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Abstract

Background: The use of nucleic acid-modifying enzymes has driven the rapid advancement in molecular biology.
Understanding their function is important for modifying or improving their activity. However, functional analysis
usually relies upon low-throughput experiments. Here we present a method for functional analysis of nucleic acid-
modifying enzymes using next generation sequencing.

Findings: We demonstrate that sequencing data of libraries generated by RNA ligases can reveal novel secondary
structure preferences of these enzymes, which are used in small RNA cloning and library preparation for NGS. Using
this knowledge we demonstrate that the cloning bias in small RNA libraries is RNA ligase-dependent. We developed
a high definition (HD) protocol that reduces the RNA ligase-dependent cloning bias. The HD protocol doubled read
coverage, is quantitative and found previously unidentified microRNAs. In addition, we show that microRNAs in
miRBase are those preferred by the adapters of the main sequencing platform.

Conclusions: Sequencing bias of small RNAs partially influenced which microRNAs have been studied in depth;
therefore most previous small RNA profiling experiments should be re-evaluated. New microRNAs are likely to be
found, which were selected against by existing adapters. Preference of currently used adapters towards known
microRNAs suggests that the annotation of all existing small RNAs, including miRNAs, siRNAs and piRNAs, has been
biased.
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Introduction
Improving the in vitro activity of nucleic acid-modifying
enzymes has been a vital driver for molecular biology re-
search, enabling technological advances in cloning, se-
quencing, forensic science, diagnostics and drug
development. Much effort has therefore gone into under-
standing their function. In many cases these enzymes
have evolved to recognise specific features to attain spe-
cificity, but a method to comprehensively describe these
specificity determinants is lacking.
The characterisation of these determinants is import-

ant both to understand biological processes and to mod-
ify features for purposes of molecular manipulation. For
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example, DNA polymerases have been modified to im-
prove fidelity and inhibitor resistance [1,2]. RNA ligases
have also been studied in detail: thermophylic forms have
been identified [3], and modifications to accept only ade-
nylated RNAs have been made [4-6]. These new forms of
RNA ligase were instrumental in the development of new
protocols for the small RNA cloning required for next
generation sequencing (NGS). Currently, identifying the
functional determinants of their substrates has been based
on low-throughput experiments.
Several innovative approaches using NGS to test mil-

lions of molecules in parallel have been developed to
study protein function [7,8]. Most notably high-through-
put sequencing-fluorescent ligand interaction profiling
(HiTS-FLIP) is a technique for measuring quantitative
protein DNA binding [8]. NGS has also been combined
with SELEX, which uses randomised oligonucleotides to
identify ligands for proteins [9] or transcription factor
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iginal work is properly cited.
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Figure 1 Scheme depicting the experimental approach and HD
adapters. a Data were generated to analyse the sequence
preferences of T4 Rnl1 and T4 Rnl2 using a degenerate RNA library
(N21 RNA). b HD adapters include degenerate tags at the end of the
adapters that allow the formation of stable secondary structures for
more sequences and reduce RNA ligase-dependent sequence bias.
Panel (c) shows the structure of miR-29b with the Illumina adapters
(top) and some of the structures formed by HD adapters (bottom).
We found 1,031 distinct structures originating from 12,479 tag
combinations
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binding sites [10]. It was also used to establish the fitness
landscape of a catalytic RNA [11] and to compare the
bias of different approaches to sequence mRNA frag-
ments [12].
We have developed a method to carry out functional

analysis of nucleic acid-modifying enzymes using NGS.
This method employs completely randomised oligo-
nucleotide substrates such that all possible sequences
are presumed to have similar concentrations, which we
call degenerate libraries. We add the enzyme of interest
to the degenerate libraries containing millions of differ-
ent sequences and subject the resulting sample to NGS
(Figure 1a). The enzyme preferences are revealed by the
NGS results. We used this approach to characterise
RNA ligase sequence preferences in order to investigate
the potential for biases in small RNA (sRNA) NGS data
sets.
sRNAs are a major group of gene regulators between

20 and 32 nucleotides in length (reviewed in [13]) There
are several classes of sRNA that play important roles in
gene regulation, with the Dicer generated microRNAs
(miRNAs) being the most extensively studied [14]. Their
expression levels can be measured by array hybridisation,
quantitative PCR (qPCR) or NGS of cDNA libraries
(reviewed in [15,16]). Arrays and qPCR methods are lim-
ited to characterising known miRNAs, and recent
reports have suggested significant differences between
technologies for quantifying miRNAs [17,18]. Indeed,
significant sequencing biases for NGS of miRNAs have
been reported [19-21]. The latest protocol for small RNA
library generation requires ligation of an adenylated 3'
adapter using a truncated form of T4 RNA ligase2
(Rnl2), followed by ligation of a 5' adapter using T4
Rnl1, although other protocols that use T4 Rnl1 for both
ligations are also commonly used. The ligated product is
reverse transcribed and then amplified by PCR [22].
Rnl1 and Rnl2 are two different families of RNA end-

joining enzymes and have two distinct in vivo functions.
Rnl1 repairs the virus-induced cleavage of the single-
stranded (ss) anticodon loop in tRNA-Lys in Escherichia
coli [23-26]. A SELEX type approach was used to show
that Rnl1 prefers ss substrates [27]. Rnl2 is involved in
RNA editing in eukaryotic trypanosomes and Leishmania
[28,29]. The current thinking is that Rnl2 seals nicks in
double-stranded (ds) RNA in keeping with its function
in RNA editing of mRNA [30-32]. The phage T4 Rnl2 is
commonly used in molecular biology. Although it can li-
gate both ds and ss RNA [32], it is not clear which struc-
ture is preferred, and its in vivo function is not currently
known. A comprehensive understanding of RNA ligase
substrate preferences would help in developing a method
to reduce sequencing bias.
We used cDNA libraries generated through ligation of

RNA molecules to survey the sequence preference
landscape of Rnl1 and Rnl2 using degenerate libraries.
This revealed important sequence preferences of these
enzymes. This comprehensive analysis allowed us to de-
velop a novel type of high definition adapter (HD
adapter) (Figure 1b) that significantly reduces sequencing
bias in biological samples. We demonstrate that the use
of HD adapters increased the representation of low-
abundance small RNAs and allowed new miRNAs to be
identified. In addition, we use available data in miRBase
[33], the global repository for miRNA sequences, to
demonstrate that the dominant use of one NGS platform
has biased miRNA research.
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Results
RNA Ligase Characterisation Using NGS
We subjected degenerate RNA libraries (100 pmoles N21
RNA and 3.4 pmoles N9 RNA) to the standard sRNA li-
brary preparation protocol, which uses 10 pmoles of the
3' adapter and 5 pmoles of the 5' adapter. The libraries
were then sequenced on an Illumina GAII sequencer
(Figure 1a). The count distribution obtained for the N21
RNA library was significantly different from the expected
Poisson distribution (χ2-test, p< 10-15): for example,
58,956 sequences were found more than 10 times, in-
stead of the expected one time (Figure 2a, Additional file
1: Table S1). The N9 RNA libraries also showed very
strong bias that was significantly different from Poisson
distribution (χ2-test, p< 10-15) (Additional file 2: Figure
S1). Strikingly, despite obtaining ~18.5 million sequen-
cing reads, only 42% of the 262,144 possible sequences
were captured (109,998 distinct sequences). These data
suggest that either the N21 and N9 RNA libraries were
not equimolar for all possible sequences or that the
ligases have preferences for particular sequences.
RNA ligase efficiency is dependent on the secondary

structure context at the ligation site [5,34]. Therefore we
investigated if the degree of secondary structure is corre-
lated to the read number. We computationally folded all
sequenced reads with the 3′ adapter sequence, and the
minimum free energy (MFE) of the resulting RNA struc-
tures was computed for each molecule. The abundance
of a sequence in the library showed a strong correlation
to the value of MFE: sequences with more stable pre-
dicted structures are more abundant in the sequenced
data (R2 = 0.48). This observation suggested that at least
some of the bias was due to the ligation step and not be-
cause of the quality of the N21 and N9 RNA libraries.
To analyse the precise secondary structure preference

of T4 Rnl1 used in the second ligation we generated a
control data set by computationally folding 1,000 rando-
mised 21mer oligonucleotides together with the 5′ and
3′ adapters. We then generated the secondary structure
from the 1,000 most abundant sequences with the 5′
and 3′ adapter sequences. At the ligation site between
the 5' adapter and N21 RNA only 25% of ligated RNA
molecules were predicted to base pair compared to 49%
in the control data set (Figure 2d). This very strong pre-
ference for ss ligation sites is consistent with the
reported in vivo role of T4 Rnl1 and therefore supports
the validity of this approach [26].
We repeated the analysis to investigate the secondary

structure preferences of T4 Rnl2 used in the first ligation
(Figure 2c). The results suggested that Rnl2 prefers to
bind base paired nucleotides compared with the rando-
mised data set. At the ligation site, 53% of the insert was
base paired compared to 44% in the control data set.
The data show a strong preference for ds nucleotides
upstream of the ligation site but not downstream
(Figure 2c).
We confirmed the high-throughput data using

annealed oligonucleotides with either 3' ss flaps or 5' ss
flaps (Figure 2e). A 1nt flap is tolerated either upstream
or downstream of the ligation site (Figure 2e) although
the ligation efficiency is reduced in time-course experi-
ments (data not shown). However, longer ss flaps of 2-
5nts upstream of the ligation site reduced ligation effi-
ciency considerably. However, protruding ends of 1-4nts
downstream of the ligation site are well tolerated, but a
>4nt protruding end inhibits ligation (Figure 2e). In
summary, these experiments validated the preference of
T4 Rnl2 for ss nucleotides downstream of the ligation
site but ds nucleotides upstream of the ligation site, as
predicted by the sequencing data and in agreement with
Hafner et al. [21].

HD Adapters Reduce Ligation Bias
Based on these observations, we hypothesised that a
population of degenerate adapters would average out the
observed sequencing bias because the slightly different
adapter molecules would form stable secondary struc-
tures with a more diverse population of sRNA sequences.
This could allow: (1) the cloning of sRNAs that are nor-
mally not present in libraries generated by the traditional
adapters and (2) the abundance of sequences to better
the concentration of the sRNA in the sample. To test
this hypothesis four random N nucleotides (A, C, G or
U) were added to the 5′ end of the 3′ adapter and also
to the 3′ end of the 5′ adapter. We named the resultant
sequences high definition adapters (HD) (Figure 1b).
Using the 9 N RNA and 21 N RNA libraries we found

that use of the HD adapters resulted in twice the sensi-
tivity of the standard Illumina adapters. HD adapters
captured 81% of possible sequences (213,188 distinct
sequences) vs. 42% for Illumina adapters (109,998 dis-
tinct sequences) for the N9 libraries and read numbers
were closer to the expected distribution for both N21
and N9 libraries (Figure 2a, Additional file 2: Figure S1).
This indicates that although some of the bias described
in the previous section may be due to un-equal represen-
tation of sequences in the N9 and N21 RNA libraries,
most of the bias is the consequence of the ligation of
specific adapters. We also show that the Illumina ap-
proach does not capture sequences that are predicted to
fold back on themselves and that the HD approach is
not biased in this way (Figure 2b). However the prefer-
ence for sequences with secondary structures at the 3’
end was observed for both Illumina and HD adapters
[35].
To analyse the effect of HD adapters on secondary struc-

ture preference of T4 Rnl1 we generated a control data set
as described before (Figure 2c and d) and compared it to
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Figure 2 Sequencing cDNA generated from N21 RNA libraries. a Number of reads for the 100 most abundant sequences in the N21 libraries,
prepared with Illumina (red) or HD adapters (blue). b-d Frequencies of predicted nucleotide base-pairing per position for N21 insert (b), N21 insert
and 3’ adapter (c) and 5’ adapter, insert and 3’ adapter (d). In (c) and (d) vertical dotted line indicates ligation point. Red line denotes data obtained
with Illumina protocol, blue line with HD protocol and grey line randomly generated sets of 21nt sequences. Bars indicate minimum and maximum
values in all replicates. Horizontal bars at bottom indicate sequence region: green, insert; red, 3’ adapter; blue, 5’ adapter. For insert folding
frequencies obtained with random sequences are more closely matched by HD data (R2 = 0.83) than by Illumina data (R2 = 0.60). e Comparison of
T4 Rnl2 ligase activity on substrates with ss flaps of differing nucleotide lengths upstream or downstream of ligation site. In vitro ligation assay of
RNA-DNA duplexes with either a nick (0NT) or ss flaps up- or downstream from the ligation site was carried out at 25°C for 30 min. Substrates
with ss flaps >2nt in length upstream from the ligation site are inefficiently ligated. The diagram illustrates the position of the flaps, the
fluorescein reporter group (star) and the backbone oligonucleotide (black). If ligation occurs the size of the nucleic acid attached to the
fluorescein increases as visualised by 15% PAGE.
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secondary structures of the 1,000 most abundant
sequences with the 5′ and 3′ HD adapter sequences (Add-
itional file 3: Figure 2b). We also repeated the analysis to
investigate the secondary structure preferences of T4 Rnl2
used in the first ligation (Additional file 3: Figure S2a).
These analyses showed that the secondary structures of
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the most abundant sequences obtained with HD adapters
were more similar to the random set than the secondary
structures of the most abundant sequences obtained with
the Illumina adapters (Figure 2c and d).
The HD adapters represent a complex set of 256 adap-

ters with 65,536 possible pairs. For the N9 RNA data,
more than 60% of the sequences were captured with
fewer than ten barcode pairs. This implies that individual
adapter pairs had particular preferences for cloning a set
of sequences (Additional file 4: Figure S3). This finding
allows the design of unbiased adapter sets for multiplex-
ing. An alternative application could be the manipulation
of bias using adapters with specific tags, for example to
preferentially sequence low abundance miRNAs asso-
ciated with disease or to exclude highly abundant
sequences that dominate the data.
Whilst this manuscript was in preparation three papers

investigating the cause of bias in small RNA libraries
were published. Two papers proposed a similar approach
as HD adapters for reducing bias [19,20] and Hafner
et al. [21] showed that secondary structures affect RNA
ligase efficiency. Our more comprehensive data unify
these works by demonstrating that HD adapters reduce
bias through RNA ligase-dependent secondary structure
dynamics and revealing the extent of bias using degener-
ate libraries and biological data sets.

HD Adapters Reduce Sequence Bias in Libraries from
Biological Samples
We next tested the HD adapters on biological samples to
investigate their accuracy and sequence coverage. Librar-
ies were generated using either Illumina or HD adapters
from RNA of the DLD-1 colon cancer cell line and
DLD-1 Dicer exon5 partial KO mutant cell line. Given
that the biases are expected to be sequence specific, the
same sequences in different samples will be subject to
similar biases. Fold change expression analyses are there-
fore largely unaffected by these biases. We confirm that
the fold change of miRNA expression between DLD-1
WT and DLD-1 Dicer KO were similar in libraries using
HD and Illumina adapters (Figure 3a). Therefore both
HD and Illumina adapters are valuable for identifying
differentially expressed sRNAs.
The accurate quantification of sRNAs is crucial be-

cause researchers focus on miRNAs with high read num-
bers. We found that miRNAs with high read counts in
miRBase were significantly more likely to be cited by the
research community. (R2 = 0.25, p = 10-15, Figure 3d).
This is not surprising because usually miRNAs that are
highly expressed (i.e. have high read numbers) and show
the strongest differential expression compared to another
sample (control or another treatment or another tissue,
etc.) are selected for in-depth, functional analysis. We
ranked the miRNAs based on their normalised read
number in DLD-1 cells using either HD or Illumina
adapters (Additional file 6: Table S2). The most abundant
miRNA in the HD adapter-generated libraries was miR-
29b with more than 150,000 reads per million reads,
which is almost twice as high as the next miRNA. There-
fore it would be reasonable to choose miR-29b for fur-
ther analysis if one was interested in the role of miRNAs
in colon cancer biology. However, using the Illumina
adapters, miR-29b was only the 29th on the ranked list
with 3,336 normalised reads, while the top four miRNAs
had more than 100,000 normalised reads in that library
(Additional file 6: Table S2). It is clear that miR-29b
would not be chosen for further analysis based on the
Illumina sequencing result. Furthermore, only five of the
top ten most sequenced miRNAs using the HD adapters
were also in the top ten most sequenced miRNAs using
Illumina adapters. Therefore, the prioritisation of miR-
NAs for in-depth analysis could be highly dependent on
the adapters used, at least for some samples. We used
quantitative Northern blot analysis to demonstrate that
libraries made with HD adapters accurately reflected cel-
lular abundance of the sRNAs but libraries made with
Illumina adapters did not (Figure 3c, Additional file 7:
Figure S4). Not all miRNAs show such a dramatic differ-
ence in the two ranked lists (e.g. miR-93 and miR-10a
were ranked second and third on the HD adapter list,
and fourth and second on the Illumina adapter list, re-
spectively) but the example of miR-29b illustrates that
potentially many miRNAs were not chosen for functional
analysis in previous studies.
Next we investigated the sequence coverage of HD

adapters. We found that the HD protocol identified more
than double the distinct sequences that mapped to the
genome compared to a library prepared with Illumina
adapters. HD adapters also captured approximately 25%
more known miRNAs at any particular count threshold
compared to Illumina adapters (Figure 3b).
HD adapters were also able to capture previously un-

identified miRNAs. The miRCat algorithm [36] was used
to identify 32 candidate miRNAs using HD or Illumina
data (Additional file 8: Table S3) (predicted secondary
structures and read numbers to pre-miRNAs are shown
in Additional file 9: Figure S5). In addition to identifying
309 known miRNAs in this cell line the HD adapters
were able to capture 26 new miRNAs. Five of these were
also sequenced by the Illumina adapters, but there were
only three new miRNAs, which were only captured by
the Illumina adapters. The normalised read number of
these 29 new miRNAs was at least 1.4 fold lower in the
Dicer KO DLD-1 cell line, supporting that they are gen-
erated by Dicer. In addition, we searched deep sequen-
cing data in miRBase and found reads matching the
putative miRNA* sequences for all new miRNA genes.
Seventeen of these new miRNAs (13 captured only by



Figure 3 cDNA library preparation protocols distort miRNA research. a Comparison of change in miRNA level between wild-type and Dicer
KO DLD cells obtained in Illumina (x axis) and HD samples (y axis). R2 = 0.62. b Number of known miRNAs found in DLD cells at different
thresholds using Illumina or HD adapters. Regardless of chosen threshold, HD adapters identify more miRNAs. c Absolute quantification of eight
known miRNAs (let-7i, miR-10a, miR-19b, miR-21, miR-25, miR-29b, miR-93, miR-375) obtained by Northern blot compared with number of times
these miRNAs were sequenced using Illumina or HD adapters in DLD cell line. Data obtained with HD adapters correlates better with absolute
quantifications (R2 = 0.70) than Illumina data (R2 = 0.12). d Number of PubMed citations and number of reads per experiment (data obtained from
miRbase v17) of miRNAs conserved between mouse and human. MiRNAs with higher number of reads tend to be more extensively studied
[R2 = 0.58, p-value< 10(−15)]. e-f Distributions of minimum free energy (MFE) of known human miRNAs concatenated with 5’ and 3’ adapter
sequences. Using Illumina adapter sequences sRNA cloning kit V1.5 the set of miRNAs found by Illumina has lower average MFE than the set of
miRNAs found by 454 (Wilcoxon test p= 0.01). We found the same result using the 3' adapter from sRNA cloning kit V1.0 (data not shown). e
Conversely, using 454 adapter sequences average MFE is lower for set of miRNAs found by 454 (p= 0.07). f Analogous results for concatenation of
miRNA only with 3’ adapter display a similar trend (see Additional file 5: Figure S7)
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the HD adapters) could not have been found previously
as they are not included in any of the raw sequences
deposited in miRBase from more than 100 different deep
sequencing experiments. It is therefore reasonable to
suggest that new miRNAs will be identified in other tis-
sues, especially in brain tissue, which shows the most di-
verse miRNA population.
Another consequence of the ligation bias is the poten-

tial mis-annotation of the two strands of a miRNA du-
plex. The active 'mature miRNA' is usually determined
by higher read numbers compared to the 'star' sequence
and these frequencies can be estimated by the ratio of
counts of the two strands. However, these estimates are
also prone to be distorted by ligation biases potentially
leading to incorrect annotation of mature and star. We
compared the count ratios for all annotated pairs of miR-
NAs derived from the same precursor expressed at a
moderate to high level (>10 reads per million), using the
DLD-1 Illumina and HD data sets. Although the correl-
ation between the ratios obtained with the two protocols
was relatively strong (R2 = 0.69, data not shown), we
found 15 pairs out of the analysed 122 miRNA/miRNA*
pairs for which the miRNA strand with a higher read
number was different in the data obtained with Illumina
and HD adapters (Additional file 10: Table S4).

Bias Is Observed in MiRBase
Illumina and 454 have been the dominant technologies
used for sRNA discovery (Additional file 11: Figure S6).
We asked whether the miRNA research community had
been biased by the dominant use of Illumina and 454
NGS, by analysis of data in miRBase, the global reposi-
tory for miRNA data [33]. We found that miRNAs that
were discovered with Illumina platforms were predicted
to fold more strongly (more negative MFE) with Illumina
adapters (both sRNA cloning kit V1.0 and V1.5 3' adap-
ters) but less well with 454 adapters. The converse was
also true; miRNAs that were discovered with the 454
technology were predicted to fold more strongly with 454
adapters but less well with Illumina adapters (Figure 3e-f).
This is particularly unexpected because we did not take
read number into account; i.e. if a miRNA was sequenced
at least once by Illumina or 454 it was counted for the
given platform. The majority of miRNAs in miRBase have
been discovered using the Illumina platform; therefore the
entire miRNA field became biased towards miRNAs that
were preferred by the Illumina adapters.

Discussion
The dominant use of Illumina technology has potentially
biased the focus of the research community because the
highly inaccurate quantification of miRNAs by the Illu-
mina adapters could lead researchers to miss some inter-
esting miRNAs. We present an approach to prepare
substantially less biased sRNA libraries using HD adap-
ters. Although in most cases the Illumina and HD adap-
ters gave qualitatively similar results, the HD adapters
dramatically improved measurement for some miRNAs.
The most significant improvement over the Illumina
protocol is the more accurate quantification of miRNA
levels based on read numbers (Additional file 6: Table S2
and Additional file 7: Figure S4). For example, miR-29b
is shown by quantitative Northern blot and HD sequen-
cing to be the most abundant miRNA in DLD-1 cells.
However, read counts from Illumina data rank miR-29b
as only the 29th most abundant miRNA. Based on the
Illumina result, it is highly unlikely that miR-29b would
be chosen for a detailed analysis but the profile obtained
by HD adapters could prompt further studies on miR-
29b. Therefore ligation bias has probably led to inappro-
priate prioritisation of miRNAs for expensive follow-up
experimental work. The bias is the same in all samples;
therefore it could be argued that the bias is not import-
ant when two or more samples are compared and differ-
entially expressed miRNAs are identified. However, read
counts are taken into consideration not just when the
miRNA content of one sample is studied, but when two
or more samples are compared. It is more likely that a
differentially expressed miRNA with high read number
in one of the samples is chosen for functional studies
than a differentially expressed miRNA with low read
numbers in all samples. Although conservation and
other factors also influence which miRNAs are chosen
for further analysis, highly expressed miRNAs are often
given priority (Figure 3d).
It is currently not understood if the highly expressed

miRNAs are more active or if these miRNAs have many
or highly expressed targets. Therefore quantitative meas-
urement using HD adapters will help elucidate the rela-
tionship between miRNA and target gene expression
levels. The HD approach is somewhat similar to the
digital sequencing protocols, which apply individual bar-
codes to each cDNA molecule in the starting library and
at the end the number of individual barcodes are
counted instead of the number of total reads for each
cDNA [37]. In principle, the number of degenerated
nucleotides can be optimised in the future to accommo-
date a similar approach for counting small RNA copy
numbers.
In a limited number of cases the HD adapters

revealed a different ratio for the 5p and 3p strands
of miRNAs than the Illumina adapters. The more
abundant mature miRNA is often assumed to be the
functional sequence, and is annotated as such. The
ratio of the two strands can change in different tis-
sues or during development. Since HD adapters are
more quantitatively accurate, the annotation of the
two strands should be more precise using the new
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adapters. Indeed we found that the two strands of
12.2% of the conserved miRNAs present in the DLD-
1 cell line would be annotated differently based on
the Illumina and HD data. This suggests that in any
one experiment that uses the Illumina adapters, 10-
15% of miRNAs may have the mature/star strands
mis-annotated.
The sequence preferences from the two independ-

ent batches of degenerate libraries appeared un-
usually enhanced compared to the calculated
probability of cloning a sequence. In optimal condi-
tions Hafner et al. [21] found that the average
ligation efficiency in a pool of RNAs was around
21%; therefore if the ligases were completely biased
we would expect the complexity of the N21 cDNA
library to be extremely large (~2 × 1011 sequences).
Since we only sequenced 2 × 107 sequences, we would
have expected to observe each sequence read once if
ligation conditions were optimal. In biological sam-
ples, the adapters are in excess to the small RNAs;
however we used high amounts of degenerate oligo-
nucleotides to ensure all possible sequences are
represented. Therefore the limiting amount of adap-
ters used would accentuate the sequence preferences
of the ligase observed in the degenerate libraries.
We demonstrate that sequencing cDNA libraries

generated by RNA ligases by NGS is an effective ap-
proach to study preferences of RNA ligases. A better
understanding of Rnl2 function will allow the design
of more efficient cloning protocols, such as HD
adapters. This analysis may also shed light on the
in vivo function of Rnl2, which is currently un-
known. We note that our data are consistent with
the proposed in vivo function of the related Rnl2
editing complex of trypanosome since the complex
has been shown to prefer single-stranded residues at
the ligation site [38]. NGS has transformed the way
DNA/RNA sequence data are collected. Here we
show that it can also be used to characterise enzyme
specificities. We envisage that this approach could be
modified to study many other nucleic acid modifying
proteins.

Materials and methods
Functional Analysis of Nucleic Acid Modifying Enzymes
Using NGS
This approach uses synthesised libraries containing
millions of different possible nucleotide sequences
that act as substrates for the enzyme of interest. We
designed completely degenerate oligonucleotides such
that each individual sequence is close to equimolar,
which we call degenerate libraries. We add the en-
zyme of interest and subject the resulting sample to
next-generation sequencing (Figure 1a).
Quantitative Northern Blotting
For quantification of Northern blot analysis a calibration
curve was generated. DNA oligonucleotides were quanti-
fied by nanodrop and serially diluted. Between 1.0, 2.5,
5.0, 7.5, 10.0, 25.0 and 50.0 nmols were loaded in an in-
dividual lane of a 15% denaturing polyacrylamide gel.
Then 10 ug total cellular RNA was separated on a de-
naturing 15% polyacrylamide gel and transferred onto a
nylon membrane as previously described [39]. Antisense
DNA oligonucleotide probes were labelled with [gamma-
32P]-ATP using PNK and detected using phosphorimager
screens (Fujifilm). The Biorad molecular imager, FX pro
plus, was used for signal visualisation, and ImageJ soft-
ware was used for quantification of signal strength and
image processing.

Cell Lines and Cell Culture
DLD-1 wild-type and DLD-1 dicer−/− exon5 deletion
were purchased from Horizon Discovery (Cambridge,
UK). The colon epithelial adenocarcinoma DLD-1 cell
lines were cultured in DMEM/F-12 +Glutamax (Gibco,
31331), supplemented with 10% FBS (PAA, A15-101)
and 2% penicillin-streptomycin (Gibco, 15140). Cells
were passaged using 0.25% Trypsin-EDTA (Gibco). Cells
were grown in a 37°C, 5% CO2 humidified incubator.

RNA Ligase Assays
In vitro assays of ligation activity were performed using
substrates as described previously [40]. Oligonucleotides
are listed in Additional file 12: Table S5.

Small RNA Library Preparation
The N9 and N21 RNA oligonucleotides were chemically
synthesised by Dharmacon. The nucleotide monomers
were mixed in proportions to account for the differing
coupling efficiencies of each monomer, and according to
Dharmacon's description the difference between the in-
corporation of the four bases is expected to be less than
5%. For N9 RNA and N21 RNA cloning for NGS ap-
proximately 3 and 100 pmoles of oligonucleotide were
used respectively. For biological samples, total RNA was
isolated from DLD-1 or DLD-1 dicer−/− exon5 deletion
using Trizol extraction buffer (Invitrogen). The small
RNAs were enriched from at least 10 ug of total RNA
using the mirVANA miRNA isolation Kit (Ambion). Li-
brary preparation was based on the Illumina small RNA
v1.5 sample preparation guide. Approximately 200 ng of
a small RNA-enriched sample was ligated to the pre-ade-
nylated 3' adapter (custom synthesised by Bioo Scientific)
with T4 Rnl2 truncated ligase (NEB). The ligated frag-
ment was then ligated to the 5' adapter (Dharmacon)
using T4 Rnl1. The ligated fragment was then reverse
transcribed using the SRA RT primer followed by 8–14
cycles of PCR. The PCR products were size fractionated



Sorefan et al. Silence 2012, 3:4 Page 9 of 11
http://www.biomedcentral.com//3/1/4
by polyacrylamide gel electrophoresis (8% PAGE). A
band corresponding to approximately 100 bp was gel
purified and sent for NGS sequencing on an Illumina
Genome Analyzer IIx with 50 nt read length (Baseclear).
Sequencing was performed in duplicate.

Read Count Distributions
Because the sequencing procedure is essentially a sam-
pling process where the sample is very large (>107) and
the frequencies are very low, under the assumption of
equimolarity, the observed number of counts should be
well approximated by a Poisson distribution [41]. For
each library the parameter λ of the distribution is equal
to n/p, where n is the total number of sequences in the
sample and p is the total number of molecules contained
in the library: for the N21 libraries p = 421, for the N9 li-
braries p = 49. To test the equimolarity hypothesis we
compared the theoretical Poisson count distribution with
the observed count distributions using a χ2-test.

New Mirnas and RNA Secondary Structure
DLD sequencing data sets were processed with miRCat
[22], using default parameters. The list of candidates was
filtered based on fold change relative to Dicer-KO sam-
ples (> 1.4) and on the detection of a star sequence in
data sets that had been integrated into miRBase [33].
All secondary structure predictions were obtained

using RNAfold [42]. Temperature was set to 22°C; all
other parameters were left at their default values.

Mirbase Analyses
Using the annotation in miRBase (version 17) we
retrieved the NGS platforms with which each miRNA
has been detected. This information was used to split the
set of miRNAs as shown in Additional file 11: Figure S6.
The same split was used to create Figure 3e-f and Add-
itional file 5: Figure S7.

Additional files

Additional file 1 Table S1. Number of reads of the 10,000 most
abundant sequences for N21 RNA library prepared with Illumina adapters.
Most abundant sequences and their read numbers in the N21 library
generated with Illumina adapters.

Additional file 2 Figure S1. Number of reads for the 100 most
abundant sequences in the N9 libraries, prepared with Illumina (red) or
HD adapters (blue).

Additional file 3 Figure S2. Frequencies of predicted nucleotide base-
pairing per position for N21 insert and 3’ HD adapter (a) and 5’ HD
adapter, insert and 3’ HD adapter (b). Vertical dotted line indicates
ligation point. Blue line denotes data obtained with HD protocol and
grey line randomly generated sets of 21nt sequences. Bars indicate
minimum and maximum values in all replicates.

Additional file 4 Figure S3. Number of barcode pairs that capture
sequences in N9 library prepared with HD adapters. The majority of
sequences are captured by a number of barcodes much smaller than the
total number of barcode combinations (65,536).
Additional file 5 Figure S7. miRNAs in miRBase show bias towards 454
and Illumina adapters. Distributions of minimum free energy (MFE) of
known human miRNAs concatenated only with 3’ adapter sequences.
Using Illumina adapter sequences the set of miRNAs found by Illumina
has lower average MFE than the set of miRNAs found by 454 (left).
Conversely, using 454 adapter sequences average MFE is lower for set of
miRNAs found by 454 (right).

Additional file 6 Table S2. Most abundant miRNAs in DLD-1 cells
obtained with Illumina or HD adapters. Sequences, read numbers, miRNA
names, normalised read numbers (read per million) and rank based on
normalised read number are shown for the most abundant miRNAs in
DLD-1 cells in libraries generated with either Illumina or HD adapters.

Additional file 7 Figure S4. Validation of miRNA read numbers by
quantitative Northern blot. Quantification of known microRNAs in DLD-1
cells (epithelial adenocarcinoma cells), both wild type and dicer−/−. Total
RNA (10 μg) was analysed via Northern blot and microRNA experimental
samples were quantified using a serial dilution of synthetic
oligonucleotide sequences corresponding with the miR of interest. The
small nuclear RNA U6 was used as a loading control, and this U6 image
has been duplicated where different microRNAs were analysed on the
same membrane (miRs 10a & 29b and miRs 25 & Let 7i).

Additional file 8 Table S3. New miRNAs identified in DLD-1 cells.
Sequences and various characteristics of new miRNAs identified by
miRCat in DLD-1 cells. Read numbers (in million reads) are shown for
each library (dlddc1il: DLD-1 Dicer KO repeat 1 with Illumina adapters;
dlddc2il: DLD-1 Dicer KO repeat 2 with Illumina adapters; dldwt1il: DLD-1
repeat 1 with Illumina adapters; dldwt2il: DLD-1 repeat 2 with Illumina
adapters; dlddc1hd: DLD-1 Dicer KO repeat 1 with HD adapters;
dlddc2hd: DLD-1 Dicer KO repeat 2 with HD adapters; dldwt1hd: DLD-1
repeat 1 with HD adapters; dldwt2hd: DLD-1 repeat 2 with HD adapters).
The last two columns indicate which new miRNAs were found with
which adapters.

Additional file 9 Figure S5. Secondary structures of new miRNAs. The
secondary structure of each new miRNA is shown in bracket notation and
also where all the sequencing reads map on the pre-miRNA. The two
numbers on the right-hand side are the sums of counts for the two HD
wild-type replicates (left) and for the two Illumina wild-type replicates
(right).

Additional file 10 Table S4. Identification of the more abundant miRNA
strand MiRNAs were selected with normalised read number >10 per
million reads in either the Illumina or HD library. Read numbers are
shown for both strands of the miRNA duplex in the wild-type DLD-1
libraries obtained either with the Illumina or the HD adapters (dldwt1il:
DLD-1 repeat 1 with Illumina adapters; dldwt2il: DLD-1 repeat 2 with
Illumina adapters; dldwt1hd: DLD-1 repeat 1 with HD adapters; dldwt2hd:
DLD-1 repeat 2 with HD adapters) in columns D-G. Columns I and J show
the read cumulative numbers of the replicates (wtil: DLD-1 with Illumina
adapters; wthd: DLD-1 with HD adapters). Column K shows the current
name of each miRNA strand (5p, 3p, mature or star). Columns L and M
show thelog2 of the ratio wt/dld (HD and Illumina, respectively). Column
N shows the direction of the change between Illumina and HD, i.e. if it is
−1 there is an arm switch.

Additional file 11 Figure S6. Numbers of miRNAs in miRBase
sequenced by each next generation sequencing platform. Most miRNAs
were discovered with Illumina and 454 technology. Proportion of miRNAs
that were discovered with the main NGS technologies as identified in
miRBase.

Additional file 12 Table S5. Oligonucleotide sequences used in during
the study. List of oligonucleotides in 5' to 3' orientation. n = denegenerate
nucleotide. r = RNA. Fl = Fluoroscein. Phos = Phosphorylated.
rApp = adenylated. 3ddC and sAaMO= 3' blocking group. AmMC6= 5'
blocking group. Red shows regions of interest and capitals highlight
nucleotide changes compared to control template.

Abbreviations
Ds: Double stranded; HD: High definition; HiTS-FLIP: High-throughput
sequencing-fluorescent ligand interaction profiling; MFE: Minimum free
energy; miRNA: MicroRNA; NGS: Next generation sequencing;
qPCR: Quantitative PCR; Rnl: RNA ligase; sRNA: Small RNA; ss: Single stranded.

http://www.biomedcentral.com/content/supplementary/1039382877664365-S1.xls
http://www.biomedcentral.com/content/supplementary/1039382877664365-S2.pdf
http://www.biomedcentral.com/content/supplementary/1039382877664365-S3.pdf
http://www.biomedcentral.com/content/supplementary/1039382877664365-S4.pdf
http://www.biomedcentral.com/content/supplementary/1039382877664365-S5.pdf
http://www.biomedcentral.com/content/supplementary/1039382877664365-S6.xlsx
http://www.biomedcentral.com/content/supplementary/1039382877664365-S7.pdf
http://www.biomedcentral.com/content/supplementary/1039382877664365-S8.xlsx
http://www.biomedcentral.com/content/supplementary/1039382877664365-S9.xlsx
http://www.biomedcentral.com/content/supplementary/1039382877664365-S10.pdf
http://www.biomedcentral.com/content/supplementary/1039382877664365-S11.xlsx
http://www.biomedcentral.com/content/supplementary/1039382877664365-S12.pdf


Sorefan et al. Silence 2012, 3:4 Page 10 of 11
http://www.biomedcentral.com//3/1/4
Competing interests
The authors declare no competing financial interests.

Authors’ contributions
The project was conceived and experiments planned by K.S., H.P. and T.D,
and K.S. carried out experiments. A.E.H. cultured all cell lines used in the
paper, extracted RNA and prepared the Northern blots. H.P., A.K. and S. G.-J.
performed data analysis. K.S., H. P and T.D. wrote the manuscript, and all
authors reviewed it. The data analysis aspects of the study were supervised
by V.M. and all aspects of the study were supervised by T.D. All authors read
and approved the final manuscript

Acknowledgments
H.P. was funded by the PhD Program in Computational Biology (sponsored
by Instituto Gulbenkian de Ciência, Siemens SA Portugal), Fundação para a
Ciência e a Tecnologia grant SFRH/BD/33204/2007 and BBSRC grant BB/
H019979/1. This work was supported by the BBSRC (grant nos. BB/G008078/1
to T.D and BB/G022623/1 to S.G-J.) and the Genome Analysis Centre Capacity
and Capability Challenge Programme (project no. CCC-I-8).

Author details
1School of Biological Sciences, University of East Anglia, Norwich, NR4 7TJ,
UK. 2School of Computing Sciences, University of East Anglia, Norwich, NR4
7TJ, UK. 3Faculty of Life Sciences, University of Manchester, Manchester, M13
9PT, UK.

Received: 18 January 2012 Accepted: 30 May 2012
Published: 30 May 2012

References
1. Kermekchiev MB, Kirilova LI, Vail EE, Barnes WM: Mutants of Taq DNA

polymerase resistant to PCR inhibitors allow DNA amplification from
whole blood and crude soil samples. Nucleic Acids Res 2009, 37(5):e40.

2. Lundberg KS, Shoemaker DD, Adams MWW, Short JM, Sorge JA, Mathur EJ:
High-fidelity amplification using a thermostable DNA polymerase
isolated from Pyrococcus furiosus. Gene 1991, 108:1–6.

3. Zhelkovsky AM, McReynolds LA: Simple and efficient synthesis of 5вЂI
pre-adenylated DNA using thermostable RNA ligase. Nucleic Acids Res
2011, 39(17):e117.

4. Ho CK, Wang LK, Lima CD, Shuman S: Structure and Mechanism of RNA
Ligase. Structure 2004, 12(2):327–339.

5. Nandakumar J, Shuman S: How an RNA Ligase Discriminates RNA versus
DNA Damage. Mol Cell 2004, 16(2):211–221.

6. Viollet S, Fuchs R, Munafo D, Zhuang F, Robb G: T4 RNA Ligase 2 truncated
active site mutants: improved tools for RNA analysis. BMC Biotechnol 2011,
11:72+.

7. Gabriel R, Lombardo A, Arens A, Miller JC, Genovese P, Kaeppel C, Nowrouzi
A, Bartholomae CC, Wang J, Friedman G, Holmes MC, Gregory PD, Glimm H,
Schmidt M, Naldini L, von Kalle C: An unbiased genome-wide analysis of
zinc-finger nuclease specificity. Nat Biotechnol 2011, 29(9):816–823.

8. Nutiu R, Friedman RC, Luo S, Khrebtukova I, Silva D, Li R, Zhang L, Schroth
GP, Burge CB: Direct measurement of DNA affinity landscapes on a high-
throughput sequencing instrument. Nat Biotechnol 2011, 29(7):659–664.

9. Tuerk C, Gold L: Systematic evolution of ligands by exponential
enrichment: RNA ligands to bacteriophage T4 DNA polymerase. Science
1990, 249(4968):505–510.

10. Slattery M, Riley T, Liu P, Abe N, Gomez-Alcala P, Dror I, Zhou T, Rohs R,
Honig B, Bussemaker HJ, Mann RS: Cofactor binding evokes latent
differences in DNA binding specificity between Hox proteins. Cell 2011,
147(6):1270–1282.

11. Pitt JN, Ferré-D’Amaré AR: Rapid construction of empirical RNA fitness
landscapes. Science 2010, 330(6002):376–379.

12. Ingolia NT, Ghaemmaghami S, Newman JR, Weissman JS: Genome-wide
analysis in vivo of translation with nucleotide resolution using ribosome
profiling. Science (New York, N.Y. 2009, 324(5924):218–223.

13. Zamore PD, Haley B: Ribo-gnome: the big world of small RNAs. Science
(New York, N.Y.) 2005, 309(5740):1519–1524.

14. Bartel DP: MicroRNAs: Target recognition and regulatory functions. Cell
2009, 136(2):215–233.
15. Benes V, Castoldi M: Expression profiling of microRNA using real-time
quantitative PCR, how to use it and what is available. Methods (San Diego,
Calif.) 2010, 50(4):244–249.

16. Yin JQ, Zhao RC, Morris KV: Profiling microRNA expression with
microarrays. Trends Biotechnol 2008, 26(2):70–76.

17. Linsen SE, de Wit E, Janssens G, Heater S, Chapman L, Parkin RK, Fritz B,
Wyman SK, de Bruijn E, Voest EE, Kuersten S, Tewari M, Cuppen E:
Limitations and possibilities of small RNA digital gene expression
profiling. Nat Methods 2009, 6(7):474–476.

18. Willenbrock H, Salomon J, Sokilde R, Barken KB, Hansen TN, Nielsen FC,
Moller S, Litman T: Quantitative miRNA expression analysis: comparing
microarrays with next-generation sequencing. RNA 2009, 15(11):2028–
2034.

19. Jayaprakash AD, Jabado O, Brown BD, Sachidanandam R: Identification and
remediation of biases in the activity of RNA ligases in small-RNA deep
sequencing. Nucleic Acids Res 2011, 39(21):e141.

20. Sun G, Wu X, Wang J, Li H, Li X, Gao H, Rossi J, Yen Y: A bias-reducing
strategy in profiling small RNAs using Solexa. RNA 2011, 17(12):2256–
2262.

21. Hafner M, Renwick N, Brown M, Mihailović A, Holoch D, Lin C, Pena JTG,
Nusbaum JD, Morozov P, Ludwig J, Ojo T, Luo S, Schroth G, Tuschl T: RNA-
ligase-dependent biases in miRNA representation in deep-sequenced
small RNA cDNA libraries. RNA 2011, 17(9):1697–1712.

22. Hafner M, Landgraf P, Ludwig J, Rice A, Ojo T, Lin C, Holoch D, Lim C, Tuschl
T: Identification of microRNAs and other small regulatory RNAs using
cDNA library sequencing. Methods 2008, 44:3–12.

23. Silber R, Malathi VG, Hurwitz J: Purification and properties of
bacteriophage T4-induced RNA ligase. Proc Natl Acad Sci 1972, 69
(10):3009–3013.

24. Uhlenbeck OC, Gumport RI: The Enzymes, Volume 15. In. Edited by Boyer
PD. Amsterdam: Elsevier; 1982:31–58.

25. Wang LKK, Ho KK, Pei Y, Shuman S: Mutational analysis of bacteriophage
T4 RNA ligase 1. Different functional groups are required for the
nucleotidyl transfer and phosphodiester bond formation steps of the
ligation reaction. The Journal of biological chemistry 2003, 278(32):29454–
29462.

26. Amitsur M, Levitz R, Kaufmann G: Bacteriophage T4 anticodon nuclease,
polynucleotide kinase and RNA ligase reprocess the host lysine tRNA.
EMBO J 1987, 6(8):2499–2503.

27. Harada K, Orgel LE: In vitro selection of optimal DNA substrates for T4
RNA ligase. Proc Natl Acad Sci 1993, 90(4):1576–1579.

28. Simpson L, Frech GC, Maslov DA: RNA editing in trypanosomatid
mitochondria. Methods Enzymol 1996, 264:99–121.

29. Ho KK, Shuman S: Bacteriophage T4 RNA ligase 2 (gp24.1) exemplifies a
family of RNA ligases found in all phylogenetic domains. Proc Natl Acad
Sci USA 2002, 99(20):12709–12714.

30. Blanc V, Alfonzo JD, Aphasizhev R, Simpson L: The mitochondrial RNA
ligase from Leishmania tarentolae can join RNA molecules bridged by a
complementary RNA. J Biol Chem 1999, 274(34):24289–24296.

31. Palazzo SS, Panigrahi AK, Igo RP, Salavati R, Stuart K: Kinetoplastid RNA
editing ligases: complex association, characterization, and substrate
requirements. Mol Biochem Parasitol 2003, 127(2):161–167.

32. Nandakumar J, Ho CK, Lima CD, Shuman S: RNA Substrate Specificity and
Structure-guided Mutational Analysis of Bacteriophage T4 RNA Ligase 2.
J Biol Chem 2004, 279(30):31337–31347.

33. Kozomara A, Griffiths-Jones S: miRBase: integrating microRNA annotation
and deep-sequencing data. Nucleic Acids Res 2010, 39(Database):D152–
D157.

34. Yin S, Ho CK, Shuman S: Structure-Function Analysis of T4 RNA Ligase 2. J
Biol Chem 2003, 278(20):17601–17608.

35. Tian G, Yin X, Luo H, Xu X, Bolund L, Zhang X: Sequencing bias:
comparison of different protocols of MicroRNA library construction. BMC
Biotechnol 2010, 10:64+.

36. Moxon S, Schwach F, Dalmay T, Maclean D, Studholme DJ, Moulton V: A
toolkit for analysing large-scale plant small RNA datasets. Bioinformatics
2008, 24(19):2252–2253.

37. Shiroguchi K, Jia TZ, Sims PA, Xie SS: Digital RNA sequencing minimizes
sequence-dependent bias and amplification noise with optimized single-
molecule barcodes. Proc Natl Acad Sci USA 2012, 109(4):1347–1352.



Sorefan et al. Silence 2012, 3:4 Page 11 of 11
http://www.biomedcentral.com//3/1/4
38. Cruz-Reyes J, Zhelonkina A, Rusche L, Sollner-Webb B: Trypanosome RNA
editing: Simple guide RNA features enhance U deletion 100-fold. Mol Cell
Biol 2001, 21(3):884–892.

39. Pall GS, Codony-Servat C, Byrne J, Ritchie L, Hamilton A: Carbodiimide-
mediated cross-linking of RNA to nylon membranes improves the
detection of siRNA, miRNA and piRNA by northern blot. Nucleic Acids Res
2007, 35(8):e60.

40. Bullard DR, Bowater RP: Direct comparison of nick-joining activity of the
nucleic acid ligases from bacteriophage T4. Biochem J 2006, 398:135–144.

41. Audic S, Claverie JM: The significance of digital gene expression profiles.
Genome Res 1997, 7(10):986–995.

42. Hofacker IL: Vienna RNA secondary structure server. Nucleic Acids Res 2003,
31(13):3429–3431.

doi:10.1186/1758-907X-3-4
Cite this article as: Sorefan et al.: Reducing ligation bias of small RNAs in
libraries for next generation sequencing. Silence 2012 3:4.
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


	Abstract
	Background
	Findings
	Conclusions

	Introduction
	Results
	RNA Ligase Characterisation Using NGS
	HD Adapters Reduce Ligation Bias
	HD Adapters Reduce Sequence Bias in Libraries from Biological Samples
	Bias Is Observed in MiRBase

	Discussion
	Materials and methods
	Functional Analysis of Nucleic Acid Modifying Enzymes Using NGS
	Quantitative Northern Blotting
	Cell Lines and Cell Culture
	RNA Ligase Assays
	Small RNA Library Preparation
	Read Count Distributions
	New Mirnas and RNA Secondary Structure
	Mirbase Analyses

	Additional files
	show[aaa]
	Acknowledgments
	Author details
	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 0.0000
  /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


