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Abstract

RNAs play various roles, not only as the genetic codes to synthesize proteins, but also as the direct 

participants of biological functions determined by their underlying high-order structures. Although 

many computational methods have been proposed for analyzing RNA structures, their accuracy 

and efficiency are limited, especially when applied to the large RNAs and the genome-wide data 

sets. Recently, advances in parallel sequencing and high-throughput chemical probing 

technologies have prompted the development of numerous new algorithms, which can incorporate 

the auxiliary structural information obtained from those experiments. Their potential has been 

revealed by the secondary structure prediction of ribosomal RNAs and the genome-wide ncRNA 

function annotation. In this review, the existing probing-directed computational methods for RNA 

secondary and tertiary structure analysis are discussed.

1. Background

RNA molecules, including both coding RNAs and non-coding RNAs (ncRNAs), play much 

more vital roles in the biological systems than what was suggested in the central dogma [1–

3]. Their functions are not only encoded in the primary sequences [4], but also originate 

from the secondary and the tertiary structures [5–7]. Some well-known instances are the 

cloverleaf-like structure of tRNAs and the kink-turn structural motifs which server as 

important sites for protein recognition. Given the fact that most of transcripts (~90%) in 

typical eukaryotic genomes are ncRNAs, fully understanding RNAs and their functions is 

impossible without studying the high-order structures. However, the determination of RNA 

structures is not a trivial task. The traditional high-resolution techniques, such as X-ray 

crystallography and nuclear magnetic resonance (NMR) spectroscopy, are very time 

consuming and hard to implement. On the other hand, the RNA structure folding algorithms 

[8–11] and the RNA functional annotation algorithms [12–14] are not accurate and efficient 

enough for the large RNAs and the genome-wide data sets.
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The chemical probing technique, also named “structure probing” or “footprinting”, provides 

a new way of studying RNA structures. RNAs of interest are treated with the chemical 

reagents which may modify the specific nucleotides with certain structural features. These 

modifications can act as stops for the primer extension, and their positions in the sequence 

can be detected by reverse transcription. Over the last 30 years chemical probing has been 

adopted for the study of RNA structures [15–17]. Recently more and more new protocols 

have been proposed to tackle the problems related to RNA structures. One of the most 

widely used probing experiments is to detect the paired and the unpaired bases. In these 

experiments, chemical reagents can form stable adducts with the flexible nucleotides in the 

loop regions, but not the protected bases in the stack regions. Some typical reagent choices 

are dimethyl sulfate (DMS) [18], kethoxal (KT) [19], diethyl pyrocarbonate (DEPC) [20], 

and CMCT [21]. None of them can react with all four RNA bases, e.g., DMS can only be 

applied to N1-adenine and N3-cytidine; KT can only be applied to N1 and N2 of guanine. A 

new protocol, selective 2’-hydroxyl acylation analyzed by primer extension (SHAPE) [22, 

23], can involve reactions with all bases. Moreover, SHAPE is insensible to the solvent 

accessibility and RNA size, which makes it an excellent choice for characterizing the 

structure features of large RNAs. RNase enzyme is another important type of reagent for 

probing RNA secondary structures. Instead of adducting to nucleotides, RNase catalyzes the 

degradation of the single- or double-stranded regions into smaller segments [24, 25]. As a 

higher-order conformation which interlinks the packed secondary structure modules with 

through-space interactions, tertiary structure can also be analyzed with chemical probing 

experiments. For example, hydroxyl radicals generated by Fe(II)-EDTA catalyst can cleave 

the specific sites at RNA backbone proximal in space to the location of the bound Fe(II)-

EDTA. Hence the long range interactions of the Fe(II) adducted nucleotides can be 

determined [26, 27]. Cross-linking technique adopts a different strategy to detect juxtaposed 

nucleotides in three-dimensional space. It bridges the nearby nucleotides in an RNA by 

using bifunctional reagents [28] or UV-irritation [29]. The products of the reaction can be 

characterized by mass mapping or sequencing experiments.

The introduction of next generation sequencing (NGS) leads to the development of genome-

wide RNA structure probing protocols. Many high-throughput protocols, such as SHAPE-

seq [30, 31], PARS [32–34], FragSeq [35], Map-seq [36], dsRNA-seq [37], CIRS-seq [38], 

and DMS-based high-throughput sequencing [39, 40], have been applied to the 

transcriptomes of various species. These experiments provide comprehensive insights into 

the structural features of the coding regions. In addition, the genome-wide sequencing also 

reveals the structural characterization of substantial ncRNAs, especially the lncRNAs [34, 

39]. Recent studies show that the mutations and the dysregulations of lncRNAs are directly 

linked to many human diseases, ranging from neurodegeneration to cancer [41–45]. On the 

other hand, single-molecule probing has been combined with massive parallel sequencing to 

target the RNAs with complex structures. For RNA viruses, the functionally active 

structures are vital during their life cycle [46]. The global and local chemical probing of 

various viruses, such as the human immunodeficiency virus (HIV) [47], hepatitis C virus 

[48], influenza A virus [49] and the dengue virus [50], detected several potential regulatory 

motifs. Considering the limitations of traditional methods for RNA structure analysis, the 
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rapid explosion of probing data coming from the high-throughput sequencing experiments 

will certainly enhance our understanding of human diseases.

The embedded structural information in the probing data can be quantified, and then 

incorporated into the computational method. The first breakthrough was in the field of RNA 

secondary structure folding. By integrating reactivities as extra pseudo energy terms into the 

nearest neighbor energy model, the secondary structure prediction accuracy of Escherichia 

coli 16S rRNA can be increased greatly [51]. This successful application suggests the great 

potential in using reactivities to assist the computational analysis of RNA structure. This 

review will introduce the existing chemical probing-directed computational methods and 

their applications (Figure 1). In the discussion section we will also propose the possible 

directions of future research.

2. The computation of reactivities

In the chemical probing experiments, the modifications on the flexible nucleotides can be 

located by the 5’-end labeled primer extension. The lengths of the cDNA fragments imply 

the positions of the modified sites, and the number of the mapped fragments at each site 

indicates its reactive degree [47]. Traditionally, gel electrophoresis (GE) had been utilized to 

visualize the results of probing experiments. Analyzing the gel images is a tedious work, so 

computational methods are required to automate and accelerate the procedure. SAFA [52] 

(https://simtk.org/home/safa) is a semi-automated analyzing tool for gel quantification. The 

users only need to edit the intermediate results guided by a graphic user interface. In recent 

years, most of the single-molecule probing protocols began to make use of capillary 

electrophoresis (CE) for sequencing. However, the traditional algorithms designed for DNA 

CE sequencing may not be suitable for quantifying structural probing reactivities [53]. The 

major issues are signal decay correction, x-axis and y-axis scaling, signal alignment, 

sequence alignment and peak fitting. CAFA [54] (https://simtk.org/home/cafa) offers a CE 

analyzing method for the chemical probing experiment which focuses on peak detection and 

fitting. ShapeFinder [53] (http://giddingslab.org/software) adds a peak and sequence 

alignment step to refine the fitting. It still requires users to select parameters and adjust the 

alignment manually. FAST [55] (http://glennlab.stanford.edu/software.html) improves the 

efficiency of CE analysis by automating the x-axis and y-axis scaling. QuShape [56] (http://

www.chem.unc.edu/rna/qushape/) is presented as an updated version of the ShapeFinder by 

introducing new alignment and scaling algorithms. To align hundreds of capillaries together, 

two tools are provided by the Das lab: HiTRACE [57] (https://simtk.org/home/hitrace) and 

HiTRACE-Web [58] (http://hitrace.org/). The output intensity data of HiTRACE can be 

further processed with a likelihood-based framework [59, 60]. Recently, HiTRACE is also 

extended to allow CE processing standardization [61].

Compared to the reactivity computation of CE traces, the processing of reads generated by 

high-throughput sequencing-based probing protocols is more straightforward. First, the 

mapping of reads to the reference genome infers the sites of modification (normally 1nt 

upstream of the mapped reads). Second, the number of reads mapped to each site indicates 

its reactivity. Based on the two features, there are two groups of methods that quantify the 

read counts to reactivity values. The first group of methods normalizes the read counts 
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directly. For examples, the raw read count of each site can be normalized by that of the most 

reactive base in a given window [39]; FragSeq computes pseudo counts based on the raw 

counts in a transcript, and then the pseudo counts are normalized such that they sum up to 1 

[35]; PARS normalizes all read counts by sequencing depth, and then the log ratios of 

normalized counts for V1 RNase (cleaves the double-stranded RNA) and for S1 RNase 

(cleaves the single-stranded RNA) are computed. Notice that normalization is a general idea 

and can be applied to almost all the scenarios. On the other hand, the second type relies on 

the sophisticated statistical methods, which only model the specific protocols. A 

representative case is SHAPE-Seq, which assumes the number of times an RNA exposing to 

the chemical reagent follows the Poisson distribution. Based on this hypothesis and two 

observations (the read counts in (+) and (−) experiments), it employs maximum likelihood 

estimation to compute three parameters for each site (the rate of the Poisson distribution, 

adduct probability for each site, and reverse transcription termination probability) [62]. And 

the probability of modifying one site is defined as its reactivity. A later study suggests that 

the Poisson distribution assumption is not necessary [63]. The experimental result shows 

that the simplified model has similar results to the original one. Another interesting 

approach is proposed in SeqFold (http://ouyanglab.jax.org/seqfold) to process the PARS 

data [64]. Hypergeometric test is performed for each site to see if it is enriched with V1 or 

S1 reads. The high false discovery rates (FDR) in the hypothesis testing mark the significant 

single-stranded and double-stranded sites. To identify the protein-binding sites in RNAs, 

Probrna [65] (http://yiplab.cse.cuhk.edu.hk/probrna/) also uses the PARS data with 

statistical methods. In this algorithm, an extended linear Poisson model is proposed to 

express the relationship between the nucleotide properties and the observed read counts. 

This model also assumes that the read counts of paired and unpaired nucleotides following 

Poisson distribution with different parameters. By using the expectation maximization (EM) 

algorithm to fit the observation, the optimal assignment of the structure features (paired/

unpaired) is used as the reactivities.

3. The analysis of RNA secondary structure

The probing data are not strong enough to predict RNA secondary structure directly due to 

its lack of interacting information. Originally, reactivities were just superimposed on the 

predicted secondary structures to verify the correctness [66–69]. These structures are 

determined by either the single-molecule folding algorithms [8–10, 70] or the comparative 

methods [11, 71–74]. However, both of them have problems: for single-molecule folding, 

the energy parameters are approximated [9], and the noise from random sequences prevents 

it from discovering new RNAs [75, 76]; for comparative methods, obtaining a precise 

structural alignment itself is a challenging problem, and the false positive rates are too high 

to screen the genome-wide data sets [77–79]. Considering the strengths and weaknesses of 

chemical probing and computational methods, their integration can generate much superior 

secondary structure models. All the methods mentioned in this section are summarized in 

Table 1.

One straightforward application of probing data is to use the pairing attributes of bases as 

constraints in the folding algorithm. Nevertheless, A-U, G-C pairs at helix ends, G-U pairs 

and nucleotides adjacent to G-U pairs can also be adducted by probing reagents. A 
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pioneering approach using these probing features is implemented in the RNAstructure 

package [80] (http://rna.urmc.rochester.edu/RNAstructure.html). In this method, reactivities 

are still treated as hard constraints: the energy of a base pair is set to the positive infinity if 

they are prohibited to be pairing. The most significant improvement is that the lowly 

reactive pairs are allowed at the ends of helices. Experimental results show that the 

secondary structure of the E. coli 5S rRNA is much more accurately predicted when the 

probing constraints are used than when the energy model is used alone (from 26.3% to 

86.8%). In the later version of RNAstructure, a novel soft-constrained algorithm is 

presented, in which the SHAPE reactivity of i-th site is converted into a pseudo free energy 

term [51]:

The default values for the intercept b and slope m are −0.8 kcal/mol and 2.6 kcal/mol, 

respectively. Pseudo energies are added once to the nucleotides at the helix end and twice to 

the interior bases. This new mechanism improves the sensitivity and the positive predictive 

value (PPV) of the secondary structure prediction for E. coli 16S rRNA from ~50% (without 

SHAPE reactivities) to ~97% (with SHAPE reactivities).

The success of rRNA structure prediction inspires people to bring forward many other 

probing-directed folding algorithms. RNAsc [81] (http://bioinformatics.bc.edu/clotelab/

RNAsc/index.spy) argues that RNAstructure has biases because reactivities are only applied 

to the stack regions. To solve the problem, RNAsc defines the Boltzmann weights for the i-

th base in the RNA as follows:

D measures the discrepancy between the predicted structural property x (0 for paired and 1 

for unpaired) and the normalized reactivity qi (∈[0,1]). β is a scaling parameter. By 

integrating it into the computation of partition function, the ensemble distance between the 

probing data and the predicted structure can be optimized.

Both RNAstructure and RNAsc incorporate reactivities into the minimum free energy 

(MFE) model as pseudo energies. This strategy has been generalized into a new statistical 

model based on a joint probability P(α, x, π, θ, ψ) [82]: α is the observed probing data, x is 

the RNA sequence, π is the inferred secondary structure, θ is the set of energy parameters 

and ψ is the underlying likelihood model generating α from π. Hence the folding problem is 

transformed into finding a structure π which maximizes the posterior probability P(π|α, x, θ, 

ψ). Because P(π|x, θ) is given by the Boltzmann equation, θ can be dropped by integrating 

the structure ensemble. Thus the optimal secondary structure follows the equation:
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It shows that the probing-directed folding algorithm should add the log probability of 

probing data α given the RNA structure π. Assuming that the reactivity αi is only dependent 

on πi, ΔG’i=RTlogP(αi|πi) is the appropriate pseudo energy for i-th base, where P(αi|πi) can 

be inferred from the empirical reactivity distributions.

Besides detecting the structure with the lowest folding energy, searching in suboptimal 

structures is also a common way of predicting RNA secondary structures [83, 84]. SeqFold 

[64] adopts this idea to find the optimal solution sampled from the Boltzmann-weighted 

ensemble [85]. Like RNAsc, the chemical signals of probing experiments are standardized 

into the Structural Preference Profiles (SPP), whose values range from 0 to 1 (0 for paired 

and 1 for unpaired). The Manhattan distance between the SPPs of the probing data and of 

each sampled structure is calculated to evaluate their similarity. The structures that have the 

shortest distance to the reactivities are recorded as the “nearest neighbors” to the probing 

data. Then the cluster containing the maximum number of neighbors is selected, and its 

centroid is identified as the secondary structure of the sequence.

In real biological systems, some RNAs exhibit complex structural dynamics [86–88]. Then 

the reactivities of those RNAs would come from multiple structures instead of one. 

RNApbfold (https://github.com/wash/probing) considers the entire Boltzmann ensemble of 

the sequence. The experimental signals are modeled as position-specific “perturbations” 

which distort the frequencies of structures in the ensemble [89]. The optimal perturbation 

vector is computed by minimizing the weighted sum of perturbed energies and the 

discrepancy between observed and predicted pairing probabilities

where ε is the perturbation vector, pi(εi) and qi are the predicted and observed pairing 

probability of the i-th site, σ and τ are the parameters estimating the variances of the 

energies and discrepancy. The term ε can be incorporated into an extended McCaskill’s 

algorithm to calculate the weighted partition function.

Finding the alternative structures in the ensemble is not an easy task due to the exponentially 

increasing search space. MutualFold (http://genome.ucf.edu/MutualFold/) proposes to 

recover two RNA structures within solution (ON/OFF conformations of riboswitch and 

ribozyme) by folding them simultaneously with the help of reactivities [90]. The predicted 

results must satisfy: (1) The sum of their free energy is minimized, and (2) The discrepancy 

between the expected and the observed reactive profiles is minimized. Since one structure 

can both constrain and be constrained by the folding of the other structure, a direct 

enumeration of possible structures and the corresponding constraints becomes very time 

consuming. To solve the problem, the “significant stacks” (> 4 base pairs) are retrieved from 

the RNA sequence. Then the mutual folding problem can be transformed into detecting the 

optimal stack configuration of both structures. Because the number of significant stacks is 

usually much smaller than the length of the sequence, the stack-guided algorithm can be 
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applied to real cases, such as adenine riboswitch and TPP riboswitch, with acceptable time 

and space complexity.

Pseudoknot is a rare but crucial structural motif in RNA functions [91, 92]. Normally, it is 

ignored in the secondary structure prediction to avoid the highly time consuming 

computation [93]. Given the fact that pseudoknot sites can be detected by the chemical 

probing data, ShapeKnots [94] (http://rna.urmc.rochester.edu/Text/ShapeKnots.html) 

extends the SHAPE-directed secondary structure model in RNAstructure to consider one 

pseudoknot. Based on the target sequence and its SHAPE reactivities, the pseudoknot-free 

MFE structure and 99 suboptimal structures are predicted. A helix in one suboptimal 

structure is discarded if it shares more than 50% of its nucleotides with a helix in the MFE 

structure. For each remaining helix, a set of structures is generated by prohibiting its 

members from pairing. After that, the helix is inserted back as a potential pseudoknot. The 

energies of the constructed structures containing pseudoknots are adjusted, and the ones with 

the lowest energies are reported.

No base pairing information can be inferred from the common probing experiments. By 

incorporating mutagenesis, mutate-and-map converts the “one-dimensional” information 

obtained from the chemical probing technique into a “two-dimensional” map. Mutating one 

base in a pair will make its partner accessible to the chemical reagent. As a result, the 

reactivity of the exposed base is changed. This strategy has been used to verify single 

interaction [95, 96]. Mutate-and-map extends the idea to change all bases one by one, and 

then analyze the “map” of reactivities for all mutated sequences. It first was applied to a 

DNA/RNA double helix, in which the base pair interactions can be inferred by using Z-score 

[97]. In [98], a more sophisticated pipeline based on Z-score and RNA structure properties 

was proposed to analyze a “MedLoop hairpin”. It has been shown that this strategy can be 

applied to real RNAs, such as tRNA, ribozyme and riboswitch, and the prediction accuracy 

is better than RNAstructure which is based on the one-dimensional SHAPE [99]. (The 

discussion about the potential defects of the experiments can be found in [60, 100].)

Probing data can also be used to annotate the functions of ncRNAs. Generally, RNA 

function annotation relies on the structural alignment algorithm [13, 101, 102] whose 

efficiency is much lower than the sequence alignment. Some methods predict the secondary 

structures of the target sequences first and then convert them into sequential information to 

reduce the time complexity. However, the computational intensity is still high (O(n3)), and 

the prediction accuracy is also impacted [103]. ProbeAlign [104] (http://genome.ucf.edu/

ProbeAlign/) makes use of reactivities generated by the high-throughput sequencing-based 

probing experiments to achieve both efficiency and accuracy. In this algorithm, the query is 

a profile of a known RNA family and the targets are RNA sequences with reactivities. The 

pairing partnership in the query is ignored, while the partial structural information of targets 

embedded in the probing data is retrieved to guide the alignment. Therefore it is similar to a 

sequence alignment algorithm (O(n2)). The benchmark results show that ProbeAlign 

outperforms the state-of-the-art tools with higher efficiency.

Recently, various high-throughput sequencing-based probing experiments have been applied 

to the genome-wide analysis of RNA structural profiles [105]. PARS reveals the structural 
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properties of the yeast and the human transcriptomes [33, 34]. The average reactivities in the 

coding and UTR regions show that for yeast, coding regions are more structured, while for 

human, the UTR regions are more structured. In addition, a periodic structural signal (a 

cycle of 3 nucleotides) is detected in the coding regions with discrete Fourier transform. Last 

but not least, the correlation between PARS scores and RNA properties, such as the 

translation efficiency and the biological functions, can be evaluated by statistical hypothesis 

testing. Structure-seq uses similar scheme to analyze the in vivo regulatory features of 

Arabidopsis [40]. In [39], the structural difference between the in vivo and in vitro 

transcripts is studied by using Pearson correlation coefficient and the Gini index. The results 

show that the mRNAs in the yeast and the human genomes are much less structured in vivo 

than in vitro. Folding energy landscape can also be studied with high-throughput 

sequencing-based probing data. PARTE monitors the RNA structures in the whole yeast 

genome across five different temperatures [106]. The melting temperature (TE) for each 

nucleotide is computed by detecting the sharp transition with an adaptive regression model 

[69]. Many interesting features are observed from the TE landscape, e.g., on average the 

functional ncRNAs melt under a higher temperature than the one affecting mRNAs.

4. The analysis of RNA tertiary structure

Tertiary structures are essential for the functions of many ncRNAs [107, 108]. X-ray 

crystallography and NMR spectroscopy can provide high-resolution 3D structural 

conformation, but these methods are hard to implement [109] and NMR is generally limited 

to small RNAs [110]. On the other hand, many computational methods have been proposed 

to de novo predict RNA tertiary structures [111–115], but their accuracy is relatively low, 

especially for large molecules. To yield a better result, the coarse-grained through-space 

interactions embedded in the chemical probing data can be melded into the computational 

analysis as constraints. An overview of the probing-based tertiary structure prediction 

methods discussed in this section can be seen in Table 2.

Discrete molecular dynamics (DMD) is a rapid simulation algorithm for three-dimensional 

protein structure prediction [116, 117]. By incorporating base pairing and stacking 

information, DMD has been extended to explore the conformational space of RNA 

molecules [118]. In this algorithm, a coarse-grained structural model is employed to reduce 

the computational intensity: each nucleotide is represented by three hard beads (phosphate, 

sugar and base), and the whole RNA sequence is simplified as a “bead-on-a-string” chain. 

For inter-atomic interactions, the potential energies are approximated as stepwise functions; 

for neighboring bonds, beads interact via an infinitely high square well potential. Thus 

during the search of the minimum energy in the landscape, the simulation procedure 

involves a series of collision events when the potential step borders are encountered. 

Distance constraints obtained from probing experiments, including base pairing and long 

range interaction, can provide additional information to refine the predictions of this model. 

The three-dimensional structure of yeast tRNAAsp has been analyzed with a sequence-

encoded cleavage protocol [110]. The base pairing information of the RNA is determined by 

SHAPE. To detect the long range constraints, some consecutive base pairs in the native 

tRNA are mutated to bind methidiumpropyl-EDTA (MPE). After that, Fe(II)-EDTA 

moieties are placed at the sites marked by MPE. Then the through-space distances from each 
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tethered site to the other sites can be evaluated with the reactive intensity of hydroxyl radical 

probing (HRP). It can be seen that this protocol has two limitations: (1) the mutations cannot 

disturb the structure of the native RNA; (2) the cleavage intensity is not at single-nucleotide 

resolution. In [119], solution HRP is performed on RNAs directly without using the mutated 

markers. An important observation for the method is that the HRP reactivity of a base is 

inversely proportional to the number of its through-space neighboring nucleotides, namely 

“contacts”. Thus for each nucleotide, a threshold contact number derived from its reactivity 

is assigned as an indirect measurement of the long range interaction distances. During the 

DMD simulation, repulsion potential is incurred if the contacts of a given nucleotide exceed 

its threshold. Not only HRP, DMS-based probing can also be adopted to retrieve the 

through-space constraints [120]. The chemical adduct experiment is optimized to yield 

multiple modifications in an RNA strand. The modifications are caused by a “breathing” 

mechanism in which the dynamically interacted nucleotides become transiently accessible to 

DMS. SHAPE-MaP [121] can provide a mutational profile for the sequence by integrating 

non-complementary nucleotides to adduct sites during the reverse transcription. The 

dependence of two mutations is checked by using χ2-test with SHAPE-MaP reactivities, and 

its strength is evaluated by using Pearson’s phi metric. In the DMD simulation, free energy 

bonuses are assigned to interacting pairs whose correlation coefficients are greater than the 

threshold value.

FARNA (Fragment Assembly of RNA) [111] is another de novo RNA tertiary structure 

prediction algorithm which may integrate constraints from probing data. In this algorithm, 

the possible local conformations (torsion angles) of an RNA sequence are drawn from a tri-

nucleotide fragment library constructed with a crystal structure of 23S rRNA (PDB: 1ffk). 

The sampling of the global conformation is guided by an energy function, in which the 

pairing potential is dependent on the relative coordinates and the coplanarity of two bases. 

The high-throughput contact mapping information obtained from MOCHA (Multiplexed 

•OH Cleavage Analysis) can be incorporated into FARNA as an additional energy term 

[122]. Phosphorothioate and Fe(II) are attached to a randomly selected site on the target 

RNA and the experiment is controlled to yield approximately one modification (for both 

reagents) per RNA. The sites of HRP cleavage agent can be detected through backbone 

scission at phosphorothioate, and the corresponding cleaved nucleotides are indicated by the 

HRP data. Their mapping, which can be read out from a two-dimensional gel 

electrophoresis, reveals the through-space contacts (~25Å) in the tertiary structure.

Chemical crosslinking is also utilized in the RNA tertiary structure prediction. One major 

method focusing on using this technique is MS3D [123]. It has been successfully applied to 

the investigation of the pseudoknot in feline immunodeficiency virus (FIV) [124] and the 

HIV-1 ψ-RNA [125]. The bifunctional reagents, NM (Nitrogen mustard) and PDG (1,4-

phenyl-diglyoxal), are used to bridge the spatially conjugated nucleotides at a relatively high 

resolution (NM: ~9Å, PDG: ~7.5Å). The sites of contacted nucleotides are determined by 

mass spectrometric analysis and tandem sequencing. In addition, the secondary structure of 

the target RNA is probed with CMCT, DMS and KT. Both types of information are used in 

the molecular modeling of MC-sym [113]. Like the strategy used by MOCHA, MC-sym 

defines the RNA structures as connected nucleotide cyclic motifs (NCMs), including lone-
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pair loop NCMs and double-stranded NCMs. All the possible NCM backbone templates are 

retrieved from the crystal structures in PDB as the references for the sequential construction 

of RNA tertiary structure. The initial results of MC-sym are refined by CNS 

(Crystallography and NMR system) [126], which is developed for high-resolution 

crystallographic or NMR structure determination. Only the predicted structures that obey the 

binding rules employed by CNS are accepted.

5. Conclusion and future perspectives

In this paper, we have discussed the computational approaches that integrate chemical 

probing information into the analysis of RNA secondary or tertiary structures. The base-

pairing attributes interpreted from the probing data improve the performance of many 

applications, such as the secondary structure prediction of large RNAs, the detection of 

switchable structures, and the genome-wide annotation of ncRNAs. In addition, the spatial 

distance constraints inferred by correlated chemical reactions also support the RNA tertiary 

structure folding algorithm to be an alternate for X-ray crystallography and NMR 

spectroscopy.

Despite the rapid progress of the probing-based RNA structure analysis, there are still 

challenges in how to compute and use the reactivities. The first challenge is to distinguish 

the useful reactivities from the background. The cleavage and modification on the RNA 

strands can be affected by diverse structural factors other than base pairing interactions, e.g. 

the solvent accessibility and the protein-bind activities. Consequently the utilization of the 

probing data should not be merely restricted to measure the pairing probabilities, and the 

discrimination of the target reactivities and the noise would be essential to use them 

properly. Second, the expressed nucleotides from the high-throughput sequencing-based 

protocols may not be sufficient enough for the analysis of RNA structures. In most of NGS 

experiments, e.g. RNA-seq, the mapping of a read means all nucleotides in the covered 

genomic region are expressed. However, in structure probing experiments, one read only 

shows the pairing attribute of one base. So relatively, the sequencing depth of the structure 

probing experiment is much lower than that of the RNA-seq experiment. According to our 

observation, a large amount of nucleotides do not have reactivity values in the output of 

current high-throughput protocols. Moreover, the high-throughput sequencing technique 

also raises an issue of computational efficiency. The genome-wide structure probing data set 

provides substantial new evidences for the large-scale analysis involving the RNA family 

member searching and the novel RNAs discovery. Naturally, the corresponding algorithms 

are very time consuming, because the secondary structure folding and alignment need to 

consider the 2D base pairing interactions. With the additional probing information, we might 

simplify these interactions, or even the existing energy and statistical models of RNA 

secondary structure, to reduce the complexity of the existing algorithms. Last, the variation 

among the existing protocols requires a uniform model to handle the data from different 

sources. All the current algorithms either focus on one specific type of data, or treat different 

probing data with different methods. Both of the solutions are not user-friendly, and cannot 

be scaled to new protocols.
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The structure determination of ncRNAs, in particular lncRNAs, and the analysis of genome-

wide data sets can be further improved if we overcome these challenges. Although the 

current soft constrained folding algorithm yields highly accurate results for the rRNAs in E. 

coli [51], the simulation results show that for some other rRNAs, the performance may not 

be improved by using probing data directly [127]. With regards to the first challenge, the 

accuracy of structure prediction depends on the interpretation of the integrated probing data. 

Naturally the reactivities of the SHAPE protocol are only suggested to be indicators of the 

paired or unpaired bases. However, from the statistical analysis in the RMDB database 

[128], it can be seen that the empirical reactivity distributions of the hairpin loop, internal 

loop, and the junction are different. Thus the secondary structure prediction results should be 

better if the pseudo energies of different loops are distinguished before they are incorporated 

into the energy model. What’s more, comparative methods could be extended to recover the 

reactivities of lowly expressed nucleotides by associating the probing data of similar RNAs 

together. Several approaches have been proposed to infer the structures of one RNA by 

differentiating the reactivities of two reagents [129, 130], or by comparing the reactivities of 

the native RNA with its mutations [99]. Considering the fast pace of high-throughput 

probing data deposition, the reactivity comparison among different RNAs can be realized in 

the future. The consensus structure of multiple homologous RNAs generated from both the 

sequence conservation and the probing data correlation will be much more accurate and 

significant.
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• Chemical probing is a powerful technique for RNA structure analysis.

• Probing signals can be quantified as reactivities.

• Reactivities can be used for computational RNA structure analysis.

• Challenges of probing-based computational methods are discussed.

Ge and Zhang Page 18

Methods. Author manuscript; available in PMC 2016 June 01.

A
uthor M

anuscript
A

uthor M
anuscript

A
uthor M

anuscript
A

uthor M
anuscript



Figure 1. 
The hierarchical overview of the RNA high-order structure analysis with probing-based 

computational methods. The white blocks represent chemical experiments and the shaded 

blocks represent the computational processing modules. Secondary structure and tertiary 

structure analysis adopt different protocols with different reagents. The output signals of the 

top-layer experiments are converted into reactivities, indicating pairing probabilities in 

secondary structure analysis or distance constraints in tertiary structure analysis, at the mid-

layer. Finally the reactivities are incorporated into traditional algorithms at the bottom-layer.
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Table 1

Software packages for RNA secondary structure prediction discussed in this review.

Software Name Probing
Protocol

Computational
Method

Feature Strategy

RNAstructure [10, 51] SHAPE, DMS MFE model N/A Add pseudo energies to the stack 
regions.

RNAsc [81] SHAPE MFE model N/A Add pseudo energies to all the 
nucleotides.

Optimal pseudo energy 
term* [82]

SHAPE Statistical method N/A Maximize the posterior probability of 
the predicted structure given the 
probing data.

SeqFold [64] PARS, SHAPE, 
SHAPE-Seq, 

FragSeq

Statistical method N/A Find the cluster of structures in the 
sampling space whose profile is 
“nearest” to the probing data.

RNApbfold [89] SHAPE Least square approximation Ensemble Find a structure ensemble 
minimizing the total error of energy 
model and probing data.

MutualFold [90] SHAPE MFE model Alternative structures Fold two alternative structures 
simultaneously by considering their 
mutual constraints in probing data.

ShapeKnots [94] SHAPE Heuristic method Pseudoknot Construct structures based on the 
entropic cost of pseudoknots.

*
: In this work, the pseudo energy term is proposed without implementation.
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Table 2

Methods for RNA tertiary structure prediction discussed in this review.

Method Name Probing Protocol Computational
Method

Strategy

Sequence-encoded cleavage [110] HRP + SHAPE DMD Place Fe(II)-EDTA at specific nucleotides and find their 
neighbors by using HRP.

iFoldRNA-HRP [119] HRP DMD Convert the HRP reactivities into the numbers of 
neighbors and use them as the constraints.

RING-MaP [120] SHAPE-MaP DMD Model the correlation among the reactive sites in one 
RNA strand as through-space interaction.

MOCHA [122] HRP FARNA Generate 2D mapping between interacted nucleotides by 
performing HRP on RNAs randomly.

MS3D [124, 125] Bifunctional crosslinking MC-Sym Detect spatially conjugated nucleotides by using mass 
mapping technique.
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