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Abstract: The modular structural domains of multidomain RNA enzymes can often be dissected
into separate domain RNAs and their noncovalent assembly can often reconstitute active enzymes.
These properties are important to understand their basic characteristics and are useful for their
application to RNA-based nanostructures. Bimolecular forms of bacterial RNase P ribozymes
consisting of S-domain and C-domain RNAs are attractive as platforms for catalytic RNA
nanostructures, but their S-domain/C-domain assembly was not optimized for this purpose.
Through analysis and engineering of bimolecular forms of the two bacterial RNase P ribozymes,
we constructed a chimeric ribozyme with improved catalytic ability and S-domain/C-domain assembly
and developed a pair of bimolecular RNase P ribozymes the assembly of which was considerably
orthogonal to each other.
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1. Introduction

In the molecular evolution of protein enzymes, the emergence of more complex structures through
gene fusion and less complex structures through gene fission are important events in the expansion of
the diversity of protein structures and functions [1,2]. Gene fusion usually produces a multidomain
protein with a single polypeptide chain. The resulting protein exhibits biological functions carried
by two (or more) fused polypeptide chains. In contrast, gene fission generates a pair (or a set) of
smaller proteins, each of which originally acted as a structural domain in a parent multidomain
protein. Complex functions of the parent multidomain proteins can often be reconstituted through the
noncovalent assembly of the smaller proteins generated by gene fission [1]. Such reconstitution has been
applied to design protein-based biosensors and nanomaterials [3-7], which include self-assembling
protein hydrogels and supramolecular protein polymers the design of which depends on artificial gene
(re)fusion of the domain proteins [7].

In natural evolution as well as artificial engineering of functional RNAs with three-dimensional
(38D) structures, fusion or fission of the RNA strands must generate multidomain RNAs or smaller
structural RNAs, respectively. Smaller structural RNAs can also reconstitute the parent multidomain
structures and their functions through noncovalent assembly [8-15]. Bacterial RNase P RNAs,
the structures and functions of which have been studied extensively, constitute a typical class of
multidomain ribozymes [16-19]. The catalytic ability of bacterial RNase P RNA plays a central
role in the 5’ maturation of precursor tRNAs (pre-tRNAs). Bacterial RNase P ribozymes commonly
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have a modular architecture consisting of two large structural domains (Figure 1). Both domains
preserve their secondary and tertiary structures after physical dissection of the two domains into
two structured RNAs [13,14]. The larger domain is called the catalytic domain (C-domain) because it
contains structural components that participate directly in the promotion of hydrolytic cleavage of
a phosphodiester bond in substrate pre-tRNAs [16-19]. The smaller domain is called the specificity
domain (S-domain) because it confers substrate specificity on pre-tRNAs. Active RNase P ribozymes
can be reconstituted by noncovalent assembly of C-domain RNA and S-domain RNA [13,14].

The resulting bimolecular RNase P ribozyme has also been proposed as a platform to generate
supramolecular ribozyme polymers (Figure S1) [20]. Such RNA-based supramolecular assembly can
be a promising class of RNA-based functional nanomaterials and may also have existed as an ancient
form of membraneless organelle in the RNA world [21,22]. Functional reconstitution of RNase P
ribozymes has been reported for the Escherichia coli and Bacillus subtilis ribozymes [13,14]. These have
been used as model ribozymes for biochemical studies because they represent two major subclasses
of bacterial RNase P ribozymes, i.e., A-type and B-type, to which the E. coli ribozyme and B. subtilis
ribozyme belong, respectively [16-18]. They were also the first candidates as structural platforms to
design supramolecular RNase P RN A-based nanostructures with catalytic functions (Figure S1) [20].
Preliminary analysis, however, revealed that the assembly between C-domain and S-domain in the
E. coli bimolecular ribozyme is not strong enough to construct supramolecular ribozyme polymers
(Figure 1A) [20]. Protein-based and RNA-based enzymes in thermophilic bacteria have been used for
structural studies [23-26]. In this study, we first examined an RNase P ribozyme from thermophilic
bacterium Thermus thermophilus as an alternative candidate to the E. coli ribozyme [27]. However,
we found that a chimeric bimolecular ribozyme consisting of the E. coli C-domain RNA and the T.
thermophilus S-domain RNA was more promising. We also developed a rational engineering approach
to further improve the assembly and catalytic ability of the resulting chimeric ribozyme.
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Figure 1. Secondary structures of Escherichia coli and Thermus thermophilus A-type RNase P ribozymes.
(A, B) Nucleotide sequences and secondary structures of the E. coli (A) and T. thermophilus (B) RNase
P ribozymes. Arrowheads superimposed on solid lines indicate 5’-to-3” polarity. Boxes with solid
lines indicate elements participating in tertiary interactions, which are shown as broken lines. P1 cp
indicates a loop element introduced for circular permutation in each ribozyme. (C) Schematic secondary
structures of the sys1 (left) and sys2 (right) bimolecular ribozymes. Sys1 bimolecular ribozymes were
derived from the circular permutants of the parent ribozymes by dissecting them at the J6/7 and J7/5
junctions. Sys2 ribozymes commonly have base substitutions at J5/6 elements, which connect P5
and P6 and serve as the 5'-end of the sys2 S-domain RNA. J5/6 elements, which are 5'-AUA-3’ in
the parent ribozymes, were replaced with 5'-GGA-3’ to improve the efficacy of in vitro transcription.
This substitution also did not alter the catalytic abilities of the sys2 ribozymes. Broken lines indicate
RNA-RNA tertiary interactions supporting assembly of the S-domain and C-domain. In the sys2
format, P6 base pairs serve as interdomain interactions, which can provide orthogonal P6m1 base
pairs. (D) Tetraloop—receptor tertiary interactions that support assembly between the S-domain and
the C-domain.

2. Materials and Methods

2.1. Plasmid Construction and RNA Preparation

DNA fragments encoding sequences of the full-length E. coli RNase P RNA and the full-length T.
thermophilus RNase P RNA were obtained by PCR amplification with genomic DNAs from E. coli JM109
and T. thermophilus HB8 as templates, respectively. Amplified DNA fragments were then inserted
into EcoRI-HindllI sites of the pUC18 vector. These plasmids were then used to construct circular
permutants of the two ribozymes by dissecting them at the junction between P5 and P6 elements and
capping the P1 elements with short terminal loops. The sequences of the constructed plasmids were
confirmed using a DNA analyzer (4300; Li-COR, Lincoln, NE, USA). The resulting circular permutants
then served as templates for PCR to prepare DNA fragments encoding S-domains and C-domains and
as template DNAs for in vitro transcription. The T7 promoter sequence was attached by PCR with a T7
promoter-containing sense primer. Transcription reactions were performed for 4.5 h at 37 °C in the
presence of nucleotide triphosphates (1 mM each) and Mg?* ions (15 mM). The DNA template in the
reaction mixture was removed by DNase treatment for 30 min. The transcribed RNA was purified on
4% denaturing polyacrylamide gels. The published protocol was used for 3’-end labeling of RNAs
with BODIPY fluorophore [28].
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2.2. Ribozyme Activity Assay

An aqueous solution containing the S-domain RNA and the C-domain RNA (final concentrations:
1.0 uM each or 25 nM each) was heated at 85 °C for 5 min. An aqueous solution of the human
tyrosyl pre-tRNA (final concentration: 0.5 uM or 250 nM) [29], the 3’-end of which was labeled with
BODIPY fluorophore, was also heated at 85 °C for 5 min. The 3X concentrated reaction buffer (final
concentrations: 50 mM Tris-HCl, pH 7.5, 1 M KCl, and 50 mM MgCl,) was added to each RNA solution
and incubated at 37 °C for 30 min. The site-specific cleavage reaction of pre-tRNA was initiated by
mixing the two RINA solutions and allowed to proceed at 37 °C. Aliquots were taken at given time
points and treated with the same volumes of stop solution containing 75% formamide, 0.1% xylene
cyanol, and 100 mM EDTA. The mixtures were electrophoresed on 9% denaturing polyacrylamide
gels. After electrophoresis, gels were analyzed with a Pharos FX fluoroimager (Bio-Rad, Hercules, CA,
USA). All assays were performed at least twice. The mean values are indicated in the figures with the
minimal and maximal values shown by error bars.

2.3. Gel Electrophoresis Mobility Shift Assay (EMSA)

An aqueous solution containing the S-domain RNA and the C-domain RNA (final concentrations:
1.0 uM each) was heated at 85 °C for 5 min. To this solution was added 10x concentrated folding
buffer (final concentrations: 80 mM Tris-acetate, pH 7.5, and 50 mM Mg(OAc),). The resulting mixture
was incubated at 37 °C for 30 min and then at 4 °C for an additional 30 min. After addition of 6x
loading buffer containing 50% glycerol and 0.1% xylene cyanol, the samples were loaded onto a 5%
nondenaturing polyacrylamide gel (39:1 acrylamide:bisacrylamide) containing 70 mM Tris-borate
(pH 8.3) and 50 mM Mg(OAc),. Electrophoresis was carried out at 4 °C, 200 V for the initial 5 min,
followed by 75 V for 5 h. A Pharos FX fluoroimager (Bio-Rad) was used to visualize and analyze the
resulting gels. Preliminary assay showed that the BODIPY moiety did not interfere with the catalytic
activities of bimolecular RNase P ribozymes. The BODIPY moiety, however, slightly affected the
mobility of some bimolecular complexes depending on the RNA component labeled by the fluorophore
(see lanes 12 and 13 in Figure 4D and also lanes 9 and 10 in Figure 6C).

3. Results

3.1. Optimization of the Bimolecular RNase P Ribozymes by Domain Chimera

It has been reported that the catalytic ability of the E. coli RNase P ribozyme can be reconstituted
by the bimolecular system-1 (sysl) and also system-2 (sys2) [20]. In the sys1 bimolecular ribozyme,
physical affinity between the S-domain and C-domain was low and the resulting bimolecular ribozyme
was hardly active (3.3% after a 60 min reaction) in the presence of twofold excess S-domain and
C-domain RNAs (1.0 pM each) over substrate pre-tRNA (0.5 uM) (Figure 2) [20]. In the sys2 ribozyme,
the association between the S-domain and the C-domain was improved due to P6 base pairs serving
as an interdomain interaction [20]. While the sys2 ribozyme exhibited significant catalytic ability in
the presence of twofold excess ribozyme (Figure 3A), the E. coli sys2 ribozyme did not form a stable
complex in the electrophoretic mobility shift assay (EMSA) with 50 mM Mg?* [20]. A possible strategy
to produce improved derivatives of bimolecular bacterial RNase P ribozymes is the use of thermostable
homologs of the E. coli ribozyme [27,30,31]. We examined an A-type RNase P ribozyme from T.
thermophilus because the T. thermophilus RNase P ribozyme is a typical A-type ribozyme with a similar
secondary structure to the E. coli ribozyme (Figure 1A,B) [27]. Furthermore, the 3D structure of the
isolated S-domain of the T. thermophilus ribozyme has been elucidated [26]. Therefore, we constructed
sysl and sys2 bimolecular ribozymes using the T. thermophilus RNase P ribozyme.
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Figure 2. Catalytic ability and interdomain assembly of the sys1 bimolecular ribozymes. (A) Site-specific
cleavage reactions of pre-tRNA catalyzed by the sysl bimolecular RNase P ribozymes. Reactions were
performed in the presence of 0.5 uM pre-tRNA, 1.0 uM S-domain RNA, and 1.0 uM C-domain RNA.
(B) Electrophoretic mobility shift assay (EMSA) of S-domain/C-domain complexes in the presence
of 50 mM Mg?*. Unimolecular RNase P ribozymes were used as size markers for the complexes.
Asterisks indicate RNAs labeled with the BODIPY fluorophore.

We first compared the catalytic activity of the T. thermophilus sys1 bimolecular ribozyme with that
of the E. coli sys1 ribozyme (Figure 2A). In addition to the T. thermophilus and E. coli sys1 ribozymes,
separately prepared S-domain and C-domain RNAs enabled examination of two additional sysl
ribozymes consisting of heterologous (chimeric) pairs of S-domain and C-domain RNAs (Ec-5d/Tth-Cd
and Tth-Cd/Ec-Sd chimeric ribozymes). Among the four sysl bimolecular ribozymes, the E. coli
ribozyme was poorly active and the Ec-5d/Tth-Cd chimeric ribozyme showed no activity (Figure 2A).
On the other hand, the T. thermophilus sys1 ribozyme exhibited weak catalytic activity and the product
yield reached 29% after a 60 min reaction (Figure 2A). Interestingly, the second chimeric sys1 ribozyme
(Tth-Sd/Ec-Cd) was as active as the T. thermophilus sysl ribozyme (Figure 2A). This observation
suggested that the identity of the S-domain RNA (the T. thermophilus S-domain RNA) makes a positive
contribution to the catalytic activity of sys1 bimolecular ribozymes. We then performed an EMSA to
examine whether the S-domain RNA and the C-domain RNA, each of which showed folding uniformity
to yield a single band (Figure 2B, lanes 1-4), formed a stable complex. In the presence of 50 mM
Mg?*, the T. thermophilus ribozyme (lanes 9 and 10) and the Tth-Sd/Ec-Cd ribozyme (lanes 11 and 12)
exhibited no stable S-domain/C-domain complexes, suggesting that the two active bimolecular sys1
ribozymes were structurally unstable (Figure 2B).
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Figure 3. Catalytic ability and interdomain assembly of the sys2 bimolecular ribozymes. (A) Site-specific
cleavage reactions of pre-tRNA catalyzed by twofold excess of sys2 bimolecular RNase P ribozymes.
Reactions were performed in the presence of 0.5 uM pre-tRNA, 1.0 uM S-domain RNA, and 1.0 pM
C-domain RNA at 37 °C. (B) Site-specific cleavage reactions of pre-tRNA catalyzed by a catalytic
amount of sys2 bimolecular RNase P ribozymes. Reactions were performed in the presence of 250 nM
pre-tRNA, 25 nM S-domain RNA, and 25 nM C-domain RNA at 37 °C. (C) EMSA of S-domain/C-domain
complexes in the presence of 50 mM Mg2+. Unimolecular RNase P ribozymes were used as size markers
for the complexes. Asterisks indicate RNAs labeled with the BODIPY fluorophore.

We next examined the sys2 ribozymes with four S-domain/C-domain combinations. In the
presence of twofold excess ribozyme units, each sys2 ribozyme was more active than the corresponding
sysl ribozyme (Figure 3A). In the sys2 format, the E. coli ribozyme was more active than the T.
thermophilus ribozyme (Figure 3A). The Tth-Sd/Ec-Cd sys2 ribozyme showed comparable activity to the
E. coli sys2 ribozyme (Figure 3A). In the presence of twofold excess ribozyme units, an initial burst was
observed in the cleavage reaction, where the E. coli ribozyme and the Tth-Sd/Ec-Cd chimera ribozyme
cleaved 51% and 58% of the substrate pre-tRNA within 1 min, respectively (Figure 3A), suggesting that
the bimolecular sys2 ribozyme complex of Tth-Sd/Ec-Cd is slightly more stable than that of the E. coli
ribozyme. The T. thermophilus sys2 ribozyme showed a modest initial burst, where 16% of the substrate
was cleaved (Figure 3A). To further investigate the catalytic abilities of the four sys2 ribozymes, we then
examined the substrate cleavage reactions in the presence of 10-fold excess molar amount of pre-tRNA
substrate (250 nM) over lower concentrations (25 nM) of S-domain and C-domain RNAs (Figure 3B). In
the presence of excess substrate, the E. coli ribozyme and Tth-Sd/Ec-Cd ribozyme were still distinctly
more active than the other two sys2 ribozymes with the T. thermophilus C-domain RNA (Figure 3B).
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To examine whether the promising catalytic and structural properties of the Tth-5d/Ec-Cd ribozyme
were observed only in the bimolecular formats, we prepared unimolecular versions of the two chimeric
ribozymes and compared their activities with the wild-type E. coli and T. thermophilus RNase P
ribozymes (Figure 52). Under conditions of substrate excess, the E. coli ribozyme and the Tth-Sd/Ec-Cd
ribozyme were distinctly more active than the other two ribozymes (Figure S2A). The Tth-Sd/Ec-Cd
ribozyme was as active as the E. coli ribozyme (Figure 3A,B and Figure S2A). Additional comparisons
among the four unimolecular ribozymes revealed that the T. thermophilus ribozyme preferred a reaction
temperature higher than 37 °C for its full catalytic activity (Figure S2B). Unfortunately, this property
was not matched with its utilization in bimolecular formats.

EMSA with 50 mM Mg?* strongly suggested that the Tth-Sd/Ec-Cd sys2 ribozyme (lanes 11 and
12) and T. thermophilus sys2 ribozyme (lanes 9 and 10) formed complexes between their S-domain
and C-domain based on mobility shift of their S-domain RNA in the presence of the C-domain RNA
(Figure 3C). The other two ribozymes (E. coli and Ec-Sd/Tth-Cd ribozymes) showed no mobility shift
in S-domain RNA (lanes 5 and 7), suggesting no stable complex formation (Figure 3A,B). It should
be noted that the Tth-S domain (Figure 3C, lane 2) and the Ec-C domain (Figure 3C, lane 3) both
showed broad bands in the sys2 format although the S-domain and C-domain in the sys1 format both
showed sharp bands (Figure 2B, lanes 2 and 3). These observations indicated that the folding abilities
of the S-domain and C-domain were disturbed by dissecting them at the junction between P5 and P6
elements. The overall folding of S-domain/C-domains, however, was recovered to give a single band
as their complex when they were assembled into the bimolecular sys2 complex (Figure 3C, lanes 11
and 12). Electrophoretic mobilities of the sys2 S-domain/C-complexes of the Tth-Sd/Ec-Cd (Figure 3C,
lanes 11 and 12) and T. thermophilus ribozymes (Figure 3C, lanes 9 and 10) were almost the same as that
of the unimolecular Ec-5d/Ts-Cd ribozyme (Figure 3C, lane 14), which was the least active among the
four unimolecular ribozymes (Figure S2A). The remaining three unimolecular ribozymes (lanes 13, 15,
and 16) migrated slightly faster than the unimolecular Ec-5d/Ts-Cd ribozyme (Figure 3C). The major
bands in the two sys2 bimolecular ribozymes (Figure 3C, lanes 9-12) and the Ec-Sd/Tth-Cd unimolecular
ribozyme (Figure 3C, lane 13) may correspond to their folding intermediates, the structures of which
are less compact than their fully folded states.

3.2. Modular Engineering of L9-P1 Interdomain Interactions

The Tth-Sd/Ec-Cd chimeric RNase P ribozyme consisting of the T. thermophilus S-domain and the
E. coli C-domain is promising for utilization as a bimolecular ribozyme. We optimized the modular
parts of the Tth-Sd/Ec-Cd ribozyme using the sysl format, with which we can readily monitor the
improvement of catalytic ability due to the modest activity of the parent sys1 ribozymes (Figure 2).
We examined the optimization of L9-P1 interaction [32-34] utilizing a GNRA tetraloop-receptor
interaction, which is a class of modular tertiary interactions between tetraloops consisting of a GNRA
consensus sequence (N = any of the four bases; R = purine) and their receptor motifs and observed
most frequently and widely in naturally occurring RNA structures [35-37]. The receptor motifs in the
E. coli and T. thermophilus P1 elements are classified as primitive forms of GNRA receptors, the binding
affinity of which has not been optimized over evolution [37].

We substituted the L9 loop and P1 receptor pairs in the four sysl ribozymes with the most
advanced form consisting of a GAAA loop and the R(11nt) receptor motif. The R(11nt) receptor motif
specifically and strongly recognizes a GAAA loop [36]. In the sysl bimolecular system, the variant
Tth-Sd/Ec-Cd chimeric ribozyme possessing L9-GAAA loop and P1-R(11nt) receptor showed marked
improvement of the activity (Figure 4A). Under conditions of ribozyme excess where the parent
Tth-Sd/Ec-Cd sysl ribozyme was modestly active (Figures 2A and 4A), its L9-GAAA/P1-R(11nt) variant
was highly active because it exhibited a large initial reaction burst, with which 73% of the substrate
was cleaved within the first 1 min (Figure 4A). This was in marked contrast to the parent Tth-Sd/Ec-Cd
sysl ribozyme, which showed no initial burst phase (Figure 4A). The functional importance of the
L9-P1 interaction was supported by its complete disruption by replacing the L1-GAAA loop with a
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UUCG loop. The L9-UUCG variant yielded no detectable amount of the product tRNA even after 60
min of incubation (Figure 4A).
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Figure 4. Effects of L9-P1 tertiary interaction on catalytic ability and interdomain assembly of the
bimolecular ribozymes. (A) Site-specific cleavage reactions of pre-tRNA catalyzed by twofold excess
of sysl Tth-Sd/Ec-Cd bimolecular RNase P ribozymes. Reactions were performed in the presence
of 0.5 uM pre-tRNA, 1.0 uM S-domain RNA with L9 tetraloop, and 1.0 uM C-domain RNA with P1
tetraloop receptor. (B) Site-specific cleavage reactions of pre-tRNA catalyzed by twofold excess of
sysl E. coli bimolecular ribozymes. Reactions were performed in the presence of 0.5 uM pre-tRNA,
1.0 uM S-domain RNA with L9 tetraloop, and 1.0 uM C-domain RNA with P1 tetraloop receptor.
(C) Site-specific cleavage reactions of pre-tRNA catalyzed by catalytic amount of sys2 Tth-Sd/Ec-Cd
bimolecular ribozymes. Reactions were performed in the presence of 250 nM pre-tRNA, 25 nM
S-domain RNA with L9 tetraloop, and 25 nM C-domain RNA with P1 tetraloop receptor. (D) EMSA of
S-domain/C-domain complexes in the presence of 50 mM Mg?*. Unimolecular RNase P ribozymes were
used as size markers for the complexes. Asterisks indicate RNAs labeled with the BODIPY fluorophore.

Installation of the GAAA-R(11nt) pair also significantly improved the activities of the remaining
three sys1 ribozymes (Figure 4B and Figure S3). In the E. coli sys1 bimolecular ribozyme, the variant
bearing the GAAA-R(11nt) pair cleaved 58% of the substrate pre-tRNA in the initial burst phase
(Figure 4B) although the parent sysl ribozyme was hardly active (Figure 4B). The L9-GAAA and
P1-R(11nt) motif pair also improved the catalytic activities of the sys2 bimolecular ribozymes.
Under conditions of substrate excess, introduction of the GAAA-R(11nt) pair to the Tth-Sd/Ec-Cd
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sys2 ribozyme further improved its activity, whereas complete disruption of the L9-P1 interaction by
L9-UUCG loop significantly reduced the sys2 ribozyme activity (Figure 4C). Modular engineering of
the L9-P1 interaction improved the catalytic ability of the sysl and sys2 formats of the Tth-Sd/Ec-Cd
chimeric ribozyme. The L9-P1 interaction may also be a promising structural element for installation
of orthogonality into the assembly interface between the S-domain and C-domain. Such orthogonality
in the domain-domain interface is important in the construction of RNA nanostructures containing
two or more distinct ribozyme units (Figure S1) [20,21].

In EMSA, complex formation of S-domain/C-domain bearing GAAA/R(11nt) pair was confirmed
by the mobility shift of the labeled RNA component in the presence of the partner RNA (Figure 4D,
lanes 12 and 13). The major band observed in the presence of the S-and C-RNAs migrated faster than the
parent Tth-Sd/Ec-Cd complex (Figure 4D, lanes 14 and 15) and close to the unimolecular Tth-Sd/Ec-Cd
ribozyme (Figure 4D, lane 16). These observations suggested that stable L9-P1 interaction by the
GAAA/R(11nt) pair brought the sys2 ribozyme in the native gel to the fully folded state. The UUCG
variant of the Tth-Sd RNA, which disrupted the L9-P1 interaction completely, also formed a complex
with the Es-Cd RNA (lanes 8 and 9) or its R(11nt) variant (Figure 4D, lanes 10 and 11), the mobilities
of which were similar to the Tth-Sd/Ec-Cd complex (Figure 4D, lanes 14 and 15). These observations
suggested that the L9-P1 interaction was not stable in the parent Tth-Sd/Ec-Cd sys2 complex and it
existed predominantly as a folding intermediate in the native gel.

3.3. Engineering of P6 Base Pair Interaction in the Sys2 Ribozyme

In the Tth-Sd/Ec-Cd sys2 bimolecular ribozyme, we next engineered the P6 base pairs,
which provide interdomain interaction, to generate an orthogonal S-domain/C-domain interaction
(Figure S1). A compensatory mutation experiment was performed using the E. coli sys2 ribozyme,
in which the catalytic ability of the E. coli sys2 ribozyme was supported by mutant P6 base pairs
(P6ém1), whereas mismatched P6 base pairs significantly reduced the activity. Therefore, we introduced
the Pém1 base pairs into the Tth-Sd/Ec-Cd sys2 ribozyme (Figure 1C). Under conditions of ribozyme
excess, the activity of a variant Tth-Sd/Ec-Cd ribozyme with the P6m1 base pairs was close to that
of the parent ribozyme. The initial burst (56% of substrate cleavage) of the P6m1 variant was close
to that of the parent Tth-Sd/Ec-Cd sys2 ribozyme (58% of substrate cleavage) (Figure 5A). A mutant
sys2 ribozyme with a mismatched P6 element with P6m1 in the S-domain and the original P6 in the
C-domain was moderately active (Figure 5A). The second mutant possessing the original P6 in the
S-domain and Pém1 in the C-domain retained weak catalytic activity, which was lower than that of the
first mutant (Figure 5A). It should be noted that the two mismatched mutants both showed no initial
reaction burst, suggesting that their bimolecular complexes may be destabilized by mismatched P6
base pairs.

In the presence of a 10-fold excess amount of the substrate pre-tRNA, the variant sys2 ribozyme
with Pém1 was 3.5-fold less active than the parent Tth-Sd/Ec-Cd sys2 ribozyme (Figure 5B). Under these
conditions, the two mutants with mismatched P6 base pairs yielded no detectable amount of product
tRNA even after a 60 min reaction (Figure 5B). These observations indicated that the assembly of
the S-domain and C-domain RNNAs cannot be supported without matched P6 base pairs under low
concentrations of domain RNAs (25 + 25 nM).

While P6m1 base pairs supported the catalytic activity of the Tth-Sd/Ec-Cd sys2 ribozyme,
P6ém1 appeared to perturb folding of S-domain and C-domain RNAs because gel mobilities of the T.
thermophilus S-domain RNAs (Figure 5C, lanes 1 and 2) and the E. coli C-domain RNAs (Figure 5C, lanes 3
and 4) showed significant differences between the parent RNA and P6m1 variant. The bimolecular
complex bearing Pém1 base pairs, however, produced a band (Figure 5C, lanes 9 and 10), the mobility
of which was not different from that of the parent Tth-Sd/Ec-Cd complex (Figure 5C, lanes 11 and 12).
These results suggested that in the sys2 format Tth-Sd/Ec-Cd chimeric ribozyme, modulation of the P6
base pairs can be utilized to produce an orthogonal interface between the S-domain and the C-domain.
To generate an ideal pair of bimolecular RNase P ribozymes, assembly of S-domain/C-domain should
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be highly orthogonal to each other and the two ribozymes should have similar activities (Figure S1).
This required additional modification of the sys2 ribozyme.
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Figure 5. Effects of P6 base pairs on catalytic ability and interdomain assembly of the sys2 Tth-Sd/Ec Cd
bimolecular ribozymes. (A) Site-specific cleavage reactions of pre-tRNA catalyzed by twofold excess
of sys2 Tth-Sd/Ec-Cd bimolecular ribozymes. Reactions were performed in the presence of 0.5 pM
pre-tRNA, 1.0 uM S-domain RNA, and 1.0 uM C-domain RNA. (B) Site-specific cleavage reactions of
pre-tRNA catalyzed by catalytic amount of sys2 Tth-Sd/Ec-Cd bimolecular ribozymes. Reactions were
performed in the presence of 250 nM pre-tRNA, 25 nM S-domain RNA, and 25 nM C-domain RNA.
(C) EMSA of S-domain/C-domain complexes of sys2 Tth-Sd/Ec-Cd ribozymes in the presence of 50 mM

Mg?*. Asterisks indicate RNAs labeled with the BODIPY fluorophore.

3.4. Construction an Orthogonal Pair of Sys2 Bimolecular Ribozymes with Improved Catalytic Properties

In the Tth-Sd/Ec-Cd sys2 ribozyme, we demonstrated that modifications of L9-P1 interaction
(Figure 4) and P6 base pairs (Figure 5) were useful to improve the catalytic activity and/or control
S-domain/C-domain assembly. We used these modifications simultaneously to generate an improved
pair of orthogonal S-domain/C-domain interfaces. In addition to L9-P1 interaction and P6 base
pairs, we additionally engineered a third interdomain interaction (P8-L18) in the Tth-Sd/Ec-Cd sys2
ribozyme (Figure 1). The P8-L18 interaction utilizes a primitive-type GNRA loop-receptor interaction
consisting of L18-GCGA loop in the C-domain and P8 UC-GA base pairs in the S-domain (Figure 1D).
This interaction can be isosterically interchangeable with another primitive GUAA/CC-GG pair
(Figure 1D) [35-37]. Although the selectivity and affinity of the two primitive pairs may not be strong,
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they are expected to assist in differentiation of the pair of S-domain/C-domain interfaces (Figure 6A).
In addition to introduction of the GAAA/R(11nt) pair in the L9-P1 interaction, we used the GGAA/R(1)
pair to substitute the original L9-P1 with the primitive GNRA/receptor pair. The GGAA/R(1) pair
belongs to the evolved form of GNRA/receptor pairs, which have high affinity and specificity in
their recognition due to internal loops in the receptors [37,38]. The recognition properties of the
GGAA/R(1) pair were similar to those of the GAAA/R(11nt) pair, while the two evolved loop/receptor
pairs were orthogonal to each other [38]. We designed a variant termed ebRz-« (evolved bimolecular
ribozyme-o) (Figure 1C,D and Figure 6A) based on the Tth-Sd/Ec-Cd sys2 ribozyme. The ebRz-«
ribozyme possessed Pém1 base pairs, GAAA/R(11nt) pair in L9-P1, and GCGA/UC-GA pair in P8-L18.
We also designed a second variant, which served as an orthogonal partner of ebRz-«. The second
variant, designated as ebRz-3 (evolved bimolecular ribozyme-3), possessed the wild-type P6 pair,
GGAA/R(1) pair in L9-P1, and GUAA/CC-GG pair in P8-L18 (Figure 1C,D and Figure 6A). Between the
ebRz-a and ebRz-f ribozymes, all three interdomain interactions (P8-L18, P1-L9, and P6 base pairs)
were differentiated from each other.
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Figure 6. A pair of sys2 bimolecular ribozymes with orthogonal domain—-domain assembly. (A) Three
interdomain interactions assembling S-domain and C-domain in the sys2 ribozyme are shown on the
left. The identities of three interactions in « and {3 variants are shown on the right. (B) Site-specific
cleavage reactions of pre-tRNA catalyzed by catalytic amount of sys2 « and (3 variant ribozymes.
Reactions were performed in the presence of 250 nM pre-tRNA, 25 nM S-domain RNA, and 25 nM
C-domain RNA. (C) EMSA of S-domain/C-domain complexes of sys2 « and {3 variant ribozymes in the
presence of 50 mM Mg?*. Asterisks indicate RNAs labeled with the BODIPY fluorophore.

We examined the catalytic abilities of the ebRz-« and ebRz-f3 ribozymes and also the orthogonality
between their S-domain/C-domain interfaces. Under conditions of substrate excess, ebRz-« and ebRz-f3
exhibited similar activities (Figure 6B and Figure S4). Their activities were similar to the variant
Tth-Sd/Ec-Cd sys2 ribozyme with GAAA/R(11nt) interaction in L9-P1 (Figure 5B). The substrate
pre-tRNA was cleaved inefficiently in the presence of mismatched S-domain/C-domain combinations
of ebRz- and ebRz-f3 (Figure 6B). A mismatched combination with the ebRz-« S-domain and ebRz-f3
C-domain showed kg, =0.002 min~!, which was 37-fold and 49-fold lower than those of matched
ebRz-« (0.074 min~!) and ebRz-p (0.098 min~!), respectively (Figure 6B). The second mismatched
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combination with the ebRz- S-domain and ebRz-« C-domain yielded no detectable amount of the
product (Figure 6B). These results indicated that the S-domain/C-domain assemblies of the ebRz- and
ebRz-[3 ribozymes were considerably orthogonal to each other. Complex formation between S-domain
and C-domain was observed in the ebRz-« and ebRz-f ribozymes (Figure 6C, lanes 9-12). In the
two mismatched combinations (Figure 6C, lanes 5-8), no changes were observed in the mobility of a
fluorophore-labeled RNA component between the presence and absence of its mismatched partner
component, suggesting that no stable complex was formed between the mismatched S-domain RNA
and C-domain RNA of the evolved ribozymes.

4. Discussion

This study was performed to investigate A-type bacterial RNase P ribozyme from a thermophilic
bacterium (T. thermophilus ribozyme) to determine whether its bimolecular format is promising as a
platform for the development of supramolecular ribozyme polymers. Comparative analysis of the
bimolecular T. thermophilus and E. coli ribozymes indicated that a chimeric bimolecular ribozyme
consisting of the T. thermophilus S-domain RNA and E. coli C-domain (Tth-Sd/Ec-Cd sys2 ribozyme)
had promising properties related to catalytic ability and complex formation. In EMSA analysis,
no S-domain/C-domain complex of the E. coli sys2 ribozyme was observed (Figure 3C, lanes 5 and 6)
although its catalytic activity was comparable to that of Tth-Sd/Ec-Cd sys2 ribozyme (Figure 3A-C
and Figure S2A). This observation suggests that the active complex of the E. coli sys2 ribozyme may
be induced by the association with pre-tRNA. The complex was detected in the T. thermophilus sys2
ribozyme (Figure 3C, lanes 9 and 10) although the catalytic activity of the T. thermophilus sys2 ribozyme
was less efficient than that of the E. coli sys2 especially under conditions of substrate excess (Figure 3B).
These results were reasonable because RNase P ribozymes from several thermophilic bacteria were
more active than the E. coli ribozyme at 50-60 °C but they were often less active than the E. coli
ribozyme at 3040 °C. The relatively poor activities of thermophilic RNase P ribozymes at 30-40 °C are
partially due to slow product release [30]. The interaction between the product RNA and RNase P
ribozymes at 37 °C may also conduct substrate inhibition, with which reactions reached plateau before
complete consumption of the pre-tRNA substrate. These results suggest that their RNA structures are
too rigid at 30—40 °C because they are adapted to the high-temperature conditions of thermophilic
bacterial habitats.

The T. thermophilus ribozyme formed a stable S-domain/C-domain complex, while the E. coli
ribozyme was distinctly more active at 37 °C. This was largely resolved in the chimeric Tth-Sd/Ec-Cd sys2
ribozyme because it formed a stable complex and exhibited promising catalytic activity. Although we
did not exploit the molecular mechanism of action of the Tth-Sd/Ec-Cd sys2 ribozyme to exhibit
promising structural and catalytic properties, these properties may be due to the T. thermophilus
S-domain, which is rigid at 37 °C, and the E. coli C-domain, which must adapt its catalytic ability
at 37 °C. Further improvement of the bimolecular Tth-Sd/Ec-Cd sys2 ribozyme was achieved by
optimizing the interdomain tetraloop/receptor interaction between L9 in the S-domain and P1 in the
C-domain. Modulation of tetraloop/receptor interactions has been employed successfully to redesign
the structural and catalytic properties of group I intron ribozymes [21]. This strategy, however, has
been poorly applied to biochemical studies of RNase P ribozymes [32]. This study demonstrated that
tetraloop/receptor interactions can also represent modular parts useful for engineering and redesign of
RNase P ribozymes.

Installation of orthogonality to the RNA-RNA interface between the S-domain and C-domain
relied mainly on the substitution of base pairs in the P6 element and was also assisted by the two sets
of tetraloop/receptor interactions (Figure 6). The resulting pair of sys2 bimolecular ribozymes (ebRz-oc
and ebRz-3) are promising components for the development of supramolecular ribozyme copolymers
derived from RNase P ribozymes (Figure S1). This study will contribute to the construction of RNase
P ribozyme-based homopolymers and copolymers (Figure S1), although a number of construction
issues remain to be resolved. One such issue is RNA folding of the S-domain and C-domain of the
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sys2 bimolecular ribozymes. The migration patterns of the S-domain and C-domain in EMSA were
strongly influenced by structural engineering, such as conversion of the sys1 format to the sys2 format
(Figures 2B and 3C) and substitutions at the P6 element to produce Pém1 (Figure 5C). In the sys2
format, the secondary and tertiary structures of the isolated S-domain and C-domain RNAs may not
be robust against these structural modifications. Folding of the S-domain and C-domain may become
more serious problems when they are artificially reconnected to produce a unit RNA for ribozyme
oligomers based on the sys2 Tth-Sd/Ec-Cd ribozyme. We will continue our efforts to improve the folding
properties of the Tth-Sd/Ec-Cd sys2 ribozyme and its derivatives developed in this study. We are also
searching for RNase P ribozymes or their S- and/or C-domains that are robust to structural engineering
for use in the construction of RNase P ribozyme-based nanostructures. Such RNase P ribozyme-based
nanostructures may be applicable to RNase P-based gene targeting therapy if they can be constructed
in living cells [39,40]. Because their catalytic activity can be regulated more stringently than that of
monomeric ribozymes depending on the concentration of the ribozyme RNA, RNase P ribozyme-based
nanostructures may serve as an improved form of RNA-based nanobiotechnology tools.

5. Conclusions

A heterologous S-domain/C-domain combination consisting of T. thermophilus S-domain RNA
and E. coli C-domain showed better properties with regard to assembly and catalysis than homologous
S-domain/C-domain combinations. The assembly and catalytic properties of the chimeric ribozyme
were improved by installation of the evolved form of GNRA/receptor interaction. Based on these
modifications, a pair of orthogonal bimolecular RNase P ribozyme derivatives was developed.
Although problems remain to be resolved, these derivatives would serve as advanced forms of RNase
P ribozyme for the construction of catalytic RNA nanostructures. The strategies described in this study
will be applicable to the engineering of other functional RNAs to elucidate their structure-function
relationships and also for their application as RNA nanobiotechnology tools.

Supplementary Materials: The following are available online at http://www.mdpi.com/2079-7737/8/3/65/s1,
Figure S1: Schematic outline of the design of one-dimensional (1D) ribozyme assemblies, in which bimolecular
ribozymes serve as functional units; Figure S2: Catalytic ability of the unimolecular RNase P ribozymes; Figure S3:
Effects of L9-P1 tertiary interaction on catalytic ability and interdomain assembly of the bimolecular ribozymes;
Figure S4: Effects of Mg?* concentration on the evolved sys2 bimolecular ribozymes.

Author Contributions: YN., M.H., M.S.R,, SM., and Y.I. conceived and designed the experiments; Y.N., M.H.,
and M.S.R. performed the experiments; Y.N., S.M., and Y.I. analyzed the data and wrote the paper.

Funding: This work was supported by MEXT KAKENHI grant number JP15K05561 (to Y.I.). This work was also
supported partly by the University of Toyama Discretionary Funds of the President “Toyama RNA Research
Alliance” (to Y.I and S.M.).

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Kummerfeld, S.K,; Teichmann, S.A. Relative rates of gene fusion and fission in multi-domain proteins.
Trends Genet. 2005, 21, 25-30. [CrossRef] [PubMed]

2. Bornberg-Bauer, E.; Beaussart, F.; Kummerfeld, S.K.; Teichmann, S.A.; Weiner, ., 3rd. The evolution of
domain arrangements in proteins and interaction networks. Cell. Mol. Life Sci. 2005, 62, 435-445. [CrossRef]
[PubMed]

3. Galarneau, A.; Primeau, M.; Trudeau, L.E.; Michnick, S.W. Beta-lactamase protein fragment complementation
assays as in vivo and in vitro sensors of protein protein interactions. Nat. Biotechnol. 2002, 20, 619-622.
[CrossRef] [PubMed]

4. Ojennus, D.D.; Lehto, S.E.; Wuttke, D.S. Electrostatic interactions in the reconstitution of an SH2 domain
from constituent peptide fragments. Protein Sci. 2003, 12, 44-55. [CrossRef] [PubMed]

5. Ozawa, T. Designing split reporter proteins for analytical tools. Anal. Chim. Acta 2006, 556, 58-68. [CrossRef]
[PubMed]


http://www.mdpi.com/2079-7737/8/3/65/s1
http://dx.doi.org/10.1016/j.tig.2004.11.007
http://www.ncbi.nlm.nih.gov/pubmed/15680510
http://dx.doi.org/10.1007/s00018-004-4416-1
http://www.ncbi.nlm.nih.gov/pubmed/15719170
http://dx.doi.org/10.1038/nbt0602-619
http://www.ncbi.nlm.nih.gov/pubmed/12042868
http://dx.doi.org/10.1110/ps.0227903
http://www.ncbi.nlm.nih.gov/pubmed/12493827
http://dx.doi.org/10.1016/j.aca.2005.06.026
http://www.ncbi.nlm.nih.gov/pubmed/17723331

Biology 2019, 8, 65 14 0f 15

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.
20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Kerppola, T.K. Visualization of molecular interactions using bimolecular fluorescence complementation
analysis: Characteristics of protein fragment complementation. Chem. Soc. Rev. 2009, 38, 2876-2886.
[CrossRef] [PubMed]

Na, K; Li, H. Protein Fragment Reconstitution as a Driving Force for Self-Assembling Reversible Protein
Hydrogels. Adv. Funct. Mater. 2015, 25, 5593-5601.

Jarrell, K.A,; Dietrich, R.C.; Perlman, P.S. Group II intron domain 5 facilitates a trans-splicing reaction.
Mol. Cell. Biol. 1988, 8, 2361-2366. [CrossRef]

Van der Horst, G.; Christian, A.; Inoue, T. Reconstitution of a group I intron self-splicing reaction with an
activator RNA. Proc. Natl. Acad. Sci. USA 1991, 88, 184-188. [CrossRef]

Doudna, J.A.; Cech, T.R. Self-assembly of a group I intron active site from its component tertiary structural
domains. RNA 1995, 1, 36-45.

Ikawa, Y.; Shiraishi, H.; Inoue, T. Trans-activation of the Tetrahymena ribozyme by its P2-2.1 domains.
J. Biochem. 1998, 123, 528-533. [CrossRef] [PubMed]

Rahman, M.M.; Matsumura, S.; Ikawa, Y. Effects of molecular crowding on a bimolecular group I ribozyme
and its derivative that self-assembles to form ribozyme oligomers. Biochem. Biophys. Res. Commun. 2018, 507,
136-141. [CrossRef] [PubMed]

Pan, T. Higher order folding and domain analysis of the ribozyme from Bacillus subtilis ribonuclease P.
Biochemistry 1995, 34, 902-909. [CrossRef] [PubMed]

Loria, A.; Pan, T. Domain structure of the ribozyme from eubacterial ribonuclease P. RNA 1996, 2, 551-563.
[PubMed]

Kim, H.; Poelling, R.R.; Leeper, T.C.; Meyer, M.A.; Schmidt, EJ. In vitro transactivation of Bacillus subtilis
RNase P RNA. FEBS Lett. 2001, 506, 235-238. [CrossRef]

Torres-Larios, A.; Swinger, K.K.; Pan, T.; Mondragdn, A. Structure of ribonuclease P-a universal ribozyme.
Curr. Opin. Struct. Biol. 2006, 16, 327-335. [CrossRef]

Kazantsev, A.V.; Pace, N.R. Bacterial RNase P: A new view of an ancient enzyme. Nat. Rev. Microbiol. 2006, 4,
729-740. [CrossRef]

Evans, D.S.; Marquez, M.; Pace, N.R. RNase P: Interface of the RNA and protein worlds. Trends Biochem. Sci.
2006, 31, 333-341. [CrossRef]

Mondragon, A. Structural studies of RNase P. Annu. Rev. Biophys. 2013, 42, 537-557. [CrossRef]

Nozawa, Y.; Hagihara, M.; Matsumura, S.; Ikawa, Y. Modular architecture of bacterial RNase P ribozymes as
a structural platform for RNA nanostructure design. Chimia 2018, 72, 882-887. [CrossRef]

Tsuruga, R.; Uehara, N.; Suzuki, Y,; Furuta, H.; Sugiyama, H.; Endo, M.; Matsumura, S.; Ikawa, Y.
Oligomerization of a modular ribozyme assembly of which is controlled by a programmable RNA-RNA
interface between two structural modules. J. Biosci. Bioeng. 2019. [CrossRef] [PubMed]

Rahman, M.M.; Matsumura, S.; Ikawa, Y. Oligomerization of a bimolecular ribozyme modestly rescues its
structural defects that disturb interdomain assembly to form the catalytic site. J. Mol. Evol. 2018, 86, 431-442.
[CrossRef] [PubMed]

Vieille, C.; Zeikus, G.J. Hyperthermophilic enzymes: Sources, uses, and molecular mechanisms for
thermostability. Microbiol. Mol. Biol. Rev. 2001, 65, 1-43. [CrossRef] [PubMed]

Torres-Larios, A.; Swinger, K.K; Krasilnikov, A.S.; Pan, T.; Mondragon, A. Crystal structure of the RNA
component of bacterial ribonuclease P. Nature 2005, 437, 584-587. [CrossRef] [PubMed]

Kazantsev, A.V,; Krivenko, A.A.; Harrington, D.J.; Holbrook, S.R.; Adams, P.D.; Pace, N.R. Crystal structure
of a bacterial ribonuclease P RNA. Proc. Natl. Acad. Sci. USA 2005, 102, 13392-13397. [CrossRef] [PubMed]
Krasilnikov, A.S.; Xiao, Y.; Pan, T.; Mondragén, A. Basis for structural diversity in homologous RNAs. Science
2004, 306, 104-107. [CrossRef]

Hartmann, R.K.; Erdmann, V.A. Analysis of the gene encoding the RNA subunit of ribonuclease P from T.
thermophilus HBS. Nucleic Acids Res. 1991, 19, 5957-5964. [CrossRef]

Ikawa, Y.; Moriyama, S.; Furuta, H. Facile syntheses of BODIPY derivatives for fluorescent labeling of the 3’
and 5’ ends of RNAs. Facile syntheses of BODIPY derivatives for fluorescent labeling of the 3’ and 5’ ends of
RNAs. Anal. Biochem. 2008, 378, 166—170. [CrossRef]

Ando, T; Tanaka, T.; Hori, Y.; Kikuchi, Y. Kinetics of hyperprocessing reaction of human tyrosine tRNA by
ribonuclease P ribozyme from Escherichia coli. Biosci. Biotechnol. Biochem. 2002, 66, 1967-1971. [CrossRef]


http://dx.doi.org/10.1039/b909638h
http://www.ncbi.nlm.nih.gov/pubmed/19771334
http://dx.doi.org/10.1128/MCB.8.6.2361
http://dx.doi.org/10.1073/pnas.88.1.184
http://dx.doi.org/10.1093/oxfordjournals.jbchem.a021968
http://www.ncbi.nlm.nih.gov/pubmed/9538238
http://dx.doi.org/10.1016/j.bbrc.2018.10.188
http://www.ncbi.nlm.nih.gov/pubmed/30415779
http://dx.doi.org/10.1021/bi00003a024
http://www.ncbi.nlm.nih.gov/pubmed/7827048
http://www.ncbi.nlm.nih.gov/pubmed/8718684
http://dx.doi.org/10.1016/S0014-5793(01)02929-5
http://dx.doi.org/10.1016/j.sbi.2006.04.002
http://dx.doi.org/10.1038/nrmicro1491
http://dx.doi.org/10.1016/j.tibs.2006.04.007
http://dx.doi.org/10.1146/annurev-biophys-083012-130406
http://dx.doi.org/10.2533/chimia.2018.882
http://dx.doi.org/10.1016/j.jbiosc.2019.04.003
http://www.ncbi.nlm.nih.gov/pubmed/31109874
http://dx.doi.org/10.1007/s00239-018-9862-8
http://www.ncbi.nlm.nih.gov/pubmed/30105586
http://dx.doi.org/10.1128/MMBR.65.1.1-43.2001
http://www.ncbi.nlm.nih.gov/pubmed/11238984
http://dx.doi.org/10.1038/nature04074
http://www.ncbi.nlm.nih.gov/pubmed/16113684
http://dx.doi.org/10.1073/pnas.0506662102
http://www.ncbi.nlm.nih.gov/pubmed/16157868
http://dx.doi.org/10.1126/science.1101489
http://dx.doi.org/10.1093/nar/19.21.5957
http://dx.doi.org/10.1016/j.ab.2008.03.054
http://dx.doi.org/10.1271/bbb.66.1967

Biology 2019, 8, 65 150f 15

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

Brown, ].W.; Haas, E.S.; Pace, N.R. Characterization of ribonuclease P RNAs from thermophilic bacteria.
Nucleic Acids Res. 1993, 21, 671-679. [CrossRef]

Paul, R.; Lazarev, D.; Altman, S. Characterization of RNase P from Thermotoga maritima. Nucleic Acids Res.
2001, 29, 880-885. [CrossRef] [PubMed]

Marszalkowski, M.; Willkomm, D.K.; Hartmann, R.K. Structural basis of a ribozyme’s thermostability: P1-L9
interdomain interaction in RNase P RNA. RNA 2008, 14, 127-133. [CrossRef] [PubMed]

Schlegl, J.; Hardt, W.D.; Erdmann, V.A.; Hartmann, R.K. Contribution of structural elements to Thermus
thermophilus ribonuclease P RNA function. EMBO J. 1994, 13, 4863-4869. [CrossRef] [PubMed]

Li, D.; Gossringer, M.; Hartmann, R K. Archaeal-bacterial chimeric RNase P RNAs: Towards understanding
RNA'’s architecture, function and evolution. ChemBioChem 2011, 12, 1536-1543. [CrossRef] [PubMed]
Jaeger, L.; Michel, F.; Westhof, E. Involvement of a GNRA tetraloop in long-range RNA tertiary interactions.
J. Mol. Biol. 1994, 236, 1271-1276. [CrossRef]

Costa, M.; Michel, F. Frequent use of the same tertiary motif by self-folding RNAs. EMBO J]. 1995, 14,
1276-1285. [CrossRef] [PubMed]

Ishikawa, J.; Fujita, Y.; Maeda, Y.; Furuta, H.; Ikawa, Y. GNRA/receptor interacting modules: Versatile
modular units for natural and artificial RNA architectures. Methods 2011, 54, 226-238. [CrossRef] [PubMed]
Geary, C.; Baudrey, S.; Jaeger, L. Comprehensive features of natural and in vitro selected GNRA
tetraloop-binding receptors. Nucleic Acids Res. 2008, 36, 1138-1152. [CrossRef] [PubMed]

Dreyfus, D.H.; Tompkins, S.M.; Fuleihan, R.; Ghoda, L.Y. Gene silencing in the therapy of influenza and
other respiratory diseases: Targeting to RNase P by use of External Guide Sequences (EGS). Biologics 2007, 1,
425-432.

Davies-Sala, C.; Soler-Bistué, A.; Bonomo, R.A.; Zorreguieta, A.; Tolmasky, M.E. External guide sequence
technology: A path to development of novel antimicrobial therapeutics. Ann. N. Y. Acad. Sci. 2015, 1354,
98-110. [CrossRef]

@ © 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.1093/nar/21.3.671
http://dx.doi.org/10.1093/nar/29.4.880
http://www.ncbi.nlm.nih.gov/pubmed/11160919
http://dx.doi.org/10.1261/rna.762508
http://www.ncbi.nlm.nih.gov/pubmed/17998289
http://dx.doi.org/10.1002/j.1460-2075.1994.tb06813.x
http://www.ncbi.nlm.nih.gov/pubmed/7525270
http://dx.doi.org/10.1002/cbic.201100054
http://www.ncbi.nlm.nih.gov/pubmed/21574237
http://dx.doi.org/10.1016/0022-2836(94)90055-8
http://dx.doi.org/10.1002/j.1460-2075.1995.tb07111.x
http://www.ncbi.nlm.nih.gov/pubmed/7720718
http://dx.doi.org/10.1016/j.ymeth.2010.12.011
http://www.ncbi.nlm.nih.gov/pubmed/21163353
http://dx.doi.org/10.1093/nar/gkm1048
http://www.ncbi.nlm.nih.gov/pubmed/18158305
http://dx.doi.org/10.1111/nyas.12755
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Plasmid Construction and RNA Preparation 
	Ribozyme Activity Assay 
	Gel Electrophoresis Mobility Shift Assay (EMSA) 

	Results 
	Optimization of the Bimolecular RNase P Ribozymes by Domain Chimera 
	Modular Engineering of L9–P1 Interdomain Interactions 
	Engineering of P6 Base Pair Interaction in the Sys2 Ribozyme 
	Construction an Orthogonal Pair of Sys2 Bimolecular Ribozymes with Improved Catalytic Properties 

	Discussion 
	Conclusions 
	References

