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SOFTWARE Open Access
A tool for design of primers for microRNA-specific
quantitative RT-qPCR
Peter K Busk
Abstract

Background: MicroRNAs are small but biologically important RNA molecules. Although different methods can be
used for quantification of microRNAs, quantitative PCR is regarded as the reference that is used to validate other
methods. Several commercial qPCR assays are available but they often come at a high price and the sequences of
the primers are not disclosed. An alternative to commercial assays is to manually design primers but this work is
tedious and, hence, not practical for the design of primers for a larger number of targets.

Results: I have developed the software miRprimer for automatic design of primers for the method miR-specific
RT-qPCR, which is one of the best performing microRNA qPCR methods available. The algorithm is based on an
implementation of the previously published rules for manual design of miR-specific primers with the additional
feature of evaluating the propensity of formation of secondary structures and primer dimers. Testing of the primers
showed that 76 out of 79 primers (96%) worked for quantification of microRNAs by miR-specific RT-qPCR of mammalian
RNA samples. This success rate corresponds to the success rate of manual primer design. Furthermore, primers
designed by this method have been distributed to several labs and used successfully in published studies.

Conclusions: The software miRprimer is an automatic and easy method for design of functional primers for
miR-specific RT-qPCR. The application is available as stand-alone software that will work on the MS Windows
platform and in a developer version written in the Ruby programming language.
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Background
MicroRNAs are non-coding RNAs that regulate gene ex-
pression and natural and disease-related cellular processes
such as differentiation and cancer [1-3]. Quantification of
microRNAs can be done by Illumina sequencing, DNA
microarrays, Nanostrings or quantitative RT-qPCR [4].
Although all four methods are used for screening purposes
and for miRNome analysis, quantitative RT-qPCR is
normally the method of choice for confirming the data
obtained by other methods [5]. This is due to the high
sensitivity and precise and specific quantification that
can be obtained in a qPCR reaction. Moreover, micro-
RNA RT-qPCR is a popular method for development of
diagnostic assays due to the high performance [6].
The design of primers for microRNA RT-qPCR is chal-

lenging as the average microRNA is only 22 nucleotides
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long, which is the same length as a traditional PCR primer.
However, several methods have been developed to over-
come this problem. All of these methods are based on
elongation of the microRNA to produce a template long
enough to allow the design of two primers [7]. Whereas
some of the methods only use one specific primer, the
stem-loop RT-PCR with a specific primer and a specific de-
tection probe [8] and the miR-specific RT-qPCR with two
specific primers [9] have the advantage that these methods
use two specific oligos, which allows for high specificity
and increased flexibility in primer design.
Although the microRNAs are only 22 bases long it is

possible to design two, microRNA-specific primers by
designing one, 12 – 18 nucleotides long forward primer
and a reverse primer with 3 – 8 specific nucleotides at
the 3′-end and an extension that is complementary to a
universal tag, which is added to the template during
cDNA synthesis (Figure 1). In the original method the
primers are spiked with LNA [10] but the same specifi-
city can be achieved with DNA primers with optimized
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Figure 1 Position of primers for miR-specific RT-qPCR. The
sequence of the forward primer (F primer) is identical to 12 – 18
nucleotides of the microRNA and may include a tag at the 5′-end.
The reverse primer (R primer) is complementary to 3 – 8 nucleotides
of the microRNA, followed by 15 T residues and a tail of varying length.
The 15 T’s and the tail are identical to part of the RT primer sequence.
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Figure 2 Flow chart of how miRprimer designs primers. F primer:
forward primer; R primer: reverse primer; A: adenine residues; Tm:
melting temperature.
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melting temperatures [9]. Furthermore, the amplification
efficiency of microRNA-specific qPCR with DNA primers
is higher than with LNA-spiked primers and DNA primers
are easier to design.
Hitherto, the use of miR-specific RT-qPCR for large-

scale projects has been hampered by the lack of algo-
rithms for primer design. Hence, it has been necessary
to design each primer set manually. Here, I present the
algorithm miRprimer for design of primers for miR-
specific RT-qPCR. The algorithm generates a number of
putative primers based on an interpretation of the guide-
lines for manual primer design [9,11] into computer lan-
guage. Each primer and primer pair are assigned a score
for each of the features that are relevant for performance
in PCR. The output consists of a list of primer pairs
ranked according to score.
Primers designed with this algorithm were tested in

different experiments and have the same success rate
as manually designed primers but can be made much
faster.

Implementation
Detailed guidelines for manual design of primers for
miR-specific RT-qPCR have been published [9,11]. Basic-
ally, the design of a primer consists of finding the best
possible 3′-end sequence for the primer and then make
the primer longer towards the 5′-end until a Tm of 59°C
is reached. The primer can be elongated with a tail of
additional bases at the 5′-end if the microRNA template
is too short to construct a primer with a Tm of 59°C.
The algorithm miRprimer was written according to

the same rules but in a different order (Figure 2). Fur-
thermore, miRprimer also takes primer secondary struc-
tures into account by calculating the propensity for
the formation of primer dimers and for primer self-
annealing. The first step of the algorithm is to design all
putative primers with the correct Tm. Next, the primers
are assigned a score according to parameters such as the
sequence of the 2 – 5 nucleotides closest to the 3′-end,
length of the miR-specific part of the primer and putative
secondary structures (Table 1). Finally, forward and
reverse primers are combined in all possible pairs and
assigned a score by combining the score of each of the
two primers with a score for the propensity for primer
dimer formation.
The cDNA template used for miR-specific RT-qPCR

will always have 15 T’s at the 3′-end of the microRNA
sequence (Figure 1) corresponding to the sequence of the
primer used for reverse transcription (RT primer) [9,11].
Hence, the first step of miRprimer is to disregard any A
residues at the 3′-end of the microRNA (Figure 2).
Next step is to make all putative forward primers con-

sisting of the first 12 – 18 nucleotides from the 5′-end
of the microRNA. The melting temperature (Tm) of each
primer is calculated by the nearest neighbor method [12]
with the NaCl concentration set to 115 mM. It was previ-
ously found that the Tm of the forward primer should be
as close to 59°C as possible [10]. This can be achieved by



Table 1 Parameters used in miRprimer for calculation of
secondary structure score

Parameter Values Score

2 nucleotides at 3′-end 0 or 2 Wsa 0.7

1 Wa 1.0

3 nucleotides at 3′-end 0 or 3 Wsa 0.3

1 or 2 Wsa 1.0

0 or 5 Wsa 0.1

5 nucleotides at 3′-end 1 or 4 Wsa 0.5

2 or 3 Wsa 1.0

3′-self-annealing or primer dimer 5 nucleotides 0.1

4 nucleotides 0.2

Less 1.0

Internal self-annealing or primer dimer 8 nucleotides 0.1

7 nucleotides 0.3

6 nucleotides 0.8

Less 1.0
aW: A or T.
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adding a tail to the 5′-end of the sequence [8,9]. There-
fore, nucleotides are added one at a time to the 5′-end of
the primers that have a theoretical Tm lower than 59°C
until the Tm reaches 59°C. For simplicity, the same nucle-
otides are added to all primers in the order G, A, C, G, C.
The tail sequence was chosen to include as many G’s and
C’s as possible to have the maximal effect on the Tm but
without any stretches of poly(C) or poly(G) to avoid prob-
lems due to homopolymeric runs [13]. In the rare case
that these five nucleotides are not enough to reach a Tm
of 59°C, the same five nucleotides are added once more.
For primers with a Tm higher than 59°C nucleotides

are removed one at a time from the 5′-end of the primer
until the Tm is lowered to 59°C. The primer is assigned
a five_prime_score of 10 if it is extended to the 5′-end
of the miR and a five_prime_score of 5 if it is shorter.
This score is included in the output but is not used to
calculate the score of the forward primers (Table 2).
The same procedure is followed for design of the re-

verse primers which consist of 3 – 8 nucleotides com-
plementary to the 3′-end of the microRNA and with a
tail consisting of 15 T’s corresponding to the poly(T) run
of the RT primer [9]. In the case of the reverse primer, the
Tm is adjusted to 59°C by adding the nucleotides corre-
sponding to the tag of the RT primer one at a time.
The scores for the sequence of the 3′-end of the

primers are based on the primer design guidelines that
were published for LNA-spiked primers [10] and modi-
fied for DNA primers [9,11]. The recommendations in
the guidelines were interpreted to provide a score matrix
for different sequences at the 3′-end of the primers
(Table 1). For example, the instruction “If possible, the
three last bases at the 3′-end of the forward primer
should include 1–2 A or T residues” [9] was interpreted
to give a score of 1.0 to primers with 1–2 A or T resi-
dues in the three most 3′-end bases and a score of 0.3
for primers ending on other sequences.
All primers are assigned a score depending on the pro-

pensity to form secondary structures. These scores are
assigned to be of similar magnitude as the 3′end scores
of the primers. For example the scores of 0.2 for primers
where the four nucleotides at the 3′-end are comple-
mentary to other sequences of the primer (Table 1) means
that such a primer will not be designed in practice if
alternatives with more optimal 3′-ends are available.
Next, the forward primers are assigned a score relating

to the length of the primer without tail. This score is cal-
culated as the square of the length of miR-specific part
of the primer divided by 400. Hence, this score favors
forward primers with a longer miR-specific sequence.
The reverse primers are not assigned any score related
to the length of the primer without tail as no significant
correlation betw assay performance and primer length
has been demonstrated in practice [9-11]. However,
when two primer pairs have exactly the same score, the
pair including the longest reverse primer is preferred.
Finally, all the scores for each parameter are multiplied

to provide the score for the primer. The score should be
interpreted relative to the scores of other putative primers
for the same microRNA rather than as an absolute number
that predicts the performance of the primer.
After designing the putative primers, miRprimer com-

bines all forward primers with all reverse primers except
for forward and reverse primers that overlap with two or
more nucleotides at the 3′end. Three scores are calcu-
lated for the primer pairs that fulfill this criterion: 1. A
score (Fprimer_anneal) for an overlap between the 3′-end
of the forward primer to the sequence of the reverse pri-
mer. 2. A score (Rprimer_anneal) for an overlap between
the 3′-end of the reverse primer to the sequence of the
forward primer. 3. A score (primer_dimer) for internal
overlap between the two primers.
The score for each primer pair is calculated as:

pair score ¼ forward primer score
� reverse primer score� Fprimeranneal
� Rprimeranneal � primerdimer

Finally, miRprimer ranks the primer pairs according to
the pair score.

Input for miRprimer
The input for miRprimer consists of a list of microRNA
names and sequences in fasta format. The sequence can
be uppercase or lowercase and be written as RNA using
the letter “U” for uridine or as DNA using the letter “T”



Table 2 Output format for forward primers

ssc-let-7a tgaggtagtaggttgtatagtt

Primers

Name Seq Length score two_last_score three_last_score five_last_score three_self_anneal internal_self_anneal five_prime_score

F_1 gcagtgaggtagtaggttgt 16 0.64 1.0 1.0 1.0 1.0 1.0 10

F_2 gcagtgaggtagtaggttg 15 0.56 1.0 1.0 1.0 1.0 1.0 10

F_3 cgcagtgaggtagtaggt 13 0.42 1.0 1.0 1.0 1.0 1.0 10

F_4 cgcagtgaggtagtaggtt 14 0.34 0.7 1.0 1.0 1.0 1.0 10

F_5 gcagtgaggtagtaggttgta 17 0.25 0.7 1.0 0.5 1.0 1.0 10

F_6 cgcagtgaggtagtagg 12 0.25 0.7 1.0 1.0 1.0 1.0 10

F_7 gcagtgaggtagtaggttgtat 18 0.09 0.7 0.3 0.5 1.0 1.0 10

F_8 gcagtgaggtagtaggttgtata 19 0.02 0.7 0.3 0.5 0.2 1.0 10
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for thymidine. The list can be made in text processor
and saved as a text file named input_miRs.txt in the
same folder as miRprimer:
>ssc-let-7a
TGAGGTAGTAGGTTGTATAGTT
>ssc-miR-21
tagcttatcagactgatgttga
>hsa-miR-25-3p
CATTGCACTTGTCTCGGTCTGA
>ssc-mir30a-3p
CUUUCAGUCGGAUGUUUGCAGC
>ssc-miR-106a
AAAAGTGCTTACAGTGCAGGTAGC
>gga-miR146c-5p
UGAGAACUGAAUUCCAUGGACUG
>ssc-mir-148a-3p
TCAGTGCACTACAGAACTTTGT
>hsa-miR-223-3p
UGUCAGUUUGUCAAAUACCCCA
>mmu-miR-667-3p
ugacaccugccacccagcccaag
>ssc-miR-7134-3p
tgcggaacctgcggatacgg
The next step is to execute miRprimer. This can be

done by double-clicking the icon of the program or by
executing it from a dos window. This will generate the
five output files result_best_primer_pairs.txt, result_all_
primer_pairs.txt, result_f_primers.txt, result_r_primers.
txt and result_comparison_of_pairs.txt. The files can be
opened as spreadsheets in programs such as MS Excel
or OpenOffice Calc.
The file result_best_primer_pairs.txt contains informa-

tion on the score of the best primer pair for each micro-
RNA, scores of the forward and reverse primers and
the scores for primer dimer formation between the two
primers (Table 3).
In case one wants to design two or more primer pairs

or do not wish to use the recommended pair, the other
four files can be used as a guide for choosing primers.
The file result_all_primer_pairs.txt contains all the pri-
mer pairs for each of the microRNAs including the same
information as result_best_primer_pairs.txt for each pair
of primers (Additional file 1).
The score-based ranking and detailed scores for all the

forward primers can be found in result_f_primers.txt
(Table 2). Similar data for the reverse primers are found
in result_r_primers.txt (Additional file 2).
Table 3 Output format for best ranking primer pair

Name Sequence Score

ssc-let-7a tgaggtagtaggttgtatagtt 0.32

F_1 gcagtgaggtagtaggttgt 0.64

R_1 ggtccagtttttttttttttttaactatac 0.5
The last file result_comparison_of_pairs.txt assigns a
score for the difference between the primer pairs for
each target by taking into account the difference in
length of the miR-specific parts of the primers and the
sequence of the last three nucleotides at the 3′-end of
the primers (Additional file 2). Differences in the for-
ward primer are weighted twice as much as differences
in the reverse primer. Lower scores means that the pri-
mer pairs are more different and identical primer pairs
have a score of 1.0.

Results and discussion
Design of primers for microRNA PCR faces two chal-
lenges. One is the difficulty of accommodating two
primers on a short template that can be solved by add-
ing a tail to the microRNA [14]. This solution is used for
miR-specific RT-qPCR (Figure 1). The other challenge is
that the short template leaves very little degree of free-
dom for choosing the sequence of the primer. The poly-
merase elongates the primer from the 3′-end and it has
been known for a long time that specific binding of the
3′-end of the primer is critical for the performance of
PCR reactions [15]. Hence, a sound approach to achieve
good PCR performance is to focus on designing primers
with the best possible 3′-end [10]. This approach, as
adapted to DNA primers [9] is the basis for microRNA
primer design by the software miRprimer.
The major advantages of automated primer design

compared to manual design are that automation speeds
up the process and makes it easier to calculate the impact
of primer secondary structures on PCR performance. The
speed of primer design is especially important when de-
signing primers for many templates, which occurs more
often as the number of known microRNAs increase and
transcriptomic studies become more frequent. Calculation
of secondary structures makes it possible to take the effects
of primer self-annealing and of primer dimer formation
into consideration when choosing the primers and in-
creases the likelihood of successful assay design.
The software miRprimer is a fast way to design primers

for the method miR-specific RT-qPCR and the primers
are able to perform well on targets in complex biological
samples (see additional file 3) yielding typical qPCR
amplification curves, melting curves with a single peak
and amplification efficiencies close to 100% (Figure 3,
Additional file 4). These results are similar to the per-
formance of manually designed assays [9].
Fprimer_anneal Rprimer_anneal Primer_dimer

1.0 1.0 1.0



A B

C

Y=-3.4*log(X)+19.7
Efficiency=96%
RSq=0.99

Figure 3 Specific amplification of a target from a biological sample. Detection of ssc-miR-15a with specific primers in cDNA made from
purified pig lung total RNA (see Additional file 3). A Amplification curves. B Melting curves. C Extrapolation of Cq as function of the log10 of the
relative number of templates was a straight line (R2 = 0.99) with a slope of −3.40 (PCR efficiency = 96%) over 4 log10 dilutions of a pool of all the
samples used in the experiment.

Table 4 Success rate of primer design

Validated
assays

Primers designed by miRprimer 1st design
successfulF primer R primer

16 16 16 16 100%

41 41 nra 39 95%

38 nra 38 37 97%

84 80 81 78 93%
aNot relevant.
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To assess the usefulness of miRprimer I collected in-
formation on the performance of primers designed by
miRprimer and ranked as the best primers for the spe-
cific target microRNA (Additional file 5). The data in-
cludes results from several studies where the microRNA
primers have been tested experimentally [16-20]. In total,
data for 16 primer pairs and 47 single primers designed by
miRprimer and predicted to be the best performing
primers (highest score) combined with a manually selected
primer were available. In the cases where only one of the
primers was the highest ranking primer, the other primer
was selected manually from the list of primers designed
by miRprimer and in two cases; the forward primer was
designed manually.
As shown in Table 4, 16 out of 16 assays where miR-

primer predicted the primer pair to be the best pair
passed the quality tests for functional assays. In total,
95 ± 7% of the forward primers and 97 ± 5% of the reverse
primers suggested by miRprimer yielded functional assay
(Table 4, Additional file 3). This is comparable (P = 0.74
for forward primers; P = 0.19 for reverse primers) to
the 94% success rate for manually designed primers [9].
Furthermore, data were collected for 82 functional assays
(Additional file 5). Out of the 164 validated primers
162 primers (99 ± 2%) were designed by miRprimer and
93 ± 5% of the assays worked with the first primer pair
selected (Table 4).
For development of several assays at a time the most

rational approach is to use the primer pairs suggested by
miRprimer and stored in the file result_best_primer_
pairs.txt. If an assay does not work another set of
primers can be chosen from the file result_all_primer_
pairs.txt.
The new primer pair to be tested should not necessar-

ily be the pair that is ranked second best by miRprimer
but rather a primer pair consisting of primers that have
a sequence that is as different as possible from the first
primer pair that was tested. Usually, it is expected that
the second highest ranking pair will also have the second
highest probability of yielding a functional assay, however,
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it is necessary to consider why an assay fails: First, we do
not have all the information about how primer sequence
influence PCR performance so it is still necessary to per-
form some empirical testing to find the best primer pair
[21]. Hence, when a given primer pair performs poorly it
may indicate that one of the primers has some undesired
features. Secondly, the concentrations of target and other
RNA molecules that could bind the primers are seldom
known for each sample. These concentrations can have dif-
ferent influence on the performance of each primer pair
due to the different sequences of the primers. In both
cases, when a primer pair fails it is advisable to design new
primers that are as different as possible from the failed se-
quences to minimize the risk of repeating features that
make the assay fail.
It is possible to access the difference between primer

pairs by manual inspection. However, miRprimer gener-
ates the file result_comparison_of_pairs.txt with scores
for the pairwise similarity of all primer pairs relative to
each other (Additional file 6). The lower the score, the
more different are the primer pairs. For example, if pri-
mer pair 1 (5′-GCAGTGAGGTAGTAGGTTGT and 5′-
GGTCCAGTTTTTTTTTTTTTTTAACTATAC) do not
work well for amplification of ssc-let-7a, it might be a
good strategy to try primer pair 16 (5′-GCAGTGAGG
TAGTAGGTTG and 5′-AGGTCCAGTTTTTTTTTTT
TTTTAACT) where both primers are different from the
initially tested primers and as pair have a similarity score
of 0.16 compared to primer pair 1.
Another case where one might want to try different

primer pairs than the recommended is when trying to
discriminate between microRNAs with a single base dif-
ference. The closer the single base difference is to the
3′-end of the primer the larger difference between the
amplification of the target and the microRNA with a sin-
gle nucleotide mismatch [9]. For example, miRprimer
suggests the reverse primer CCAGTTTTTTTTTTTTT
TTGGAAATCC (microRNA-specific sequence is in italic)
for amplification of hsa-miR-23a. However, hsa-miR-23a
only differs from hsa-miR-23b in one position, which is the
nucleotide four bases from the 3′-end (miRBase accession
numbers: MIMAT0000078 and MIMAT0000418). There-
fore, it might be better to use the reverse primer
CGTCCAGTTTTTTTTTTTTTTTGGAA (microRNA-
specific sequence is in italic) if the purpose of the study is
to discriminate between hsa-miR-23a and hsa-miR-23b.
However, one should always consider that the use of short
primers, especially short forward primers, increase the risk
of unspecific assays as a shorter part of the primer will be
specific for the microRNA of interest.
Hence, short primers have higher propensity to bind

to other off-target sequences than the microRNA with
the single base difference. At present there is not enough
information about factors affecting primer binding and
practical RNA concentrations to calculate an optimal
balance between designing primers that have high over-
all specificity but do not bind to microRNAs that are
closely related to the target. Therefore, primers have to
be tested experimentally. Fortunately, most primer pairs
designed by miRprimer discriminate well between closely
related microRNAs (Figure 4), no matter if the single nu-
cleotide difference is located in the sequence binding
to the forward primer (ssc-let-7a/f), the reverse primer
(ssc-miR-125b/c) or both (mmu-miR-200b/c). The amplifi-
cation of the off-target microRNA was 1% (ssc-let-7f, [9]),
0.7% (ssc-miR-125c, [9]) and 0.1% (mmu-miR-200c) re-
spectively, of the amplification of the correct target. Thus,
in most cases the need to avoid amplification of back-
ground RNA and to discriminate between closely related
microRNAs is met by a single primer pair. This may be
due to that the relatively low primer concentrations and
low Tm of the primers compared to the annealing
temperature used in the PCR amplification make the assays
sensitive to single nucleotide mismatches [9].
To implement the published primer design rules in a

computer algorithm it was necessary to assign quantita-
tive scores to the rules for designing the 3′-end of the
primer. One possibility was to assign scores based on
previously published statistical analysis of the effect of
3′-end sequence on primer performance [21,22]. How-
ever, as noted by Onodera [21] classical design rules [15]
create a strong bias on the primers that are reported
and, hence, on the 3′-ends that seem to work. The only
way to overcome this problem is to systematically test all
possible 3′ends on the corresponding templates. However,
such a study is not feasible in practice.
Therefore, the primer design rules for miR-specific

RT-qPCR [9] were translated to primer scores in miRpri-
mer according to classical rules for primer design [15]
and to my own experience from primer design in general
and specifically as inventor of the miR-specific RT-qPCR
method [9-11]. One important point when designing
primes for microRNAs is that the primers that are com-
pared have highly similar sequence. Hence, if a micro-
RNAs has three C’s in a row, it is not necessary to
compare the theoretical performance of the three C’s to
the theoretical performance of other runs of three bases
in other primers as one does when it is possible to place
the primers in several different regions of the template.
In the case of microRNAs it is more relevant to compare
the score of having the three C’s at the 3′-end to the
score of not having three C’s at the 3′-end.
The scores for primer secondary structures have been

assigned by the same principles as the score for the 3′-
end. For example, a primer dimer involving 7 bases has
a lower score than a primer dimer involving only 6 bases.
The score could also be calculated by using thermo-
dynamic parameters [23] but it is not clear whether this



Figure 4 Low detection of microRNAs that are closely related
to the specific target. Amplification plots and melting curves for
amplification of specific targets (ssc-let-7a, ssc-miR-125b and
mmu-miR-200b-3p) and closely related miRs with one base
mismatch to the forward primer (ssc-let-7e), to the reverse primer
(ssc-miR-125c) and to each of the primers (mmu-miR-200c-3p). The
position of the mismatch is indicated with a box on the alignment of
primers and microRNAs. Only the microRNA-specific bases of the
reverse primers are shown in the alignment. The curves labeled
“ntc” are non-template controls. The experiment was performed as
previously described using the same primers for ssc-let-7a and
ssc-miR-125b [9]. QPCR of mmu-miR-200c-3p was done with the
Brilliant III Ultra-Fast QPCR Master Mix (Agilent, USA). The sequence of
the primers can be found in Additional file 5 (ssc-miR-125b is identical
to mmu-miR-125b).
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would improve the design in the special case of designing
primers for microRNAs.
In the present study it was the aim to assign scores to

different sequence features in a simple, systematic and
efficient way to achieve a fast-performing and highly
transparent algorithm. The present version of miRprimer
has a success rate of primer design comparable to manu-
ally designed primers. However, the developer version of
miRprimer allows users to change the scores assigned to
different features of the primers to try to increase the
success rate.
The four different output files containing a wealth of

information for different purposes makes miRprimer
better suited as a software tool for distribution than as a
web-based interface.

Conclusion
The software miRprimer is an easy to use tool that de-
signs primers for PCR amplification of microRNAs with
high success rate. The primers are designed to work for
the conditions of the protocol miR-specific RT-qPCR
[9,11] and have been tested with success in several la-
boratories [16,17,19,20]. Two versions of miRprimer are
available: A user-friendly version (miRprimer.exe) and a
developer version (miRprimer.rb) that can be easily al-
tered to optimize the algorithm for special purposes or
to modify parameters or incorporate new features.
MiR-specific RT-qPCR is an easy, specific and efficient

method for qPCR of microRNAs that keeps costs to a
minimum [24]. The availability of automated primer de-
sign makes this method an even more attractive option
for quantification of microRNA expression.

Availability and requirements
Project name: miRprimer
Project home page: https://sourceforge.net/projects/
mirprimer/
Operating systems: Windows XP or higher
Programming language: Ruby 1.9.3

https://sourceforge.net/projects/mirprimer/
https://sourceforge.net/projects/mirprimer/
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Other requirements: None
License: Apache License V2.0.
Any restrictions to use by non-academics: Commer-
cial use may be restricted by third party rights.

Additional files

Additional file 1: Output format for all primer pairs. This file includes
an example of the output format for all primers designed by miRprimer
for a single target (ssc-let-7a).

Additional file 2: Output format for reverse primers. This file
includes an example of the output format for all reverse primers
designed by miRprimer for a single target (ssc-let-7a).

Additional file 3: Description of experimental methods and data
analysis. This file includes an explanation of the experimental methods
used for amplification of targets from biological samples and of the
statistical analysis.

Additional file 4: Amplification of ssc-miR-15b and ssc-miR-200b
from biological samples. This file includes two examples of
amplification of targets from biological samples.

Additional file 5: 82 validated assays. This file includes primer
sequences and information about design for 82 validated miR-specific
RT-qPCR assays.

Additional file 6: Output format for primer pair comparison. This file
includes an example of the output format for the comparison of the
primer pairs designed by miRprimer for a single target (ssc-let-7a).

Competing interests
PKB is inventor of a patent on miR-specific RT-qPCR filed by Exiqon A/S. All
commercial rights to method described in the patent were assigned to Exiqon
A/S. Furthermore, PKB was an employee of Exiqon A/S until December, 2008
but has not had any economic interest in the company since 2009.

Authors’ contributions
PKB set up the criteria for primer design, implemented the algorithm as a Ruby
script, performed the mismatch qPCR experiments, all of the qPCR data analysis
and wrote the manuscript.

Acknowledgements
I thank Susanna Cirera for helpful comments on the manuscript, for performing
the experiments with biological samples and for sharing performance data from
other miR-specific RT qPCR experiments. Furthermore, I thank Marianna Goldrick
for fruitful discussions on primer design and on the performance of miRprimer.
The publication costs of this work were covered by a grant from Novozymes A/S.

Received: 3 September 2013 Accepted: 21 January 2014
Published: 28 January 2014

References
1. Farazi TA, Hoell JI, Morozov P, Tuschl T: MicroRNAs in human cancer.

Adv Exp Med Biol 2013, 774:1–20.
2. Sun G: MicroRNAs and their diverse functions in plants. Plant Mol Biol

2012, 80:17–36.
3. Yates LA, Norbury CJ, Gilbert RJC: The long and short of microRNA.

Cell 2013, 153:516–519.
4. Kolbert CP, Feddersen RM, Rakhshan F, Grill DE, Simon G, Middha S, Jang JS,

Simon V, Schultz DA, Zschunke M, Lingle W, Carr JM, Thompson EA, Oberg AL,
Eckloff BW, Wieben ED, Li P, Yang P, Jen J: Multi-platform analysis of microRNA
expression measurements in RNA from fresh frozen and FFPE tissues. PLoS
ONE 2013, 8:e52517.

5. van Rooij E: The Art of MicroRNA Research. Circ Res 2011, 108:219–234.
6. De Planell-Saguer M, Rodicio MC: Detection methods for microRNAs in

clinic practice. Clin Biochem 2013, 46:869–878.
7. Benes V, Castoldi M: Expression profiling of microRNA using real-time

quantitative PCR, how to use it and what is available. Methods 2010,
50:244–249.
8. Chen C, Ridzon DA, Broomer AJ, Zhou Z, Lee DH, Nguyen JT, Barbisin M,
Xu NL, Mahuvakar VR, Andersen MR, Lao KQ, Livak KJ, Guegler KJ: Real-time
quantification of microRNAs by stem-loop RT-PCR. Nucleic Acids Res 2005,
33:e179.

9. Balcells I, Cirera S, Busk PK: Specific and sensitive quantitative RT-PCR of
miRNAs with DNA primers. BMC Biotechnol 2011, 11:70.

10. Busk PK: Method For Quantification Of Small RNA Species, WO2010085966
(A2). 2010.

11. Cirera S, Busk PK: Quantification of miRNAs by a simple and specific qPCR
method. Methods Mol Biol. In press.

12. SantaLucia J: A unified view of polymer, dumbbell, and oligonucleotide
DNA nearest-neighbor thermodynamics. Proc Natl Acad Sci USA 1998,
95:1460–1465.

13. Rozen S, Skaletsky H: Primer3 on the WWW for general users and for
biologist programmers. Methods Mol Biol 2000, 132:365–386.

14. Shi R, Chiang VL: Facile means for quantifying microRNA expression by
real-time PCR. Biotechniques 2005, 39:519–525.

15. Innis MA, Gelfand DH: Optimization of PCRs. In PCR Protocols: A Guide to
Methods and Applications. Edited by Innis MA, Gelfand DH, Sninsky JJ, White TJ.
San Diego: Academic Press; 1990:3–12.

16. Husted S, Søkilde R, Rask L, Cirera S, Busk PK, Eriksen J, Litman T: MicroRNA
expression profiles associated with development of drug resistance in
Ehrlich ascites tumor cells. Mol Pharm 2011, 8:2055–2062.

17. Podolska A, Anthon C, Bak M, Tommerup N, Skovgaard K, Heegaard PM,
Gorodkin J, Cirera S, Fredholm M: Profiling microRNAs in lung tissue from
pigs infected with Actinobacillus pleuropneumoniae. BMC Genomics 2012,
13:459.

18. Skovgaard K, Cirera S, Vasby D, Podolska A, Breum SØ, Dürrwald R, Schlegel M,
Heegaard PM: Expression of innate immune genes, proteins and microRNAs
in lung tissue of pigs infected experimentally with influenza virus (H1N2).
Innate Immun. 2013, 19:531–544.

19. Timoneda O, Balcells I, Córdoba S, Castelló A, Sánchez A: Determination of
reference microRNAs for relative quantification in porcine tissues. PLoS
ONE 2012, 7:e44413.

20. Timoneda O, Balcells I, Núñez JI, Egea R, Vera G, Castelló A, Tomàs A,
Sánchez A: miRNA expression profile analysis in kidney of different
porcine breeds. PLoS ONE 2013, 8:e55402.

21. Onodera K: Selection for 3′-end triplets for polymerase chain reaction
primers. Methods Mol Biol 2007, 402:61–74.

22. Miura F, Uematsu C, Sakaki Y, Ito T: A novel strategy to design highly
specific PCR primers based on the stability and uniqueness of 3′-end
subsequences. Bioinformatics 2005, 21:4363–4370.

23. Mann T, Humbert R, Dorschner M, Stamatoyannopoulos J, Noble WS: A
thermodynamic approach to PCR primer design. Nucleic Acids Res 2009,
37:e95.

24. Goldrick M, Busk PK, Lepovitz L: Reduce microRNA RT-qPCR Assay Costs by
More Than 10-fold Without Compromising Results. Bioo Scientific; 2013.
http://www.biooscientific.com/Portals/0/White%20Papers/Reduce%
20microRNA%20RTqPCR%20Assay%20Costs%20by%20More%20Than%2010-
fold%20Without%20Compromising%20Results.pdf.

doi:10.1186/1471-2105-15-29
Cite this article as: Busk: A tool for design of primers for microRNA-
specific quantitative RT-qPCR. BMC Bioinformatics 2014 15:29.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://www.biomedcentral.com/content/supplementary/1471-2105-15-29-S1.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-29-S2.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-29-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2105-15-29-S4.pdf
http://www.biomedcentral.com/content/supplementary/1471-2105-15-29-S5.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2105-15-29-S6.xlsx
http://www.biooscientific.com/Portals/0/White%20Papers/Reduce%20microRNA%20RTqPCR%20Assay%20Costs%20by%20More%20Than%2010-fold%20Without%20Compromising%20Results.pdf
http://www.biooscientific.com/Portals/0/White%20Papers/Reduce%20microRNA%20RTqPCR%20Assay%20Costs%20by%20More%20Than%2010-fold%20Without%20Compromising%20Results.pdf
http://www.biooscientific.com/Portals/0/White%20Papers/Reduce%20microRNA%20RTqPCR%20Assay%20Costs%20by%20More%20Than%2010-fold%20Without%20Compromising%20Results.pdf

	Abstract
	Background
	Results
	Conclusions

	Background
	Implementation
	Input for miRprimer

	Results and discussion
	Conclusion
	Availability and requirements
	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


