 and SNORD48, or ribosomal RNAs are
commonly used for the normalization of miRNA expres-
sion in cell and tissue samples. Growing evidence
shows that these genes should not be used for normal-
ization of circulating miRNAs, compared to miRNAs,
due to different biochemical characteristics and their
significant variability in expression within individual
blood samples [61].

A widely used normalization strategy is synthetic
non-human spike-in miRNAs, most commonly cel-miR-
39, which are added in samples during RNA extraction
and used as exogenous reference genes. It is critical to
add the spike-in control only after the samples have
been carefully mixed with lysis buffer to prevent deg-
radation of the spike-in control. Spike-in oligonucleoti-
des are a requisite for monitoring technical variation
during RNA extraction and reverse transcription, but
they do not correct for the variability in sampling and
quality of samples [61]. In addition, manual pipetting of
spike-in can increase technical variation in results. Thus,
various endogenous miRNAs have been proposed as
optimal reference genes [58,60,61]. However, the
endogenous reference genes should not be selected
based on other studies without critical evaluation. For
example, miRNAs that are stable in some studies may
change in other pathological conditions and are there-
fore unsuitable as reference genes [60]. Systematic
screening of a large set of potential endogenous refer-
ence genes may be required to find stably expressed
reference genes in given pathological condition. Thus,
finding suitable endogenous reference genes is more
laborious compared to using exogenous reference
genes. It has also been proposed that use of multiple
reference genes increases the efficiency of normaliza-
tion instead of using a single reference gene.
Algorithms, such as Normfinder, geNorm, and
BestKeeper can be applied to identify the most stable
reference genes [58–60,62].

Data acquisition and statistical analysis

The analysis of raw data generated in qPCR requires
careful considerations, mainly due to the intended use
of miRNAs as biomarkers with clinical application.

What NOT to do

� Use an insufficient sample size.
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� Inappropriately handle missing data.
� Omit replicates.
� Analyze low expressed miRNAs without caution.
� Measure RNA biomarkers in clinical samples with

undefined phenotypes.

Do NOT use an insufficient sample size

It is necessary to perform a power analysis to estimate
the group size to be able to make a firm conclusion on
the phenotype of interest [63]. If the miRNA biomarker
has large natural variation in levels between subjects,
then a larger number of subjects must be analyzed in
order to show a significant difference. Hence, prior to
study initiation, reasonable estimates must be made to
address population variability in order to calculate the
minimum group size to obtain a power of at least 80%
to detect a difference at the level of significance chosen
(often a¼ 0.05). If multiple biomarkers are measured at
the same time, then the level of significance should be
decreased as multiple statistical tests will be performed.

Avoid inappropriate handling of missing data

Studies on circulating miRNAs show very low reproducibil-
ity, due to the fact that missing data occurs as an effect of
the low expression levels often observed for circulating
miRNAs [64]. When trying to validate promising candidate
biomarkers, by qPCR, challenges arise when working with
target quantities near the detection limit (e.g. quantifica-
tion cycle (Cq) ¼ 35). This leads to missing data, which is
handled and interpreted differently between studies, lead-
ing to irreproducible results. Here, we would like to
address what to avoid when handling missing data.

Simply excluding all missing data should be disre-
garded. This approach can lead to smaller differences
between groups, loss of power, and incorrect conclu-
sions. On the other hand, when it is acknowledged that
missing data cannot simply be discarded, researchers
often make another obvious mistake by simply imput-
ing all missing data. Although there is no loss of power,
this can also lead to smaller differences between
groups and wrong conclusions. If in a given disease, the
target miRNA is only expressed in the disease state and
not in controls, disregarding or imputing this missing
data will render a false outcome.

One of the most common mistakes in data handling is
that researchers do not acknowledge that missing data is
due to diverse reasons and therefore should be handled
accordingly. Missing data can be missing at random, due
to a technical or random error, or due to the fact that
your target miRNA is simply too low to be detected

properly or is even not expressed at all. Recognizing that
there are different types of missing data is crucial in con-
ducting robust research [65]. Therefore, missing data
should be divided into two categories: “undetectable” val-
ues due to the fact that miRNA is non-expressed or
expressed in low levels in the sample, and “invalid” values
due to technical failure. The latter represents true missing
values, termed “missing at random.”

After having distinguished true missing data from low
or non-expressed data, common mistakes can be made
due to the fact the researchers do not know how to han-
dle these differences. Often researchers make the mis-
take of simply disregarding true missing data, which can
lead to loss of power and negatively influence the out-
come. Another common mistake is to impute missing
data with an overall average expression of the target
miRNA (i.e. the mean), without contemplating whether
the target miRNA has a normal distribution, which is
never the case. Alongside this, mistakes are typically
made when imputing without taking other aspects of
the sample population into account, thereby using single
instead of multiple imputation [66]. With multiple imput-
ation, it has been shown that up to 80% of missing data
can be imputed without influencing the results, as long
as the missing data is missing at random [67].

Do NOT omit replicates

Another important mistake to avoid when designing an
experiment is economizing the amount of replication
samples. One should always have a minimum of two
replicate samples, and preferably three, for an optimal
qPCR experiment. If a study only contains one sample,
it is very difficult to tell the difference between a miss-
ing value due to a technical error (i.e. true missing) and
a missing value due to low or non-expressed miRNA. By
comparing the expression levels of replicate samples,
one will be able to decide whether a true missing value
or a low or non-expressed sample is present. Common
mistakes to be aware of are simply disregarding repli-
cates that have a different expression or assuming they
are missing at random. Unfortunately, differences in Cq
values will differ more between replicates of target
miRNAs that have low expression levels [65]. Therefore,
if one simply disregards all replicates that have different
outcomes, a differential error is introduced, by which
only the low expressed miRNAs are disregarded. A rule
of thumb on how to decide whether samples are truly
discordant is needed, which has been described by de
Ronde et al. [65]. The same holds true for qPCR assays
in which bad melting curves are produced. This indi-
cates that a different product is amplified, and one
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should avoid using the obtained qPCR cycle number
(i.e. outcome value) but instead handle the outcome as
a technical error and therefore as true missing data.

Do NOT analyze low expressed microRNAs without
caution

Another common mistake to avoid is simply not recog-
nizing that a miRNA is low or non-expressed.
Researchers often simply use the obtained qPCR out-
come value, without realizing that a high Cq value sug-
gests that the target miRNA measurement is close to
the detection limit and are therefore not accurately
measured. For all miRNAs with values close to the
detection border, the same substitution method for all
low expressed miRNAs should be applied, as explained
by de Ronde et al. [65,68].

Do NOT measure RNA biomarkers in clinical
samples with poorly defined phenotypes

If the phenotype of interest is poorly or only broadly
defined, the probability of finding a true association or
predictive value associated with the RNA biomarker
decreases. The clinical value of markers associating with
unspecific phenotypes is likely to be low.

Patient related factors such as age, sex, diet, physical
activity, circadian rhythm, medication, smoking, alcohol,
or comorbidities can cause significant variability in
miRNA levels [69–81]. Hence, a standardized study
protocol is required to reduce inter-individual variabil-
ity. The study protocol should specify the patient inclu-
sion and exclusion criteria based on the
aforementioned factors and outline pre-analytical
requirements, for example, preparation for sample col-
lection (fasting, avoiding intense physical activity) and
sample collection time. For instance, fasting affects cir-
culating miRNA profiles. The level of high-density lipo-
protein particles, which bind miRNAs such as miR-223-
3p [82], varies after food intake. Another factor that is
not routinely considered is the diurnal variation of cir-
culating miRNA levels. Heegaard et al. [83] identified 26
miRNAs that showed alterations in their plasma concen-
trations during a 24-h period. As such, consistency in
the time of blood collection is fundamental. This infor-
mation should also be provided in the publications.

Handling of RNA samples

Inappropriate handling of RNA samples could have a
huge impact on circulating miRNA quantification, and
therefore, it is mandatory to discuss this point.

What NOT to do

� Work in a contaminated environment.

Do NOT work in contaminated environment

There are a few simple procedures that illustrate quite
clearly what not to do when isolating and handling
RNAs, regardless of their size. It is important to maintain
a physical distance between the laboratory spaces for
sample isolation and cDNA synthesis. The same is true
for sample PCR setup and PCR thermocycling.

Adequate conditions must be used when working
with RNA. The skin and residue therefrom contain
RNAses and in order to maintain RNA integrity, it is
necessary to create a workflow in which samples,
before, during, and after RNA isolation, are always
handled using gloves and never with ungloved fingers/
hands [84,85]. Handling samples with gloves at all times
will also minimize the risk of contamination of RNA-spe-
cies from the skin. However, one must remember that
gloves are only as clean as the surfaces they touch (e.g.
telephone, the nose, instruments, door handles). As
such, gloves should be changed regularly.

Besides skin RNase contamination, other procedures
also increase the risk of contamination and/or degradation
of samples with subsequent poor performance of later
assays and should therefore be avoided: RNases from bac-
terial contaminants can be present in the water and buf-
fers if made from the tap or demineralized water [86].
Hence, use only RNase free water, derived from double-
distilled water or made from reverse-osmosis followed by
ultraviolet light exposure, with or without diethylpyrocar-
bonate (DEPC) treatment for inactivation of RNases [87].

General good laboratory practice is also beneficial for
RNA work: do not open a large bottle of double-distilled
RNase-free water and let it stand for months. This will sig-
nificantly increase the likelihood of contamination with
RNases, and aliquoting RNase-free water into sterile one-
time use polypropylene plastic ware is therefore a very
good idea. Pipettes and bench surfaces are exposed to
dust, of which a large proportion is made up of shedded
human keratinocytes, containing significant amounts of
RNases. Thus, dust is an important source of RNase, which
makes cleaning an important strategy to keep RNases
away from precious RNA samples. Cleaning can be done
by wiping with a moist cloth/“Kimwipe” followed by wip-
ing with 70% ethanol, and for further RNA decontamin-
ation, specific “RNAse away” products should be used.

In addition to RNAses, other factors can also nega-
tively influence RNA stability. As RNA is labile to both
low and high pH, the pH of buffers used for RNA work
should preferably be neutral (6<pH < 8). The rate of
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alkaline degradation is increased in the presence of
Mg2þ and Kþ ions, as well as by increasing tempera-
tures (>70 �C) [88]. For optimal RNA stability, it is rec-
ommended to not heat RNA samples under alkaline
conditions in the presence of Mg2þ and Kþ ions.

All pipette tips and microcentrifuge tubes used for
RNA work should be clean, single-use, and sterile.
Contamination of autoclaves with RNases has been
reported, which is likely more of a problem if the auto-
clave is used both for autoclaving waste as well as for
autoclaving clean vessels and plastic ware [89].
Furthermore, many RNases are not fully inactivated
with autoclaving alone. Certified RNase-free barrier pip-
ette tips should be used.

Concluding remarks

The lack of reproducibility between findings provided by
different laboratories constitutes the main limitation in
the translation of circulating miRNAs as biomarkers with
clinical application. A number of challenges have been
raised in different steps of the quantification process,
from specimen processing to data analysis. Some of these
aspects constitute common pitfalls in different studies. So
far, a consensus recommendation for circulating miRNA
isolation and quantification is lacking. Here, we chose to
use an alternative and complementary approach versus
usual guidelines by highlighting the procedures that
should NOT be done or should be avoided when evaluat-
ing circulating miRNAs as potential biomarkers.
Importantly, we provide an easy-to-use checklist for inves-
tigators to facilitate the control of the entire process, from
study design to sample preparation, miRNA quantification,
analysis, and reporting of results (Table 1). This checklist is
applicable to different standardized protocols.

These recommendations are mainly focused on RT-
qPCR, the gold-standard technology for circulating
miRNA quantification. Nevertheless, some points present
a high overlap with other technologies, such as digital
PCR (ddPCR), microarrays, sequencing, or multiplex
assays. ddPCR, which is currently competing against RT-
qPCR, exhibits several drawbacks in primer optimization,
precision, false positives, automation, and cost-effective-
ness [90–92]. Similar efforts should be taken to improve
the reproducibility of these techniques.

The pitfalls to avoid and recommendations described
herein are proposed to assist researchers, both beginners
and non-beginners in the miRNA field, in circulating
miRNA-based biomarker studies. These recommenda-
tions describe the consensus obtained within the
European CardioRNA consortium (EU-CardioRNA COST
Action CA17129). We envisage reviewing these recom-
mendations in two years based on technological devel-
opments and advances in the miRNA research field.
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